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HSV IgG

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of 1gG antibodies to Herpes Simplex Virus type
1 and 2 in human plasma and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Herpes Simplex Virus type 1 (HSV1) and type 2 (HSV2) are
large complex DNA-containing viruses which have been shown
to induce the synthesis of several proteins during infection,
possessing an high number of crossreactive determinants and
just a few of type-specific sequences.

The majority of primary and recurrent genital herpetic infections
are caused by HSV2; while non genital infections, such as
common cold sores, are caused primarily by HSV1.

The detection of virus specific IgG and IgM antibodies are
important in the diagnosis of acute/primary virus infections or
reactivations of a latent one, in the absence of evident clinical
symptoms.

Asymptomatic infections may happen for HSV in apparently
healthy individuals and during pregnancy. Severe herpetic
infections may happen in immunocompromised and suppressed
patients in which the disease may evolve toward critical
pathologies.

The determination of HSV specific antibodies has then become
important in the monitoring of “risk” patients and in the follow up
of acute and severe infections.

C. PRINCIPLE OF THE TEST

Microplates are coated with native inactivated HSV1 and HSV2.
The solid phase is first treated with the diluted sample and IgG
to HSV are captured, if present, by the antigens.

After washing out all the other components of the sample, in the
2" incubation bound anti HSV IgG are detected by the addition
of polyclonal specific anti hlgG antibodies, labelled with
peroxidase (HRP).

The enzyme captured on the solid phase, acting on the
substrate/chromogen mixture, generates an optical signal that is
proportional to the amount of anti HSV IgG antibodies present in
the sample. A Calibration Curve, calibrated against an internal
Gold Standard, makes possible a quantitative determination of
the 1gG antibody in the patient.

D. COMPONENTS
Each kit contains sufficient reagents to perform 96 tests.

1. Microplate:

n° 1. 12 strips x 8 microwells coated with native UV inactivated
HSV1 and HSV2 in presence of bovine proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Calibration Curve:

Ready to use and color coded standard curve derived from
human plasma positive for HSV 1gG ranging:

4ml CAL1 = 0 arbU/ml

4ml CAL2 =5 arbU/ml

2ml CAL3 = 10 arbU/ml

2ml CAL4= 20 arbU/ml

2ml CAL5 = 50 arbU/ml

4ml CAL6 = 100 arbU/ml.

Standards are calibrated in arbitrary units against an internal
Gold Standard (or IGS).

It contains human serum proteins, 2% casein, 10 mM Na-citrate
buffer pH 6.0 +/-0.1, 0.1% Tween 20, 0.09% Na-azide and
0.045% ProClin 300 as preservatives. Standards are blue
colored.

3. Control Serum:

1 vial. Lyophilized. It contains fetal bovine serum proteins,
human IgG antibodies to HSV at about 20 arbU/ml + 20%, 0.2
mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label.

4. Wash buffer concentrate:

1x60ml/bottle20x concentrated solution. Once diluted, the wash
solution contains 10 mM phosphate buffer pH 7.0+/-0.2, 0.05%
Tween 20 and 0.045% ProClin 300.

5. Enzyme conjugate : [CONJ,

2x8ml/vial. Ready to use and red colour coded. It contains
Horseradish peroxidase conjugated polyclonal antibodies to
human IgG, 5% BSA, 10 mM Tris buffer pH 6.8+/-0.1, 0.045%
ProClin 300, 0.02% gentamicine sulphate as preservatives and
0.01% red alimentary dye.

6. Chromogen/Substrate:

1x16ml/vial. It contains 50 mM citrate-phosphate buffer pH 3.5-
3.8, 4% dimethylsulphoxide, 0.03% tetra-methyl-benzidine (or
TMB) and 0.02% hydrogen peroxide (or H202) and 4%
dimethylsulphoxide.

Note: To be stored protected from light as sensitive to
strong illumination.

7. Sulphuric Acid:

1x15ml/vial. It contains 0.3 M H2SOs4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363)

8. Specimen Diluent:

2x60ml/vial. It contains 2% casein, 10 mM Na-citrate buffer pH
6.0 +/-0.1, 0.1% Tween 20, 0.09% Na-azide, 0.045% ProClin
300 as preservatives. The reagent is blue colour coded.

9. Plate sealing foils n°2

10. Package insert n°1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-0.5°C tolerance)..

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

o s w

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
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The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5. Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liquid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not freeze
primary tubes of collection. For longer storage periods, sera
and plasma samples, carefully removed from the primary
collection tube, can be stored frozen at —20°C for at least 12
months.  Any frozen samples should not be frozen/thawed
more than once as this may generate particles that could affect
the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in manufacturing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.

After first opening, remaining strips are stable until the humidity
indicator inside the desiccant bag turns from yellow to green.

Calibration Curve
Ready to use component. Mix carefully on vortex before use.

Control Serum

Add the volume of ELISA grade water, reported on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vortex.

Note: The control after dissolution is not stable. Store frozen in
aliquots at —20°C.

Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

If this component has to be transferred use only plastic, possibly
sterile disposable containers.

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.

If this component has to be transferred use only plastic, possible
sterile disposable container
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Sample Diluent
Ready to use component. Mix carefully on vortex before use.

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:
P280 - Wear protective
protection/face protection.
P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 - Take off contaminated clothing and wash it
before reuse.

gloves/protective  clothing/eye

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be carried
out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

4. Incubation times have a tolerance of +5%.

5. The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of 620-
630nm, mandatory for blanking purposes. Its standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical

system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the section “Internal Quality Control” . The assay protocol
has to be installed in the operating system of the unit and
validated as for the washer and the reader. In addition, the
liquid handling part of the station (dispensation and
washing) has to be validated and correctly set. Particular
attention must be paid to avoid carry over by the needles
used for dispensing and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells. The use of ELISA automated work stations
is recommended when the number of samples to be tested
exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

. PRE ASSAY CONTROLS AND OPERATIONS

Check the expiration date of the kit printed on the external

label (primary container). Do not use if expired.

2. Check that the liquid components are not contaminated by
visible particles or aggregates.

3. Check that the Chromogen (TMB) is colourless or pale blue
by aspirating a small volume of it with a sterile plastic
pipette.

4. Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box (primary
container). Check that the aluminium pouch, containing the
microplate, is not punctured or damaged.

5. Dissolve the content of the lyophilised Control Serum as
reported in the proper section.

6. Dilute all the content of the 20x concentrated Wash Solution
as described above.

7. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

8. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles reported in the specific section.

9. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

10. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

11. Check that the micropipettes are set to the required volume.

12. Check that all the other equipment is available and ready
to use.

13. In case of problems, do not proceed further with the test and

advise the supervisor.

[l

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

The kit may be used for quantitative and qualitative
determinations as well.

M1. QUANTITATIVE DETERMINATION:

Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Sample Diluent and then 10 pl sample (1:101 dilution factor).
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The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pl samples into the proper wells of the
microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Sample Diluent + 10 pl sample) into a
second dilution platform. Make then the instrument aspirate first
100 pl Sample Diluent, then 10 pl liquid from the first dilution in
the platform and finally dispense the whole content in the proper
well of the assay microplate.

Do not dilute Calibrators and the dissolved Control Serum as
they are ready to use.

Dispense 100 pl calibrators/control in
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

the appropriate

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use.
Mix carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of microwells in the microwell
holder. Leave the Al and B1 empty for the operation of
blanking.

3. Dispense 100 pl of Calibrators and 100 pl Control Serum in
duplicate. Then dispense 100 pl of diluted samples in each
properly identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5. Wash the microplate with an automatic washer by
delivering and aspirating 350 pl/well of diluted washing
solution as reported previously (section 1.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except
A1+B1 blanking wells, and cover with the sealer. Check
that this red coloured component has been dispensed in all
the wells, except Al and B1.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Enzyme Conjugate.
Contamination might occur.

7. Incubate the microplate for 60 min at +37°C.

8.  Wash microwells as in step 5.

9. Pipette 100 pl Chromogen/Substrate mixture into each
well, the blank wells A1 and Bl included. Then incubate
the microplate at room temperature (18-24°C) for 20
minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid to stop the enzymatic reaction
into all the wells using the same pipetting sequence as in
step 9. Addition of acid will turn the positive calibrators, the
control serum and the positive samples from blue to yellow.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al or B1 or both.

M2. QUALITATIVE DETERMINATION
If only a qualitative determination is required, proceed as
described below:

Automated assay:
Proceed as described in section M1.

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use. Mix
carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of Microwells in the microwell
holder. Leave Al well empty for the operation of blanking.

3. Dispense 100 pl of Calibrator 0 arbU/ml and Calibrator 5
arbU/ml in duplicate and Calibrator 100 arbU/ml in single.
Then dispense 100 pl of diluted samples in each properly
identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5. Wash the microplate with an automatic washer by delivering
and aspirating 350 pl/well of diluted washing solution as
reported previously (section 1.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except the
Al well, and cover with the sealer. Check that this red
coloured component has been dispensed in all the wells,
except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Enzyme Conjugate.
Contamination might occur.

7. Incubate the microplate for 60 min at +37°C.

8. Wash microwells as in step 5.

9. Pipette 100 ul Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at
room temperature (18-24°C) for 20 minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9. Addition of acid will
turn the positive calibrators, the control serum and the
positive samples from blue to yellow.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al.

General Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.

N. ASSAY SCHEME

Method Operations
Calibrators & Control (*) 100 pl
Samples diluted 1:101 100 pl
1% incubation 60 min
Temperature +37°C
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Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Enzyme conjugate 100 pl
2" incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 100 pl
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

(*) Important Notes:

e The Control Serum (CS) it does not affect the test’s
results calculation.

e The Control Serum (CS) used only if a laboratory
internal quality control is required by the
Management.

An example of dispensation scheme for Quantitative Analysis is
reported below:

Check Requirements
Blank well < 0.050 OD450nm/620-630nm value
CAL 1 < 0.150 mean OD450nm/620-630nm
0 arbU/ml value after blanking

coefficient of variation < 30%

CAL 2 0OD450nm > OD450nm/620-630nm
5 arbU/ml CAL1 + 0.100
CAL 6 0OD450nm/620-630nm > 1.000
100 arbU/ml

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and operate as
follows:

Problem Check
Blank well 1. that the Chromogen/Sustrate solution has
> 0.050 not got contaminated during the assay
0OD450nm/620-630nm
CAL 1 1. that the washing procedure and the
0 arbU/ml washer settings are as validated in the pre
>0.150 qualification study;

0OD450nm/620-630nm
after blanking

2. that the proper washing solution has been
used and the washer has been primed with it
before use;

3. that no mistake has been done in the
assay procedure (dispensation of a positive
calibrator instead of the negative one;

4. that no contamination of the negative
calibrator or of their wells has occurred due
spills of positive samples or the enzyme
conjugate;

5. that  micropipettes havent  got
contaminated with positive samples or with
the enzyme conjugate

6. that the washer needles are not blocked or
partially obstructed.

coefficient of variation
> 30%

Microplate
1 2 3 |4|5|6[7|8]|9]|10]11]12
A| BLK | CAL4 | S1
B | BLK | CAL4 | S2
C | CAL1 | CAL5 | S3
D | CAL1 | CAL5 | S4
E | CAL2 | CAL6 | S5
F | CAL2 | CALG6 | S6
G| CAL3 | cs(*) | S7
H| CAL3 | cs(*) | S8
Legenda: BLK = Blank CAL = Calibrator

CS(*) = Control Serum - Not mandatory S = Sample

An example of dispensation scheme in qualitative assays is
reported below:

Microplate

CAL 2 1. that the procedure has been correctly
5arbU/ml executed;

2. that no mistake has been done in its
0OD450nm/620-630nm | distribution (ex.: dispensation of a wrong
< OD450nm/620- calibrator instead);

630nm CAL1 +0.100 | 3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;

4. that no external contamination of the
calibrator has occurred.

CAL 6 1. that the procedure has been correctly
100 arbU/ml executed;

2. that no mistake has been done in its
distribution  (dispensation of a wrong
calibrator instead) ;

< 1.000
0OD450nm/620-630nm

1 2 3 217 50 6] 7] 8l 910111112 3. that the_ washing pro_cedure_ and the
washer settings are as validated in the pre
A | BLK S3 S11 qualification study;
B|CAL1| S4 | S12 4. that no external contamination of the
C|[CAL1| S5 | S13 positive control has occurred.
D|CAL2| S6 [ S14
E|CAL2| S7 [S15 Should one of these problems have happened, after checking,
F|CAL6| S8 | S16 report to the supervisor for further actions.
G| S1 S9 | S17
H| S2 S10]S18 ** Note:
Legenda: BLK = Blank CAL = Calibrators
S = Sample

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the calibrators any time the
kit is used in order to verify whether the performances of the
assay are as qualified.

Control that the following data are matched:

If Control Serum has used, verify the following data:

Check
Control Serum

Requirements
Mean 0D450nm/620-630nm  CAL 4 + 20%

If the results of the test doesn’t match the requirements stated
above, operate as follows:
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Check
1. that the procedure has been correctly
executed;
2. that no mistake has been done in its
distribution  (dispensation of a wrong
calibrator instead);
3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;
4. that no external contamination of the
control serum has occurred.

Problem
Control Serum

Different from
expected value

Anyway, if all other parameters (Blank, CAL1, CAL2, CALS),
match the established requirements, the test may be considered
valid.

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the quantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at OD450nm/620-630nm
(4-parameters interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
Herpes Simplex Virus IgG antibody in samples.

An example of Calibration curve is reported in the next page.

Example of Calibration Curve :

oD450nm

oDaso

oD4s0nm

Calibrator 5 arbU/mi: 0.350-0.370
Mean Value: 0.360 OD450nm/620-630nm
Higher than Cal 0 + 0.100 — Accepted

Calibrator 100 arbU/ml: 2.245 OD450nm/620-630nm
Higher than 1.000 — Accepted

Q. INTERPRETATION OF RESULTS

Samples with a concentration lower than 5 arbU/ml are
considered negative for anti HSV 1gG antibody.

Samples with a concentration higher than 5 arbU/ml are
considered positive for anti HSV IgG antibody.

Particular attention in the interpretation of results has to be used
in the follow-up of pregnancy for a primary infection of HSV due
to the risk of neonatal malformations.

Important notes:

1. |Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

3. In the follow-up of pregnancy for HSV infection a positive
result (presence of IgG antibody > 5 arbU/ml) should be
confirmed to ruled out the risk of a false positive result and a
false definition of protection.

R. PERFORMANCES

1. Limit of detection

The limit of detection of the assay has been calculated by
means of an internal Gold Standard in absence of an
international preparation to refer to.

The limit of detection has been calculated as mean
0OD450nm/620-630nm Calibrator 0 arbU/ml + 5 SD.

The table below reports the mean OD450nm/620-630nm values
of this standard when diluted in negative plasma and then
examined in the assay for three lots.

Mean OD450nm/620-630nm values (n = 2)

Important Note:

Do not use the calibration curve above to make calculations.

P.2 Qualitative method

In the qualitative method, calculate the mean OD450nm/620-
630nm values for the Calibrators 0 and 5 arbU/ml and then
check that the assay is valid.

Example of calculation:
The following data must not be used instead or real figures
obtained by the user.

Calibrator 0 arbU/ml:
Mean Value:
Lower than 0.150 — Accepted

0.020 - 0.024
0.022 OD450nm/620-630nm

IgG HSVG.PU HSVG HSVG.PU
arbU/ml Lot. 0203/2 Lot. 0403/M Lot. 0603
0 0.043 0..085 0.091
5 0.381 0.397 0.427
10 0.694 0.729 0.786
20 1.076 1.099 1.097
50 1.550 1.719 1.692
100 2.396 2.549 2.478

The assay shows a limit of detection far better than 5 arbU/ml.

In addition the preparation code Accurun n° 150, produced by
Boston Biomedica Inc., BBI, USA, was tested in dilutions to
determine the limit of its detection and provide a further value of
analytical sensitivity

Mean OD450nm/620-630nm values (n = 2)

Dilution HSVG.PU HSVG HSVG.PU
Lot. 0203/2 Lot. 0403/M | Lot. 0603

1X 1.694 1.719 1.708
2X 1.085 1117 1.100
4X 0.730 0.751 0.744

8 X 0.446 0.464 0.453

16 X 0.301 0.314 0.306
32 X 0.150 0.165 0.158

0 arbU/ml 0.043 0.085 0.066
5 arbU/ml 0.381 0.397 0.395
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2. Diagnostic sensitivity:

HSVG.PU: lot 0603

The diagnostic sensitivity has been tested in a performance Mean values 1st run 2nd run 39 run Average
evaluation study on panels of samples classified positive by a kit value
US FDA approved. Positive samples from different stage of HSV 0OD450nm/620- 0.449 0.441 0.453 0.448
infection were tested. 630nm
The value, obtained from the analysis of more than 300 Std.Deviation 0.024 0.024 0.029 0.026
specimens, has been > 98%. CV % 5.4 5.4 6.5 5.8
In addition the Performance panel PTH 201, supplied by BBI, HSVG: Lot 0403/M
was evaluated with the kit against a reference FDA approved kit. Mean values 1st run 2nd run 3 run Average
value
BBI Panel PTH 201 (Performance) 0D450nm/620- 0.405 0.406 0.405 0.405
630nm
Panel | Dia.Pro Kit | REF HSV1 | REF HSV2 Std.Deviation 0.027 0.031 0.030 0.029
ID # | OD450nm/620-630nm S/Co S/Co S/Co CV% 6.6 7.6 7.4 7.2
01 1.064 2.7 3.5 1.6
02 2.525 6.4 2.9 4.4 The variability shown in the tables above did not result in
03 0.860 21 1.0 1.1 sample misclassification.
04 2.391 6.0 4.4 4.1
05 1.793 4.5 4.0 2.2 5. Accuracy .
06 1.093 28 08 14 The assay accuracy has been checked by the dilution and
07 0.801 20 0.9 1.2 recovery te_sts. Any “hook effect”, underestimation likely to
08 2180 55 59 39 happen at high doses of analyte, was ruled out up to 500 1U/ml.
09 2.086 5.3 4.6 34
10 0.029 0.1 0.3 03 S. LIMITATIONS OF THE PROCEDURE
11 1.900 4.8 3.8 2.7 Bacterial contamination or heat inactivation of the specimen
12 0.995 2.5 2.1 2.3 may affect the absorbance values of the samples with
13 1.833 4.6 2.4 3.3 consequent alteration of the level of the analyte.
14 0.153 0.4 04 0.5 Frozen samples containing fibrin particles or aggregates after
15 2.130 5.4 4.7 3.6 thawing may generate some false results.
16 1.320 3.3 1.9 2.7 This test is suitable only for testing single samples and not
17 3.008 7.6 4.6 5.6 pooled ones.
18 1.042 2.6 2.8 1.6 Diagnosis of an infectious disease should not be established on
19 0.097 0.2 0.3 0.3 the basis of a single test result. The patient’s clinical history,
20 0.414 1.0 0.6 0.8 symptomatology, as well as other diagnostic data should be
21 1.682 4.2 3.3 2.2 considered.
22 2.364 6.0 5.1 4.1
23 1.926 4.9 4.3 2.2
24 1.556 4.0 1.6 25 REFERENCES _
25 2372 6.0 51 37 1. Engvall E. and Perlmann P.. J.Immunochemistry 8: 871-
874, 1971
Note: Cut-Off = 5 arbU/ml = 0.395 2. Eg%/all E. and Perlmann P.. J.Immunol.. 109: 129-135,

3. Diagnostic specificity:

The diagnostic specificity has been determined in the same
study on panels of negative samples from not infected
individuals, classified negative with a kit US FDA approved.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the value of specificity.

Frozen specimens have been tested, as well, to check for
interferences due to collection and storage.

No interference was observed.

Potentially interfering samples derived from patients with
different pathologies (mostly ANA, AMA and RF positive) and
from pregnant women were tested.

No crossreaction was observed.

An overall value > 98% of specificity was found when examined
on more than 100 specimens.

3. Precision:

It has been calculated on the Calibrator 5 arbU/ml, considered
the cut-off of the assay, examined in 16 replicates in three
separate runs for three lots.

Results are reported as follows:

HSVG: lot 0603/2

3. Remington J.S. and Klein J.O.. (1996) In “Infectious
diseases of fetus and newborn infant”. Sanders,
Philadelphia, London, Toronto.

4. Volk W.A. (1982) In “essential of Medical Microbiology”. 2™

ed., pp 729, G.B. Lippincott Co. Philadelphia, New York,

S.Jose, Toronto.

Leinikki P.O. et al.. J.Clin.Microbiol.. 8:418, 1978

Piroid E. et al.. Révue Méd.Vet.. 131:25, 1980.

Vaheri A. et al.. J.Med.Virol.. 5:171, 1980.

Vejtorp M. et al.. Acta Path.Microbiol.Scand.. 88:349, 1980.

Voller A. et al.. Brit.J.Exp.Pathol.. 56:338, 1975

©ooNoO O

All the IVD Products manufactured by the company are
under the control of a certified Quality Management
System in compliance with 1ISO 13485 rule. Each lot is
submitted to a quality control and released into the
market only if conforming with the EC technical
specifications and acceptance criteria.

Manufacturer:
Dia.Pro Diagnostic Bioprobes S.r.l.
Via G. Carducci n° 27 — Sesto San Giovanni (MI) — Italy

Mean values 1st run 2nd run 3" run Average
value
OD450nm/620- 0.450 0.438 0.449 0.446
630nm
Std.Deviation 0.020 0.021 0.026 0.022
CV % 4.4 4.8 5.7 5.0
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HSV1&2 IgM

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determination of
IgM antibodies to Herpes Simplex Virus types 1&2 in human
plasma and sera with the “"capture" system. The devise is
intended for the follow-up of HSV infected patients and for the
monitoring of risk of neonatal defects due to HSV infection
during pregnancy. For “in vitro” diagnostic use only.

B. INTRODUCTION

Herpes Simplex Virus type 1 (HSV1) and type 2 (HSV2) are
large complex DNA-containing viruses which have been shown
to induce the synthesis of several proteins during infection,
possessing an high number of cross-reactive determinants and
just a few of type-specific sequences.

The majority of primary and recurrent genital herpetic infections
are caused by HSV2; while non genital infections, such as
common cold sores, are caused primarily by HSV1.

The detection of virus specific IgG and IgM antibodies are
important in the diagnosis of acute/primary virus infections or
reactivations of a latent one, in the absence of evident clinical
symptoms.

A-symptomatic infections may happen for HSV in apparently
healthy individuals and during pregnancy. Severe herpetic
infections may happen in immuno-compromised and
suppressed patients in which the disease may evolve toward
critical pathologies.

The determination of HSV specific antibodies has then become
important in the monitoring of “risk” patients and in the follow up
of acute and severe infections.

C. PRINCIPLE OF THE TEST

The assay is based on the principle of "IgM capture" where IgM
class antibodies in the sample are first captured by the solid
phase coated with anti higM antibody.

After washing out all the other components of the sample and in
particular 19G antibodies, the specific IgM captured on the solid
phase are detected by the addition of a purified preparation of
inactivated HSV1&2, labeled with a specific antibody conjugated
with peroxidase (HRP).

After incubation, microwells are washed to remove unbound
conjugate and then the chromogen/substrate is added.

In the presence of bound conjugate the colorless substrate is
hydrolyzed to a colored end-product, whose optical density may
be detected and is proportional to the amount of IgM antibodies
to HSV1&2present in the sample.

A system is described how to control whether the positivity
shown by a sample is true or not (Confirmation Test), helpful for
the clinician to make a correct interpretation of results.

D. COMPONENTS
The kit contains reagents for 96 tests.

1. Microplate:

12 strips x 8 microwells coated with anti human IgM affinity
purified goat antibody, in presence of bovine proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Negative Control: |CONTROL -
1x4.0 ml/vial. Ready to use control. It contains 1% human serum
proteins, 2% casein, 10 mM citrate buffer pH 6.0+/-0.1, 0.1%

Tween 20, 0.09% sodium azide and 0.045% ProClin 300 as
preservatives. The negative control is yellow colour coded.

3. Positive Control: [CONTROL +

1x4.0 ml/vial. Ready to use control. It contains 1% citrate buffer
pH 6.0+/-0.1, 0.1% Tween 20, 0.09% sodium azide and 0.045%
ProClin 300 as preservatives.

The positive control is green colour coded.

4. Calibrator: |CAL ...ml

N° 1 lyophilized vial. To be dissolved with EIA grade water as
reported in the label. It contains anti HSV1&2 IgM, 4% Bovine
proteins, 2% mannitol, 5mM tris base, 0.2 mg/ml gentamicine
sulphate and 0.045% ProClin 300 as preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label.

5. Lyophilized HSV1&2 Ag:

N° 6 lyophilized vials. The vials contain lyophilized UV-light
inactivated HSV1&2 in a protein buffer. The solution contains
2% bovine proteins, 10 mM Tris HCI buffer pH 6.8+/-0.1, 0.2
mg/ml gentamicine sulphate and 0.045% ProClin 300. To be
dissolved with 1.9 ml of Antigen Diluent as reported in the
specific section.

6. Wash buffer concentrate: WASHBUF 20
1x60ml/bottle. 20x concentrated solution. Once diluted, the
wash solution contains 10 mM phosphate buffer pH 7.0+/-0.2,

0.05% Tween 20 and 0.045% ProClin 300. .

7. Enzyme conjugate:

1x0.8 ml/vial. 20x concentrated solution of a HSV-specific
antibody, labeled with HRP and diluted in a protein buffer
containing 10 mM Tris buffer pH 6.8+/-0.1, 2% BSA, 0.045%
ProClin 300 and 0.2 mg/ml gentamicine sulphate as
preservatives.

8. Antigen Diluent :

n° 1 vial of 16 ml. Protein buffer solution for the preparation of
the Immunocomplex. The solution contains 10 mM Tris buffer
pH 6.8+/-0.1, 2% BSA, 0.045% ProClin 300 and 0.2 mg/ml
gentamicine sulphate as preservatives. The reagent is code
coloured with 0.01% red alimentary dye

9. Specimen Diluent :

2x60.0 ml/vial. Proteic buffered solution for the dilution of
samples. It contains 2% casein, 10 mM citrate buffer pH 6.0+/-
0.1, 0.1% Tween 20, 0.09% sodium azide and 0.045% ProClin
300 as preservatives.

The reagent is color coded with 0.01% blue alimentary dye.

10. Chromogen/Substrate :

1x16ml/vial. It contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 0.03% tetra-methyl-benzidine (TMB),
0.02% hydrogen peroxide (H202) and 4% dimethylsulphoxide.
Note: To be stored protected from light as sensitive to
strong illumination.

11. Sulphuric Acid:

1x15ml/vial. It contains 0.3 M H2SOs4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363).

12. Plate sealing foils n°® 2

13. Package insertn® 1
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E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-0.5°C tolerance)..

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

asw

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5.  Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination  between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’'s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liqguid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are

treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not freeze
primary tubes of collection. For longer storage periods, sera
and plasma samples, carefully removed from the primary
collection tube, can be stored frozen at —20°C for several
months.  Any frozen samples should not be frozen/thawed
more than once as this may generate particles that could affect
the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in manufacturing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.

After first opening, remaining strips are stable until the humidity
indicator inside the desiccant bag turns from yellow to green.

Negative Control:
Ready to use. Mix well on vortex before use.

Positive Control:
Ready to use. Mix well on vortex before use.

Calibrator:

Add the volume of ELISA grade water reported on the label to
the lyophilized powder. Let fully dissolve and then gently mix on
vortex.

Important Note: The solution is not stable. Store the Calibrator
frozen in aliquots at —20°C.
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Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8°C.

Ag/Ab Immunocomplex:

Proceed carefully as follows:

1. Dissolve the content of a lyophilized vial with 1.9 ml of
Conjugate/Antigen Diluent. Let fully dissolved the lyophilized
content and then gently mix on vortex.

2. Gently mix the concentrated Enzyme Conjugate on vortex.
Then add 0.1 ml of it to the vial of the dissolved HSV Ag and
mix gently on vortex.

Important Notes:

1. Dissolve and prepare only the number of vials necessary to
the test. The Immunocomplex obtained is not stable. Store
any residual solution frozen in aliquots at —20°C.

2. The preparation of the Immucomplex has to be done right
before the dispensation of samples and controls into the
plate. Mix again on vortex gently just before its use.

Specimen Diluent:
Ready to use. Mix well on vortex before use

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.

If this component has to be transferred use only plastic, possible
sterile disposable container

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:

P280 - Wear protective gloves/protective
protection/face protection.

P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 - Take off contaminated clothing and wash it
before reuse.

clothing/eye

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They

should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be carried
out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

4. Incubation times have a tolerance of +5%.

5. The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of 620-
630nm, mandatory for blanking purpose. lts standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the section “Quality Control”. The assay protocol has to be
installed in the operating system of the unit and validated as
for the washer and the reader. In addition, the liquid
handling part of the station (dispensation and washing) has
to be validated and correctly set. Particular attention must
be paid to avoid carry over by the needles used for
dispensing and for washing. This must be studied and
controlled to minimize the possibility of contamination of
adjacent wells. The use of ELISA automated work stations
is recommended when the number of samples to be tested
exceed 20-30 units per run.

7. When using automatic devices, in case the vial holder of the
instrument does not fit with the vials supplied in the Kkit,
transfer the solution into appropriate containers and label
them with the same label peeled out from the original vial.
This operation is important in order to avoid mismatching
contents of vials, when transferring them. When the test is
over, return the secondary labeled containers to 2..8°C,
firmly capped.

8. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

L. PRE ASSAY CONTROLS AND OPERATIONS
1. Check the expiration date of the kit printed on the external
label (primary container). Do not use the device if expired.
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2. Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue by aspirating
a small volume of it with a sterile plastic pipette. Check that
no breakage occurred in transportation and no spillage of
liquid is present inside the box (primary container). Check
that the aluminum pouch, containing the microplate, is not
punctured or damaged.

3. Dilute all the content of the 20x concentrated Wash Solution
as described above.

4. Dissolve the Calibrator as described above and gently mix.

5. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

6. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

7. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

8. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

9. Check that the micropipettes are set to the required volume.

10. Check that all the other equipment is available and ready
to use.

11. In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

M.1 Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Specimen Diluent and then 10 pl sample (1:101 dilution factor).
The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pl diluted samples into the proper
wells of the microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Specimen Diluent + 10 pl sample) into a
second dilution platform. Make then the instrument aspirate first
100 pl Specimen Diluent, then 10 pl liquid from the first dilution
in the platform and finally dispense the whole content in the
proper well of the assay microplate.

Do not dilute controls/calibrator as they are ready to use.
Dispense 100 pl calibrators/control in the appropriate
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

M. 2 Manual assay:

1. Dilute samples 1:101 by dispensing first 10 pl sample and
then 1 ml Specimen Diluent into a dilution tube; mix gently
on vortex.

2. Place the required number of Microwells in the microwell
holder. Leave the well in position Al empty for the
operation of blanking.

3. Dispense 100 pl of Negative Control in triplicate and 100
ul of Calibrator in the proper wells in duplicate. Dispense
100 pl of Positive Control in single into the proper well.
Do not dilute controls and the calibrator as they are ready
touse!

4. Dispense 100 pl diluted samples in the proper sample wells
and then check that all the samples wells are blue colored
and that controls and calibrator have been dispensed.

5. Incubate the microplate for 60 min at +37°C .

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out
manually. Do not cover strips when using ELISA automatic
instruments.

6. Wash the microplate with an automatic washer as reported
previously in section 1.3.

7. Pipette 100 ul of the Ag/Ab Immunocomplex into each
well, except the blanking well A1, and cover with the sealer.
Check that all wells are red colored, except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filed with the Ag/Ab
Immunocomplex. Contamination might occur.

8. Incubate the microplate for 60 min at +37°C .
9. Wash microwells as in section 1.3.

10. Pipette 100 pl Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at
room temperature (18-24°C) for 20 minutes.

Important note: Do not expose to strong direct
illumination. High background might be generated.

11. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 10. Addition of acid will
turn the positive control and positive samples from blue to
yellow.

12. Measure the color intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction), blanking the instrument on
Al (mandatory).

Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.

N. ASSAY SCHEME

Controls&calibrator(*) 100 ul
Samples diluted 1:101 100 ul
1%t incubation 60 min
Temperature +37°C
Washing n° 5 with 20” of soaking
OR
n° 6 cycles without soaking
Immunocomplex 100 ul
2" incubation 60 min
Temperature +37°C
Washing n° 5 with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 mix 100 ul
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm
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(*) Important Notes:

e The Calibrator (CAL) does not affect the Cut Off
calculation, therefore it does not affect the test’s
results calculation.

e The Calibrator (CAL) used only if a laboratory
internal quality control is required by the
Management.

An example of dispensation scheme is reported below:

Positive Control
<0.750
OD450nm

1. that the procedure has been correctly
performed;

2. that no mistake has occurred during
the distribution of the  control
(dispensation of negative control instead
of positive control).

3. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

4. that no external contamination of the
positive control has occurred.

Microplate

1 | 2]|3|4|5|6|7]8]9]10]11]12
A | BLK |S2
B NC |S3
C NC | S4
D NC | S5
E | CAL(*) | S6
F | CAL(Y) | S7
G PC | S8
H S1 |S9
Legenda: BLK = Blank NC = Negative Control
CAL(*) = Calibrator-Not Mandatory PC = Positive Control
S = Sample

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the controls any time the kit
is used in order to verify whether the performances of the assay
are as qualified.

Control that the following data are matched:

If any of the above problems have occurred, report the problem
to the supervisor for further actions.

** Important Note:
If the Calibrator has used, verify the following data:

Check

Requirements

Calibrator

S/Co>1.0

If the results of the test doesn’t match the requirements stated
above, operate as follows:

Problem Check
Calibrator 1. that the procedure has been correctly
S/Co<1.0 performed;

Parameter Requirements
Blank well < 0.050 OD450nm value
Negative < 0.200 OD450nm value after
Control mean blanking
value (NC) coefficient of variation < 30%
Positive Control | > 0.750 OD450nm

If the results of the test match the requirements stated above,
proceed to the next section.
If they do not, do not proceed any further and perform the

following checks:

Problem

Check

Blank well
> 0.05 OD450nm

1. that the Chromogen/Substrate solution
has not become contaminated during the
assay

Negative
Control (NC)
> 0.200
OD450nm after
blanking

coefficient of
variation > 30%

1. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

2. that the proper washing solution has
been used and the washer has been
primed with it before use;

3. that no mistake has been done in the
assay procedure (dispensation of positive
control instead of negative control;

4. that no contamination of the negative
control or of the wells where the control
was dispensed has occurred due to
positive samples, to spills or to the
enzyme conjugate;

5. that micropipettes have not become
contaminated with positive samples or
with the enzyme conjugate

6. that the washer needles are not
blocked or partially obstructed.

2. that no mistake has occurred during
its distribution (ex.: dispensation of
negative control instead)

3. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

4. that no external contamination of the
calibrator has occurred.

Anyway, if all other parameters (Blank, Negative Control,
Positive Control), match the established requirements, the test
may be considered valid.

P. CALCULATION OF THE CUT-OFF

The test results are calculated by means of the mean OD450nm
value of the Negative Control (NC) and a mathematical
calculation, in order to define the following cut-off formulation:

Cut-Off = NC + 0.250

The value found for the test is used for the interpretation of
results as described in the next paragraph.

Important note: When the calculation of results is performed by
the operating system of an ELISA automated work station,
ensure that the proper formulation is used to calculate the cut-
off value and generate the correct interpretation of results.

Q. INTERPRETATION OF RESULTS
Test results are interpreted as a ratio of the sample OD450nm
and the Cut-Off value (or S/Co) according to the following table:

S/Co Interpretation

<1.0 Negative
1.0-1.2 Equivocal

>1.2 Positive
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A negative result indicates that the patient is not undergoing an
acute infection of Herpes Simplex Virus.

Any patient showing an equivocal result, should be re-tested by
examining a second sample taken from the patient after 1-2
weeks from first testing.

A positive result is indicative of a Herpes Simplex Virus
infection.

An example of calculation is reported below:

Important Note: The following data must not be used instead or
real figures obtained by the user.

Negative Control:  0.080 — 0.100 — 0.070 OD450nm
Mean Value: 0.090 OD450nm

Lower than 0.200 — Accepted

Positive Control: ~ 1.850 OD450nm

Higher than 0.750 — Accepted

Cut-Off = 0.090+0.250 = 0.340

Calibrator: 0.800 - 0.840 OD450nm
Mean value: 0.820 OD450nm

S/Co higher than 1.0 — Accepted

Sample 1: 0.070 OD450nm
Sample 2: 1.690 OD450nm
Sample 1 S/Co <1 = negative

Sample 2 S/Co > 1.2 = positive

S/Co=24

Important notes:

1. |Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. Particular attention in the interpretation of results has to be
used in the follow-up of pregnancy for an infection of HSV
due to the risk of severe neonatal malformations.

3. In pregnancy monitoring, it is strongly recommended that
any positive result is confirmed first with the procedure
described below and secondly with a different device for
HSV IgM detection, before taking any preventive medical
action.

4. Any positive sample should be submitted to the
Confirmation Test reported in section T before giving a
result of positivity. By carrying out this test, false reactions,
leading to a misinterpretation of the analytical result, can be
revealed and then ruled out.

5. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

6. Diagnosis of infection has to be taken and released to the
patient by a suitably qualified medical doctor.

R. PERFORMANCE CHARACTERISTICS

1. Limit of detection

No international standard for HSV1&2 IgM Antibody detection
has been defined so far by the European Community.

In its absence, an Internal Gold Standard (or IGS), calibrated on
the preparation named “Accurun — Anti HSV2 IgM plasma”
produced by Boston Biomedica Inc., USA, code 9106072, has
been defined in order to provide the device with a constant and
excellent sensitivity..

The limit of detection of the assay has been therefore calculated
on the IGS. A limiting dilution curve was prepared in the
Negative Control (NC).

Results of Quality Control are given in the following table:

OD450nm values

IGS | HSVM.CE | HSVM.CE | HSVM.CE
Lot # RD1 | Lot # RD2 | Lot # RD3
1X 0.541 0.568 0.580
2X 0.272 0.298 0.300
4X 0.155 0.142 0.153
NC 0.095 0.100 0.128

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested in a clinical trial on
panels of 40 samples classified positive by a CE marked Kkit.
The value obtained from the analysis was > 98%.

3. Diagnostic specificity:

The diagnostic specificity has been determined in the clinical
trial on panels of more than 300 specimens, negative with the
reference kit, derived from normal individuals of European
origin.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the specificity. No false reactivity due to the
method of specimen preparation has been observed.

Frozen specimens have also been tested to check whether this
interferes with the performance of the test. No interference was
observed on clean and particle free samples.

A study conducted on more than 60 potentially cross-reactive
samples has not revealed any interference in the system.

No cross reaction were observed.

The Performance Evaluation has provided a value > 98%.

False positive reactions may be anyway pointed out and then
ruled out in the interpretation of results with the procedure
reported in section T, able to verify whether or not a positive
result is real.

3. Precision:
It has been calculated on three samples, a negative, a low
positive and a positive, examined in 16 replicates in three
separate runs.

Results are reported as follows:

HSVM.CE: lot # RD1

Negative (N = 16)

Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.061 0.061 0.060 0.061
Std.Deviation 0.006 0.006 0.007 0.006
CV % 10.3 9.2 11.7 104
Low reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.360 0.358 0.356 0.358
Std.Deviation 0.017 0.012 0.013 0.014
CV % 4.8 34 3.5 3.9
High reactive (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 1.842 1.845 1.877 1.854
Std.Deviation 0.025 0.029 0.039 0.031
CV % 1.4 1.6 2.1 1.7
HSVM.CE: lot # RD2
Negative (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.122 0.122 0.122 0.122
Std.Deviation 0.012 0.009 0.011 0.011
CV % 9.9 7.5 8.9 8.8
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Low reactive (N = 16) 7.  After washing, the blank well Al is left empty.
Mean values 1strun 2nd run 3 run Average 8. 100 pl of Solution A are dispensed in wells B1+C1+D1.
value 9. Then 100 ul of Solution B are added to well E1.
OD 450nm 0.432 0.431 0.462 0.442 10. The strip is incubated for 60 min at +37°C.
Std.g\e/v[;anon 0'5?23 0;‘0‘119 OSES 0‘5032 11. After washing, 100 pl Chromogen/Substrate are added to
2 - - - - all the wells and the strip is incubated for 20 min at r.t.
High reactive (N = 16) 12. 10(_) ul Sulphuric _Aci_d are added to all the wells gnd _then
Mean values 1strun 2nd run 39 run Average their color intensity is measured at 450nm (reading filter)
value and at 620-630nm (background subtraction, strongly
OD 450nm 1.858 1.852 1.841 1.850 recommended), blanking the instrument on AL.
Std.Deviation 0.031 0.035 0.039 0.035
CV % 17 1.9 21 1.9 Interpretation of results is carried out as follows:
1. If the sample in position D1 shows a S/Co value lower than
1.0 a problem of dispensation or contamination in the first
HSVM.CE: lot # RD3 test is likely to be occurred. The Assay Procedure in Section
M has to be repeated to double check the analysis.
Negative (N = 16) 2. If the sample in position D1 shows a S/Co value higher than
Mean values Istrun 2nd run 3run Average 1.2 and in position E1 shows a S/Co value still higher than
oD 4500m 0106 0102 0106 gallgz 1.2 the sample is_ cqnsidered a false positive. The reacti\{iFy
Std Deviation 0.012 0.013 0.012 0.002 of the sample is in fact not dependgnt on the speuf!c
oV % 116 126 111 118 presence of HSV and a crossreaction with enzymatic
conjugate has occurred.
Low reactive (N = 16) 3. If the sample in position D1 shows a S/Co value higher than
Mean values 1strun 2nd run 39 run Average 1.2 and in position E1 shows a S/Co value lower than 1.0
value the sample is considered a true positive. The reactivity of
OD 450nm 0.385 0.386 0.386 0.385 the sample is in fact dependent on the specific presence of
Std.Deviation 0.007 0.008 0.008 0.008 HSV and not due to any crossreaction.
CV % 1.9 2.1 2.2 2.1
) ) The following table is reported for the interpretation of results
High reactive (N = 16)
rd
Mean values 1st run 2nd run 3 run A\\;glrjge well S/Co
OD 450nm 1.871 1.862 1.848 1.861 D1 <10 >12 >12
Std.Deviation 0.040 0.035 0.026 0.033 El <10 >12 <10
CV % 2.1 1.9 14 1.8 Interpretation | Problem of False True
contam. positive positive
S. LIMITATIONS
Frozen samples containing fibrin particles or aggregates may
generate false positive results. REFERENCES
Bacterial contamination or heat inactivation of the specimen 1. Engvall E. and Perlmann P.. J.Immunochemistry 8: 871-
may affect the absorbance values of the samples with 874, 1971
consequent alteration of the level of the analyte. 2. Engvall E. and Perlmann P.. J.Immunol.. 109: 129-135,
This test is suitable only for testing single samples and not 1971

pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.

T. CONFIRMATION TEST

In order to provide the medical doctor with the best accuracy in

the follow-up of pregnancy, where a false positive result could

lead to an operation of abortion, a confirmation test is reported.

The confirmation test has to be carried out on any positive

sample before a diagnosis of primary infection of HSV is

released to the doctor.

Proceed for confirmation as follows:

1. Prepare the Antigen/Conjugate Complex as described in
the proper section. This reagent is called Solution A.

2. Then 25 ul concentrated Enzymatic Conjugate are diluted
in 500 ul Antigen Diluent and mixed gently on vortex. Do
not use any lyophilized antigen vial for this procedure ! This
solution is called Solution B.

3. The well Al of the strip is left empty for blanking.

4. The Negative Control is dispensed in the strip in positions
B1+C1. This is used for the calculation of the cut-off and
S/Co values.

5. The positive sample to be confirmed, diluted 1:101, is
dispensed in the strip in position D1+E1.

6. The strip is incubated for 60 min at +37°C.

3. Remington J.S. and Klein J.O.. (1996) In “Infectious
diseases of fetus and newborn infant”. Sanders,
Philadelphia, London, Toronto.

4. Volk W.A. (1982) In “essential of Medical Microbiology”. 2™

ed., pp 729, G.B. Lippincott Co. Philadelphia, New York,

S.Jose, Toronto.

Leinikki P.O. et al.. J.Clin.Microbiol.. 8:418, 1978

Piroid E. et al.. Révue Méd.Vet.. 131:25, 1980.

Vaheri A. et al.. J.Med.Virol.. 5:171, 1980.

Vejtorp M. et al.. Acta Path.Microbiol.Scand.. 88:349, 1980.

Voller A. et al.. Brit.J.Exp.Pathol.. 56:338, 1975
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HSV1I1gG

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of 1gG antibodies to Herpes Simplex Virus type
1 in human plasma and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Herpes Simplex Virus type 1 (HSV1) and type 2 (HSV2) are
large complex DNA-containing viruses which have been shown
to induce the synthesis of several proteins during infection,
possessing an high number of crossreactive determinants and
just a few of type-specific sequences.

The majority of primary and recurrent genital herpetic infections
are caused by HSV2; while non genital infections, such as
common cold sores, are caused primarily by HSV1.

The detection of virus specific IgG and IgM antibodies are
important in the diagnosis of acute/primary virus infections or
reactivations of a latent one, in the absence of evident clinical
symptoms.

Asymptomatic infections may happen for HSV in apparently
healthy individuals and during pregnancy. Severe herpetic
infections may happen in immunocompromised and suppressed
patients in which the disease may evolve toward critical
pathologies.

The determination of HSV specific antibodies has then become
important in the monitoring of “risk” patients and in the follow up
of acute and severe infections.

C. PRINCIPLE OF THE TEST

Microplates are coated with native inactivated HSV1.

The solid phase is first treated with the diluted sample and IgG
to HSV are captured, if present, by the antigens.

After washing out all the other components of the sample, in the
2" incubation bound anti HSV1 IgG are detected by the addition
of polyclonal specific anti hlgG antibodies, labelled with
peroxidase (HRP).

The enzyme captured on the solid phase, acting on the
substrate/chromogen mixture, generates an optical signal that is
proportional to the amount of anti HSV1 IgG antibodies present
in the sample. A Calibration Curve, calibrated against an
internal Gold Standard, makes possible a quantitative
determination of the IgG antibody in the patient.

D. COMPONENTS
Each kit contains sufficient reagents to perform 96 tests.

1. Microplate:

n° 1. 12 strips x 8 microwells coated with native UV inactivated
HSV1 in presence of bovine proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Calibration Curve:

Ready to use and color coded standard curve derived from
human plasma positive for HSV1 IgG ranging:

4ml CAL1 = 0 arbU/ml

4ml CAL2 =5 arbU/ml

2ml CAL3 = 10 arbU/ml

2ml CAL4 = 20 arbU/ml

2mICALS5 = 50 arbU/ml

4ml CAL6 = 100 arbU/ml.

Standards are calibrated in arbitrary units against an internal
Gold Standard (or IGS).

It contains human serum proteins, 2% casein, 10 mM Na-citrate
buffer pH 6.0 +/-0.1, 0.1% Tween 20, 0.09% Na-azide and
0.045% ProClin 300 as preservatives. Standards are blue
colored.

3. Control Serum:

1 vial. Lyophilized. It contains fetal bovine serum proteins,
human IgG antibodies to HSV1 at about 20 arbU/ml +20%, 0.2
mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label.

4. Wash buffer concentrate:

1x60ml/bottle20x concentrated solution. Once diluted, the wash
solution contains 10 mM phosphate buffer pH 7.0+/-0.2, 0.05%
Tween 20 and 0.045% ProClin 300.

5. Enzyme conjugate : [CONJ,

2x8ml/vial. Ready to use and red colour coded. It contains
Horseradish peroxidase conjugated polyclonal antibodies to
human IgG, 5% BSA, 10 mM Tris buffer pH 6.8+/-0.1, 0.045%
ProClin 300, 0.02% gentamicine sulphate as preservatives and
0.01% red alimentary dye.

6. Chromogen/Substrate:

1x16ml/vial. It contains 50 mM citrate-phosphate buffer pH 3.5-
3.8, 4% dimethylsulphoxide, 0.03% tetra-methyl-benzidine (or
TMB) and 0.02% hydrogen peroxide (or H202).

Note: To be stored protected from light as sensitive to
strong illumination.

7. Sulphuric Acid:

1x15ml/vial. It contains 0.3 M Hz2SO4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363)

8. Specimen Diluent:

2x60ml/vial. It contains 2% casein, 10 mM Na-citrate buffer pH
6.0 +/-0.1, 0.1% Tween 20, 0.09% Na-azide 0.1% and 0.045%
ProClin 300 as preservatives. The reagent is blue colour coded.

9. Plate sealing foils n°2

10. Package insert n°1

. MATERIALS REQUIRED BUT NOT PROVIDED
Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-0.5°C tolerance)..

6. Calibrated ELISA microwell reader with 450nm (reading)

and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

= m
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F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5. Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination  between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’'s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liqguid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection.

Do not freeze primary tubes of collection. For longer storage
periods, sera and plasma samples, carefully removed from the
primary collection tube, can be stored frozen at —20°C for
several months. Any frozen samples should not be
frozen/thawed more than once as this may generate particles
that could affect the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in storing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.

After first opening, remaining strips are stable until the humidity
indicator inside the desiccant bag turns from yellow to green.

Calibration Curve
Ready to use component. Mix carefully on vortex before use.

Control Serum

Add the volume of ELISA grade water, reported on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vortex.

Note: The control after dissolution is not stable. Store frozen in
aliquots at —20°C.

Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

If this component has to be transferred use only plastic, possibly
sterile disposable containers.

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.
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If this component has to be transferred use only plastic, possible
sterile disposable container

Sample Diluent
Ready to use component. Mix carefully on vortex before use.

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:

P280 — Wear protective gloves/protective clothing/eye protection/face
protection.

P302 + P352 — IF ON SKIN: Wash with plenty of soap and water.

P332 + P313 - If skin irritation occurs: Get medical advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water for
several minutes. Remove contact lenses, if present and easy to do.
Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical advice/attention.
P362 + P363 - Take off contaminated clothing and wash it before reuse.

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be carried
out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

4. Incubation times have a tolerance of +5%.

5. The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of 620-
630nm, mandatory for blanking purposes. Its standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the section “Internal Quality Control”. The assay protocol has
to be installed in the operating system of the unit and
validated as for the washer and the reader. In addition, the
liquid handling part of the station (dispensation and
washing) has to be validated and correctly set. Particular
attention must be paid to avoid carry over by the needles
used for dispensing and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells. The use of ELISA automated work stations
is recommended when the number of samples to be tested
exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

L. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label (primary container). Do not use if expired.

2. Check that the liquid components are not contaminated by
visible particles or aggregates.

3. Check that the Chromogen (TMB) is colourless or pale blue
by aspirating a small volume of it with a sterile plastic
pipette.

4. Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box (primary
container). Check that the aluminium pouch, containing the
microplate, is not punctured or damaged.

5. Dissolve the content of the lyophilised Control Serum as
reported in the proper section.

6. Dilute all the content of the 20x concentrated Wash Solution
as described above.

7. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

8. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

9. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

10. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

11. Check that the micropipettes are set to the required volume.

12. Check that all the other equipment is available and ready
to use.

13. In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

The kit may be used for quantitative and qualitative
determinations as well.

M1. QUANTITATIVE DETERMINATION:

Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Sample Diluent and then 10 pl sample (1:101 dilution factor).
The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
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to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pl samples into the proper wells of the
microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Sample Diluent + 10 pl sample) into a
second dilution platform. Make then the instrument aspirate first
100 pl Sample Diluent, then 10 pl liquid from the first dilution in
the platform and finally dispense the whole content in the proper
well of the assay microplate.

Do not dilute Calibrators and the dissolved Control Serum as
they are ready to use.

Dispense 100 pl calibrators/control in
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

the appropriate

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use.
Mix carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of microwells in the microwell
holder. Leave the Al and B1 empty for the operation of
blanking.

3. Dispense 100 pl of Calibrators and 100 pl Control Serum in
duplicate. Then dispense 100 pl of diluted samples in each
properly identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5. Wash the microplate with an automatic washer as reported
previously (section I.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except
A1+B1 blanking wells, and cover with the sealer. Check
that this red coloured component has been dispensed in all
the wells, except Al and B1.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Enzyme Conjugate.
Contamination might occur.

7. Incubate the microplate for 60 min at +37°C.

8.  Wash microwells as in step 5.

9. Pipette 100 pl Chromogen/Substrate mixture into each
well, the blank wells A1 and B1 included. Then incubate
the microplate at room temperature (18-24°C) for 20
minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid to stop the enzymatic reaction
into all the wells using the same pipetting sequence as in
step 9. Addition of acid will turn the positive calibrators, the
control serum and the positive samples from blue to yellow.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al or B1 or both.

M2. QUALITATIVE DETERMINATION
If only a qualitative determination is required, proceed as
described below:

Automated assay:
Proceed as described in section M1.

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use. Mix
carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of Microwells in the microwell
holder. Leave Al well empty for the operation of blanking.

3. Dispense 100 pl of Calibrator 0 arbU/ml and Calibrator 5
arbU/ml in duplicate and Calibrator 100 arbU/ml in single.
Then dispense 100 pl of diluted samples in each properly
identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5. Wash the microplate with an automatic washer as reported
previously (section 1.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except the
Al well, and cover with the sealer. Check that this red
coloured component has been dispensed in all the wells,
except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Enzyme Conjugate.
Contamination might occur.

7. Incubate the microplate for 60 min at +37°C.

8. Wash microwells as in step 5.

9. Pipette 100 pl Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at
room temperature (18-24°C) for 20 minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9. Addition of acid will
turn the positive calibrators, the control serum and the
positive samples from blue to yellow .

11. Measure the colour intensity of the solution in each well, as
described in section I.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al.

General Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.
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N. ASSAY SCHEME

Method Operations
Calibrators & Control (*) 100 pl
Samples diluted 1:101 100 pl
1%t incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Enzyme conjugate 100 pl
2" incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 100 pl
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

(*) Important Notes:
. The Control Serum (CS) it does not affect the test’s

results calculation.

e The Control Serum (CS) used only if a laboratory
quality
Management.

internal

control

is required by

the

An example of dispensation scheme for Quantitative Analysis is
reported below:

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the calibrators any time the
kit is used in order to verify whether the performances of the
assay are as qualified.

Control that the following data are matched:

Check Requirements
Blank well < 0.050 OD450nm value
CAL1 < 0.150 mean OD450nm value after
0 arbU/ml blanking

coefficient of variation < 30%

CAL 2 0OD450nm > OD450nm CAL1 + 0.100
5 arbU/ml
CAL 6 0OD450nm > 1.000
100 arbU/ml

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and operate as

follows:

> 0.150 OD450nm
after blanking

coefficient of variation
> 30%

Problem Check
Blank well 1. that the Chromogen/Substrate solution has
> 0.050 OD450nm not got contaminated during the assay
CAL 1 1. that the washing procedure and the
0 arbU/ml washer settings are as validated in the pre

qualification study;

2. that the proper washing solution has been
used and the washer has been primed with it
before use;

3. that no mistake has been done in the
assay procedure (dispensation of a positive
calibrator instead of the negative one;

4. that no contamination of the negative
calibrator or of their wells has occurred due
spills of positive samples or the enzyme
conjugate;

5. that  micropipettes haven't  got
contaminated with positive samples or with
the enzyme conjugate

6. that the washer needles are not blocked or
partially obstructed.

Microplate
1 2 3 |4 7|8 |9|10]11]12
A| BLK | CAL4 | S1
B| BLK | CAL4 | S2
C | CAL1 | CAL5 | S3
D | CAL1 | CAL5 | S4
E | CAL2 | CAL6 | S5
F | CAL2 | CAL6 | S6
G | CAL3 CS(*) S7
H| CAL3 | cs(*) | S8
Legenda: BLK = Blank CAL = Calibrator

CS(*) = Control Serum - Not mandatory S = Sample

An example of dispensation scheme in qualitative assays is
reported below:

Microplate
1 2 3 | 4]/ 5| 6] 7| 8/9(10]11|12

A| BLK [S3 |S11

B|CAL1|S4 |S12

C|CAL1|S5 |S13

D|CAL2|S6 |S14

E|[CAL2|S7 |S15

F|CAL6|S8 |S16

G| S1 |[S9 [S17

H| S2 |[S10]/S18
Legenda: BLK = Blank CAL = Calibrators

S = Sample

CAL 2
5 arbU/ml

OD450nm <
OD450nm CAL1 +
0.100

1. that the procedure has been correctly
executed;

2. that no mistake has been done in its
distribution (ex.: dispensation of a wrong
calibrator instead);

3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;

4. that no external contamination of the
calibrator has occurred.

CAL 6
100 arbU/ml

< 1.000 OD450nm

1. that the procedure has been correctly
executed;

2. that no mistake has been done in its
distribution  (dispensation of a wrong
calibrator instead) ;

3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;

4. that no external contamination of the
positive control has occurred.

Should one of these problems have happened, after checking,
report to the supervisor for further actions.

** Note:

If Control Serum has used, verify the following data:
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Check
Control Serum

Requirements
Mean OD450nm CAL 4 + 20%

If the results of the test doesn’t match the requirements stated
above, operate as follows:

Problem Check
Control Serum 1. that the procedure has been correctly
executed;
2. that no mistake has been done in its
distribution  (dispensation of a wrong
calibrator instead);
3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;
4. that no external contamination of the
control serum has occurred.

Different from
expected value

Anyway, if all other parameters (Blank, CAL1, CAL2, CALS6),
match the established requirements, the test may be considered
valid.

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the quantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at 450nm (4-parameters
interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
Herpes Simplex Virus type 1 1gG antibody in samples.

An example of Calibration curve is reported in the next page.

Example of Calibration Curve :

oD4sonm

g 1s oD450nm
5

0 20 40 60 80 100 120
arbuimi

Important Note:
Do not use the calibration curve above to make calculations.

P.2 Qualitative method

In the qualitative method, calculate the mean OD450nm values
for the Calibrators 0 and 5 arbU/ml and then check that the
assay is valid.

Example of calculation:

The following data must not be used instead or real figures
obtained by the user.

Calibrator 0 arbU/ml:
Mean Value:
Lower than 0.150 — Accepted

0.020 — 0.024 OD450nm
0.022 OD450nm

Calibrator 5 arbU/ml: 0.350 — 0.370 OD450nm
Mean Value: 0.360 OD450nm
Higher than Cal 0 + 0.100 — Accepted

Calibrator 100 arbU/ml: 2.245 OD450nm
Higher than 1.000 — Accepted

Q. INTERPRETATION OF RESULTS

Samples with a concentration lower than 5 arbU/ml are
considered negative for anti HSV1 IgG antibody.

Samples with a concentration higher than 5 arbU/ml are
considered positive for anti HSV1 IgG antibody.

Particular attention in the interpretation of results has to be used
in the follow-up of pregnancy for a primary infection of HSV due
to the risk of neonatal malformations.

Important notes:

1. |Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

3. In the follow-up of pregnancy for HSV infection a positive
result (presence of IgG antibody > 5 arbU/ml) should be
confirmed to ruled out the risk of a false positive result and a
false definition of protection.

R. PERFORMANCES

1. Limit of detection

The limit of detection of the assay has been calculated by
means of an internal Gold Standard in absence of an
international preparation to refer to.

The limit of detection has been calculated as mean OD450nm
Calibrator 0 arbU/ml + 5 SD.

The table below reports the mean OD450nm values of this
standard when diluted in negative plasma and then examined in
the assay for three lots.
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Mean OD450nm values (n = 2)

HSV1G.PU: lot 1203

Mean values 1st run 2nd run 3 run Average
1gG HSV1G.PU HSV1G.PU HSV1G.PU value
arbU/ml Lot # 0703 Lot # 1203 Lot # 0204/2 OD 450nm 0.365 0.382 0.378 0.375
0 0.077 0.034 0.043 Std.Deviation 0.022 0.029 0.018 0.023
5 0.355 0.404 0.318 CV % 6.02 7.59 4.76 6.12
10 0.742 0.713 0.516
20 1.254 1.216 0.944 HSV1G.PU: Lot 0204/2
50 1.952 1.928 1.728 Mean values 1st run 2nd run 39 run Average
100 2.623 2.261 2.072 value
OD 450nm 0.322 0.298 0.304 0.308
Std.Deviation 0.018 0.019 0.016 0.018
The assay shows a limit of detection far better than 5 arbU/ml. CV % 5.59 6.38 5.26 5.74

In addition the preparation code Accurun n°® 150, produced by
Boston Biomedica Inc., BBI, USA, was tested in dilutions to
determine the limit of its detection and provide a further value of
analytical sensitivity

Mean OD450nm values (n = 2)

Dilution HSV1G.CE HSV1G.PU HSV1G.PU
Lot # 1004 Lot # 1203 Lot # 0204/2
1X 1.248 1.218 1.300
2X 0.860 0.848 0.876
4X 0.545 0.526 0.583
8 X 0.315 0.300 0.329
16 X 0.164 0.152 0.148
32X 0.082 0.064 0.072
0 arbU/ml 0.057 0.050 0.047
5 arbU/ml 0.288 0.355 0.318

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested in a performance
evaluation study on panels of samples classified positive by a kit
US FDA approved. Positive samples from different stage of HSV
infection were tested. The value, obtained from the analysis of
more than 300 specimens, has been > 98%.

3. Diagnostic specificity:

The diagnostic specificity has been determined on panels of
negative samples from not infected individuals, classified
negative with a kit US FDA approved.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the value of specificity.

Frozen specimens have been tested, as well, to check for
interferences due to collection and storage.

No interference was observed.

Potentially interfering samples derived from patients with
different pathologies (mostly ANA, AMA and RF positive) and
from pregnant women were tested.

No crossreaction was observed.

An overall value > 98% of specificity was found when examined
on more than 100 specimens.

3. Precision:

It has been calculated on the Calibrator 5 arbU/ml, considered
the cut-off of the assay, examined in 16 replicates in three
separate runs for three lots.

Results are reported as follows:

HSV1G.CE Lot # 1004

The variability shown in the tables above did not result in
sample misclassification.

S. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

Frozen samples containing fibrin particles or aggregates after
thawing may generate some false results.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.
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HSV1 IgM

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determination of
IgM antibodies to Herpes Simplex Virus types 1 in human
plasma and sera with the "capture" system. The device is
intended for the follow-up of HSV1 infected patients and for the
monitoring of risk of neonatal defects due to HSV infection
during pregnancy.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Herpes Simplex Virus type 1 (HSV1) and type 2 (HSV2) are
large complex DNA-containing viruses which have been shown
to induce the synthesis of several proteins during infection,
possessing an high number of cross-reactive determinants and
just a few of type-specific sequences.

The majority of primary and recurrent genital herpetic infections
are caused by HSV2; while non genital infections, such as
common cold sores, are caused primarily by HSV1.

The detection of virus specific IgG and IgM antibodies are
important in the diagnosis of acute/primary virus infections or
reactivations of a latent one, in the absence of evident clinical
symptoms.

A-symptomatic infections may happen for HSV in apparently
healthy individuals and during pregnancy. Severe herpetic
infections may happen in immuno-compromised and
suppressed patients in which the disease may evolve toward
critical pathologies.

The determination of HSV specific antibodies has then become
important in the monitoring of “risk” patients and in the follow up
of acute and severe infections.

C. PRINCIPLE OF THE TEST

The assay is based on the principle of "IgM capture" where IgM
class antibodies in the sample are first captured by the solid
phase coated with anti higM antibody.

After washing out all the other components of the sample and in
particular 1gG antibodies, the specific IgM captured on the solid
phase are detected by the addition of a preparation of
inactivated HSV1, labeled with a HSV1 specific antibody
conjugated with peroxidase (HRP).

After incubation, microwells are washed to remove unbound
conjugate and then the chromogen/substrate is added.

In the presence of bound conjugate the colorless substrate is
hydrolyzed to a colored end-product, whose optical density may
be detected and is proportional to the amount of IgM antibodies
to HSV1 present in the sample.

A system is described how to control whether the positivity
shown by a sample is true or not (Confirmation Test), helpful for
the clinician to make a correct interpretation of results.

D. COMPONENTS
The kit contains reagents for 96 tests.

1. Microplate:

12 strips x 8 microwells coated with anti human IgM affinity
purified goat antibody, in presence of bovine proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Negative Control: |[CONTROL -
1x4.0 ml/vial. Ready to use control. It contains 1% human serum
proteins, 2% casein, 10 mM tris buffer pH 6.0+/-0.1, 0.1%

Tween 20, 0.09% sodium azide and 0.045% ProClin 300 as
preservatives.
The negative control is cpale yellow color coded..

3. Positive Control:

1x4.0 ml/vial. Ready to use control. It contains 1% human serum
positive for HSV1 IgM, 2% casein, 10 mM tris buffer pH 6.0+/-
0.1, 0.1% Tween 20, 0.09% sodium azide and 0.045% ProClin
300 as preservatives.

The positive control is green colour coded.

4. Calibrator:

N° 1 lyophilized vial. To be dissolved with EIA grade water as
reported in the label. It contains anti HSV1 IgM, fetal bovine
serum, 0.2 mg/ml gentamicine sulphate and 0.045% ProClin
300 as preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label.

5. Lyophilized HSV1 Ag:

N° 6 lyophilized vials. The vials contain gamma-ray inactivated
HSV1 in protein buffer. The solution contains 2% bovine
proteins, 10 mM Tris HCI buffer pH 6.8+/-0.1, 0.2 mg/ml
gentamicine sulphate and 0.045% ProClin 300. To be dissolved
with 1.9 ml of Antigen Diluent as reported in the specific section.

6. Wash buffer concentrate:

1x60ml/bottle. 20x concentrated solution. Once diluted, the
wash solution contains 10 mM phosphate buffer pH 7.0+/-0.2,
0.05% Tween 20 and 0.045% ProClin 300.

7. Enzyme conjugate:

1x0.8 mllvial. 20x concentrated solution of a HSV1-specific
antibody, labeled with HRP and diluted in a protein buffer
containing 10 mM Tris buffer pH 6.8+/-0.1, 2% BSA, 0.045%
ProClin 300 and 0.2 mg/ml gentamicine sulphate as
preservatives.

8. Antigen Diluent :

n° 1 vial of 16 ml. Protein buffer solution for the preparation of
the Immunocomplex. The solution contains 10 mM Tris buffer
pH 6.8+/-0.1, 2% BSA, 0.045% ProClin 300 and 0.2 mg/ml
gentamicine sulphate as preservatives. The reagent is code
coloured with 0.01% red alimentary dye

9. Specimen Diluent :

2x60.0 ml/vial. Proteic buffered solution for the dilution of
samples. It contains 2% casein, 10 mM tris buffer pH 6.0+/-0.1,
0.1% Tween 20, 0.09% sodium azide and 0.045% ProClin 300
as preservatives.

The reagent is color coded with 0.01% blue alimentary dye.

10. Chromogen/Substrate :

1x16ml/vial. It contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 0.03% tetra-methyl-benzidine (TMB),
0.02% hydrogen peroxide (H202) and 4% dimethylsulphoxide.
Note: To be stored protected from light as sensitive to
strong illumination.

11. Sulphuric Acid:

1x15ml/vial. It contains 0.3 M H2SO4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363)

12. Plate sealing foils n°® 2

13. Package insertn® 1
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E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-0.5°C tolerance).

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

asw

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5. Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’'s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liqguid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..

14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not freeze
primary tubes of collection. For longer storage periods, sera
and plasma samples, carefully removed from the primary
collection tube, can be stored frozen at —20°C for at least 12
months.  Any frozen samples should not be frozen/thawed
more than once as this may generate particles that could affect
the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in storing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.  After first opening, remaining strips are stable until
the humidity indicator inside the desiccant bag turns from yellow
to green.

Negative Control:
Ready to use. Mix well on vortex before use.

Positive Control:
Ready to use. Mix well on vortex before use.

Calibrator:

Add the volume of ELISA grade water reported on the label to
the lyophilized powder. Let fully dissolve and then gently mix on
vortex.

Important Note: The solution is not stable. Store the Calibrator
frozen in aliquots at —20°C.

Wash buffer concentrate:
The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
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use. During preparation avoid foaming as the presence of

bubbles could impact on the efficiency of the washing cycles.

Note: Once diluted, the wash solution is stable for 1 week at

+2..8°C.

Ag/Ab Immunocomplex:

Proceed carefully as follows:

1. Dissolve the content of a lyophilized vial with 1.9 ml of
Conjugate/Antigen Diluent. Let fully dissolved the lyophilized
content and then gently mix on vortex.

2. Gently mix the concentrated Enzyme Conjugate on vortex.
Then add 0.1 ml of it to the vial of the dissolved HSV1 Ag
and mix gently on vortex.

Important Notes:

1. Dissolve and prepare only the number of vials necessary to
the test. The Immunocomplex obtained is not stable. Store
any residual solution frozen in aliquots at —20°C.

2. The preparation of the Immucomplex has to be done right
before the dispensation of samples and controls into the
plate. Mix again on vortex gently just before its use.

Specimen Diluent:
Ready to use. Mix well on vortex before use

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.

If this component has to be transferred use only plastic, possible
sterile disposable container

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:

P280 - Wear protective gloves/protective
protection/face protection.

P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 -
advice/attention.
P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.
P337 + P313 - If eye
advice/attention.

P362 + P363 - Take off contaminated clothing and wash it
before reuse.

clothing/eye

If skin irritation occurs: Get medical

irritation  persists: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be carried
out regularly.

=

The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

Incubation times have a tolerance of +5%.

The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of 620-
630nm, mandatory for blanking purposes. Its standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the section “Internal Quality Control”. The assay protocol
has to be installed in the operating system of the unit and
validated as for the washer and the reader. In addition, the
liquid handling part of the station (dispensation and
washing) has to be validated and correctly set. Particular
attention must be paid to avoid carry over by the needles
used for dispensing and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells. The use of ELISA automated work stations
is recommended when the number of samples to be tested
exceed 20-30 units per run.

Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

. PRE ASSAY CONTROLS AND OPERATIONS

Check the expiration date of the kit printed on the external
label (primary container). Do not use the device if expired.
Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue by aspirating
a small volume of it with a sterile plastic pipette. Check that
no breakage occurred in transportation and no spillage of
liquid is present inside the box (primary container). Check
that the aluminum pouch, containing the microplate, is not
punctured or damaged.

Dilute all the content of the 20x concentrated Wash Solution
as described above.

Dissolve the Calibrator as described above and gently mix.
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5. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

6. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

7. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

8. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

9. Check that the micropipettes are set to the required volume.

10. Check that all the other equipment is available and ready
to use.

11. In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

M.1 Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Specimen Diluent and then 10 pl sample (1:101 dilution factor).
The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pl diluted samples into the proper
wells of the microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Specimen Diluent + 10 pl sample) into a
second dilution platform. Make then the instrument aspirate first
100 pl Specimen Diluent, then 10 pl liquid from the first dilution
in the platform and finally dispense the whole content in the
proper well of the assay microplate.

Do not dilute controls/calibrator as they are ready to use.
Dispense 100 pl calibrators/controls in the appropriate
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

M. 2 Manual assay:

1. Dilute samples 1:101 by dispensing first 10 pl sample and
then 1 ml Specimen Diluent into a dilution tube; mix gently
on vortex.

2. Place the required number of Microwells in the microwell
holder. Leave the well in position Al empty for the
operation of blanking.

3. Dispense 100 pl of Negative Control and 100 pl of
Calibrator in the proper wells in duplicate. Dispense 100 pl
of Positive Control in single into the proper well.
Do not dilute controls and the calibrator as they are ready
to use!

4. Dispense 100 pl diluted samples in the proper sample
wells and then check that all the samples wells are blue
colored and that controls and calibrator have been
dispensed.

5. Incubate the microplate for 60 min at +37°C .

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

6. Wash the microplate with an automatic washer as reported
previously (section I.3).

7. Pipette 100 pl of the Ag/Ab Immunocomplex into each
well, except the blanking well Al, and cover with the
sealer. Check that all wells are red colored, except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Ag/Ab
Immunocomplex. Contamination might occur.

8. Incubate the microplate for 60 min at +37°C .
9.  Wash microwells as in step 6.

10. Pipette 100 pl Chromogen/Substrate mixture into each
well, the blank well included. Then incubate the microplate
at room temperature (18-24°C) for 20 minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

11. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 10. Addition of acid will
turn the positive control and positive samples from blue to
yellow.

12. Measure the color intensity of the solution in each well, as
described in section |.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al.

Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.

N. ASSAY SCHEME

Controls&calibrator(*) 100 ul
Samples diluted 1:101 100 ul
1%t incubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Immunocomplex 100 ul
2" incubation 60 min
Temperature +37°C
Washing n°® 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 mix 100 ul
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

(*) Important Notes:
e  The Calibrator (CAL) does not affect the Cut Off
calculation, therefore it does not affect the test’s
results calculation.
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e The Calibrator (CAL) used only if a laboratory
internal quality control is required by the
Management.

An example of dispensation scheme is reported below:

** Important Notes:
The analysis must be done proceeding as the reading step
described in the section M, point 12.

If the Calibrator has used, verify the following data:

_ Check Requirements
Microplate Calibrator SICo>1.2
1 2 3|/4|5|6|7]8|9]|10]11)12

A | BLK | S3 If the results of the test doesn’t match the requirements stated
B NC sS4 above, operate as follows:
© NC S5
D | CAL(*) | S6
E [CAL(®) | S7 Problem Check
F PC S8 Calibrator 1. that the procedure has been correctly
G S1 S9 S/Co< 1.2 performed,
H 52 510 2. that no mistake has occurred during its
Legenda: BLK = Blank NC = Negative Control distribution (e.g.: dispensation of negative

CAL(*) = Calibrator-Not mandatory PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the controls any time the kit
is used in order to verify whether the performances of the assay
are as qualified.

Control that the following data are matched:

Parameter
Blank well
Negative Control
mean value (NC)
Positive Control

Requirements
< 0.05 OD450nm value
< 0.200 OD450nm value after blanking
coefficient of variation < 30%
> 1.000 OD450nm

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and perform the
following checks:

control instead);

3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;

4. that no external contamination of the

calibrator has occurred.

Problem

Check

Blank well
> 0.05 0D450nm

1. that the Chromogen/Substrate solution has
not become contaminated during the assay

Negative Control
(NC)

> 0.200 OD450nm
after blanking

1. that the washing procedure and the washer
settings are as validated in the pre qualification
study;

2. that the proper washing solution has been

used and the washer has been primed with it
before use;

3. that no mistake has been done in the assay
procedure (dispensation of positive control
instead of negative control;

4. that no contamination of the negative control
or of the wells where the control was dispensed
has occurred due to positive samples, to spills
or to the enzyme conjugate;

5. that micropipettes have not become
contaminated with positive samples or with the
enzyme conjugate

6. that the washer needles are not blocked or
partially obstructed.

Positive Control 1. that the procedure has been correctly
< 1.000 OD450nm performed;

2. that no mistake has occurred during the
distribution of the control (dispensation of
negative control instead of positive control).

3. that the washing procedure and the washer
settings are as validated in the pre qualification
study;

4. that no external contamination of the positive
control has occurred.

coefficient of
variation > 30%

If any of the above problems have occurred, report the problem
to the supervisor for further actions.

Anyway, if all other parameters (Blank, Negative Control,
Positive Control), match the established requirements, the test
may be considered valid.

P. CALCULATION OF THE CUT-OFF

The test results are calculated by means of the mean
0OD450nm/620-630nm value of the Negative Control (NC) and a
mathematical calculation, in order to define the following cut-off
formulation:

Cut-Off = NC + 0.250

The value found for the test is used for the interpretation of
results as described in the next paragraph.

Important note: When the calculation of results is performed by
the operating system of an ELISA automated work station,
ensure that the proper formulation is used to calculate the cut-
off value and generate the correct interpretation of results.

Q. INTERPRETATION OF RESULTS

Test results are interpreted as a ratio of the sample
0OD450nm/620-630nm and the Cut-Off value (or S/Co)
according to the following table:

S/Co Interpretation

<1.0 Negative
1.0-1.2 Equivocal

>1.2 Positive

A negative result indicates that the patient is not undergoing an
acute infection of Herpes Simplex Virus type 1.

Any patient showing an equivocal result, should be re-tested by
examining a second sample taken from the patient after 1-2
weeks from first testing.

A positive result is indicative of a Herpes Simplex Virus type 1
infection.

An example of calculation is reported below (data obtained
proceeding as the the reading step described in the section M,
point 13).
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Important Note: The following data must not be used instead of
real figures obtained by the user.

Negative Control:  0.100 — 0.120 — 0.080 OD450nm
Mean Value: 0.100 OD450nm

Lower than 0.150 — Accepted

Positive Control: ~ 1.850 OD450nm

Higher than 1.000 — Accepted

Cut-Off = 0.110+0.250 = 0.360
Calibrator: 1.000 - 0.900 OD450nm

Mean value: 0.950 OD450nm
S/Co higher than 1.2 — Accepted

S/ICo=2.6

Sample 1: 0.075 OD450nm
Sample 2: 1.580 OD450nm
Sample 1 S/Co <1 = negative
Sample 2 S/Co > 1.2 = positive

Important notes:

1. |Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. Particular attention in the interpretation of results has to be
used in the follow-up of pregnancy for an infection of HSV
due to the risk of severe neonatal malformations.

3. In pregnancy monitoring, it is strongly recommended that
any positive result is confirmed first with the procedure
described below and secondly with a different device for
HSV IgM detection, before taking any preventive medical
action.

4. Any positive sample should be submitted to the
Confirmation Test reported in section T before giving a
result of positivity. By carrying out this test, false reactions,
leading to a misinterpretation of the analytical result, can be
revealed and then ruled out.

5. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

6. Diagnosis of infection has to be taken and released to the
patient by a suitably qualified medical doctor.

R. PERFORMANCE CHARACTERISTICS

1. Limit of detection

No international standard for HSV1&2 IgM Antibody detection
has been defined so far by the European Community.

In its absence, an Internal Gold Standard (or IGS), calibrated on
the preparation named “Accurun — Anti HSV2 IgM plasma”
produced by Boston Biomedica Inc., USA, code 9106072, has
been defined in order to provide the device with a constant and
excellent sensitivity.

The limit of detection of the assay has been therefore calculated
on the IGS. A limiting dilution curve was prepared in the
Negative Control (NC).

Results of Quality Control are given in the following table:

OD450nm values

IGS | HSVIM.CE | HSVIM.CE | HSVIM.CE
Lot#RD1 | Lot #RD2 | Lot # RD3
1X 0.450 0.460 0.455
2X 0.277 0.300 0.288
4X 0.216 0.198 0.185
NC 0.115 0.085 0.086

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested in a performance
evaluation study on panels of 40 samples classified positive by
a CE marked kit. The value obtained from the analysis was >
98%.

3. Diagnostic specificity:

The diagnostic specificity has been determined in the
performance evaluation on panels of more than 300 specimens,
negative with the reference kit, derived from normal individuals
of European origin.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the specificity. No false reactivity due to the
method of specimen preparation has been observed.

Frozen specimens have also been tested to check whether this
interferes with the performance of the test. No interference was
observed on clean and particle free samples.

A study conducted on more than 60 potentially cross-reactive
samples has not revealed any interference in the system.

No cross reaction were observed.

The Performance Evaluation has provided a value > 98%.

False positive reactions may be anyway pointed out and then
ruled out in the interpretation of results with the procedure
reported in section T, able to verify whether or not a positive
result is real.

4. Precision:
Results are reported as follows:

HSV1M.CE: lot # RD1

Negative (N = 16)

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.083 0.107 0.116 0.102
Std.Deviation 0.004 0.017 0.013 0.011
CV % 5.12 15.82 11.59 10.84
Low reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.393 0.436 0.421 0.417
Std.Deviation 0.031 0.019 0.007 0.019
CV % 7.93 4.38 1.68 4.66
High reactive (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 1.469 1.530 1.541 1.513
Std.Deviation 0.034 0.055 0.037 0.042
CV % 231 3.60 2.39 2.77
HSV1M.CE: lot # RD2
Negative (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.101 0.099 0.097 0.099
Std.Deviation 0.009 0.011 0.013 0.011
CV % 8.91 11.11 13.40 11.14
Low reactive (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.412 0.395 0.420 0.409
Std.Deviation 0.015 0.009 0.012 0.012
CV % 3.64 2.27 2.86 2.92
High reactive (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 1.512 1.498 1.534 1.515
Std.Deviation 0.042 0.035 0.028 0.035
CV % 2.78 2.34 1.83 231




12. 100 pl Sulphuric Acid are added to all the wells and then
their color intensity is measured at 450nm (reading filter)
and at 620-630nm (background subtraction), blanking the

1. If the sample in position D1 shows a S/Co value lower than
1.0 a problem of dispensation or contamination in the first
test is likely to be occurred. The Assay Procedure in Section
M has to be repeated to double check the analysis.

2. If the sample in position D1 shows a S/Co value higher than
1.2 and in position E1 shows a S/Co value still higher than
1.2 the sample is considered a false positive. The reactivity
of the sample is in fact not dependent on the specific
presence of HSV1 and a crossreaction with enzymatic

3. If the sample in position D1 shows a S/Co value higher than
1.2 and in position E1 shows a S/Co value lower than 1.0
the sample is considered a true positive. The reactivity of
the sample is in fact dependent on the specific presence of
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HSV1M.CE: lot # RD3
Negative (N = 16) ‘
Mean values 1strun 2nd run 3 run Average instrument on Al.
value
OD 450nm 0.095 0.112 0.092 0.100 Interpretation of results is carried out as follows:
Std.Deviation 0.012 0.009 0.010 0.011
CV % 12.6 8.04 10.86 10.50
Low reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.405 0.398 0.412 0.405
Std.Deviation 0.012 0.015 0.014 0.014
CV % 2.96 3.77 3.40 3.37
conjugate has occurred.
High reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 1.489 1.475 1.518 1.494 HSV and not due t ti
Std.Deviation 0.025 0.032 0.028 0.028 and not due to any crossreaction.
CV % 1.68 2.17 1.84 1.90

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 12.

S. LIMITATIONS

Frozen samples containing fibrin particles or aggregates may
generate false positive results.

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.

T. CONFIRMATION TEST

In order to provide the medical doctor with the best accuracy in

the follow-up of pregnancy, where a false positive result could

lead to an operation of abortion, a confirmation test is reported.

The confirmation test has to be carried out on any positive

sample before a diagnosis of primary infection of HSV is

released to the doctor.

Proceed for confirmation as follows:

1. Prepare the Antigen/Conjugate Complex as described in
the proper section. This reagent is called Solution A.

2. Then 25 ul concentrated Enzymatic Conjugate are diluted
in 500 ul Antigen Diluent and mixed gently on vortex. Do
not use any lyophilized antigen vial for this procedure ! This
solution is called Solution B.

3. The well Al of the strip is left empty for blanking.

4. The Negative Control is dispensed in the strip in positions
B1+C1. This is used for the calculation of the cut-off and
S/Co values.

5. The positive sample to be confirmed, diluted 1:101, is

dispensed in the strip in position D1+E1.

The strip is incubated for 60 min at +37°C.

After washing, the blank well Al is left empty.

100 pl of Solution A are dispensed in wells B1+C1+D1.

Then 100 pl of Solution B are added to well E1.

The strip is incubated for 60 min at +37°C.

After washing, 100 pl Chromogen/Substrate are added to

all the wells and the strip is incubated for 20 min at r.t.

RBoo~NO

= o

The following table is reported for the interpretation of results

Well S/Co
D1 <1.0 >1.2 >1.2
El <1.0 >1.2 <1.0
Interpretation | Problem of False True
contam. positive positive
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HSV1 IgM

A. OBJETIVO DEL ESTUCHE.

Ensayo inmunoenzimatico (ELISA) para la determinaciéon de
anticuerpos IgM al Virus Herpes Simplex tipo 1, en plasma y
suero humanos, mediante un sistema de “captura”.

El estuche ha sido concebido para el seguimiento de pacientes
infectados con HSV y para el monitoreo de la infeccién durante
el embarazo, causa de riesgo de malformaciones en el neonato.
Uso exclusivo para diagnéstico “in vitro”.

B. INTRODUCCION.

Los Virus del Herpes Simplex tipos 1 (HSV1) y 2 (HSV2) son
grandes y complejos virus ADN que inducen la sintesis de
diversas proteinas durante la infeccién, poseen un alto nimero
de determinantes de reactividad cruzada y pocas secuencias
tipo especificas.

La mayor parte de las infecciones herpéticas primarias y
recurrentes son causadas por HSV2, mientras que aquellas
infecciones no asociadas a los genitals son causadas
fundamentalmente por HSV1.

La deteccién de anticuerpos IgG e IgM especificos al virus, es
importante  en el diagn6stico de las infecciones
agudas/primarias, asi como en las reactivaciones de una
infeccion latente, en ausencia de sintomas clinicos evidentes.
En individuos aparentemente sanos y durante el embarazo,
pueden aparecer infecciones asintomaticas debidas a HSV. En
pacientes inmunocomprometidos se pueden presentar severas
infecciones herpéticas, donde la enfermedad evoluciona hacia
patologias clinicas.

La determinacién de anticuerpos especificos al virus constituye
un elemento importante para el seguimiento de pacientes en
grupos de riesgo, asi como para el monitoreo de las infecciones
severas y agudas.

C. PRINCIPIOS DEL ENSAYO.

El ensayo se basa en el principio de “captura de IgM”, donde los
anticuerpos de esta clase presentes en la muestra son
capturados por la fase sélida recubierta con un anticuerpo anti-
IgM humano.

Luego del lavado, que elimina el resto de los componentes de la
muestra en particular los anticuerpos IgG, se adiciona una
preparacion purificada de HSV 1, inactivado y marcado con un
anticuerpo especifico conjugado con Peroxidasa (HRP), lo cual
permite detectar los anticuerpos IgM inmovilizados en la fase
sélida.

Posteriormente a la incubacién, los pocillos se lavan para
eliminar cualquier traza de conjugado en exceso y se afade el
substrato cromogénico. En presencia del conjugado el substrato
es hidrolizado generandose una sefial coloreada proporcional a
la cantidad de anticuerpos IgM al HSV 1, presentes en la
muestra.

La Prueba de Confirmacion controla la ocurrencia de falsos
positivos, lo cual permite a los clinicos una correcta
interpretacion de los resultados.

D. COMPONENTES.
Cada estuche contiene reactivos suficientes para realizar 96
pruebas.

1. Microplaca:

12 tiras de 8 pocillos recubiertos con anticuerpos de cabra anti-
IgM humano, purificados por afinidad, en presencia de proteinas
de bovino.

Las placas estan en una bolsa sellada con desecante. Se
deben poner las mismas a temperatura ambiente antes de
abrirlas, sellar las tiras sobrantes en la bolsa con el desecante y
almacenar entre 2 y 8°C.

2. Control Negativo:

1x4.0 mi/vial. Listo para el uso. Contiene 1% de proteinas del
suero humano, 2% de caseina, tampon Tris10 mM pH 6.0+/-
0.1, 0.1% de Tween 20, ademas de azida sédica 0.09% y
ProClin 300 0.045% como preservativos.

El control negativo esta codificado con el color amarillo pélido.

3. Control Positivo:

1x4.0 mlivial. Listo para el uso. Contiene 1% de suero humano
positivo a IgM HSV1, 2% de caseina, tampén Tris10 mM pH
6.0+/-0.1, 0.1% de Tween 20, ademéas de azida sodica 0.09% y
ProClin 300 0.045% como preservativos.

El control positivo esta codificado con el color verde.

4. Calibrador: |CAL ...ml

n° 1 vial. Liofilizado. Para disolver en agua calidad EIA como se
indica en la etiqueta. Contiene anticuerpos IgM a HSV1, suero
fetal bovino, ademas de sulfato de gentamicina 0.2 mg/ml y
ProClin 300 0.045% como preservativos.

Nota: El volumen necesario para disolver el contenido del
frasco varia en cada lote. Se recomienda usar el volumen
indicado en la etiqueta.

5. Antigenos liofilizados HSV1 Ag:

N° 6 viales liofilizados. Contienen antigenos de HSV1 en un
tampon proteico, inactivados por radiaciones gamma, 2% de
proteinas de bovino, tampén Tris HCI 10 mM pH 6.8+/-0.1
ademas de 0.2 mg/ml de sulfato de gentamicina y ProClin 300
al 0.045%.

Debe disolverse con 1.9 ml de Diluente de Antigeno, segln se
indica més adelante.

6. Tampon de Lavado Concentrado:
1x60ml/botella. Solucién concentrada 20x. Una vez diluida, la
solucién de lavado contiene tampén fosfato 10 mM a pH 7.0 +/-
0.2, Tween 20 al 0.05% y ProClin 300 al 0.045%.

7. Conjugado: (CONJ 20X)

1x0.8 mlivial. Solucién concentrada 20x. Contiene un
anticuerpo especifico anti-HSV1 conjugado con peroxidasa
(HPR) diluido en un tamp6n proteico, tampén Tris 10mM a pH
6.8 +/- 0.1, 2% de BSA, ademas de 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 0.045% como preservativos.

8. Diluente de Antigeno: (AG DIL)

n° 1 vial de 16 ml. Solucion tamponada proteica para la
preparacion del inmunocomplejo. Contiene tampoén Tris 10mM a
pH 6.8 +/- 0.1, 2% de BSA, ademas de 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 al 0.045% como preservativos. El
reactivo esta codificado con el color rojo (0.01% de colorante
r0jo).

9. Diluente de muestras : (DILSPE)

2x60ml/vial. Solucién tamponada proteica para la dilucion de las
muestras. Contiene 2% de caseina, tampon Tris 10 mM a pH
6.0 +/- 0.1, 0.2% de Tween 20, ademas de azida sédica al
0.09% y 0.1% de ProClin 300 al 0.045% como preservativos.

El reactivo esta codificado con el color azul (0.01% de colorante
azul).

10. Cromégeno/Substrato: (SUBS TMB)

1x16ml/vial. Contiene una soluciéon tamponada citrato-fosfato
50mM pH 3.5-3.8, tetra-metil-benzidina (TMB) 0.03% y peroxido
de hidrégeno (H,0;) 0.02% asi como dimetilsulfoxido 4%.

Nota: Evitar la exposicion a la luz, la sustancia es
fotosensible.

11. Acido Sulfarico: (H2S04 0.3 M)

1x15ml/vial. Contiene solucion de H,SO, 0.3M

Atencién: lIrritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

12. Sellador adhesivo, n° 2
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13. Manual de instrucciones, n° 1

E. MATERIALES NECESARIOS NO SUMINISTRADOS.

1.

asw

Micropipetas calibradas (1000 ul, 100 ul and 10 ul) y
puntas plasticas desechables.

Agua de calidad EIA (bidestilada o desionizada, tratada
con carbén para remover quimicos oxidantes usados como
desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostatico de microplacas ELISA, calibrado
(en seco o humedo) fijo a 37°C (+/-0.5°C tolerancia).
Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

Lavador calibrado de microplacas ELISA.

Vortex o similar.

F. ADVERTENCIAS Y PRECAUCIONES.

1.

10.

11.

12.

13.

El estuche debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervision de un
doctor responsable del laboratorio.

Todas las personas encargadas de la realizacién de las
pruebas deben llevar las ropas protectoras adecuadas de
laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal
debe ser adiestrado en procedimientos de bioseguridad,
segun ha sido recomendado por el Centro de Control de
Enfermedades de Atlanta, Estados Unidos, y publicado por
el Instituto Nacional de Salud: “Biosafety in Microbiological
and Biomedical Laboratories”, ed.1984.

Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

Se debe controlar el ambiente del laboratorio para evitar la
contaminacién de los componentes con polvo o agentes
microbianos cuando se abran los estuches, asi como
durante la realizacién del ensayo. Evitar la exposicion del
substrato a la luz y las vibraciones de la mesa de trabajo
durante el ensayo.

Conservar el estuche a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

No intercambiar reactivos de diferentes lotes ni tampoco
de diferentes estuches.

Comprobar que los reactivos no contienen precipitados ni
agregados en el momento del uso. De darse el caso,
informar al supervisor para realizar el procedimiento
pertinente y reemplazar el estuche.

Evitar contaminaciéon cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas luego
de cada uso. No reutilizar puntas desechables.

Evitar contaminacion cruzada entre los reactivos del
estuche usando puntas desechables y cambiandolas luego
de cada uso. No reutilizar puntas desechables.

No usar el producto después de la fecha de caducidad
indicada en el estuche e internamente en los reactivos.
Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en estuches abiertos, en uso por un
periodo de hasta 3 meses.

Tratar todas las muestras como potencialmente
infecciosas. Las muestras de suero humano deben ser
manipuladas al nivel 2 de bioseguridad, segun ha sido
recomendado por el Centro de Control de Enfermedades
de Atlanta, Estados Unidos y publicado por el Instituto
Nacional de Salud: “Biosafety in Microbiological and
Biomedical Laboratories”, ed.1984.

Se recomienda el uso de material plastico desechable para
la preparacion de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

Los desechos producidos durante el uso del estuche
deben ser eliminados segin lo establecido por las

directivas nacionales y las leyes relacionadas con el
tratamiento de los residuos quimicos y biol6égicos de
laboratorio. En  particular, los desechos liquidos
provenientes del proceso de lavado deben ser tratados
como potencialmente infecciosos y deben ser inactivados.
Se recomienda la inactivacion con lejia al 10% de 16 a 18
horas o el uso de la autoclave a 121°C por 20 minutos.

14. En caso de derrame accidental de algin producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

15. El &cido sulfarico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

16. Otros materiales de desecho generados durante la
utilizacion del estuche (por ejemplo: puntas usadas en la
manipulaciéon de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccion de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

. MUESTRA: PREPARACION Y RECOMENDACIONES.
Extraer la sangre asépticamente por punciéon venosa y
preparar el suero o plasma segun las técnicas estandar de
los laboratorios de andlisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Las muestras deben estar identificadas claramente
mediante codigo de barras o nombres, a fin de evitar
errores en los resultados. Se recomienda el uso del cédigo
de barras.

3. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

4. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccién. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma
o suero, retiradas cuidadosamente del tubo de extraccion
principal, pueden almacenarse congeladas a —20°C durante
almenos 12 meses. Evitar congelar/descongelar cada
muestra mas de una vez, ya que pueden generarse
particulas que podrian afectar al resultado de la prueba.

5. Si hay presencia de agregados, la muestra se puede aclarar

mediante centrifugacién a 2000 rpm durante 20 minutos o

por filtracién con un filtro de 0,2-0,8 micras.

o

H. PREPARACION  DE
PRECAUCIONES.
Estudios de estabilidad realizados en estuches en uso (hasta 6
veces) no han arrojado pérdida de actividad significativa en un
periodo de 3 meses.

LOS COMPONENTES Y

Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
concervacion. De ser asi, debe solicitar el servicio de Dia.Pro:
atencion al cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.
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Control Negativo:
Listo para el uso. Mezclar bien con la ayuda de un vértex, antes
de usar.

Control Positivo:
Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

Calibrador:

Afiadir al polvo liofilizado, el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver completamente y luego
mezclar cuidadosamnete con el vértex antes de usar.

Nota: Para preservar la reactividad se recomienda mantenerla
congelada en alicuotas a —20°C. No recongelar.

Solucién de Lavado Concentrada:

Todo el contenido de la solucion concentrada debe diluirse 20x
con agua bidestilada hasta alcanzar 1200 ml y mezclarse
suavemente antes de usarse. Durante la preparacion evitar la
formacioén de espuma y burbujas, lo que podria influir en la
eficiencia de los ciclos de lavado.

Nota: Una vez diluida, la solucién es estable por una semana a
temperaturas entre +2 y 8°C.

Inmunocomplejo Ag/Ab:

Proceder cuidadosamente segun se indica:

1. Disolver el contenido de un vial liofilizado utilizando 1.9 ml
de Diluente Antigeno. Dejar disolver completamente y luego
mezclar cuidadosamente con el vortex.

2. Mezclar el Conjugado concentrado con ayuda del vortex.
Afadir luego 0.1 ml del mismo al vial del Ag HSV1 disuelto
y mezclar suavemente en el vortex.

Notas Importantes:

1. Disolver y preparar solamente los viales necesarios para la
prueba. El inmunocomplejo obtenido no es estable.
Almacenar la solucién sobrante en alicuotas a —20°C.

2. La preparacion del inmunocomplejo debe realizarse justo
antes de dispensar las muestras y los controles en la placa.
Mezclar nuevamente en vortex justo antes de usar.

Diluente de muestras :
Listo para el uso. Mezclar bien con un vortex antes de usar.

Cromadgeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. Evitar la exposicion a la luz,
agentes oxidantes y superficies metdlicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Acido Sulfurico:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Atencién: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacion cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabon abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios

minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL ESTUCHE.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacion periodica de las partes
gue pudieran entrar accidentalmente en contacto con la
muestra o los reactivos (acohol 70%, lejia 10%, de calidad
de los desinfectantes hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%. Deben descontaminarse
periodicamente los residuos de los componentes del
estuche.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C de tolerancia) y controlada periddicamente para
mantener la temperatura correcta. Pueden emplearse
incubadoras secas o bafios de agua siempre que estén
validados para la incubacién de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser
validado de forma minuciosa previamente, revisado para
comprobar que suministra el volumen de dispensacion
correcto y enviado regularmente a mantenimiento de
acuerdo con las instrucciones de uso del fabricante. En
particular, deben lavarse minuciosamente las sales con
agua desionizada del lavador al final de la carga de trabajo
diaria. Antes del uso, debe suministrarse extensivamente
solucion de lavado diluida al lavador. Debe enviarse el
instrumento semanalmente a descontaminacién segin se
indica en su manual (se recomienda descontaminacion
con NaOH 0.1 M). Para asegurar que el ensayo se realiza
conforme a los rendimientos declarados, basta con 5 ciclos
de lavado (aspiracion + dispensado de 350 pl/pocillo de
solucion de lavado + 20 segundos de remojo = 1 ciclo). Si
no es posible remojar, afiadir un ciclo de lavado adicional.
Un ciclo de lavado incorrecto o agujas obstruidas con sal
son las principales causas de falsas reacciones positivas.

4. Los tiempos de incubacion deben tener un margen de
+5%.

5. El lector de microplacas ELISA debe estar provisto de un
filtro de lectura de 450nm y de un segundo filtro de 620-
630nm, obligatorio para reducir interferencias en la lectura.
El procedimiento estandar debe contemplar: a) Ancho de
banda <= 10nm b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. El blanco se
prueba en el pocillo indicado en la seccién “Control de
calidad interno”. El sistema optico del lector debe ser
calibrado periédicamente para garantizar la correcta
medicion de la densidad optica, segun las normas del
fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacién, lavado, lectura,
agitacion 'y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados y
periédicamente ajustados, para garantizar los valores
indicados en las secciones “Control interno de calidad” y
“Procedimiento del ensayo”. El protocolo del ensayo debe
ser instalado en el sistema operativo de la unidad y
validado tanto para el lavador como para el lector. Por otro
lado, la parte del sistema que maneja los liquidos
(dispensado y lavado) debe ser validada y fijada
correctamente. Debe prestarse particular atencién a evitar
el arrastre por las agujas de dispensacion y de lavado, a
fin de minimizar la posibilidad de ocurrencia de falsos
positivos por contaminacion de los pocillos adyacentes por
muestras fuertemente reactivas. Se recomienda el uso de
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sistemas automatizados para el pesquisaje en unidades de
sangre y cuando la cantidad de muestras supera las 20-30
unidades por ensayo.

7. El servicio de atencion al cliente en Dia.Pro, ofrece apoyo
al usuario para calibrar, ajustar e instalar los equipos a
usar en combinacion con el estuche, con el propdsito de
asegurar el cumplimiento de los requerimientos descritos.

L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del estuche (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados visibles.
Asegurese de que el cromégeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen del mismo con una
pipeta estéril de plastico. Compruebe que no han ocurrido
rupturas ni derrames de liquido dentro de la caja (envase
primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no esté rota o
dafiada.

3. Diluir totalmente la solucién de lavado concentrada 20X,
como se ha descrito anteriormente.

4. Disolver el Calibrador como se ha descrito anteriormente y
mezclar suavemente.

5. Dejar los componentes restantes alcanzar la temperatura
ambiente (aprox. 1 hora), mezclar luego suavemente en el
vortex todos los reactivos liquidos.

6. Ajustar la incubadora de ELISA a 37°C y cebar el lavador
de ELISA utilizando la solucién de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

7. Comprobar que el lector de ELISA esté encendido al menos
20 minutos antes de realizar la lectura.

8. En caso de trabajar automéaticamente, encender el equipo y
comprobar que los protocolos estén correctamente
programados.

9. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

10. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

11. En caso de surgir algin problema, se debe detener el
ensayo y avisar al supervisor.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacién, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

M.1 Ensayo automatizado:

En el caso de que el ensayo se realice de manera automatizada
con un sistema ELISA, se recomienda programar al equipo para
aspirar 1000ul de Diluente de Muestras, y posteriormente 10ul
de muestra (factor de dilucién 1:101).

La mezcla debe ser dispensada cuidadosamente en un tubo de
diluciéon. Antes de aspirar la muestra siguiente, las agujas
deben lavarse debidamente para evitar cualquier contaminacion
cruzada entre las muestras. Cuando todas las muestras han
sido diluidas, programar el equipo para dispensar 100 pl de las
mismas en los pocillos correspondientes.

Este procedimiento puede realizarse en dos pasos de dilucion
de 1:10 cada uno (90 pl de Diluente de Muestras + 10 pl de
muestra) en una segunda plataforma de dilucién. Programar el
equipo para aspirar primeramente 100 pl de Diluente de
Muestras, luego 10 pl de la primera dilucion en la plataforma y
finalmente dispensar todo el contenido en los pocillos
apropiados de la microplaca.

No diluir el Calibrador ni los controles, ya que estan listos para
el uso.

Dispensar 100ul de controles/calibrador en
correspondientes.

Para las operaciones siguientes, consulte las instrucciones que
aparecen debajo para el Ensayo Manual.

Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Ultima muestra sea calculado por

el instrumento y considerado para los lavados.

los pocillos

M.2 Ensayo Manual.

1. Diluir las muestras 1:101 dispensando primeramente 10 pl
de muestra y luego 1 ml de Diluente de Muestra en un tubo
de dilucién, mezclar bien con vértex.

2. Poner el nimero de tiras necesarias en el soporte plastico.
Dejar el pocillo Al vacio para el blanco.

3. Dispensar 100 pl del Control Negativo y 100ul de Calibrador
por duplicado. Luego dispensar 100ul del Control Positivo
(sencillo) en los respectivos pocillos. No diluir los controles
ni el calibrador ya que estan listos para el uso.

4. Dispensar 100 pl de las muestras diluidas en los pocillos
correspondientes y chequear luego que estos pocillos son
de color azul y que los controles y el calibrador han sido
afiadidos.

5. Incubar la microplaca 60 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el test manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Lavar la microplaca segun se indica (section 1.3).

7. Dispensar 100uL del Inmunocomplejo Ag/Ab en todos los
pocillos, excepto en el Al y cubrir con el sellador.
Compruebe que este reactivo de color rojo ha sido afiadido
en todos los pocillos excepto el Al.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el
Inmunocomplejo Ag/Ab. Podria producirse contaminacion.

8. Incubar la microplaca 60 min a +37°C.

9. Lavar la microplaca, de igual forma que en el paso 6.

10. Dispensar 100ul del Cromégeno/Substrato en todos los
pocillos, incluido el Al. Incubar la microplaca a
temperatura ambiente (18-24°C) durante 20 minutos.

Nota importante: No exponer directamente a fuerte

iluminacion, de lo contrario se generan interferencias.

11. Dispensar 100ul de Acido Sulfdrico en todos los pocillos
para detener la reaccién enzimética, usar la misma
secuencia que en el paso 10. La adicion del &cido cambia
el color de los controles positivos y las muestras positivas
de azul a amarillo.

12. Medir la intensidad del color con el lector, segun se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo Al
(blanco).

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. Lalectura debe hacerse inmediatamente después de afiadir
la soluciébn de parada y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicién. Se podria
producir auto oxidacién del cromoégeno causando un
elevado fondo.
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N. ESQUEMA DEL ENSAYO. Problema Compruebe que
Pocillo blanco la solucién cromoégeno/substrato no se ha

- > 0.050D0450 taminado d te el .
Controles&Calibrador (*) 100 ul nm contaminado durante el ensayo
Mugstras dll.lfldas 1:101 100 l_JI Control Negativo 1. el proceso de lavado y los parametros del
1™ incubacion 60 min (CN) > 0.200 lavador estén validados segln los estudios
Temperatura +37°C DO450nm después | previos de calificacion.

Lavado 5 ciclos con 20”de remojo de leer el blanco 2. se ha usado la solu_ci()n de lavado aprop_iada
o y que el lavador ha sido cebado con la misma
. . . Coefficiente de antes del uso.

- 6 ciclos sin remojo variacion > 30% 3. no se han cometido errores en el
Inmunocomplejo 100 ul procedimiento (dispensar el control positivo en
2% incubacién 60 min lugar del negativo).

Temperatura +37°C 4. no ha existido cor?taminacilén del control
Lavado 5 ciclos con 20”de remoio negativo o de sus pocillos debido a muestras
| positivas derramadas, o al conjugado.
. 0 . 5. las micropipetas no se han contaminado con
6 ciclos sin remojo muestras positivas o con el conjugado.
Mezcla TMB/H,0, 100 ul 6. las agujas del lavador no estén parcial o
3 incubacién 20 min — tlotalmleme ObSt(;P'an-t — —
> ontrol Positivo . el procedimiento ha sido realizado
'["e.mperatu're_l Lta. <1000 DO450nm correctamente.
Acido Sulfdrico 100 ul 2. no se han cometido errores en el
Lectura D.O. 450nm / 620-630nm procedimiento (dispensar el control negativo en

t.a.°temperatura ambiente

(*) Notas importantes:

e El calibrador (CAL) no afecta al célculo del valor de
corte y, por lo tanto, no afecta al calculo de los
resultados de la prueba.

e El calibrador (CAL) se usa solo si la gestion requiere
un control interno de calidad del laboratorio.

A continuacion se describe un ejemplo del esquema de
dispensado:

lugar del positivo).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacién externa del

control positivo.

Si ocurre alguno de los problemas anteriores, luego de
comprobar, informe al supervisor para tomar las medidas
pertinentes.

** Notas importantes:
El andlisis debe seguir el paso de lectura descrito en la seccién
M, punto 12.

Microplaca
Si se ha usado el Calibrador, comprobar los siguientes datos:
1 2 3[4]5]|6]|7]|8[9]10f[11]12
g‘ B":I m 2 Parametro Exigencia
¢ Calibrador M/Co >1.2
C CN M 5
D CAL(*) M 6 Si los resultados de la prueba no se corresponden con los
E|CA() | M7 requisitos indicados anteriormente, proceder del siguiente
F CP M 8 modo:
G M1 M9
H M2 | M10 Problema Compruebe que
Leyenda: BL = Blanco CN = Control Negativo Calibrador 1. el procedimiento ha sido realizado
CAL(¥) = Calibrador - No obligatorio  CP = Control Positivo M = Muestra M/Co < 1.2 correctamente.

O. CONTROL DE CALIDAD INTERNO.

Se realiza una validacién sobre los controles cada vez que se
usa el estuche, para verificar si el performance del ensayo es el
esperado.

Asegurar el cumplimiento de los siguientes parametros:

Parametro
Pocillo Blanco
Control Negativo,
valor medio (CN)

Exigencia
< 0.050 DO450nm
< 0.200 DO450nm valor después de leer
el blanco
Coeficiente de variacion < 30%
> 1000 DO450nm

Control Positivo

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, detenga el ensayo y compruebe:

2. no ha habido errores durante su distribucién
(dispensar el control negativo en lugar del
calibrador).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacién.

4. no ha ocurrido contaminacién externa del
calibrador.

En cualquier caso, si todos los deméas parametros (blanco,
control negativo, control positivo) se corresponden con los
requisitos establecidos, la prueba puede considerarse valida.

P. CALCULO DEL VALOR DE CORTE.

Los resultados de la prueba se calculan a partir de un valor
medio de DO450nm / 620-630nm del control Negativo (CN),
mediante un valor de corte (Co) hallado con la siguiente
férmula:

Valor de corte = CN + 0.250

El valor
interpretacion de los
continuacion.

encontrado en la prueba es utilizado para la
resultados, segin se describe a



| Doc.: | INSHSVIM.CE/esp | Pagina | 7de9

| Rev.: 4 |

Fecha: 2019/12 |

Nota Importante: Cuando el célculo de los resultados se halla
mediante el sistema operativo de un equipo de ELISA
automatico, asegurarse de que la formulacion usada para el
célculo del valor de corte, y para la interpretacion de los
resultados sea correcta.

Q. INTERPRETACION DE LOS RESULTADOS.

La interpretacion de los resultados se realiza mediante la razon
entre las DO a 450nm / 620-630nm de las muestras (M) y el
Valor de corte (Co).

Los resultados se interpretan seguin la siguiente tabla:

(M/Co) Interpretacion
<1.0 Negativo

1.0-1.2 Equivoco
>1.2 Positivo

Un resultado negativo indica que el paciente no esta
padeciendo infeccion aguda por el Virus Herpes Simplex tipo 1.
Cualquier paciente, cuya muestra resulte equivoca debe
someterse a una nueva prueba con una segunda muestra de
sangre colectada 1 6 2 semanas después de la inicial.

Un resultado positivo es indicativo de infeccion por el Virus
Herpes Simplex tipo 1.

A continuacién, un ejemplo de los célculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la seccién M,
punto 12).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Control Negativo: 0. 100 — 0.120 — 0.080 DO 450nm

Valor medio: 0.100 DO 450nm

Menor de 0.150 — Valido

Control Positivo:  1.850 DO 450nm

Mayor de 1000 — Valido

Valor de corte = 0.110+0.250 = 0.360
Calibrador: 1.000 - 0.900 DO 450nm
Valor medio: 0.950 DO 450nm

M/Co Mayor de 1.2 — Vélido

M/Co = 2.6

Muestra 1: 0.075 DO 450nm
Muestra 2: 1.580 DO 450nm
Muestra 1 M/Co <1 = negativa
Muestra 2 M/Co > 1.2 = positiva

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del supervisor del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Debe ponerse particular atencion a la interpretaciéon de los
resultados ante sospecha de infeccion primaria por HSV en
el embarazo, debido a las posibilidades de malformaciones
del neonato.

3. En el monitoreo de infecciéon por HSV durante el embarazo,
se recomienda, antes de tomar cualquier decision médica
preventiva, confirmar cualquier resultado positivo, primero
con el procedimiento descrito y luego con un sistema de
deteccion de IgM anti-HSV.

4. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erréneos.

5. El diagnostico de infeccion debe ser evaluado vy
comunicado al paciente por un médico calificado.

R. PERFORMANCES.

1. Limite de deteccion.

Hasta el momento no ha sido definido por la Comunidad
Europea, un estandar internacional para la deteccion de
anticuerpos IgM a HSV1. En ausencia del mismo y para
garantizar una 6ptima sensibilidad, el limite de deteccion del
ensayo ha sido calculado por medio de un Gold Standard
Interno (IGS), a partir de una preparacion “Accurun—-Anti HSV 2
IgM Plasma®“, producida por Boston Biomedica Inc., Estados
Unidos, cédigo 9106072.

Se construy6 una curva de dilucién limitante utilizando el
Control Negativo (CN).

La siguiente tabla muestra los resultados del Control de
Calidad:

Valores DO 450nm

IGS HSV1M.CE HSV1M.CE HSV1M.CE
Lote # RD1 Lote # RD2 Lote# RD3
1X 0.450 0.460 0.455
2X 0.277 0.300 0.288
4X 0.216 0.198 0.185
CN 0.115 0.085 0.086

2. Sensibilidad Diagnéstica:

La sensibilidad diagnéstica se ha estudiado en un ensayo
clinico utilizando paneles de 40 muestras, clasificadas como
positivas mediante un estuche marcado CE. El valor obtenido
del andlisis fue > 98%.

3. Especificidad Diagnoéstica :

La especificidad diagnostica ha sido determinada en un ensayo
clinico, utilizando paneles de mas de 300 muestras
provenientes de individuos sanos de origen europeo,
clasificadas como negativas mediante un estuche de referencia.
Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos para determinar la especificidad. No se ha observado
falsa reactividad debida a los métodos de tratamiento de
muestras.

Las muestras congeladas han sido probadas para comprobar si
la coleccién y el almacenamiento interfiere con el procedimiento
del ensayo. No se ha observado interferencia a partir de
muestras limpias y libres de agregados.

Se realiz6 un estudio con mas de 60 muestras que pudieran
introducir reaccion cruzada y no se observo interferencia alguna
en el sistema. No se detecto reaccion cruzada.

El estudio para evaluar el performance revel6 un valor > 98%.

El procedimiento reportado en la seccion T, permite verificar los
resultados falsos positivos y de esta forma lograr una correcta
interpretacion de los resultados.

4. Precision:

Ha sido calculada a partir de tres muestras, una negativa, una
debilmente positiva y una positiva, examinadas en 16 réplicas
en tres corridas separadas.

Los resultados son los siguientes:

HSV1M.CE: lote # RD1

Negativa (N = 16)

Valores medios | 17 corrida | 29 corrida | 3" corrida Valor
promedio

DO 450nm 0.083 0.107 0.116 0.102

Desviacion 0.004 0.017 0.013 0.011

estandar

CV% 5.12 15.82 11.59 10.84




Las muestras que luego de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos

El ensayo es Util solo para probar muestras independientes y no

infecciosa no debe
establecerse en base a un solo resultado, sino que deben
tenerse en consideracién la historia clinica del paciente, la

Se ejecuta esta prueba con el propésito de garantizar la mayor
precision del ensayo en el seguimiento del embarazo, donde un
resultado falso positivo puede conducir a un aborto. La misma
debe realizarse a cada una de las muestras positivas, antes de

complejo Antigeno/Conjugado como se
Este reactivo se denomina

2. Diluir el Conjugado concentrado, 1:20 en el Diluente de
Antigeno (ej: 25 ul de Conjugado concentrado en 500 ul de
Diluente de Antigeno) y mezclar suavemente con ayuda
del vértex. No usar ningln vial de Ag liofilizado para este
procedimiento! Este reactivo se denomina Solucién B.

4. Dispensar el Control Negativo en las posiciones B1+C1, se
utiliza para calcular el valor de corte y los valores M/Co.
la muestra positiva para confirmar y

Luego del lavado, el pocillo Al para el blanco queda vacio.
Dispensar 100 pl de la Solucion A en los pocillos

9. Dispensar 100 pl de la Solucién B en el pocillo E1.

adicionar 100 pl del
Cromédgeno/Substrato en todos los pocillos e incubar la tira

12. Dispensar 100ul del Acido Sulfarico en todos los pocillos y
medir la intensidad del color con el lector, segin se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo),
calibrando el instrumento con el pocillo Al (blanco).

La interpretacién de los resultados se realiza de la siguiente

1. Sila muestra en posicion D1 tiene un valor de M/Co menor
de 1.0, probablemente en el primer ensayo haya ocurrido
un error en el dispensado o alguna contaminacion. Debe
repetirse el Procedimiento del Ensayo, seccion M.

2. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2 y en posicion E1 el valor de M/Co es todavia mayor
de 1.2, la muestra se considera un falso positivo. La
reactividad de la muestra, en este caso, no depende de la
presencia especifica de HSV1, por lo tanto ha ocurrido una

3. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2y en la posicion E1 el valor M/Co es menor de 1.0 se
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Débil reactiva (N = 16)
Valores medios 17 corrida | 29 corrida | 3" corrida Valor
promedio resultados falsos positivos.
DO 450nm 0.393 0.436 0.421 0.417
DeS\{lauon 0.031 0.019 0.007 0.019 mezclas.
estandar El diagnostico de una enfermedad
CV % 7.93 4.38 1.68 2.66 9
Altamente reactiva (N = 16) - > - . e
VeloEs naehos || 1 canieg || 2 ceniek || 2F ek Valor sintomatologia, asi como otros datos diagnadsticos.
promedio
DO 450nm 1.469 1.530 1.541 1.513 .
Desviacion 0.034 0.055 0.037 0.042 T. PRUEBA DE CONFIRMACION.
estandar
CV % 2.31 3.60 2.39 2.77
emitir un diagnéstico de infeccion por HSV.
HSVIM.CE: lote # RD2 Proceder para la confirmacién como sigue:
Negativa (N = 16) 1 Pr
= = = = . eparar el
ra da ra
Valores medios 12 corrida | 2% corrida | 3™ corrida prz)/:]Ig(rﬂo describe  anteriormente.
DO 450nm 0.101 0.099 0.097 0.099 Solucion A.
Desviacion 0.009 0.011 0.013 0.011
estandar
CV % 8.91 11.11 13.40 11.14
Débil reactiva (N = 16)
Valores medios | 1% corrida | 2% corrida | 3 corrida Valor 3. Dejar vacio el pocillo Al para el blanco.
promedio
DO 450nm 0.412 0.395 0.420 0.409
DeS\{iacién 0.015 0.009 0.012 0.012 5. Diluir 1:101
esct‘;*/”gar 7 557 5% ) dispensarla en las posiciones D1+E1.
> - - - - 6. Incubar la tira 60 minutos a +37°C.
Altamente reactiva (N = 16) 7.
Valores medios 17 corrida | 2% corrida | 3" corrida Valor 8.
promedio B1+C1+D1.
DO 450nm 1.512 1.498 1.534 1.515 . -
Desviacion 0.042 0.035 0.028 0.035 10. Incubar la tira 60 minutos a +37°C.
estandar 11. Luego del lavado,
CV % 2.78 2.34 1.83 2.31
HSV1M.CE: lote # RD3 20 minutos a temperatura ambiente.
Negativa (N = 16)
Valores medios 1 corrida | 2% corrida | 3" corrida Valor
promedio
DO 450nm 0.095 0.112 0.092 0.100
Desviacion 0.012 0.009 0.010 0.011
estandar
CV % 12.6 8.04 10.86 10.50
forma:
Débil reactiva (N = 16)
Valores medios 1 corrida | 2% corrida | 3" corrida Valor
promedio
DO 450nm 0.405 0.398 0.412 0.405
Desviacion 0.012 0.015 0.014 0.014
estandar
CV % 2.96 3.77 3.40 3.37
Altamente reactiva (N = 16)
Valores medios 1 corrida | 2% corrida | 3" corrida Valor
promedio . i6n cr d n el coni d
DO 450nm 1.489 1.475 1518 1.494 eaccion cruzada con el conjugaco.
Desviacion 0.025 0.032 0.028 0.028
estandar ;
CV % 1.68 2.17 1.84 1.90 considera

Nota importante:

Los datos de rendimiento se obtuvieron siguiendo el paso de

lectura descrito en la seccion M, punto 12.

S. LIMITACIONES.

La contaminacion bacteriana o la inactivacion por calor de la
muestra pueden afectar los valores de DO y por tanto alterar los

niveles del analito.

realmente positiva. La reactividad de la
muestra, en este caso se debe a la presencia especifica de
HSV1y no areacciones cruzadas.
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En la siguiente tabla se muestra la interpretacion de los

resultados:
Pocillo M/Co
D1 <1.0 >1.2 >1.2
El <1.0 >1.2 <1.0
Interpretacion | Probl. de Falso Realmente
contam. positivo positivo
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HSV2 IgG

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of 1gG antibodies to Herpes Simplex Virus type
2 in human plasma and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Herpes Simplex Virus type 1 (HSV1) and type 2 (HSV2) are
large complex DNA-containing viruses which have been shown
to induce the synthesis of several proteins during infection,
possessing an high number of crossreactive determinants and
just a few of type-specific sequences.

The majority of primary and recurrent genital herpetic infections
are caused by HSV2; while non genital infections, such as
common cold sores, are caused primarily by HSV1.

The detection of virus specific IgG and IgM antibodies are
important in the diagnosis of acute/primary virus infections or
reactivations of a latent one, in the absence of evident clinical
symptoms.

Asymptomatic infections may happen for HSV in apparently
healthy individuals and during pregnancy. Severe herpetic
infections may happen in immunocompromised and suppressed
patients in which the disease may evolve toward critical
pathologies.

The determination of HSV specific antibodies has then become
important in the monitoring of “risk” patients and in the follow up
of acute and severe infections.

C. PRINCIPLE OF THE TEST
Microplates are coated with
glycoprotein G or gG.

The solid phase is first treated with the diluted sample and IgG
to HSV2 are captured, if present, by the antigens.

After washing out all the other components of the sample, in the
2" incubation bound anti HSV2 IgG are detected by the addition
of polyclonal specific anti hilgG antibodies, labelled with
peroxidase (HRP).

The enzyme captured on the solid phase, acting on the
substrate/chromogen mixture, generates an optical signal that is
proportional to the amount of anti HSV2 IgG antibodies present
in the sample. A Calibration Curve, calibrated against an
internal Gold Standard, makes possible a quantitative
determination of the IgG antibody in the patient.

synthetic HSV2 specific

D. COMPONENTS
Each kit contains sufficient reagents to perform 96 tests.

1. Microplate:

n°® 1. 12 strips x 8 microwells coated with synthetic HSV2-
specific gG in presence of bovine proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Calibration Curve:

Ready to use and colorcoded standard curve derived from
human plasma positive for HSV2 IgG ranging:

4ml CAL1 = 0 arbU/ml

4ml CAL2 =5 arbU/ml

2ml CAL3 = 10 arbU/ml

2ml CAL4 = 20 arbU/ml

2ml CAL5 = 50 arbU/ml

4ml CAL6 = 100 arbU/ml.

Standards are calibrated in arbitrary units against an internal
Gold Standard (or IGS).

It contains human serum proteins, 2% casein, 10 mM Na-citrate
buffer pH 6.0 +/-0.1, 0.1% Tween 20, 0.09% Na-azide and
ProClin 300 0.045% as preservatives. Standards are blue
colored.

3. Control Serum:

1 vial. Lyophilized. It contains fetal bovine serum proteins,
human 1gG antibodies to HSV2 at about 20 arbU/ml + 20%, 0.2
mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label.

4. Wash buffer concentrate:

1x60ml/bottle20x concentrated solution. Once diluted, the wash
solution contains 10 mM phosphate buffer pH 7.0+/-0.2, 0.05%
Tween 20 and 0.045% ProClin 300.

5. Enzyme conjugate : [CONJ,

2x8ml/vial. Ready to use and red colour coded. It contains
Horseradish peroxidase conjugated polyclonal antibodies to
human IgG, 5% BSA, 10 mM Tris buffer pH 6.8+/-0.1, 0.045%
ProClin 300, 0.02% gentamicine sulphate as preservatives and
0.01% red alimentary dye.

6. Chromogen/Substrate:

1x16ml/vial. It contains 50 mM citrate-phosphate buffer pH 3.5-
3.8, 4% dimethylsulphoxide, 0.03% tetra-methyl-benzidine (or
TMB) and 0.02% hydrogen peroxide (or H202).

Note: To be stored protected from light as sensitive to
strong illumination.

7. Sulphuric Acid:

1x15ml/vial. It contains 0.3 M Hz2SO4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363)

8. Specimen Diluent:

2x60ml/vial. It contains 2% casein, 10 mM Na-citrate buffer pH
6.0 +/-0.1, 0.1% Tween 20, 0.09% Na-azide 0.1% and 0.045%
ProClin 300 as preservatives. The reagent is blue colour coded.

9. Plate sealing foils n°2

10. Package insert n°1

. MATERIALS REQUIRED BUT NOT PROVIDED
Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal
treated to remove oxidizing chemicals used as
disinfectants).

3. Timer with 60 minute range or higher.

4. Absorbent paper tissues.

5. Calibrated ELISA microplate thermostatic incubator (dry or
wet), set at +37°C (+/-0.5°C tolerance)..

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

=m

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
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The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5. Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liqguid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection.

Do not freeze primary tubes of collection. For longer storage
periods, sera and plasma samples, carefully removed from the
primary collection tube, can be stored frozen at —20°C for
several months. Any frozen samples should not be
frozen/thawed more than once as this may generate particles
that could affect the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in storage.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.

After first opening, remaining strips are stable until the humidity
indicator inside the desiccant bag turns from yellow to green.

Calibration Curve
Ready to use component. Mix carefully on vortex before use.

Control Serum

Add the volume of ELISA grade water, reported on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vortex.

Note: The control after dissolution is not stable. Store frozen in
aliquots at —20°C.

Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

If this component has to be transferred use only plastic, possibly
sterile disposable containers.

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.

If this component has to be transferred use only plastic, possible
sterile disposable container

Sample Diluent
Ready to use component. Mix carefully on vortex before use.
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Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:

P280 — Wear protective gloves/protective clothing/eye protection/face
protection.

P302 + P352 — IF ON SKIN: Wash with plenty of soap and water.

P332 + P313 — If skin irritation occurs: Get medical advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water for
several minutes. Remove contact lenses, if present and easy to do.
Continue rinsing.

P337 + P313 — If eye irritation persists: Get medical advice/attention.
P362 + P363 - Take off contaminated clothing and wash it before reuse.

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be carried
out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

4. Incubation times have a tolerance of +5%.

5. The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter (620-630nm,
mandatory) for blanking purposes. Its standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the section “Internal Quality Control”. The assay protocol
has to be installed in the operating system of the unit and

validated as for the washer and the reader. In addition, the
liquid handling part of the station (dispensation and
washing) has to be validated and correctly set. Particular
attention must be paid to avoid carry over by the needles
used for dispensing and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells. The use of ELISA automated work stations
is recommended when the number of samples to be tested
exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

. PRE ASSAY CONTROLS AND OPERATIONS

Check the expiration date of the kit printed on the external

label (primary container). Do not use if expired.

2. Check that the liquid components are not contaminated by
visible particles or aggregates.

3. Check that the Chromogen (TMB) is colourless or pale blue
by aspirating a small volume of it with a sterile plastic
pipette.

4. Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box (primary
container). Check that the aluminium pouch, containing the
microplate, is not punctured or damaged.

5. Dissolve the content of the lyophilised Control Serum as
reported in the proper section.

6. Dilute all the content of the 20x concentrated Wash Solution
as described above.

7. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

8. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

9. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

10. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

11. Check that the micropipettes are set to the required volume.

12. Check that all the other equipment is available and ready
to use.

13. In case of problems, do not proceed further with the test and

advise the supervisor.

=

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

The kit may be used for quantitative and qualitative
determinations as well.

M1. QUANTITATIVE DETERMINATION:

Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Sample Diluent and then 10 pl sample (1:101 dilution factor).
The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pul samples into the proper wells of the
microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Sample Diluent + 10 pl sample) into a
second dilution platform. Make then the instrument aspirate first
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100 pl Sample Diluent, then 10 pl liquid from the first dilution in
the platform and finally dispense the whole content in the proper
well of the assay microplate.

Do not dilute Calibrators and the dissolved Control Serum as
they are ready to use.

Dispense 100 pl calibrators/control in
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

the appropriate

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use.
Mix carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of microwells in the microwell
holder. Leave the A1 and B1 empty for the operation of
blanking.

3. Dispense 100 pl of Calibrators and 100 pl Control Serum in
duplicate. Then dispense 100 pl of diluted samples in each
properly identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5. Wash the microplate with an automatic washer as reported
previously (section 1.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except
A1+B1 blanking wells, and cover with the sealer. Check
that this red coloured component has been dispensed in all
the wells, except Al and B1.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Enzyme Conjugate.
Contamination might occur.

7. Incubate the microplate for 60 min at +37°C.

8. Wash microwells as in step 5.

9. Pipette 100 pl Chromogen/Substrate mixture into each
well, the blank wells A1 and B1 included. Then incubate
the microplate at room temperature (18-24°C) for 20
minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid to stop the enzymatic reaction
into all the wells using the same pipetting sequence as in
step 9. Addition of acid will turn the positive calibrators, the
control serum and the positive samples from blue to yellow.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al or B1 or both.

M2. QUALITATIVE DETERMINATION
If only a qualitative determination is required, proceed as
described below:

Automated assay:
Proceed as described in section M1.

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use. Mix
carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of Microwells in the microwell
holder. Leave Al well empty for the operation of blanking.

3. Dispense 100 pl of Calibrator 0 arbU/ml and Calibrator 5
arbU/ml in duplicate and Calibrator 100 arbU/ml in single.
Then dispense 100 pl of diluted samples in each properly
identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5. Wash the microplate with an automatic washer as reported
previously (section 1.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except the
Al well, and cover with the sealer. Check that this red
coloured component has been dispensed in all the wells,
except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Enzyme Conjugate.
Contamination might occur.

7. Incubate the microplate for 60 min at +37°C.

8. Wash microwells as in step 5.

9. Pipette 100 ul Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at
room temperature (18-24°C) for 20 minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9. Addition of acid will
turn the positive calibrators, the control serum and the
positive samples from blue to yellow.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al.

General Important notes:

1. Ensure that no fingerprints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.
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N. ASSAY SCHEME

O. INTERNAL QUALITY CONTROL
A validation check is carried out on the calibrators any time the

(*) Important Notes:
. The Control Serum (CS) it does not affect the test’s
results calculation.
e The Control Serum (CS) used only if a laboratory
internal quality control is required by the
Management.

An example of dispensation scheme for Quantitative Analysis is
reported below:

If they do not, do
follows:

Method Operations kit is used in order to verify whether the performances of the
Calibrators & Control (*) 100 pl assay are as qualified.
Samples diluted 1:101 100 pl
1%t incubation 60 min Control that the following data are matched:
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR Check Requirements
n° 6 cycles without soaking Blank well < 0.050 OD450nm value
Enzyme conjugate 100 pl CAL1 < 0.150 mean OD450nm value after
2" incubation 60 min 0 arbU/ml blanking
Temperature +37°C coefficient of variation < 30%
Wash step n° 5 cycles with 20" of soaking CAL 2 OD450nm > OD450nm CAL1 +0.100
OR 5 arbU/ml
n° 6 cycles without soaking CAL 6 0OD450nm > 1.000
TMB/H202 100 pl 100 arbU/ml
3" incubation 20 min
Temperature rt. If the results of the test match the requirements stated above,
Sulphuric Acid 100 ul proceed to the next section.
Reading OD 450nm / 620-630nm

not proceed any further and operate as

> 0.150 OD450nm
after blanking

coefficient of variation
> 30%

Problem Check
Blank well 1. that the Chromogen/Sustrate solution has
> (0.050 OD450nm not got contaminated during the assay
CAL 1 1. that the washing procedure and the
0 arbU/ml washer settings are as validated in the pre

qualification study;

2. that the proper washing solution has been
used and the washer has been primed with it
before use;

3. that no mistake has been done in the
assay procedure (dispensation of a positive
calibrator instead of the negative one;

4. that no contamination of the negative
calibrator or of their wells has occurred due
spills of positive samples or the enzyme
conjugate;

5. that  micropipettes haven’t got
contaminated with positive samples or with
the enzyme conjugate

6. that the washer needles are not blocked or
partially obstructed.

Microplate
1 2 3 4 |56 |7 ]|8[9[10]11]12
A| BLK |CAL4| S1
B| BLK [CAL4 | S2
C | CAL1 |[CAL5 | S3
D | CAL1 | CAL5 | S4
E | CAL2 | CAL6 | S5
F | CAL2 | CAL6 | S6
G| CAL3 [cs(") | S7
H | CAL3 [ cs() | S8
Legenda: BLK = Blank CAL = Calibrator
CS(*) = Control Serum - Not mandatory S = Sample

An example of dispensation scheme in qualitative assays is
reported below:

Microplate

1 2| 3 | 4], 5| 6| 7] 8[9[10]11|12
BLK |S2[S10
CAL1|S3|S11
CAL1[S4|S12
CAL2|S5|S13
CAL2|S6[S 14
CAL6 [S7|S15
S1 S8|S16
S2 S9[S17

IT(®(Mm|O|0O|w|>

BLK = Blank
S = Sample

Legenda: CAL = Calibrators

CAL 2
5 arbU/ml

OD450nm <
OD450nm CAL1 +
0.100

1. that the procedure has been correctly
executed;

2. that no mistake has been done in its
distribution (ex.: dispensation of a wrong
calibrator instead);

3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;

4. that no external contamination of the
calibrator has occurred.

CAL 6
100 arbU/ml

<1.000 OD450nm

1. that the procedure has been correctly
executed;

2. that no mistake has been done in its
distribution  (dispensation of a wrong
calibrator instead) ;

3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;

4. that no external contamination of the
positive control has occurred.

Should one of these problems have happened, after checking,
report to the supervisor for further actions.




| Doc.: | INS HSV2G.CE/Eng | Page |

70f 8 | Rev.:6 | Date: 2022/05/12 ]

** Note:

If Control Serum has used, verify the following data:

Check
Control Serum

Requirements
Mean OD450nm CAL 4 + 20%

If the results of the test doesn’t match the requirements stated
above, operate as follows:

Problem Check
Control Serum 1. that the procedure has been correctly
executed;
2. that no mistake has been done in its
distribution  (dispensation of a wrong
calibrator instead);
3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;
4. that no external contamination of the
control serum has occurred.

Different from
expected value

Anyway, if all other parameters (Blank, CAL1, CAL2, CALS),
match the established requirements, the test may be considered
valid.

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the quantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at 450nm (4-parameters
interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
Herpes Simplex Virus type 2 1gG antibody in samples.

An example of Calibration curve is reported in the next page.

Example of Calibration Curve:

oD4s0nm

op4so

0 20 a0 60 80 100 120
arbujml

Important Note:
Do not wuse
calculations.

the calibration curve above to make

P.2 Qualitative method

In the qualitative method, calculate the mean OD450nm values
for the Calibrators 0 and 5 arbU/ml and then check that the
assay is valid.

Example of calculation:

The following data must not be used instead or real figures
obtained by the user.

Calibrator 0 arbU/ml:
Mean Value:
Lower than 0.150 — Accepted

0.020 — 0.024 OD450nm
0.022 OD450nm

Calibrator 5 arbU/mil: 0.350 — 0.370 OD450nm
Mean Value: 0.360 OD450nm
Higher than Cal 0 + 0.100 — Accepted

Calibrator 100 arbU/ml: 2.245 OD450nm
Higher than 1.000 — Accepted

Q. INTERPRETATION OF RESULTS

Samples with a concentration lower than 5 arbU/ml are
considered negative for anti HSV2 IgG antibody.

Samples with a concentration higher than 5 arbU/ml are
considered positive for anti HSV2 1gG antibody.

Particular attention in the interpretation of results has to be used
in the follow-up of pregnancy for a primary infection of HSV due
to the risk of neonatal malformations.

Important notes:

1. Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

3. In the follow-up of pregnancy for HSV infection a positive
result (presence of IgG antibody > 5 arbU/ml) should be
confirmed to ruled out the risk of a false positive result and a
false definition of protection.

R. PERFORMANCES

1. Limit of detection

The limit of detection of the assay has been calculated by
means of an internal Gold Standard in absence of an
international preparation to refer to.

The limit of detection has been calculated as mean OD450nm
Calibrator 0 arbU/ml + 5 SD.

The table below reports the mean OD450nm values of this
standard when diluted in negative plasma and then examined in
the assay for three lots.

Mean OD450nm values (n = 2)

IgG HSV2G.PU HSV2G.PU HSV2G
arbU/ml Lot # 1203 Lot #1103 Lot # 0304/2
0 0.022 0.030 0.014
5 0.353 0.384 0.269
10 0.596 0.606 0.557
20 1.169 1.471 0.895
50 2.030 2.276 1.776

100 3.102 3.353 2.893
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The assay shows a limit of detection far better than 5 arbU/ml.

The NIBSC sample QCRHSV2QC1 (anti HSV2 Quality Control
Reagent sample 1 code 13/B642) is detected positive with a
mean S/Co of about 4.

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested in a performance
evaluation study on panels of samples classified positive by a kit
US FDA approved. Positive samples from different stage of HSV
infection were tested. The value, obtained from the analysis of
more than 300 specimens, has been > 98%.

3. Diagnostic specificity:

The diagnostic specificity has been determined on panels of
negative samples from not infected individuals, classified
negative with a kit US FDA approved.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the value of specificity.

Frozen specimens have been tested, as well, to check for
interferences due to collection and storage.

No interference was observed.

Potentially interfering samples derived from patients with
different pathologies (mostly ANA, AMA and RF positive) and
from pregnant women were tested.

No crossreaction was observed.

An overall value > 98% of specificity was found when examined
on more than 100 specimens.

3. Precision:

It has been calculated on the Calibrator 5 arbU/ml, considered
the cut-off of the assay, examined in 16 replicates in three
separate runs for three lots.

Results are reported as follows:

HSV2G.CE: lot 1004

Frozen samples containing fibrin particles or aggregates after
thawing may generate some false results.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,

symptomatology, as well as other diagnostic data should be
considered.
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All the IVD Products manufactured by the company are
under the control of a certified Quality Management
System in compliance with 1ISO 13485 rule. Each lot is
submitted to a quality control and released into the
market only if conforming with the EC technical
specifications and acceptance criteria.

Manufacturer:
Dia.Pro Diagnostic Bioprobes S.r.1.
Via G. Carducci n° 27 — Sesto San Giovanni (MI) — Italy

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.286 0.303 0.256 0.282
Std.Deviation 0.022 0.037 0.020 0.026
CV % 7.7 124 7.74 9.28
HSV2G.PU: lot 1103
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.375 0.384 0.394 0.384
Std.Deviation 0.019 0.022 0.015 0.019
CV % 5.07 5.73 3.81 4.87
HSV2G.PU: lot 1203
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.352 0.345 0.332 0.343
Std.Deviation 0.017 0.020 0.024 0.020
CV % 4.83 5.78 7.23 5.95

The variability shown in the tables above did not result in
sample misclassification.

S. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

C€
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“Capture” Enzyme Immuno Assay
(ELISA) for the determination
of IgM antibodies to
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iIn human plasma and sera
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HSV2 IgM

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determination of
IgM antibodies to Herpes Simplex Virus types 2 in human
plasma and sera with the "capture" system. The devise is
intended for the follow-up of HSV2 infected patients and for the
monitoring of risk of neonatal defects due to HSV infection
during pregnancy.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Herpes Simplex Virus type 1 (HSV1) and type 2 (HSV2) are
large complex DNA-containing viruses which have been shown
to induce the synthesis of several proteins during infection,
possessing an high number of cross-reactive determinants and
just a few of type-specific sequences.

The majority of primary and recurrent genital herpetic infections
are caused by HSV2; while non genital infections, such as
common cold sores, are caused primarily by HSV1.

The detection of virus specific IgG and IgM antibodies are
important in the diagnosis of acute/primary virus infections or
reactivations of a latent one, in the absence of evident clinical
symptoms.

A-symptomatic infections may happen for HSV in apparently
healthy individuals and during pregnancy. Severe herpetic
infections may happen in immuno-compromised and
suppressed patients in which the disease may evolve toward
critical pathologies.

The determination of HSV specific antibodies has then become
important in the monitoring of “risk” patients and in the follow up
of acute and severe infections.

C. PRINCIPLE OF THE TEST

The assay is based on the principle of "IgM capture" where IgM
class antibodies in the sample are first captured by the solid
phase coated with anti higM antibody.

After washing out all the other components of the sample and in
particular 1gG antibodies, the specific IgM captured on the solid
phase are detected by the addition of a preparation of
inactivated HSV2, labeled with a HSV2 specific antibody
conjugated with peroxidase (HRP).

After incubation, microwells are washed to remove unbound
conjugate and then the chromogen/substrate is added.

In the presence of bound conjugate the colorless substrate is
hydrolyzed to a colored end-product, whose optical density may
be detected and is proportional to the amount of IgM antibodies
to HSV2 present in the sample.

A system is described how to control whether the positivity
shown by a sample is true or not (Confirmation Test), helpful for
the clinician to make a correct interpretation of results.

D. COMPONENTS
The kit contains reagents for 96 tests.

1. Microplate:

12 strips x 8 microwells coated with anti human IgM affinity
purified goat antibody, in presence of bovine proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Negative Control: |[CONTROL -
1x4.0 ml/vial. Ready to use control. It contains 1% human serum
proteins, 2% casein, 10 mM tris buffer pH 6.0+/-0.1, 0.1%

Tween 20, 0.09% sodium azide and 0.045% ProClin 300 as
preservatives.
The negative control is pale yellow color coded.

3. Positive Control:

1x4.0 ml/vial. Ready to use control. It contains 1% human serum
positive for HSV2 IgM, 2% casein, 10 mM tris buffer pH 6.0+/-
0.1, 0.1% Tween 20, 0.09% sodium azide and 0.045% ProClin
300 as preservatives.

The positive control is green colour coded.

4. Calibrator:

N° 1 lyophilized vial. To be dissolved with EIA grade water as
reported in the label. It contains anti HSV2 IgM, fetal bovine
serum, 0.2 mg/ml gentamicine sulphate and 0.045% ProClin
300 as preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label.

5. Lyophilized HSV2 Ag:

N° 6 lyophilized vials. The vials contain lyophilized gamma-ray
inactivated HSV2 in protein buffer. The solution contains 2%
bovine proteins, 10 mM Tris HCI buffer pH 6.8+/-0.1, 0.2 mg/ml
gentamicine sulphate and 0.045% ProClin 300. To be dissolved
with 1.9 ml of Antigen Diluent as reported in the specific section.

6. Wash buffer concentrate: WASHBUF 20

1x60ml/bottle. 20x concentrated solution. Once diluted, the
wash solution contains 10 mM phosphate buffer pH 7.0+/-0.2,
0.05% Tween 20 and 0.045% ProClin 300.

7. Enzyme conjugate:

1x0.8 mllvial. 20x concentrated solution of a HSV2-specific
antibody, labeled with HRP and diluted in a protein buffer
containing 10 mM Tris buffer pH 6.8+/-0.1, 2% BSA, 0.045%
ProClin 300 and 0.2 mg/ml gentamicine sulphate as
preservatives.

8. Antigen Diluent :

n° 1 vial of 16 ml. Protein buffer solution for the preparation of
the Immunocomplex. The solution contains 10 mM Tris buffer
pH 6.8+/-0.1, 2% BSA, 0.045% ProClin 300 and 0.2 mg/ml
gentamicine sulphate as preservatives. The reagent is code
coloured with 0.01% red alimentary dye

9. Specimen Diluent :

2x60.0 ml/vial. Proteic buffered solution for the dilution of
samples. It contains 2% casein, 10 mM tris buffer pH 6.0+/-0.1,
0.1% Tween 20, 0.09% sodium azide and 0.045% ProClin 300
as preservatives.

The reagent is color coded with 0.01% blue alimentary dye.

10. Chromogen/Substrate :

1x16ml/vial. It contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 0.03% tetra-methyl-benzidine (TMB),
0.02% hydrogen peroxide (H202) and 4% dimethylsulphoxide.
Note: To be stored protected from light as sensitive to
strong illumination.

11. Sulphuric Acid:

1x15ml/vial. It contains 0.3 M H2SOa4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363)

12. Plate sealing foils n° 2

13. Package insertn® 1
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E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-0.5°C tolerance).

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

asw

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5. Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’'s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liqguid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are

treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not freeze
primary tubes of collection. For longer storage periods, sera
and plasma samples, carefully removed from the primary
collection tube, can be stored frozen at —20°C for at least 12
months.  Any frozen samples should not be frozen/thawed
more than once as this may generate particles that could affect
the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in storing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.  After first opening, remaining strips are stable until
the humidity indicator inside the desiccant bag turns from yellow
to green.

Negative Control:
Ready to use. Mix well on vortex before use.

Positive Control:
Ready to use. Mix well on vortex before use.

Calibrator:

Add the volume of ELISA grade water reported on the label to
the lyophilized powder. Let fully dissolve and then gently mix on
vortex.

Important Note: The solution is not stable. Store the Calibrator
frozen in aliquots at —20°C.

Wash buffer concentrate:
The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
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use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8°C.

Ag/Ab Immunocomplex:

Proceed carefully as follows:

1. Dissolve the content of a lyophilized vial with 1.9 ml of
Conjugate/Antigen Diluent. Let fully dissolved the lyophilized
content and then gently mix on vortex.

2. Gently mix the concentrated Enzyme Conjugate on vortex.
Then add 0.1 ml of it to the vial of the dissolved HSV2 Ag
and mix gently on vortex.

Important Notes:

1. Dissolve and prepare only the number of vials necessary to
the test. The Immunocomplex obtained is not stable. Store
any residual solution frozen in aliquots at —20°C.

2. The preparation of the Immucomplex has to be done right
before the dispensation of samples and controls into the
plate. Mix again on vortex gently just before its use.

Specimen Diluent:
Ready to use. Mix well on vortex before use

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.

If this component has to be transferred use only plastic, possible
sterile disposable container

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, 332+P313,
P305+ P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:

P280 - Wear protective gloves/protective
protection/face protection.

P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 - Take off contaminated clothing and wash it
before reuse.

clothing/eye

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination

of spills or residues of kit components should also be carried
out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to

decontamination according to its manual (NaOH 0.1 M

decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of

washing solution + 20 sec soaking = 1 cycle) are sufficient

to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the

major cause of false positive reactions.

Incubation times have a tolerance of +5%.

The ELISA microplate reader has to be equipped with a

reading filter of 450nm and with a second filter de 620-

630nm, mandatory for blanking purposes. Its standard

performances should be (a) bandwidth < 10 nm; (b)

absorbance range from 0 to > 2.0; (c) linearity to > 2.0;

repeatability > 1%. Blanking is carried out on the well

identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be

regularly maintained according to the manufacturer ‘s

instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the section “Internal Quality Control”. The assay protocol
has to be installed in the operating system of the unit and
validated as for the washer and the reader. In addition, the
liquid handling part of the station (dispensation and
washing) has to be validated and correctly set. Particular
attention must be paid to avoid carry over by the needles
used for dispensing and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells. The use of ELISA automated work stations
is recommended when the number of samples to be tested
exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

S

L. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label (primary container). Do not use the device if expired.

2. Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue by aspirating
a small volume of it with a sterile plastic pipette. Check that
no breakage occurred in transportation and no spillage of
liquid is present inside the box (primary container). Check
that the aluminum pouch, containing the microplate, is not
punctured or damaged.

3. Dilute all the content of the 20x concentrated Wash Solution
as described above.
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4. Dissolve the Calibrator as described above and gently mix.

5. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

6. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

7. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

8. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

9. Check that the micropipettes are set to the required volume.

10. Check that all the other equipment is available and ready
to use.

11. In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

M.1 Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Specimen Diluent and then 10 pl sample (1:101 dilution factor).
The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pl diluted samples into the proper
wells of the microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Specimen Diluent + 10 pl sample) into a
second dilution platform. Make then the instrument aspirate first
100 pl Specimen Diluent, then 10 pl liquid from the first dilution
in the platform and finally dispense the whole content in the
proper well of the assay microplate.

Do not dilute controls/calibrator as they are ready to use.
Dispense 100 pl calibrators/control in the appropriate
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

M. 2 Manual assay:

1. Dilute samples 1:101 by dispensing first 10 pl sample and
then 1 ml Specimen Diluent into a dilution tube; mix gently
on vortex.

2. Place the required number of Microwells in the microwell
holder. Leave the well in position Al empty for the
operation of blanking.

3. Dispense 100 pl of Negative Control and 100 pl of
Calibrator in the proper wells in duplicate. Dispense 100 pl
of Positive Control in single into the proper well.
Do not dilute controls and the calibrator as they are ready
touse!

4. Dispense 100 pl diluted samples in the proper sample
wells and then check that all the samples wells are blue
colored and that controls and calibrator have been
dispensed.

5. Incubate the microplate for 60 min at +37°C .

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

6. Wash the microplate with an automatic as reported
previously (section 1.3).

7. Pipette 100 pl of the Ag/Ab Immunocomplex into each
well, except the blanking well Al, and cover with the
sealer. Check that all wells are red colored, except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Ag/Ab
Immunocomplex. Contamination might occur.

8. Incubate the microplate for 60 min at +37°C .
9.  Wash microwells as in step 6.

10. Pipette 100 pl Chromogen/Substrate mixture into each
well, the blank well included. Then incubate the microplate
at room temperature (18-24°C) for 20 minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

11. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 10. Addition of acid will
turn the positive control and positive samples from blue to
yellow .

12. Measure the color intensity of the solution in each well, as
described in section I.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al.

Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.

N. ASSAY SCHEME

Controls&calibrator (*) 100 ul
Samples diluted 1:101 100 ul
1% incubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Immunocomplex 100 ul
2" incubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 mix 100 ul
3 incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm
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(*) Important Notes:

e  The Calibrator (CAL) does not affect the Cut Off
calculation, therefore it does not affect the test’s
results calculation.

e  The Calibrator (CAL) used only if a laboratory
internal quality control is required by the
Management.

An example of dispensation scheme is reported below:

If any of the above problems have occurred, report the problem
to the supervisor for further actions.

** Important Notes:
The analysis must be done proceeding as the reading step
described in the section M, point 12.

If the Calibrator has used, verify the following data:

) Check Requirements
Microplate Calibrator SiCo> 1.2
1 2 3|/4|5|6|7]8|9]|10]11)12
A | BLK | S3 If the results of the test doesn’t match the requirements stated
B| NC | 54 above, operate as follows:
© NC S5
D | CAL(™) | S6
E [CAL(®) | S7 Problem Check
F PC S8 Calibrator 1. that the procedure has been correctly
G S1 S9 S/Co<1.2 performed;
H S2 S10 2. that no mistake has occurred during its
Legenda: BLK = Blank NC = Negative Confrol distribution (e.g.: dispensation of negative

CAL(*) = Calibrator-Not Mandatory PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the controls any time the kit
is used in order to verify whether the performances of the assay
are as qualified.

Control that the following data are matched:

Parameter
Blank well
Negative Control
mean value (NC)
Positive Control

Requirements
< 0.05 OD450nm value
< 0.200 OD450nm value after blanking
coefficient of variation < 30%
> 1.000 OD450nm

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and perform the
following checks:

control instead)

3. that the washing procedure and the
washer settings are as validated in the pre
qualification study;

4. that no external contamination of the
calibrator has occurred.

Problem Check
Blank well 1. that the Chromogen/Substrate solution has
> 0.05 OD450nm not become contaminated during the assay
Negative Control 1. that the washing procedure and the washer
(NC) settings are as validated in the pre qualification
> 0.200 OD450nm study;

after blanking

coefficient of
variation > 30%

2. that the proper washing solution has been
used and the washer has been primed with it
before use;

3. that no mistake has been done in the assay
procedure (dispensation of positive control
instead of negative control;

4. that no contamination of the negative control
or of the wells where the control was dispensed
has occurred due to positive samples, to spills
or to the enzyme conjugate;

5. that micropipettes have not become
contaminated with positive samples or with the
enzyme conjugate

6. that the washer needles are not blocked or
partially obstructed.

Positive Control
< 1.000 OD450nm

1. that the procedure has been correctly
performed;

2. that no mistake has occurred during the
distribution of the control (dispensation of
negative control instead of positive control).

3. that the washing procedure and the washer
settings are as validated in the pre qualification
study;

4. that no external contamination of the positive
control has occurred.

Anyway, if all other parameters (Blank, Negative Control,
Positive Control), match the established requirements, the test
may be considered valid.

P. CALCULATION OF THE CUT-OFF

The test results are calculated by means of the mean
0OD450nm/620-630nm value of the Negative Control (NC) and a
mathematical calculation, in order to define the following cut-off
formulation:

Cut-Off = NC + 0.250

The value found for the test is used for the interpretation of
results as described in the next paragraph.

Important note: When the calculation of results is performed by
the operating system of an ELISA automated work station,
ensure that the proper formulation is used to calculate the cut-
off value and generate the correct interpretation of results.

Q. INTERPRETATION OF RESULTS
Test results are interpreted as a
OD450nm/620-630nm and the Cut-Off value (or
according to the following table:

ratio of the sample
S/Co)

S/Co Interpretation

<1.0 Negative
1.0-1.2 Equivocal

>1.2 Positive

A negative result indicates that the patient is not undergoing an
acute infection of Herpes Simplex Virus type 2.

Any patient showing an equivocal result, should be re-tested by
examining a second sample taken from the patient after 1-2
weeks from first testing.

A positive result is indicative of a Herpes Simplex Virus type 2
infection.

An example of calculation is reported below (data obtained
proceeding as the reading step described in the section M, point
12).
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Important Note: The following data must not be used instead of
real figures obtained by the user.

Negative Control:  0.090 — 0.110 — 0.070 OD450nm
Mean Value: 0.100 OD450nm

Lower than 0.200 — Accepted

Positive Control: ~ 1.850 OD450nm

Higher than 1.000 — Accepted

Cut-Off = 0.100+0.250 = 0.350
Calibrator: 0.900 — 1.100 OD450nm

Mean value: 1.000 OD450nm
S/Co higher than 1.2 — Accepted

S/ICo=2.38

Sample 1: 0.070 OD450nm
Sample 2: 1.690 OD450nm
Sample 1 S/Co <1 = negative
Sample 2 S/Co > 1.2 = positive

Important notes:

1. |Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. Particular attention in the interpretation of results has to be
used in the follow-up of pregnancy for an infection of HSV
due to the risk of severe neonatal malformations.

3. In pregnancy monitoring, it is strongly recommended that
any positive result is confirmed first with the procedure
described below and secondly with a different device for
HSV IgM detection, before taking any preventive medical
action.

4. Any positive sample should be submitted to the
Confirmation Test reported in section T before giving a
result of positivity. By carrying out this test, false reactions,
leading to a misinterpretation of the analytical result, can be
revealed and then ruled out.

5. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

6. Diagnosis of infection has to be taken and released to the
patient by a suitably qualified medical doctor.

R. PERFORMANCE CHARACTERISTICS

1. Limit of detection

No international standard for HSV1&2 IgM Antibody detection
has been defined so far by the European Community.

In its absence, an Internal Gold Standard (or IGS), calibrated on
the preparation named “Accurun — Anti HSV2 IgM plasma”
produced by Boston Biomedica Inc., USA, code 9106072, has
been defined in order to provide the device with a constant and
excellent sensitivity..

The limit of detection of the assay has been therefore calculated
on the IGS. A limiting dilution curve was prepared in Negative
Control (NC).

Results of Quality Control are given in the following table:

OD450nm values

IGS | HSV2M.CE | HSV2M.CE | HSV2M.CE
Lot#RD1 | Lot #RD2 | Lot # RD3
1X 0.560 0.572 0.590
2X 0.343 0.324 0.348
4x 0.239 0.218 0.225
NC 0.145 0.132 0.139

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested in a clinical trial on
panels of 40 samples classified positive by a kit US FDA
approved. The value obtained from the analysis was > 98%.

3. Diagnostic specificity:

The diagnostic specificity has been determined in a
performance evaluation study on panels of more than 300
specimens, negative with the reference kit, derived from normal
individuals of European origin.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the specificity. No false reactivity due to the
method of specimen preparation has been observed.

Frozen specimens have also been tested to check whether this
interferes with the performance of the test. No interference was
observed on clean and particle free samples.

A study conducted on more than 60 potentially cross-reactive
samples has not revealed any interference in the system.

No cross reaction were observed.

The Performance Evaluation has provided a value > 98%.

False positive reactions may be anyway pointed out and then
ruled out in the interpretation of results with the procedure
reported in section T, able to verify whether or not a positive
result is real.

4. Precision:
Results are reported as follows:

HSV2M.CE: lot # RD1
Negative (N = 16)

Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.092 0.113 0.097 0.101
Std.Deviation 0.011 0.019 0.010 0.013
CV % 12.25 16.83 10.24 13.11
Low reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.451 0.471 0.435 0.452
Std.Deviation 0.018 0.000 0.033 0.017
CV % 3.92 0.00 7.48 3.8
High reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 1.530 1.574 1.527 1.543
Std.Deviation 0.023 0.052 0.006 0.027
CV % 1.48 3.33 0.37 1.73
HSV2M.CE: lot # RD2
Negative (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.095 0.101 0.097 0.098
Std.Deviation 0.006 0.008 0.005 0.006
CV % 6.30 7.92 5.15 6.45
Low reactive (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.431 0.428 0.453 0.437
Std.Deviation 0.023 0.018 0.023 0.021
CV % 5.3 4.2 5.10 4.9
High reactive (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 1.558 1.552 1.541 1.550
Std.Deviation 0.031 0.025 0.039 0.032
CV % 1.98 161 2.53 2.04




1. If the sample in position D1 shows a S/Co value lower than
1.0 a problem of dispensation or contamination in the first
test is likely to be occurred. The Assay Procedure in Section
M has to be repeated to double check the analysis.

2. If the sample in position D1 shows a S/Co value higher than
1.2 and in position E1 shows a S/Co value still higher than
1.2 the sample is considered a false positive. The reactivity
of the sample is in fact not dependent on the specific
presence of HSV2 and a crossreaction with enzymatic

3. If the sample in position D1 shows a S/Co value higher than
1.2 and in position E1 shows a S/Co value lower than 1.0
the sample is considered a true positive. The reactivity of
the sample is in fact dependent on the specific presence of
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HSV2M.CE: lot # RD3
Interpretation of results is carried out as follows:
Negative (N = 16)
Mean values 1strun 2nd run 39 run Average
value
OD 450nm 0.104 0.108 0.099 0.104
Std.Deviation 0.015 0.010 0.011 0.012
CV % 14.4 9.2 11.11 11.57
Low reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value _
OD 450nm 0.425 0.436 0.440 0.434 conjugate has occurred.
Std.Deviation 0.008 0.006 0.009 0.008
CV % 1.8 1.4 2.0 1.7
High reactive (N = 16)
Mean values 1st run 2nd run 3" run Average HSV and not due to any crossreaction.
value
OD 450nm 1.571 1.562 1.558 1.564
Std.Deviation 0.040 0.034 0.024 0.033
CV % 2.54 2.17 1.54 2.08

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 12.

S. LIMITATIONS

Frozen samples containing fibrin particles or aggregates may
generate false positive results.

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.

T. CONFIRMATION TEST

In order to provide the medical doctor with the best accuracy in

the follow-up of pregnancy, where a false positive result could

lead to an operation of abortion, a confirmation test is reported.

The confirmation test has to be carried out on any positive

sample before a diagnosis of primary infection of HSV is

released to the doctor.

Proceed for confirmation as follows:

1. Prepare the Antigen/Conjugate Complex as described in
the proper section. This reagent is called Solution A.

2. Then 25 ul concentrated Enzymatic Conjugate are diluted
in 500 ul Antigen Diluent and mixed gently on vortex. Do
not use any lyophilized antigen vial for this procedure ! This
solution is called Solution B.

3. The well Al of the strip is left empty for blanking.

4. The Negative Control is dispensed in the strip in positions
B1+C1. This is used for the calculation of the cut-off and
S/Co values.

5. The positive sample to be confirmed, diluted 1:101, is

dispensed in the strip in position D1+E1.

6. The strip is incubated for 60 min at +37°C.

7.  After washing, the blank well Al is left empty.

8. 100 pl of Solution A are dispensed in wells B1+C1+D1.

9. Then 100 pl of Solution B are added to well E1.

10. The strip is incubated for 60 min at +37°C.

11. After washing, 100 pl Chromogen/Substrate are added to

all the wells and the strip is incubated for 20 min at r.t.

12. 100 pl Sulphuric Acid are added to all the wells and then
their color intensity is measured at 450nm (reading filter)
and at 620-630nm (background subtraction), blanking the
instrument on Al.

o

The following table is reported for the interpretation of results

Well S/Co
D1 <1.0 >1.2 >1.2
El <1.0 >1.2 <1.0
Interpretation | Problem of False True
contam. positive positive
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HSV2 IgM

A. OBJETIVO DEL ESTUCHE.

Ensayo inmunoenzimatico (ELISA) para la determinaciéon de
anticuerpos IgM al Virus Herpes Simplex tipo 2, en plasma y
suero humanos, mediante un sistema de “captura”.

El estuche ha sido concebido para el seguimiento de pacientes
infectados con HSV y para el monitoreo de la infeccién durante
el embarazo, causa de riesgo de malformaciones en el neonato.
Uso exclusivo para diagnéstico “in vitro”.

B. INTRODUCCION.

Los Virus del Herpes Simplex tipos 1 (HSV1) y 2 (HSV2) son
grandes y complejos virus ADN que inducen la sintesis de
diversas proteinas durante la infeccién, poseen un alto nimero
de determinantes de reactividad cruzada y pocas secuencias
tipo especificas.La mayor parte de las infecciones herpéticas
primarias y recurrentes son causadas por HSV2, mientras que
aquellas infecciones no asociadas a los genitales son causadas
fundamentalmente por HSV1.

La deteccién de anticuerpos IgG e IgM especificos al virus, es
importante  en el diagnéstico de las infecciones
agudas/primarias, asi como en las reactivaciones de una
infeccion latente, en ausencia de sintomas clinicos evidentes.
En individuos aparentemente sanos y durante el embarazo,
pueden aparecer infecciones asintomaticas debidas a HSV. En
pacientes inmunocomprometidos se pueden presentar severas
infecciones herpéticas, donde la enfermedad evoluciona hacia
patologias clinicas.

La determinacién de anticuerpos especificos al virus constituye
un elemento importante para el seguimiento de pacientes en
grupos de riesgo, asi como para el monitoreo de las infecciones
severas y agudas.

C. PRINCIPIOS DEL ENSAYO.

El ensayo se basa en el principio de “captura de IgM”, donde los
anticuerpos de esta clase presentes en la muestra, son
capturados por la fase sélida recubierta con un anticuerpo anti-
IgM humano.

Luego del lavado, que elimina el resto de los componentes de la
muestra en particular los anticuerpos IgG, se adiciona una
preparacion purificada de HSV 2, inactivado y marcado con un
anticuerpo especifico conjugado con Peroxidasa (HRP), lo cual
permite detectar los anticuerpos IgM inmovilizados en la fase
sélida.  Posteriormente a la incubacién, los pocillos se lavan
para eliminar cualquier traza de conjugado en exceso y se
afade el substrato cromogénico. En presencia del conjugado, el
substrato es hidrolizado generandose una sefial coloreada
proporcional a la cantidad de anticuerpos IgM al HSV 2,
presentes en la muestra.

La Prueba de Confirmacion controla la ocurrencia de falsos
positivos, lo cual permite a los clinicos una correcta
interpretacion de los resultados.

D. COMPONENTES.
Cada estuche contiene reactivos suficientes para realizar 96
pruebas.

1. Microplaca:

12 tiras de 8 pocillos recubiertos con anticuerpos de cabra anti-
IgM humano, purificados por afinidad, en presencia de proteinas
de bovino.

Las placas estan en una bolsa sellada con desecante. Se
deben poner las mismas a temperatura ambiente antes de
abrirlas, sellar las tiras sobrantes en la bolsa con el desecante y
almacenar entre 2 'y 8°C.

2. Control Negativo:

1x4.0 mi/vial. Listo para el uso. Contiene 1% de proteinas del
suero humano, 2% de caseina, tampon Tris10 mM pH 6.0+/-
0.1, 0.1% de Tween 20, ademas de azida sédica 0.09% y
ProClin 300 0.045% como preservativos.

El control negativo esta codificado con el color amarillo pélido.

3. Control Positivo:

1x4.0 mlivial. Listo para el uso. Contiene 1% de suero humano
positivo a IgM HSV2, 2% de caseina, tampén Tris10 mM pH
6.0+/-0.1, 0.1% de Tween 20, ademas de azida sédica 0.09% y
ProClin 300 0.045% como preservativos.

El control positivo esta codificado con el color verde.

4. Calibrador: |CAL ...ml

n° 1 vial. Liofilizado. Para disolver en agua calidad EIA como se
indica en la etiqueta. Contiene anticuerpos IgM a HSV2, suero
fetal bovino, ademas de sulfato de gentamicina 0.2 mg/ml y
ProClin 300 0.045% como preservativos.

Nota: El volumen necesario para disolver el contenido del
frasco varia en cada lote. Se recomienda usar el volumen
indicado en la etiqueta.

5. Antigenos liofilizados HSV2 Ag:

N° 6 viales liofilizados. Contienen antigenos de HSV2 en un
tampon proteico, inactivados por radiaciones gamma, 2% de
proteinas de bovino, tampén Tris HCI 10 mM pH 6.8+/-0.1
ademas de 0.2 mg/ml de sulfato de gentamicina y 0.045% de
ProClin 300. Debe disolverse con 1.9 ml de Diluente de
Antigeno, segun se indica mas adelante.

6. Tamp6n de Lavado Concentrado: ASHBUF 20X
1x60ml/botella. Solucién concentrada 20x. Una vez diluida, la
solucion de lavado contiene tampon fosfato 10 mM a pH 7.0 +/-

0.2, Tween 20 al 0.05% y ProClin 300 al 0.045%.

7. Conjugado: |CONJ 20
1x0.8 mlivial. Solucién concentrada 20x. Contiene un

anticuerpo especifico anti-HSV2 conjugado con peroxidasa
(HPR) diluido en un tamp6n proteico, tampén Tris 10mM a pH
6.8 +/- 0.1, 2% de BSA, ademas de 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 0.045% como preservativos.

8. Diluente de Antigeno:

n° 1 vial de 16 ml. Solucion tamponada proteica para la
preparacion del inmunocomplejo. Contiene tampoén Tris 10mM a
pH 6.8 +/- 0.1, 2% de BSA, ademas de 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 0.045% como preservativos. El
reactivo esta codificado con el color rojo (0.01% de colorante
r0jo).

9. Diluente de muestras :

2x60ml/vial. Solucién tamponada proteica para la dilucién de las
muestras. Contiene 2% de caseina, tampon Tris 10 mM a pH
6.0 +/- 0.1, 0.2% de Tween 20, ademas de azida soddica al
0.09% y 0.045 de ProClin 300 como preservativos.

El reactivo esta codificado con el color azul (0.01% de colorante
azul).

10. Cromégeno/Substrato:

1x16ml/vial. Contiene una solucion tamponada citrato-fosfato
50mM pH 3.5-3.8, tetra-metil-benzidina (TMB) 0.03% y peréxido
de hidrégeno (H,0,) 0.02% asi como dimetilsulfoxido al 4%.
Nota: Evitar la exposicion a la luz, la sustancia es
fotosensible.

11. Acido Sulfurico:

1x15ml/vial. Contiene solucién de H,SO, 0.3M

Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).
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12. Sellador adhesivo, n° 2
13. Manual de instrucciones, n° 1

E. MATERIALES NECESARIOS NO SUMINISTRADOS.

1. Micropipetas calibradas (1000 ul, 100 ul and 10 ul) y
puntas plasticas desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada

con carbon para remover quimicos oxidantes usados como

desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostatico de microplacas ELISA, calibrado

(en seco o hiimedo) fijo a 37°C (+/-0.5°C tolerancia).

6. Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8.  Vortex o similar.

arw

F. ADVERTENCIAS Y PRECAUCIONES.

1. El estuche debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervision de un
doctor responsable del laboratorio.

2. Todas las personas encargadas de la realizacién de las
pruebas deben llevar las ropas protectoras adecuadas de
laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal
debe ser adiestrado en procedimientos de bioseguridad,
segun ha sido recomendado por el Centro de Control de
Enfermedades de Atlanta, Estados Unidos, y publicado por
el Instituto Nacional de Salud: “Biosafety in Microbiological
and Biomedical Laboratories”, ed.1984.

3. Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

4.  Se debe controlar el ambiente del laboratorio para evitar la
contaminacién de los componentes con polvo o agentes
microbianos cuando se abran los estuches, asi como
durante la realizacién del ensayo. Evitar la exposicion del
substrato a la luz y las vibraciones de la mesa de trabajo
durante el ensayo.

5. Conservar el estuche a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

6. No intercambiar reactivos de diferentes lotes ni tampoco
de diferentes estuches.

7. Comprobar que los reactivos no contienen precipitados ni
agregados en el momento del uso. De darse el caso,
informar al supervisor para realizar el procedimiento
pertinente y reemplazar el estuche.

8. Evitar contaminacién cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas luego
de cada uso. No reutilizar puntas desechables.

9. Evitar contaminacion cruzada entre los reactivos del
estuche usando puntas desechables y cambiandolas luego
de cada uso. No reutilizar puntas desechables.

10. No usar el producto después de la fecha de caducidad
indicada en el estuche e internamente en los reactivos.
Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en estuches abiertos, en uso por un
periodo de hasta 3 meses.

11. Tratar todas las muestras como potencialmente
infecciosas. Las muestras de suero humano deben ser
manipuladas al nivel 2 de bioseguridad, segun ha sido
recomendado por el Centro de Control de Enfermedades
de Atlanta, Estados Unidos y publicado por el Instituto
Nacional de Salud: “Biosafety in Microbiological and
Biomedical Laboratories”, ed.1984.

12. Se recomienda el uso de material plastico desechable para
la preparacion de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

13. Los desechos producidos durante el uso del estuche
deben ser eliminados segln lo establecido por las
directivas nacionales y las leyes relacionadas con el
tratamiento de los residuos quimicos y biol6gicos de
laboratorio. En particular, los desechos liquidos
provenientes del proceso de lavado deben ser tratados
como potencialmente infecciosos y deben ser inactivados.
Se recomienda la inactivacién con lejia al 10% de 16 a 18
horas o el uso de la autoclave a 121°C por 20 minutos.

14. En caso de derrame accidental de algun producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

15. El &cido sulfarico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

16. Otros materiales de desecho generados durante la
utilizacion del estuche (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccion de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

. MUESTRA: PREPARACION Y RECOMENDACIONES.
Extraer la sangre asépticamente por puncién venosa Yy
preparar el suero o plasma segun las técnicas estandar de
los laboratorios de analisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Las muestras deben estar identificadas claramente
mediante coédigo de barras o nombres, a fin de evitar
errores en los resultados. Se recomienda el uso del codigo
de barras.

3. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

4. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccién. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento més prolongados, las muestras de plasma
0 suero, retiradas cuidadosamente del tubo de extraccion
principal, pueden almacenarse congeladas a —20°C durante
almenos 12 meses. Evitar congelar/descongelar cada
muestra mas de una vez, ya que pueden generarse
particulas que podrian afectar al resultado de la prueba.

5. Sihay presencia de agregados, la muestra se puede aclarar

mediante centrifugacion a 2000 rpm durante 20 minutos o

por filtracién con un filtro de 0,2-0,8 micras.

= o

H. PREPARACION DE LOS
PRECAUCIONES.

Estudios de estabilidad realizados en estuches en uso (hasta 6
veces) no han arrojado pérdida de actividad significativa en un
periodo de 3 meses.

COMPONENTES Y

Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
concervacioén. De ser asi, debe solicitar el servicio de Dia.Pro:
atencion al cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.
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Control Negativo:

Listo para el uso. Mezclar bien con la ayuda de un vértex, antes
de usar.

Control Positivo:

Listo para el uso. Mezclar bien con la ayuda de un vértex, antes
de usar.

Calibrador:

Afiadir al polvo liofilizado, el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver completamente y luego
mezclar cuidadosamnete con el vértex antes de usar.

Nota: Para preservar la reactividad se recomienda mantenerla
congelada en alicuotas a —20°C. No recongelar.

Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada debe diluirse 20x
con agua hidestilada y mezclarse suavemente antes de usarse.
Durante la preparaciéon evitar la formacion de espuma y
burbujas, lo que podria influir en la eficiencia de los ciclos de
lavado.

Nota: Una vez diluida, la solucién es estable por una semana a
temperaturas entre +2 y 8°C.

Inmunocomplejo Ag/Ab:

Proceder cuidadosamente segun se indica:

1. Disolver el contenido de un vial liofilizado utilizando 1.9 ml
de Diluente Antigeno. Dejar disolver completamente y luego
mezclar cuidadosamente con el vértex.

2. Mezclar el Conjugado concentrado con ayuda del vértex.
Afadir luego 0.1 ml del mismo al vial del Ag HSV2 disuelto
y mezclar suavemente en el vortex.

Notas Importantes:

1. Disolver y preparar solamente los viales necesarios para la
prueba. El inmunocomplejo obtenido no es estable.
Almacenar la solucién sobrante en alicuotas a —20°C.

2. La preparacion del inmunocomplejo debe realizarse justo
antes de dispensar las muestras y los controles en la placa.
Mezclar nuevamente en vortex justo antes de usar.

Diluente de muestras :
Listo para el uso. Mezclar bien con un vortex antes de usar.

Cromogeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o0 microbios. Evitar la exposicién a la luz,
agentes oxidantes y superficies metélicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Acido Sulfurico:
Listo para el uso. Mezclar bien con un vortex antes de usar.
Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacion cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 — Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabén abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL ESTUCHE.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacién periédica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra o los reactivos (acohol 70%, lejia 10%, de calidad
de los desinfectantes hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%. Deben descontaminarse
periodicamente los residuos de los componentes del
estuche.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C de tolerancia) y controlada periédicamente para
mantener la temperatura correcta. Pueden emplearse
incubadoras secas o bafios de agua siempre que estén
validados para la incubacién de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser
validado de forma minuciosa previamente, revisado para
comprobar que suministra el volumen de dispensacion
correcto y enviado regularmente a mantenimiento de
acuerdo con las instrucciones de uso del fabricante. En
particular, deben lavarse minuciosamente las sales con
agua desionizada del lavador al final de la carga de trabajo
diaria. Antes del uso, debe suministrarse extensivamente
solucién de lavado diluida al lavador. Debe enviarse el
instrumento semanalmente a descontaminacion segin se
indica en su manual (se recomienda descontaminacion
con NaOH 0.1 M). Para asegurar que el ensayo se realiza
conforme a los rendimientos declarados, basta con 5 ciclos
de lavado (aspiraciéon + dispensado de 350 pl/pocillo de
solucién de lavado + 20 segundos de remojo = 1 ciclo). Si
no es posible remojar, afiadir un ciclo de lavado adicional.
Un ciclo de lavado incorrecto o agujas obstruidas con sal
son las principales causas de falsas reacciones positivas.

4. Los tiempos de incubacion deben tener un margen de
+5%.

5.  El lector de microplacas ELISA debe estar provisto de un
filtro de lectura de 450nm y de un segundo filtro de 620-
630nm, obligatorio para reducir interferencias en la lectura.
El procedimiento estandar debe contemplar: a) Ancho de
banda <= 10nm b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. El blanco se
prueba en el pocillo indicado en la seccién “Control de
calidad interno”. El sistema optico del lector debe ser
calibrado periédicamente para garantizar la correcta
medicion de la densidad Optica, segun las normas del
fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacion, lavado, lectura,
agitacion y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores
indicados en la seccién “Control de calidad interno”.
El protocolo del ensayo debe ser instalado en el sistema
operativo de la unidad y validado tanto para el lavador
como para el lector. Por otro lado, la parte del sistema que
maneja los liquidos (dispensado y lavado) debe ser
validada y fijada correctamente. Debe prestarse particular
atencion a evitar el arrastre por las agujas de
dispensacién y de lavado, a fin de minimizar la posibilidad
de ocurrencia de falsos positivos por contaminacion de los
pocillos adyacentes por muestras fuertemente reactivas.
Se recomienda el uso de sistemas automatizados para el
pesquisaje en unidades de sangre y cuando la cantidad de
muestras supera las 20-30 unidades por ensayo.

7. El servicio de atencion al cliente de Dia.Pro, ofrece apoyo
al usuario para calibrar, ajustar e instalar los equipos a
usar en combinacién con el estuche, con el propdsito de
asegurar el cumplimiento de los requerimientos descritos.
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L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del estuche (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados visibles.
Asegurese de que el cromdgeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen del mismo con una
pipeta estéril de plastico. Compruebe que no han ocurrido
rupturas ni derrames de liquido dentro de la caja (envase
primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no esté rota o
dafiada.

3. Diluir totalmente la Solucién de Lavado Concentrada 20X,
como se ha descrito anteriormente.

4. Disolver el Calibrador como se ha descrito anteriormente y
mezclar suavemente.

5. Dejar los componentes restantes alcanzar la temperatura
ambiente (aprox. 1 hora), mezclar luego suavemente en el
vértex todos los reactivos liquidos.

6. Ajustar la incubadora de ELISA a 37°C y cebar el lavador
de ELISA utilizando la solucién de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado lavado segun se indica en la seccién especifica.

7. Comprobar que el lector de ELISA esté encendido al menos
20 minutos antes de realizar la lectura.

8. En caso de trabajar automéaticamente, encender el equipo y
comprobar que los protocolos estén correctamente
programados.

9. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

10. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

11. En caso de surgir algin problema, se debe detener el
ensayo y avisar al supervisor.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacién, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

M.1 Ensayo automatizado:

En el caso de que el ensayo se realice de manera automatizada
con un sistema ELISA, se recomienda programar al equipo para
aspirar 1000ul de Diluente de Muestras, y posteriormente 10ul
de muestra (factor de dilucién 1:101).

La mezcla debe ser dispensada cuidadosamente en un tubo de
dilucion. Antes de aspirar la muestra siguiente, las agujas
deben lavarse debidamente para evitar cualquier contaminacion
cruzada entre las muestras. Cuando todas las muestras han
sido diluidas, programar el equipo para dispensar 100 ul de las
mismas en los pocillos correspondientes.

Este procedimiento puede realizarse en dos pasos de dilucion
de 1:10 cada uno (90 pl de Diluente de Muestras + 10 pl de
muestra) en una segunda plataforma de diluciéon. Programar el
equipo para aspirar primeramente 100 pl de Diluente de
Muestras, luego 10 pl de la primera dilucion en la plataforma y
finalmente dispensar todo el contenido en los pocillos
apropiados de la microplaca.

No diluir el Calibrador ni los controles, ya que estan listos para
el uso.

Dispensar 100ul
correspondientes.
Para las operaciones siguientes, consulte las instrucciones que
aparecen debajo para el Ensayo Manual.

Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Gltima muestra sea calculado por
el instrumento y considerado para los lavados.

de controles/calibrador en los pocillos

M.2 Ensayo Manual.

1. Diluir las muestras 1:101 dispensando primeramente 10 pl
de muestra y luego 1 ml de Diluente de Muestra en un tubo
de dilucion, mezclar bien con vortex.

2. Poner el nimero de tiras necesarias en el soporte plastico.
Dejar el pocillo Al vacio para el blanco.

3. Dispensar 100 pl del Control Negativo y 100ul del
Calibrador por duplicado. Luego dispensar 100ul del Control
Positivo (sencillo) en los respectivos pocillos. No diluir los
controles ni el calibrador ya que estéan listos para el uso.

4. Dispensar 100 pl de las muestras diluidas en los pocillos
correspondientes y chequear luego que estos pocillos son
de color azul y que los controles y el calibrador han sido
afiadidos.

5. Incubar la microplaca 60 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el test manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Lavar la microplaca segun se indica en la secion 1.3.

7. Dispensar 100uL del Inmunocomplejo Ag/Ab en todos los
pocillos, excepto en el Al y cubrir con el sellador.
Compruebe que este reactivo de color rojo ha sido afiadido
en todos los pocillos excepto el Al.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el
Inmunocomplejo Ag/Ab. Podria producirse contaminacion.

8. Incubar la microplaca 60 min a +37°C.

9. Lavar la microplaca, de igual forma que en el paso 6.

10. Dispensar 100ul del Cromoégeno/Substrato en todos los
pocillos, incluido el Al. Incubar la microplaca a
temperatura ambiente (18-24°C) durante 20 minutos.

Nota importante: No exponer directamente a fuerte

iluminacion, de lo contrario se generan interferencias.

11. Dispensar 100ul de Acido Sulfurico en todos los pocillos
para detener la reaccién enzimatica, usar la misma
secuencia que en el paso 10. La adicion del &cido cambia
el color de los controles positivos y las muestras positivas
de azul a amarillo.

12. Medir la intensidad del color con el lector, segiun se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo Al
(blanco).

Notas generales importantes:

1. Segurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. La lectura debe hacerse inmediatamente después de afadir
la soluciébn de parada y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicién. Se podria
producir auto oxidacion del cromoégeno causando un
elevado fondo.

N. ESQUEMA DEL ENSAYO.

Controles&Calibrador (*) 100 ul
Muestras diluidas 1:101 100 ul
1™ incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
o]
6 ciclos sin remojo
Inmunocomplejo 100 ul
22 incubacion 60 min
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Temperatura +37°C positivas derramadas, o al conjugado.
Lavado 5 ciclos con 20"de remojo 5. las mlcroplpgtas no se han qontamlnado con
o muestras p_03|t|vas o con el conjugado. )
. . . 6. las agujas del lavador no estén parcial o
6 ciclos sin remojo totalmente obstruidas.
Mezcla TMB/H,0, 100 ul Control Positivo 1. el procedimiento ha sido realizado
3" incubacién 20 min < 1000 DO450nm correctamente.
Temperatura ta* 2. no se han cometido errores en el
Acido Sulfarico 100 ul Iprocedlmlemlo' (dispensar el control negativo en
ugar del positivo).
Lectura D.O. 450nm / 620-630nm 3. el proceso de lavado y los parametros del
ta.*temperatura ambiente lavador estén validados segln los estudios
previos de calificacion.
4. no ha ocurrido contaminaciéon externa del
control positivo.

(*) Notas importantes:

e  El calibrador (CAL) no afecta al célculo del valor de
corte y, por lo tanto, no afecta al calculo de los
resultados de la prueba.

e El calibrador (CAL) se usa solo si la gestion requiere
un control interno de calidad del laboratorio.

A continuacion se describe un ejemplo del esquema de
dispensado:

Si ocurre alguno de los problemas anteriores, luego de
comprobar, informe al supervisor para tomar las medidas
pertinentes.

** Notas importantes:
El andlisis debe seguir el paso de lectura descrito en la seccién
M, punto 12.

Si se ha usado el Calibrador, comprobar los siguientes datos:

Microplaca
1 2 314|567 [8]9]|10]11[12
A BL M 3 Parametro Exigencia
B CN M4 Calibrador M/Co >1.2
C CN M5
D| caL() | M6
E | CAL(*) | M7 Si los resultados de la prueba no se corresponden con los
E CcP M8 requisitos indicados anteriormente, proceder del siguiente
G| M1 [ M9 modo:
H| M2 [M10
Leyenda: BL = Blanco CN = Control Negativo Problema Compruebe que
(*) CAL = Calibrador - No Obligadorio CP = Control Positivo Calibrador 1. el procedimiento ha sido realizado
M/Co < 1.2 correctamente.

M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza una validacion sobre los controles y el calibrador
cada vez que se usa el estuche, para verificar si el performance
del ensayo es el esperado.

Asegurar el cumplimiento de los siguientes parametros:

Exigencia
< 0.050 DO450nm
< 0.200 DO450nm valor después de leer
el blanco
Coeficiente de variacion < 30%
> 1000 DO450nm

Parametro
Pocillo Blanco
Control Negativo,
valor medio (CN)

Control Positivo

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.

En caso contrario, detenga el ensayo y compruebe:

Problema Compruebe que
Pocillo blanco la soluciébn cromoégeno/substrato no se ha
> 0.050D0450nm contaminado durante el ensayo.

Control Negativo
(CN) > 0.200
DO450nm después
de leer el blanco

Coefficiente de
variaciéon > 30%

1. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacién.

2. se ha usado la solucién de lavado apropiada
y que el lavador ha sido cebado con la misma
antes del uso.

3. no se han cometido errores en el
procedimiento (dispensar el control positivo en
lugar del negativo).

4. no ha existido contaminacion del control
negativo o de sus pocillos debido a muestras

2. no ha habido errores durante su distribucién
(dispensar el control negativo en lugar del
calibrador).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacién.

4. no ha ocurrido contaminacion externa del
calibrador.

En cualquier caso, si todos los deméas parametros (blanco,
control negativo, control positivo) se corresponden con los
requisitos establecidos, la prueba puede considerarse valida.

P. CALCULO DEL VALOR DE CORTE.

Los resultados de la prueba se calculan a partir de un valor
medio de DO450nm/620-630nm del control Negativo (CN),
mediante un valor de corte (Co) hallado con la siguiente
férmula:

Valor de corte = CN + 0.250

encontrado en la prueba es utilizado para la
resultados, segin se describe a

El valor
interpretacion de los
continuacion.

Nota Importante: Cuando el célculo de los resultados se halla
mediante el sistema operativo de un equipo de ELISA
automatico, asegurarse de que la formulacion usada para el
célculo del valor de corte, y para la interpretacion de los
resultados sea correcta.
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Q. INTERPRETACION DE LOS RESULTADOS.

La interpretacion de los resultados se realiza mediante la razén
entre las DO a 450nm de las muestras (M) y el Valor de corte
(Co).

Los resultados se interpretan segln la siguiente tabla:

(M/Co) Interpretacion
<1.0 Negativo

1.0-1.2 Equivoco
>1.2 Positivo

Un resultado negativo indica que el paciente no esta
padeciendo infeccién aguda por el Virus Herpes Simplex tipo 2.
Cualquier paciente, cuya muestra resulte equivoca debe
someterse a una nueva prueba con una segunda muestra de
sangre colectada 1 6 2 semanas después de la inicial.

Un resultado positivo es indicativo de infeccion por el Virus
Herpes Simplex tipo 2.

A continuacion, un ejemplo de los calculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la seccién M,
punto 12).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Control Negativo: 0.090 — 0.110 — 0.070 DO 450nm
Valor medio: 0.100 DO 450nm

Menor de 0.150 — Valido

Control Positivo:  1.850 DO 450nm

Mayor de 1000 — Valido

Valor de corte = 0.100+0.250 = 0.350

Calibrador: 0.900 — 1.100 DO 450nm
Valor medio: 1.000 DO 450nm
M/Co Mayor de 1.2 — Vélido

M/Co = 2.8

Muestra 1: 0.070 DO 450nm
Muestra 2: 1.690 DO 450nm
Muestra 1 M/Co < 1 = negativa
Muestra 2 M/Co > 1.2 = positiva

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del supervisor del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Debe ponerse particular atencién a la interpretacion de los
resultados ante sospecha de infeccion primaria por HSV en
el embarazo, debido a las posibilidades de malformaciones
del neonato.

3. En el monitoreo de infeccién por HSV durante el embarazo,
se recomienda, antes de tomar cualquier decision médica
preventiva, confirmar cualquier resultado positivo, primero
con el procedimiento descrito y luego con un sistema de
deteccion de IgM anti-HSV.

4. Antes de emitir un resultado positivo, cada muestra reactiva
debe someterse al examen de confirmacién reportado en la
seccion T, lo cual permite una correcta interpretacion de los
resultados ya que descarta los falsos positivos.

5. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erréneos.

6. El diagnostico de infeccion debe ser evaluado vy
comunicado al paciente por un médico calificado.

R. PERFORMANCES.
1. Limite de deteccién.

Hasta el momento no ha sido definido por la Comunidad
Europea, un estandar internacional para la deteccion de

anticuerpos IgM a HSV1&2. En ausencia del mismo y para
garantizar una éptima sensibilidad, el limite de deteccién del
ensayo ha sido calculado por medio de un Gold Standard
Interno (IGS), a partir de una preparacion “Accurun—Anti HSV 2
IgM Plasma®“, producida por Boston Biomedica Inc., Estados
Unidos, cédigo 9106072. Se construyé una curva de dilucion
limitante utilizando el Control Negativo (CN).

La siguiente tabla muestra los resultados del Control de
Calidad:

Valores DO 450nm

IGS HSV2M.CE HSV2M.CE HSV2M.CE
Lote # RD1 Lote # RD2 Lote # RD3
1X 0.560 0.572 0.590
2X 0.343 0.324 0.348
4X 0.239 0.218 0.225
CN 0.145 0.132 0.139

2. Sensibilidad diagnostica :
La sensibilidad diagnéstica se ha estudiado en un ensayo
clinico utilizando paneles de 40 muestras, clasificadas como
positivas mediante un estuche aprovado US FDA. El valor
obtenido del analisis fue > 98%.

3. Especificidad diagnostica :

La especificidad diagnostica ha sido determinada en un ensayo
clinico, utilizando paneles de mas de 300 muestras
provenientes de individuos sanos de origen europeo,
clasificadas como negativas mediante un estuche de referencia.
Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos para determinar la especificidad. No se ha observado
falsa reactividad debida a los métodos de tratamiento de
muestras.

Las muestras congeladas han sido probadas para comprobar si
la coleccién y el aimacenamiento interfiere con el procedimiento
del ensayo. No se ha observado interferencia a partir de
muestras limpias y libres de agregados.

Se realiz6 un estudio con mas de 60 muestras que pudieran
introducir reaccion cruzada y no se observo interferencia alguna
en el sistema. No se detect6 reaccion cruzada.

El estudio para evaluar el performance revel6 un valor > 98%.

El procedimiento reportado en la seccion T, permite verificar los
resultados falsos positivos y de esta forma lograr una correcta
interpretacion de los resultados.

4. Precision :

Ha sido calculada a partir de tres muestras, una negativa, una
debilmente positiva y una positiva, examinadas en 16 réplicas
en tres corridas separadas.

Los resultados son los siguientes:

HSV2M.CE: lote # RD1

Negativa (N = 16)

Valores medios | 17 corrida | 29 corrida | 3" corrida Valor
promedio
DO 450nm 0.092 0.113 0.097 0.101
Desviacion 0.011 0.019 0.010 0.013
estandar
CV % 12.25 16.83 10.24 13.11
Débil reactiva (N = 16)
Valores medios 17 corrida | 29 corrida | 3 corrida Valor
promedio
DO 450nm 0.451 0.471 0.435 0.452
Desviacion 0.018 0.000 0.033 0.017
estandar
CV % 3.92 0.00 7.48 3.8
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Altamente reactiva (N = 16)

Valores medios 17 corrida | 29 corrida | 3" corrida Valor
promedio
DO 450nm 1.530 1.574 1.527 1.543
Desviacion 0.023 0.052 0.006 0.027
estandar
CV % 1.48 3.33 0.37 1.73
HSV2M.CE: lote # RD2
Negativa (N = 16)
Valores medios 17 corrida | 29 corrida | 3" corrida Valor
promedio
DO 450nm 0.095 0.101 0.097 0.098
Desviacion 0.006 0.008 0.005 0.006
estandar
CV % 6.30 7.92 5.15 6.45
Débil reactiva (N = 16)
Valores medios | 17 corrida | 2% corrida | 3 corrida Valor
promedio
DO 450nm 0.431 0.428 0.453 0.437
Desviacion 0.023 0.018 0.023 0.021
estandar
CV % 5.3 4.2 5.10 4.9
Altamente reactiva (N = 16)
Valores medios 17 corrida | 29 corrida | 3" corrida Valor
promedio
DO 450nm 1.558 1.552 1.541 1.550
Desviacion 0.031 0.025 0.039 0.032
estandar
CV % 1.98 1.61 2.53 2.04
HSV2M.CE: lote # RD3
Negativa (N = 16)
Valores medios 1 corrida | 2% corrida | 3" corrida Valor
promedio
DO 450nm 0.104 0.108 0.099 0.104
Desviacion 0.015 0.010 0.011 0.012
estandar
CV % 14.4 9.2 11.11 11.57
Débil reactiva (N = 16)
Valores medios 17 corrida | 29 corrida | 3" corrida Valor
promedio
DO 450nm 0.425 0.436 0.440 0.434
Desviacion 0.008 0.006 0.009 0.008
estandar
CV % 1.8 1.4 2.0 1.7
Altamente reactiva (N = 16)
Valores medios 1 corrida | 2% corrida | 3" corrida Valor
promedio
DO 450nm 1.571 1.562 1.558 1.564
Desviacién 0.040 0.034 0.024 0.033
estandar
CV % 2.54 2.17 1.54 2.08

Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la seccion M, punto 12.

S. LIMITACIONES.

La contaminacion bacteriana o la inactivaciéon por calor de la
muestra pueden afectar los valores de DO y por tanto alterar los
niveles del analito.

Las muestras que luego de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos
resultados falsos positivos.

El ensayo es Util solo para probar muestras independientes y no
mezclas.

El diagnostico de una enfermedad infecciosa no debe
establecerse en base a un solo resultado, sino que deben
tenerse en consideracion la historia clinica del paciente, la

sintomatologia, asi como otros datos diagndsticos.

T. PRUEBA DE CONFIRMACION.

Se ejecuta esta prueba con el propésito de garantizar la mayor

precision del ensayo en el seguimiento del embarazo, donde un

resultado falso positivo puede conducir a un aborto. La misma
debe realizarse a cada una de las muestras positivas, antes de
emitir un diagnostico de infeccion por HSV.

Proceder para la confirmacién como sigue:

1. Preparar el complejo Antigeno/Conjugado como se
describe anteriormente. Este reactivo se denomina
Solucién A.

2. Diluir el Conjugado concentrado, 1:20 en el Diluente de
Antigeno (ej: 25 ul de Conjugado concentrado en 500 ul de
Diluente de Antigeno) y mezclar suavemente con ayuda
del vértex. No usar ningin vial de Ag liofilizado para este
procedimiento! Este reactivo se denomina Solucién B.

3. Dejar vacio el pocillo Al para el blanco.

4. Dispensar el Control Negativo en las posiciones B1+C1, se
utiliza para calcular el valor de corte y los valores M/Co.

5. Diluir 1:101 la muestra positiva para confirmar y

dispensarla en las posiciones D1+E1.

Incubar la tira 60 minutos a +37°C.

Luego del lavado, el pocillo Al para el blanco queda vacio.

Dispensar 100 pl de la Solucibn A en los pocillos

B1+C1+D1.

9. Dispensar 100 pl de la Solucién B en el pocillo E1.

10. Incubar la tira 60 minutos a +37°C.

11. Luego  del lavado, adicionar 100 ul del
Cromédgeno/Substrato en todos los pocillos e incubar la tira
20 minutos a temperatura ambiente.

12. Dispensar 100ul del Acido Sulfarico en todos los pocillos y
medir la intensidad del color con el lector, segin se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substracciéon del fondo,
recomendado), calibrando el instrumento con el pocillo Al
(blanco).

© N o

La interpretacién de los resultados se realiza de la siguiente

forma:

1. Sila muestra en posicién D1 tiene un valor de M/Co menor
de 1.0, probablemente en el primer ensayo haya ocurrido
un error en el dispensado o alguna contaminacion. Debe
repetirse el Procedimiento del Ensayo, seccion M.

2. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2 y en posicion E1 el valor de M/Co es todavia mayor
de 1.2, la muestra se considera un falso positivo. La
reactividad de la muestra, en este caso, no depende de la
presencia especifica de HSV2, por lo tanto ha ocurrido una
reaccion cruzada con el conjugado.

3. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2y en la posicion E1 el valor M/Co es menor de 1.0 se
considera realmente positiva. La reactividad de la
muestra, en este caso se debe a la presencia especifica de
HSV y no a reacciones cruzadas.

En la siguiente tabla se muestra la interpretacion de los
resultados:
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1

Pocillo M/Co
D1 <1.0 >1.2 >1.2
El <1.0 >1.2 <1.0
Interpretacion | Probl. de Falso Realmente
contam. positivo positivo
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ORG 516 AMA-M2

INTENDED PURPOSE

AMA-M2 is an ELISA test system for the quantitative measurement of IgG class autoantibodies against
mitochondrial M2 subtype antigen in human serum or plasma. This product is intended for professional in vitro
diagnostic use only.

The test is used as an aid in the differential diagnosis of primary biliary cirrhosis (PBC). In patients with other
autoimmune diseases occurrence of AMA antibodies may be related to the development or association of PBC.
Evaluation of a test result should always take into account all clinical and laboratory diagnostic findings.

SYMBOLS USED ON LABELS
In vitro diagnostic medical device Microplate

u Manufact E Calibrator
anufacturer
REF E Calibrator
- Catalogue number [cALRATOR €] Calibrator
; %  Sufficient for 96 determinations [causrAToR | D] Calibrator
CALIBRATOR i
LoT Batch code E| Calibrator
E| Calibrator
g Use by [conTROLT+] Control positive
ZDCJ se Temperature limitation [conTROL[-] Control negative
f)i"\ Keep away from sunlight
. . Sample Buffer P
® 0 notreuse Enzyme Conjugate
M Date of manufacture
C E CE marked according to 98/79/EC TMB Substrate
Stop solution
Consult instructions for use
[:B] Wash Buffer
516_4 | Electronic Instruction For Use: version RTU Ready to use
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PRINCIPLE OF THE TEST

Highly purified mitochondrial M2 subtype (PDC-E2, BCOADC-E2, OGDC-E2) antigen is bound to microwells.

The determination is based on an indirect enzyme linked immune reaction with the following steps:

Specific antibodies in the patient sample bind to the antigen coated on the surface of the reaction wells. After
incubation, a washing step removes unbound and unspecifically bound serum or plasma components.
Subesquently added enzyme conjugate binds to the immobilized antibody-antigen-complexes. After incubation, a
second washing step removes unbound enzyme conjugate. After addition of substrate solution the bound enzyme
conjugate hydrolyses the substrate forming a blue coloured product. Addition of an acid stopps the reaction
generating a yellow end-product. The intensity of the yellow color

correlates with the concentration of the antibody-antigen-complex and can be measured photometrically at 450 nm.

WARNINGS AND PRECAUTIONS
All reagents of this kit are intended for professional in vitro diagnostic use only.
Components containing human serum were tested and found negative for HBsAg, HCV, HIV1 and HIV2
by FDA approved methods. No test can guarantee the absence of HBsAg, HCV, HIV1 or HIV2, and so
all human serum based reagents in this kit must be handled as though capable of transmitting infection.
Bovine serum albumin (BSA) used in components has been tested for BSE and found negative.
Avoid contact with the substrate TMB (3,3",5,5°-Tetramethyl-benzidine).
Stop solution contains acid, classifiaction is non-hazardous. Avoid contact with skin.
Control, sample buffer and wash buffer contain sodium azide 0.09% as preservative. This concentration
is classified as non-hazardous.
» Enzyme conjugate contains ProClin 300 0.05% as preservative. This concentration is classified as non-
hazardous.
During handling of all reagents, controls and serum samples observe the existing regulations for laboratory safety
regulations and good laboratory practice:
First aid measures: In case of skin contact, immediately wash thoroughly with water and soap. Remove
contaminated clothing and shoes and wash before reuse. If system fluid comes into contact with skin,
wash thoroughly with water. After contact with the eyes carefully rinse the opened eye with running
water for at least 10 minutes. Get medical attention if necessary.
Personal precautions, protective equipment and emergency procedures:
Observe laboratory safety regulations. Avoid contact with skin and eyes. Do not swallow. Do not pipette by mouth.
Do not eat, drink, smoke or apply makeup in areas where specimens or kit reagents are handled. When spilled,
absorb with an inert material and put the spilled material in an appropriate waste disposal.
+ Exposure controls / personal protection: Wear protective gloves of nitril rubber or natural latex.
Wear protective glasses. Used according to intended use no dangerous reactions known.
» Conditions to avoid: Since substrate solution is light-sensitive. Store in the dark.
+ For disposal of laboratory waste the national or regional legislation has to be observed.
Observe the guidelines for performing quality control in medical laboratories by assaying control sera.
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CONTENTS OF THE KIT

ORG 516 V 9 Sufficient for 96 determinations
1 One divisible microplate consisting of 12 modules of 8 wells each. Ready to use.

Product code on module: AMA

E 1x 1.5 ml Calibrator A 0 IU/ml, containing serum/buffer matrix (PBS, BSA, detergent, NaN3
0.09%), yellow. Ready to use.

[caLgraTOR]B]  1x 1.5 ml Calibrator B 12.5 IU/ml, containing AMA-M2 antibodies in a serum/buffer matrix (PBS,
BSA, detergent, NaN3 0.09%), yellow. Ready to use.

E| 1x 1.5 ml Calibrator C 25 |U/ml, containing AMA-M2 antibodies in a serum/buffer matrix (PBS,
BSA, detergent, NaN3 0.09%), yellow. Ready to use.

[caieraTOR]D]  1x 1.5 mlI Calibrator D 50 1U/ml, containing AMA-M2 antibodies in a serum/buffer matrix (PBS,
BSA, detergent, NaN3 0.09%), yellow. Ready to use.

E| 1x 1.5 ml Calibrator E 100 1U/ml, containing AMA-M2 antibodies in a serum/buffer matrix (PBS,
BSA, NaN3 0.09%), yellow. Ready to use.

[catBrATOR]F]  1x 1.5 mlI Calibrator F 200 1U/ml, containing AMA-M2 antibodies in a serum/buffer matrix (PBS,
BSA, detergent, NaN3 0.09%), yellow. Ready to use.

CONTROL | ] 1x 1.5 ml Control positive, containing AMA-M2 antibodies in a serum/buffer matrix (PBS, BSA,
detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the
certificate of analysis.

[conTROL [ 1x 1.5 ml Control negative, containing AMA-M2 antibodies in a serum/buffer matrix (PBS, BSA,
detergent, NaN3 0.09%), yellow. Ready to use. The concentration is specified on the
certificate of analysis.

20 ml  Sample Buffer P, containing PBS, BSA, detergent, preservative sodium azide 0.09%,
yellow, concentrate (5 x).

15ml  Enzyme Conjugate containing anti-human IgG antibodies, HRP labelled; PBS, BSA,
detergent, preservative PROCLIN 0.05%, light red. Ready to use.

15ml  TMB Substrate; containing 3,3’, 5,5'- Tetramethylbenzidin, colorless. Ready to use.

15ml  Stop solution; contains acid. Ready to use.

20 ml  Wash Buffer, containing Tris, detergent, preservative sodium azide 0.09%; 50 x conc.

[ 1 Certificate of Analysis

MATERIALS REQUIRED

Microplate reader capable of endpoint measurements at 450 nm; optional: reference filter at 620 nm
Data reduction software

Multi-channel dispenser or repeatable pipette for 100 pl

Vortex mixer

Pipettes for 10 ul, 100 pl and 1000 pl

Laboratory timing device

Distilled or deionised water

Measuring cylinder for 1000 ml and 100 ml

Plastic container for storage of the wash solution

This ELISA assay is suitable for use on open automated ELISA processors. Each assay has to be validated on the
respective automated system. Detailed information is provided upon request.

SPECIMEN COLLECTION, STORAGE AND HANDLING

Collect whole blood specimens using acceptable medical techniques to avoid hemolysis.

Allow blood to clot and separate the serum or plasma by centrifugation.

Test serum should be clear and non-hemolyzed. Contamination by hemolysis or lipemia should be
avoided, but does not interfere with this assay.

Specimens may be refrigerated at 2-8°C for up to five days or stored at -20°C up to six months.
Avoid repetitive freezing and thawing of serum or plasma samples. This may result in variable loss of
antibody activity.

Testing of heat-inactivated sera is not recommended.

ORG 516_IFU_EN_QM113145_2018-01-02_ 4 page 3

STORAGE AND STABILITY

Store test kit at 2-8°C in the dark.

Do not expose reagents to heat, sun, or strong light during storage and usage.

Store microplate sealed and dessicated in the clip bag provided.

Shelf life of the unopended test kit is 18 months from day of production.

Unopened reagents are stable until expiration of the kit. See labels for individual batch.
Diluted Wash Buffer and Sample Buffer are stable for at least 30 days when stored at 2-8°C.
We recommend consumption on the same day.

PROCEDURAL NOTES

Do not use kit components beyond their expiration dates.

Do not interchange kit components from different lots and products.

All materials must be at room temperature (20-28°C) prior to use.

Prepare all reagents and samples. Once started, performe the test without interruption.
Double determinations may be done. By this means pipetting errors may become obvious.
Perform the assay steps only in the order indicated.

Always use fresh sample dilutions.

Pipette all reagents and samples into the bottom of the wells.

To avoid carryover or contamination, change the pipette tip between samples and different kit controls.
Wash microwells thoroughly and remove the last droplets of wash buffer.

All incubation steps must be accurately timed.

Do not re-use microplate wells.

PREPARATION OF REAGENTS

Dilute the contents of one vial of the buffered wash solution concentrate (50x) with distilled or deionised water to a
final volume of 1000 ml prior to use.

Sample Buffer P: Prior to use dilute the contents (20 ml) of one vial of sample buffer 5x concentrate with distilled or
deionised water to a final volume of 100 ml.

Preparation of samples

Dilute patient samples 1:100 before the assay: Put 990 pl of prediluted sample buffer in a polystyrene tube and add
10 pl of sample. Mix well. Note: Calibrators / Controls are ready to use and need not be diluted.
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TEST PROCEDURE
Prepare enough microplate modules for all calibrators / controls and patient samples.

1. Pipette 100 pl of calibrators, controls and prediluted patient samples into the wells.
Incubate for 30 minutes at room temperature (20-28 °C).
Discard the contents of the microwells and wash 3 times with 300 pl of wash solution.

2. Dispense 100 ul of enzyme conjugate into each well.
Incubate for 15 minutes at room temperature.
Discard the contents of the microwells and wash 3 times with 300 pl of wash solution.
3. Dispense 100 pl of TMB substrate solution into each well.
Incubate for 15 minutes at room temperature
4. Add 100 pl of stop solution to each well of the modules
Incubate for 5 minutes at room temperature.
Read the optical density at 450 nm (reference 600-690nm) and calculate the results.
The developed colour is stable for at least 30 minutes. Read during this time.

Example for a pipetting scheme:

1 2 3 4 5 6 7 8 9 10 11 12

Al AP

B| B P2

c  C P3

D| D

E E

F| F

G| C+

H| C-

P1, ... patient sample  A-F calibrators C+, C- controls

VALIDATION

Testresults are valid if the optical densities at 450 nm for calibrators / controls and the results for controls comply
with the reference ranges indicated on the Certificate of Analysis enclosed in each test kit.
If these quality control criteria are not met the assay run is invalid and should be repeated.

CALCULATION OF RESULTS

For quantitative results plot the optical density of each calibrator versus the calibrator concentration to create a
calibration curve. The concentration of patient samples may then be estimated from the calibration curve by
interpolation.

Using data reduction software a 4-Parameter-Fit with lin-log coordinates for optical density and concentration is the
data reduction method of choice.

PERFORMANCE CHARACTERISTICS

Calibration

The assay system is calibrated against the international reference preparation WHO 67/183 for AMA-M2 as 100
1U/ml.

Measuring range
The calculation range of this ELISA assay is 0-200 IU/ml

Expected values

In a normal range study with samples from healthy blood donors the following ranges have been established with
this ELISA assay: Cut-off 10 1U/ml

Interpretation of results
Negative: <10 IU/ml
Positive: > 10 IU/ml
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Linearity

Samples containing high levels of specific antibody were serially diluted in sample buffer to demonstrate the
dynamic range of the assay and the upper / lower end of linearity. Activity for each dilution was calculated from the
calibration curve using a 4-Parameter-Fit with lin-log coordinates.

Sample Dilution Observed Expected O/E
1U/ml 1U/ml [%]
WHO 1:100 108.5 100.0 109
1:200 51.2 50.0 102
1:400 252 25.0 101
1:800 12.8 12.5 102
1:1600 6.1 6.3 98
. 1:3200 3.1 3.1 99
1 1:100 49.5 495 100
1:200 25.0 24.8 101
1:400 12.2 12.4 99
1:800 5.9 6.2 95
Limit of detection
Functional sensitivity was determined to be: 1 1U/ml

Reproducibility

Intra-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 24
determinations in a single run. Results for precision-within-assay are shown in the table below.

Inter-assay precision: Coefficient of variation (CV) was calculated for each of three samples from the results of 6
determinations in 5 different runs. Results for run-to-run precision are shown in the table below.

Intra-Assay Inter-Assay
Sample Mean Sample Mean
1U/ml CV % 1U/ml CV %
1 39.8 7.0 1 40.1 6.2
2 81.3 3.8 2 84.6 11.8
3 177.3 3.6 3 180.4 38

Interfering substances

No interference has been observed with haemolytic (up to 1000 mg/dl) or lipemic (up to 3 g/dl triglycerides) sera or
plasma, or bilirubin (up to 40 mg/dl) containing sera or plasma. Nor have any interfering effects been observed with
the use of anticoagulants (Citrate, EDTA, Heparine). However for practical reasons it is recommended that grossly
hemolyzed or lipemic samples should be avoided.

Study results

Study population n n Pos %

Primary biliary cirrhosis (PBC) 143 139 97.2
Rheumatoid Arthritis 60 1 1.7
Normal human sera 267 18 6.7

Clinical Diagnosis

POS NEG

ORG 516 POS | 139 19

NEG 4 308

143 327 470
Sensitivity:  97.2 o
Specificity: 94.2 %
Overall agreement: 95.1 %
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LIMITATIONS OF THE PROCEDURE

This assay is a diagnostic aid. A definite clinical diagnosis should not be based on the results of a single test, but
should be made by the physician after all clinical and laboratory findings have been evaluated concerning the entire
clinical picture of the patient. Also every decision for therapy should be taken individually.

The above pathological and normal reference ranges for antibodies in patient samples should be regarded as
recommendations only. Each laboratory should establishe its own ranges according to ISO 15189 or other
applicable laboratory guidelines.

REFERENCES
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Notice to the user (European Union):
Any serious incident that has occurred in relation to the device shall be reported to the manufacturer and the
competent authority of the EU Member State in which the user and/or the patient is established .

Change Control
Former version: ORG 516_IFU_EN_QM113145_2013-12-16_2.1 Reason for revision: Introduction electronic IFU on homepage
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@ Pipet 100 pl calibrator, control or patient sample
T» |ncubate for 30 minutes at room temperature

T Discard the contents of the wells and
wash 3 times with 300 pl wash solution

@ Pipet 100 pl enzyme conjugate
T |ncubate for 15 minutes at room temperature

T Discard the contents of the wells and
wash 3 times with 300 pl wash solution

@ Pipet 100 pl substrate solution
T |ncubate for 15 minutes at room temperature

@ Add 100 pl stop solution
T Leave untouched for 5 minutes

™ Readat 450 nm
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Monobind Inc.
Lake Forest, CA 92630, USA

AccwBin

ELISA Microwells

Anti-SARS-CoV-2 S1-RBD IgG
Test System
Product Codes: 12525-300

1.0 INTRODUCTION

Intended Use: The Qualitative Determination of Anti-SARS-
CoV-2 Specific Antibodies of the IgG type in Human Serum or
Plasma by Microplate Enzyme Immunoassay

2.0 SUMMARY AND EXPLANATION OF THE TEST
Severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2),
discovered at the end of 2019, is the cause of the disease COVID-
19.% Both SARS-CoV-2 and SARS-CoV, the cause of the 2002
SARS epidemic, are of the genus betacoronavirus and are closely
related.” Transmission of SARS-CoV-2 is primarily through close
contact with infected patients via expelled respiratory droplets,
usually from coughing or sneezing.™

Due to its high transmission rate and severeness, COVID-19 has
emerged as a global pandemic that has forced lockdowns and
quarantine protocols from countries all over the world.? Though
diagnoses are primarily conducted using viral nucleic acid detection
via real-time reverse transcriptase PCR, many false negatives have
been reported and there is urgent need for serological antibody
screening as a more robust and reliable test methodology.*®

Tests for immunoglobulin G (IgG) antibodies are of particular
interest since they are produced in high amounts and indicate
previous or recovering infection of pathogens. High levels of 1gG
are also known to mark immunity to a pathogen.6 Additionally, 19gG
antibodies can be a good marker for efficacy of treatment of
COVID-19 and successful immunization against SARS-CoV-2.
However, IgG antibodies to SARS-CoV-2 do not usuallyé appear in
detectable levels until 10-20 days after symptom onset.”® Therefore
it is recommended that patient samples be repeated on a weekly
basis to monitor the increase and stabilization of anti-SARS-CoV-2
S1-RBD IgG antibodies.

The Anti-SARS-CoV-2 (COVID-19) S1-RBD IgG AccuBind® ELISA
test kit is a qualitative test designed to produce highly sensitive and
specific results with a simple and brief protocol. The test utilizes a
recombinant receptor binding domain (RBD) from the spike region
of SARS-CoV-2 coated on microwells to capture native antibodies
in the sample. In the first step, prediluted samples are added
directly to the wells. After the first incubation, excess sample
material is washed out and an anti-human IgG (anti-higG) antibody
labeled with an enzyme is added to the wells. After the second
incubation, excess material is washed out again and substrate is
added to produce a measurable color through the reaction with the
enzyme and hydrogen peroxide.

3.0 PRINCIPLE

Sequential Sandwich ELISA Method (TYPE 10):

The reagents required for the sequential ELISA assay include
immobilized antigen, circulating antibody to SARS-CoV-2, and
enzyme-linked human 1gG-specific antibody.

Upon adding a sample containing the anti-SARS-CoV-2 antibody,
reaction results between the antigen that has been immobilized on
the microwell and the antibody to form an immune-complex. The
interaction is illustrated by the following equation:

a

N
h'Ab(X»SARS»CoV»Z) + AQ(rep) <~ h'Ab(X»SARS-CuV-Z) - Ad(reD)
Ka
Agrep) = Immobilized Antigen (Constant Quantity)
h-Abx.sars.cov-2= Human Antibody (Variable Quantity)
h-Abx.sars-cov-2) - AQrep)= Immune Complex (Variable Quantity)
k = Rate Constant of Association

a
k., = Rate Constant of Disassociation

After the incubation time, the well is washed to separate the
unbound components by aspiration and/or decantation. The
enzyme linked species-specific antibody (anti-h-1gG,) is then added
to the microwells. This conjugate binds to the immune complex that
formed.

IC (rigey + = “Abhigey = T Abxni6) - IC (rige)
IC (hig6) = Immobilized Immune complex (Variable Quantity)

E:iAb(x,h,.gG) = Enzyme-antibody Conjugate (Constant Quantity)
Ab(x-hge) - I.C. (nige) = Ag-Ab Complex (Variable)

The anti-h-IgG enzyme conjugate that binds to the immune complex
in a second incubation is separated from unreacted material by a
wash step. The enzyme activity in this fraction is directly
proportional to the antibody concentration in the specimen. By
utilizing a serum reference equivalent to the positive-negative cut-
off value, the absorbance value can be compared to the cut-off to
determine a positive or negative result.

4.0 REAGENTS

Materials provided:

A. Anti-SARS-CoV-2 IgG Controls — 1ml/vial - Icons PC, NC, CC
Three (3) vials of ready-to-use references for anti-SARS-
CoV-2 at positive, negative, and cut-off levels of 1gG. Store
at 2-8°C. A preservative has been added.

Note: The Cut-Off Control is traceable to the WHO 1%
International Standard NIBSC Code 20/136. The cut-off level of
the Anti-SARS-CoV-2 S1-RBD IgG Test System equals 110
1U/ml.

B. Anti-hlgG Enzyme Reagent — 12 ml/vial - Icon@
One (1) vial of anti-human IgG-horseradish peroxides (HRP)
conjugate in a buffering matrix. A preservative has been
added. Store at 2-8°C.
C. SARS-CoV-2 RBD Coated Plate — 96 wells — Icon
One 96-well microplate coated with recombinant spike
receptor binding domain from SARS-CoV-2 and packaged in
an aluminum bag with a drying agent. Store at 2-8°C.
Serum Diluent Concentrate — 20ml
One (1) vial of concentrated serum diluent containing buffer
salts and a dye. Store at 2-8°C.

E. Wash Solution Concentrate — 20ml - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C

Substrate — 12ml/vial - Icon S"
One (1) vial containing tetramethylbenzidine (TMB) and
hydrogen peroxide (H,O,) in buffer. Store at 2-8°C.

o

m

G. Stop Solution — 8ml/vial — Icon
One (1) vial contains a strong acid (0.5 M H,SO,). Store at
2-8°C.

H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Fixed volume or variable volume pipette capable of delivering
volumes ranging from 10 to 1000 pl with a precision of better
than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.050 ml, 0.100 ml, and
0.350 ml volumes with a precision of better than 1.5%.

. Microplate washers or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

5. Absorbent Paper for blotting the microplate wells.

6. Plastic wrap or microplate cover for incubation steps.

7. Vacuum aspirator (optional) for wash steps.

8

9

s w

. Timer.
. Quality control materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

Any components containing human serum from COVID-19 patients
have been heat inactivated prior to handling and manufacturing. All
products that contain human serum have been found to be non-
reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially hazardous
and capable of transmitting disease. Good laboratory procedures
for handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories,” 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood; serum or plasma in type and the
usual precautions in the collection of venipuncture samples should
be observed. The blood should be collected in a plain redtop
venipuncture tube without additives or anti-coagulants (for serum)
or evacuated tube(s) containing EDTA or heparin (for plasma).
Allow the blood to clot for serum samples. Centrifuge the specimen
to separate the serum or plasma from the cells.

Please note that there has been no evidence of COVID-19
transmission through blood handling, but technicians should always
exercise caution and treat all patient samples as potentially
hazardous.

Samples may be refrigerated at 2-8°C for a maximum period of
seven (7) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.200ml of the
diluted specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the normal,
borderline and elevated range for monitoring assay performance.
These controls should be treated as unknowns and values
determined in every test procedure performed. Quality control
charts should be maintained to follow the performance of the
supplied reagents. Pertinent statistical methods should be
employed to ascertain trends. The individual laboratory should set
acceptable assay performance limits. In addition, maximum
absorbance should be consistent with past experience. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Serum Diluent
Dilute contents of Serum Diluent Concentrate to 200ml (1:10
Dilution) in a suitable container with distilled or deionized water.
Store at 2-8°C.

2. Wash Buffer
Dilute contents of wash solution concentrate to 1000 ml with
distilled or deionized water in a suitable storage container. Store
at 2-30°C for up to 60 days.

3. Patient Sample Dilution (1/100)

For example, dispense 0.010ml (10ul) of each patient specimen
into 0.990 ml (990 pl) of serum diluent or 0.0101 ml (10.1 pl) into

1 ml (1000 pl). Cover and vortex or mix thoroughly by inversion.
Store at 2-8°C for up to forty-eight (48) hours.

Note : Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
references and controls to room temperature (20-27°C).

**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each control sample and
patient specimen to be assayed in duplicate. Dilute the patient
or any external control samples 1/100 (see Reagent Preparation
Section 8.0) Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.100 ml (100pl) of the appropriate control or diluted

patient specimen into the assigned well for IgG determination.
DO NOT SHAKE THE PLATE AFTER SAMPLE ADDITION

w

. Cover and incubate 30 minutes at room temperature.

4. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent paper.

5. Add 350pul of wash buffer (see Reagent Preparation Section
8.0), decant (blot) or aspirate. Repeat two (2) additional times
for a total of three (3) washes. An automatic or manual plate
washer can be used. Follow the manufacturer’s instruction
for proper usage. If a squeeze bottle is employed, fill each
well by depressing the container (avoiding air bubbles) to
dispense the wash. Decant the wash and repeat two (2)
additional times.

6. Add 0.100 ml (100pl) of Anti-higG Enzyme Reagent to all wells.

Always add reagents in the same order to minimize reaction

time differences between wells.

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITION

. Cover and incubate for thirty (30) minutes at room temperature.

. Wash the wells three (3) times with 350 pl wash buffer by

repeating steps (4 & 5) as explained above.

9. Add 0.100 ml (100pl) of Substrate Reagent to all wells. Always
add reagents in the same order to minimize reaction time
differences between wells. Do not use the Substrate
Reagent if it looks blue.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

10. Incubate at room temperature for fifteen (15) minutes.

11. Add 0.050ml (50ul) of stop solution to each well and swirl the
microplate gently for 15-20 seconds to mix. Always add
reagents in the same order to minimize reaction time
differences between wells.

12. Read the absorbance in each well at 450nm (using a reference

wavelength of 620-630nm to minimize well imperfections) in a

microplate reader. The results should be read within fifteen

(15) minutes of adding the stop solution.

0o~

Note: The relationship of absorbance to cut-off value is not
necessarily linear so samples need not be diluted further if the
absorbance is higher than the plate reader’s capability (usually
3.0). However, these samples should be interpreted as strongly
positive.

10.0 INTERPRETATION OF RESULTS

A Cut-Off Control (CC) and kit specific Cut-Off Factor is used to

ascertain the positivity or negativity of samples. Follow the following

procedure to interpret the sample results.

1. Record the absorbance of all samples obtained from the
printout of the microplate reader as outlined in Example 1.

2. Multiply the average absorbance of the Cut-Off Control by the
Cut-Off Factor to obtain the Cut-Off Value.

3. Divide the average absorbance of each sample by the Cut-Off
Value and multiply by 10 to obtain the relative value unit (RV).

4. If RV <9, the sample is negative for Anti-SARS-CoV-2 S1-RBD
1gG and if RV >10, the sample is positive for Anti-SARS-CoV-2
S1-RBD IgG

5. Samples with RV that fall within the range of 9-10 are
considered borderline and should be retested with a new blood
draw within 4-7 days for reevaluation.

6. To convert RV to IU/ml, multiply RV by 11. This calculation is
accurate up to 25 RV or 275 [U/ml. Patients higher than 25 RV
may not dilute linearly with respect to the cut-off value.



Note: Computer data reduction software designed for ELISA assay
may also be used for the data reduction. If such software is
utilized, the validation of the software should be ascertained.

EXAMPLE 1
(Cut Off Factor = 1.0)
COV = MeanCC x COF
COV = Cut-Off Value
MeanCC = Mean Absorbance of Cut-Off Control
COF = Cut-Off Factor (See Certificate of Analysis)
COV =0.667 x 1.0 = 0.667

Sample Mean

Abs RV Pos/Neg
1.D. Abs

0.178

Negative 0.173 +0.667 x 10 = 2.6 Negative
0.167
0.668

Cut-Off 0.667 +0.667 x 10 = 10 Cut-Off
0.667
2.805

Positive 2.845 | +0.667 x 10 =42.6 Positive
2.884
0.177

Patient 1 0.176 +0.667 x 10=2.6 Negative
0.175
1.534

Patient 2 1.603 | +0.667 x 10 = 24.0 Positive
1.671
0.621

Patient 3 0.628 +0.667 x 10 =9.4 Borderline
0.635

*The data presented in Example 1 is for illustration only and should
not be used in lieu of a Cut-Off Control run and Cut-Off Factor with
each assay. In this example, since the Cut-Off Factor = 1.0, the
average absorbance of the Cut-Off Control = Cut-Off Value

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the
following criteria should be met:

1. Maximum Absorbance (Positive control) > 1.8

2. Positive control RV > 15

3. Negative control RV <6

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available on

request from Monobind Inc.

12.1 Assay Performance

1. ltis important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the Cut-Off control.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Very high concentration of anti-SARS-CoV-2 in patient
specimens can contaminate samples immediately following
these extreme levels. Bad duplicates are indicative of cross
contamination. Repeat any sample, which follows any patient
specimen with over 3.0 units of absorbance.

10. The Anti-SARS-CoV-2 (COVID-19) S1-RBD IgG AccuBind®
ELISA Test System is a qualitative assay and does not
necessarily give an indication of quantities of IgG antibodies.

11. Samples, which are contaminated microbiologically, should not
be used.

grossly  contaminated

12. Any patient samples used in manufacturing have been heat
inactivated prior to handling. However, treat all samples,
including the control samples, as potentially hazardous or
infectious.

13. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind’s IFU may yield inaccurate
results.

14. All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

15. It is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used with
this device, and to perform routine preventative maintenance.

16. Risk Analysis- as required by CE Mark VD Directive 98/79/EC -
for this and other devices, made by Monobind, can be requested
via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

4. |If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

6. The clinical significance of the result should be used in
evaluating the possible presence of SARS-CoV-2 infection or
COVID-19. However, clinical inferences should not be
solely based on this test but rather as an adjunct to the
clinical manifestations of the patient and other relevant tests
such as Histology, nasophyrangeal swab, etc. A positive result
does not indicate active COVID-19 infection and does not
distinguish between infection or contagiousness of COVID-19.
Similarly, a negative result does not eliminate the absence
COVID-19 infection but rather a very low titer of antibody that
may be related to the early stages of disease.

7. A positive result on the Ant-SARS-CoV-2 S1-RBD IgG
AccuBind® ELISA test system does not necessarily predict
immunity to the SARS-CoV-2. There has not yet been a
conclusive study to indicate that the presence of IgG antibodies
confirms immunity to the SARS-CoV-2 virus.

8. There have not been sufficient studies to determine the
longevity of Anti-SARS-CoV-2 S1-RBD IgG in human patients.
Therefore, it is possible that a positive IgG may decrease to a
negative result over the course of several months or years on
some patients.

9. If the Anti-SARS-CoV-2 S1-RBD IgG AccuBind® ELISA Test
System is used to monitor antibody response in vaccinated
patients, samples should be taken two weeks after the full
course of vaccine doses have been administered. It is not
uncommon to observe a negative result on a sample with only
one dose of a vaccine regimen that requires two or more
doses.

13.0 EXPECTED RANGES OF VALUES

A study of apparently healthy population (>150) from prior to
December 2019 was undertaken to determine expected values for
the Anti-SARS-CoV-2 Accubind® ELISA test system. Based on the
data, the following cut-off point was established.

Presence of SARS-CoV-2 antibodies Confirmed

19G > 10 RV
14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precision of the Anti-SARS-CoV-2
(COVID-19) S1-RBD AccuBind® ELISA Test System were
determined by analyses on three different levels of pool control
sera. The number, mean value, standard deviation (c) and
coefficient of variation for each of these control sera are presented
below.

TABLE 1

Within Assay Precision (Values in RV)

Sample N X o C.V.

Negative 20 33 0.13 3.95%

Borderline 20 9.5 0.29 2.64%

Positive 20 19.3 0.32 1.65%
TABLE 2*

Between Assay Precision (Values in RV)
Sample N X o C.V.
Negative 16 1.6 0.14 8.75%
Borderline 16 9.1 0.35 3.50%
Positive 16 29.8 1.45 4.85%

*As measured in eight experiments in duplicate.

14.2 Sensitivity

The sensitivity of the Anti-SARS-CoV-2 S1-RBD IgG AccuBind®
ELISA Test System was determined by testing samples from 60
patients who had previously tested positive for SARS-CoV-2 via
RT-PCR. The patient samples were sourced from three different
blood banks. 59 out of the 60 patients tested positive indicating that
the sensitivity of the test is at least 98.3% Positive Percent
Agreement (PPA).

14.3 Accuracy

The Anti-SARS-CoV-2 (COVID-19) S1-RBD IgG AccuBind® ELISA
test system was used to test samples drawn at subsequent time
intervals from 60 patients who tested PCR and IgG positive for
SARS-CoV-2. The data is shown in Table 3 below.

TABLE 3
Candidate Test Results
Days from Nugwfber 19G 19G
Symptom Subjects Positive P%‘ A 95% CI
Onset Tested Results
59.0%-
0-7 days 17 14 82.4% 93.8%
79.0%-
8-14 days 23 22 95.7% 99.2%
77.3%-
0,
215 days 21 20 95.2% 99.2%
80.6%-
Unknown 16 16 100% 100%
Total
Subjects 7 N/A N/A N/A

Overall IgG PPA: (93.5% 72/77); [95% CI (85.7% - 97.2%)]

14.4 Specificity

>150 different patient samples drawn prior to December 2019 were

assayed to determine the prevalence of false positives. No false

positive samples were detected indicating the Anti-SARS-CoV-2

(COVID-19) S1-RBD IgG AccuBind® ELISA Test System has a

100% Specificity.
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AccwBin

ELISA Microwells

Anti-SARS-CoV-2 (COVID-19) IgM
Test System
Product Codes: 11725-300

1.0 INTRODUCTION

Intended Use: The Qualitative Determination of Anti-SARS-
CoV-2 Specific Antibodies of the IgM type in Human Serum or
Plasma by Microplate Enzyme Immunoassay

2.0 SUMMARY AND EXPLANATION OF THE TEST
Severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2),
discovered at the end of 2019, is the cause of the disease COVID-
19."” Both SARS-CoV-2 and SARS-CoV, the cause of the 2002
SARS epidemic, are of the genus betacoronavirus and are closely
related.? Transmission of SARS-CoV-2 is primarily through close
contact with infected patients via expelled respiratory droplets,
usually from coughing or sneezing.

Due to its high transmission rate and severeness, COVID-19 has
emerged as a global pandemic that has forced lockdowns and
quarantine protocols from countries all over the world.? Though
diagnoses are primarily conducted using viral nucleic acid detection
via real-time reverse transcriptase PCR, many false negatives have
been reported and there is urgent need for serological antibody
screening as a more robust and reliable test methodologyf"5

Tests for immunoglobulin M (IgM) antibodies are of importance as
as an early detection of infection.’ The body's primary defense
against a pathogen (antigen) is to produce antibodies. Specifically,
IgM appears first and wanes over time as IgG antibodies begin to
rise and appear at detectable levels 10-20 days after symptom
onset.”

The Anti-SARS-CoV-2 (COVID-19) IgM AccuBind® ELISA test kit is
a qualitative test designed to produce highly sensitive and specific
results with a simple and brief protocol. The test utilizes a
recombinant nucleocapsid protein (rNCP) in the Enzyme Reagent
and Anti-human IgM antibodies coated on microwells to capture
native antibodies in the sample. In the first step, prediluted samples
are added directly to the wells. After the first incubation, excess
sample material is washed out and a rNCP labeled with an enzyme
is added to the wells to detect IgM against SARS-CoV-2. After the
second incubation, excess material is washed out again and
substrate is added to produce a measurable color through the
reaction with the enzyme and hydrogen peroxide.

3.0 PRINCIPLE

Sequential Sandwich ELISA Method (TYPE 10):

The reagents required for the sequential ELISA assay include
immobilized antibody, circulating antibody to SARS-CoV-2, and
enzyme-linked SARS-CoV-2 antigen.

Upon adding a sample containing the anti-SARS-CoV-2 antibody,
reaction results between the antibody that has been immobilized on
the microwell and the antibody to form an immune-complex. The
interaction is illustrated by the following equation:

k

a
h-Abggw) +Abgagn) <= h-Abggu) - ADigm)
Ka

Ab (g = Immobilized Antibody (Constant Quantity)

h-Ab gm= Human Antibody (Variable Quantity)

h-Ab (1gm) = Ab (x1gmy= Immune Complex (Variable Quantity)
k = Rate Constant of Association

a
k.o = Rate Constant of Disassociation

After the incubation time, the well is washed to separate the
unbound components by aspiration and/or decantation. The
enzyme linked SARS-CoV-2 antigen is then added to the
microwells. This conjugate binds to the immune complex that
formed.

ENZ ENZ
IC (higm,) + Ad (sARs-Cov-2) = Ag (X-SARS-CoV-2) = IC (h-IgM)
IC (h.igm) = Immobilized Immune complex (Variable Quantity)

ENZAb(x_SARS_Cov_z) = Enzyme-antibody Conjugate (Constant

Quantity)
ENZAD (xsars-cov-2) - I-C. (nigw) = Ag-Ab Complex (Variable)

The anti-h-IgM enzyme conjugate that binds to the immune
complex in a second incubation is separated from unreacted
material by a wash step. The enzyme activity in this fraction is
directly proportional to the antibody concentration in the specimen.
By utilizing a serum reference equivalent to the positive-negative
cut-off value, the absorbance value can be compared to the cut-off
to determine a positive or negative result.

4.0 REAGENTS

Materials provided:

A. Anti-SARS-CoV-2 IgM Controls — 1ml/vial - Icons PC, NC, CC
Three (3) vials of ready-to-use references for anti-SARS-
CoV-2 at positive, negative, and cut-off levels of IgM. Store
at 2-8°C. A preservative has been added.

B. SARS-CoV-2 IgM Enzyme Reagent — 12 ml/vial - Icon@
One (1) vial of nucleocapsid protein from SARS-CoV-2
labeled with horseradish peroxides (HRP) in a buffering
matrix. A preservative has been added. Store at 2-8°C.

C. Anti higM Antibody Coated Plate — 96 wells - IconJ’l
One 96-well microplate coated with anti-human IgM antibody
and packaged in an aluminum bag with a drying agent.
Store at 2-8°C.

D. Serum Diluent Concentrate — 20ml
One (1) vial of concentrated serum diluent containing buffer
salts and a dye. Store at 2-8°C.

E. Wash Solution Concentrate — 20ml - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C

F. Substrate — 12ml/vial - Icon SV
One (1) vial containing tetramethylbenzidine (TMB) and
hydrogen peroxide (H,O) in buffer. Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon
One (1) vial contains a strong acid (0.5 M H,SO,). Store at
2-8°C.

H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Fixed volume or variable volume pipette capable of delivering
volumes ranging from 10 to 1000 pl with a precision of better
than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.050 ml, 0.100 ml, and

0.350 ml volumes with a precision of better than 1.5%.

. Microplate washers or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate cover for incubation steps.

Hw
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7. Vacuum aspirator (optional) for wash steps.
8. Timer.
9. Quality control materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

Any components containing human serum from COVID-19 patients
have been heat inactivated prior to handling and manufacturing. All
products that contain human serum have been found to be non-
reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially hazardous
and capable of transmitting disease. Good laboratory procedures
for handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood; serum or plasma in type and the
usual precautions in the collection of venipuncture samples should
be observed. The blood should be collected in a plain redtop
venipuncture tube without additives or anti-coagulants (for serum)
or evacuated tube(s) containing EDTA or heparin (for plasma).
Allow the blood to clot for serum samples. Centrifuge the specimen
to separate the serum or plasma from the cells.

Please note that there has been no evidence of COVID-19
transmission through blood handling, but technicians should always
exercise caution and treat all patient samples as potentially
hazardous.

Samples may be refrigerated at 2-8°C for a maximum period of
seven (7) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.200ml of the
diluted specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the normal,
borderline and elevated range for monitoring assay performance.
These controls should be treated as unknowns and values
determined in every test procedure performed. Quality control
charts should be maintained to follow the performance of the
supplied reagents. Pertinent statistical methods should be
employed to ascertain trends. The individual laboratory should set
acceptable assay performance limits. In addition, maximum
absorbance should be consistent with past experience. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Serum Diluent
Dilute contents of Serum Diluent Concentrate to 200ml (1:10
Dilution) in a suitable container with distilled or deionized water.
Store at 2-8°C.

2. Wash Buffer
Dilute contents of wash solution concentrate to 1000 ml with
distilled or deionized water in a suitable storage container. Store
at 2-30°C for up to 60 days.

3. Patient Sample Dilution (1/100)
For example, dispense 0.010ml (10pl) of each patient specimen
into 0.990 ml (990 pl) of serum diluent or 0.0101 ml (10.1 pl) into
1 ml (1000 pl). Cover and vortex or mix thoroughly by inversion.
Store at 2-8°C for up to forty-eight (48) hours.
Note : Do not use reag that are co i
bacteria growth.

d or have

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
references and controls to room temperature (20-27°C).

**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each control sample and
patient specimen to be assayed in duplicate. Dilute the patient
or any external control samples 1/100 (see Reagent Preparation
Section 8.0) Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.100 ml (100pl) of the appropriate control or diluted
patient specimen into the assigned well for IgM determination.
DO NOT SHAKE THE PLATE AFTER SAMPLE ADDITION

. Cover and incubate 30 minutes at room temperature.

4. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent paper.

5. Add 350pl of wash buffer (see Reagent Preparation Section
8.0), decant (blot) or aspirate. Repeat two (4) additional times
for a total of five (5) washes. An automatic or manual plate
washer can be used. Follow the manufacturer’s instruction
for proper usage. If a squeeze bottle is employed, fill each
well by depressing the container (avoiding air bubbles) to
dispense the wash. Decant the wash and repeat two (2)
additional times.

6. Add 0.100 ml (100pl) of SARS-CoV-2 IgM Enzyme Reagent to

all wells. Always add reagents in the same order to minimize

reaction time differences between wells.

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITION

w

. Cover and incubate for thirty (30) minutes at room temperature.

. Wash the wells five (5) times with 350 pl wash buffer by

repeating steps (4 & 5) as explained above.

9. Add 0.100 ml (100ul) of Substrate Reagent to all wells. Always
add reagents in the same order to minimize reaction time
differences between wells. Do not use the Substrate
Reagent if it looks blue.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

10. Incubate at room temperature for twenty (20) minutes to develop
sufficient color.

11. Add 0.050ml (50pl) of stop solution to each well and swirl the
microplate gently for 15-20 seconds to mix. Always add
reagents in the same order to minimize reaction time
differences between wells.

12. Read the absorbance in each well at 450nm (using a reference

wavelength of 620-630nm to minimize well imperfections) in a

microplate reader. The results should be read within fifteen

(15) minutes of adding the stop solution.

© ~

Note: The relationship of absorbance to cut-off value is not
necessarily linear so samples need not be diluted further if the
absorbance is higher than the plate reader’s capability (usually
3.0). However, these samples should be interpreted as strongly
positive.

10.0 INTERPRETATION OF RESULTS

A Cut-Off Control is used to ascertain the positivity or negativity of

samples. Follow the following procedure to interpret the sample

results.

1. Record the absorbance of all samples obtained from the
printout of the microplate reader as outlined in Example 1.

2. Multiply the average absorbance of the Cut-Off Control by the
Cut-Off Factor to obtain the Cut-Off Value.

2. Divide the average absorbance of each sample by the Cut-Off
Value and multiply by 10 to obtain the relative value unit (RV).

3. If RV <9, the sample is negative for Anti-SARS-CoV-2 IgM and
if RV >10, the sample is positive for Anti-SARS-CoV-2 IgM

4. Samples with RV that fall within the range of 9-10 are
considered borderline and should be retested with a new blood
draw within 4-7 days for reevaluation.

Note: Computer data reduction software designed for ELISA assay
may also be used for the data reduction. If such software is
utilized, the validation of the software should be ascertained.



EXAMPLE 1
(Cut-Off Factor = 1.0)

COV = MeanCC x COF

COV = Cut-Off Value

MeanCC = Mean Absorbance of Cut-Off Control
COF = Cut-Off Factor (See Certificate of Analysis)
COV =0.230 x 1.0 = 0.230

Sample Mean

Abs RV Pos/Neg
1.D. Abs

0.059

Negative 0.060 +0.230 x 10 =2.6 Negative
0.061
0.216

Cut Off 0.230 +0.230 x 10 =10 Cut-Off
0.244
2.805

Positive 2.845 | +0.230x10=124 Positive
2.884
0.104

Patient 1 0.105 +0.230 x 10 =4.6 Negative
0.106
1.534

Patient 2 1.603 | +0.230 x 10 =69.7 Positive
1.671
0.225

Patient 3 5509 0.217 +0.230 x 10 =9.4 Borderline

*The data presented in Example 1 is for illustration only and should
not be used in lieu of a Cut-Off sample run with each assay. In this

example,

since the Cut-Off Factor = 1.0, the average

absorbance of the Cut-Off Control = Cut-Off Value

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the
following criteria should be met:

1.
2.
3.

Maximum Absorbance (Positive control) > 1.5
Positive control RV > 15
Negative control RV <6

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available on
request from Monobind Inc.
12.1 Assay Performance

1.
2.

3.

It is important that the time of reaction in each well is held
constant to achieve reproducible results.

Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

Highly lipemic, hemolyzed or
specimen(s) should not be used.

If more than one (1) plate is used, it is recommended to repeat
the Cut-Off control.

The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

Plate readers measure vertically. Do not touch the bottom of
the wells.

Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

Use components from the same lot. No intermixing of reagents
from different batches.

Very high concentration of anti-SARS-CoV-2 in patient
specimens can contaminate samples immediately following
these extreme levels. Bad duplicates are indicative of cross
contamination. Repeat any sample, which follows any patient
specimen with over 3.0 units of absorbance.

grossly  contaminated

. The Anti-SARS-CoV-2 (COVID-19) IgM AccuBind® ELISA Test

System is a qualitative assay and does not necessarily give an
indication of quantities of IgM antibodies.

. Samples, which are contaminated microbiologically, should not

be used.

. Any patient samples used in manufacturing have been heat

inactivated prior to handling. However, treat all samples,

1.

2.

. All applicable national

12.2 Interpretation

including the control samples, as potentially hazardous or
infectious.

. Accurate and precise pipetting, as well as following the exact

time and temperature requirements prescribed are essential.
Any deviation from Monobind’s IFU may vyield inaccurate
results.

standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

. It is important to calibrate all the equipment e.g. Pipettes,

Readers, Washers and/or the automated instruments used with
this device, and to perform routine preventative maintenance.

. Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -

for this and other devices, made by Monobind, can be requested

via email from Monobind@monobind.com.

and interpr of results must be
performed by a skilled individual or trained professional.
Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.
The clinical significance of the result should be used in
evaluating the possible presence of SARS-CoV-2 infection or
COVID-19. However, clinical inferences should not be
solely based on this test but rather as an adjunct to the
clinical manifestations of the patient and other relevant tests
such as Histology, nasophyrangeal swab, etc. A positive result
does not indicate COVID-19 and does not distinguish between
infection or contagiousness of COVID-19. Similarly, a negative
result does not eliminate the absence COVID-19 infection but
rather a very low titer of antibody that may be related to the
early stages of disease.

Since this test utilizes the nucleocapsid protein of SARS-CoV-
2, antibodies against any part of the spike protein are not
detected. The nucleocapsid protein is produced in high levels
during infection and is very immunogenic. Therefore, a positive
result confirms a current or previous contraction of COVID-19.
Patients who have been vaccinated against the spike protein of
SARS-CoV-2 but have not been exposed to the live virus will
not react with the test.

13.0 EXPECTED RANGES OF VALUES

A study of apparently healthy population (>150) from prior to
December 2019 was undertaken to determine expected values for
the Anti-SARS-CoV-2 Accubind® ELISA test system. Based on the
data, the following cut-off point was established.

Presence of SARS-CoV-2 antibodies Confirmed

IgM > 10 RV

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precision of the Anti-SARS-CoV-2
(COVID-19) AccuBind® ELISA Test System were determined by
analyses on two different levels of pool control sera. The number,
mean value, standard deviation (c) and coefficient of variation for
each of these control sera are presented below.

TABLE 1
Within Assay Precision (Values in RV)
Sample N X (¢} C.V.
Negative 20 21 0.11 5.24%
Borderline 20 9.2 0.23 2.50%
Positive 20 30.5 0.54 1.77%
TABLE 2*

Between Assay Precision (Values in RV)
Sample N X o C.v.
Negative 16 1.9 0.16 8.42%
Borderline 16 9.3 0.45 4.84%
Positive 16 29.6 1.38 4.66%

*As measured in eight experiments in duplicate.

14.2 Sensitivity

The sensitivity of the Anti-SARS-CoV-2 IgM AccuBind® ELISA Test
System was determined by testing samples from 41 patients who
had previously tested positive for SARS-CoV-2 via RT-PCR. The
patient samples were sourced from three different blood banks. 40
out of the 41 patients tested positive indicating that the sensitivity of
the test is at least 97.6% Positive Percent Agreement.

14.3 Accuracy

The Anti-SARS-CoV-2 (COVID-19) IgM AccuBind® ELISA test
system was used to test samples drawn at various time intervals
from 41 patients who tested PCR and IgM positive for SARS-CoV-
2. The data is shown in Table 3 below.

TABLE 3
Candidate Test Results
Days from Nur:fber Ar-:—t(i)l:?)ij Total
Symptom . body Antibody 95% CI
Subjects Positive
Onset PPA
Tested results
64.6%-
o 0y
0-7 days 7 7 100% 100%
78.5%-
- 0y
8-14 days 14 14 100% 100%
15-30 o 70.1%-
days 9 9 100% 100%
62.3%-
0,
Unknown 11 10 90.9% 98.4%
Total
Subjects 41 N/A N/A N/A
Overall IgM PPA: (97.6% 40/41); [(95% CI (87.4% - 99.6%)]

14.4 Specificity

>150 different patient samples drawn prior to December 2019 were
assayed to determine the prevalence of false positives. No false
positive samples were detected indicating the Anti-SARS-CoV-2
(COVID-19) IgM AccuBind® ELISA Test System has a 100%
Specificity.

16.0 REFERENCES

1. Gorbalenya, A.E., Baker, S.C., Baric, R.S. et al. The species
Severe acute respiratory syndrome-related coronavirus:
classifying 2019-nCoV and naming it SARS-CoV-2. Nat
Microbiol 2020. 5 536-544. https://doi.org/10.1038/s41564-
020-0695-z

2. Daga MK, Kumar N et al. From SARS-CoV to Coronavirus
Disease 2019 ) COVID-19) — A brief review. Journal of
Advanced Research in Medicine 2019. 6(4), 1-9

3. Spinelli A, Pellino G. COVID-19 pandemic: perspectives on
an unfolding crisis. Br J Surg. doi: 10.1002/bjs.11627

4. Corman VM, Landt O, Kaiser M, Molenkamp R, Meijer A,
Chu DKW, et al. Detection of 2019 novel coronavirus (2019-
nCoV) by real time RT-PCR. Euro Surveill. 2020. 25(3)

5. Gudbjartsson DF, Norddahl GL, Melsted P, Gunnarsdottir K.
Humoral Immune Response to SARS-CoV-2 in Iceland. The
New England Journal of Medicine. 2020.
https://doi.org/:10.1056/NEJM0a2026116

6. Lee HK, Lee BH, Seok SH, et al. Production of specific
antibodies against SARS-coronavirus nucleocapsid protein
without cross reactivity with human coronaviruses 229E and
OC43. J Vet Sci. 2010;11(2): 165-167.

7. Schroeder HW Jr, Cavacini L. Structure and function of
immunoglobulins. J Allergy Clin Immunol. 2010; 125 (2 Suppl
2):S41-852. doi:10.1016/j.jaci.2009.09.046

8. Long, Q., Liu, B., Deng, H. et al. Antibody responses to
SARS-CoV-2 in patients with COVID-19. Nat Med
(2020). https://doi.org/10.1038/s41591-020-0897-1

9. https://www.nybc.org/donate-blood/covid-19-and-blood-
donation-copy/

Effective Date: 2021-FEB-15 Rev 1
MP11725

DCO: 1474
Product Code: 11725-300

For Orders and Inquires, please contact

8 Monobind Inc.
100 North Pointe Drive
Lake Forest, CA 92630 USA

Mail: info@monobind.com
Fax: www.monobind.com

Tel: +1 949.951.2665
Fax: +1 949.951.35639

IvD| =%~ C€

CEpartnerdU, Esdoornlaan 13
EC |REP

3851 DEMaarn, The Neatherlands
www.cepartnerdu.eu

Glossary of Symbols
(EN 980/ISO 15223

Please visit our website to learn more
about our products and services.

IVD zn’g i

C1i]

Temperature
IVt ~ Limitation Consult
Diagnostic Storage Instructions
Medical & ndition (2-8°C) for Use
Device
Catalogue G i
Number Sufficient Batch Code
Test for £
Used By Date of
(Expiration Day)  Manufacturer Manufeiotursy
Authorized Rep in European
European Country Conformity


mailto:Monobind@monobind.com
https://doi.org/10.1038/s41591-020-0897-1

Doc.. |INSTOXOG.CE/leng | Page | 10f 9 | Rev..6 | Date:2019/11 |

TOXO IgG

Enzyme Immunoassay for the
guantitative/qualitative determination of
IgG antibodies to Toxoplasma gondii
iIn human serum and plasma

- for “in vitro” diagnostic use only -

DIA.PRO

Diagnostic Bioprobes Srl
Via G. Carducci n°® 27
20099 Sesto San Giovanni
(Milano) - Italy

Phone +39 02 27007161
Fax +39 02 44386771

e-mail: info@diapro.it

Code: TOXOG.CE
96 Tests



mailto:info@diapro.it

| Doc.: |INS TOXOG.CEleng | Page | 2of 9

| Rev..6 | Date:2019/11 |

TOXO IgG

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of 1gG antibodies to Toxoplasma gondii in
plasma and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Toxoplasma gondii is an obligate intracellular protozoan parasite
that is probably capable of infecting all species of mammals,
including man. The detection of IgM antibodies to T.gondii is
particularly helpful for the diagnosis of acute infections in “risk”
individuals, in association with AIDS, organ transplantation and
pregnancy. As most of T.gondii infections are mild or
asymptomatic in otherwise healthy individuals, the detection of
T.gondii specific IgM antibodies, in absence of detectable
specific IgG, has become important for the monitoring of acute
infections in pregnant women, as the parasite can lead to
severe birth defects. Moreover, as T.gondii infections are most
severe in immunocompromised patients, where the disease can
be fatal, acute infections due to this parasite have to be
distinguished from other disorders.

Recently developed IgM capture assays provide the clinician
with a helpful and reliable test, not affected by the rheumatoid
factor as it happens to be in classic sandwich tests.

C. PRINCIPLE OF THE TEST

Microplates are coated with native T. gondii antigens, highly
purified by sucrose gradient centrifugation and inactivated.

The solid phase is first treated with the diluted sample and IgG
to T. gondii are captured, if present, by the antigens.

After washing out all the other components of the sample, in the
2" incubation bound anti Toxoplasma gondii IgG are detected
by the addition of polyclonal specific anti human 1gG antibodies,
labelled with peroxidase (HRP).

The enzyme captured on the solid phase, acting on the
substrate/chromogen mixture, generates an optical signal that is
proportional to the amount of anti Toxoplasma gondii IgG
antibodies present in the sample. A Calibration Curve, calibrated
against the W.H.O 3" international standard , makes possible a
quantitative determination of the IgG antibody in the patient.

D. COMPONENTS
Each kit contains sufficient reagents to perform 96 tests.

1. : Microplate:

12 strips x 8 microwells coated with purified and gamma-
irradiation inactivated Toxoplasma gondii in presence of bovine
proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Calibration Curve:

Ready to use and colour coded, calibrated against the 3™
international standard produced by the World Health
Organization (WHO). The calibration curve range is as follows:
4mlICAL 1= 0 WHO U/ml

4mI CAL2= 50 WHO IU/ml

2ml CAL 3= 100 WHO IU/ml

2ml CAL 4 = 250 WHO IU/ml

2ml CAL 5= 500 WHO IU/ml

4ml CAL 6 = 1000 WHO IU/ml.

It contains Toxo IgG positive plasma titrated against WHO 3™
international standard code TOXM, 10 mM Na-citrate buffer pH
6.0 +/-0.1, 2% casein, 0.1% Tween 20, 0.09% Na-azide and

0.045% ProClin 300 as preservatives. Standards are blue
colored.

3. Control Serum:

n° 1 vial - Lyophilized. To be dissolved with the volume of EIA
grade water reported on the label. It contains fetal bovine
serum, 0.045% ProClin 300 and 0.2 mg/ml gentamicine
sulphate as preservatives and human plasma positive to
T.gondii calibrated at 250 IU/ml +/-10%, whose content is
calibrated on 3™ international standard produced by the World
Health Organization (WHO - TOXM).

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label .

4. Wash buffer concentrate:

1x60ml/bottle20x concentrated solution.

Once diluted, the wash solution contains 10 mM phosphate
buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.045% ProClin 300.

5. Enzyme conjugate : [CONJ,

2x8ml/vial. Ready to use and red colour coded. It contains
Horseradish peroxidase conjugated polyclonal antibodies to
human 1gG, 10 mM Tris buffer pH 6.8+/-0.1,5% BSA, 0.045%
ProClin 300 and 0.2 mg/ml gentamicine sulphate as
preservatives. Coded with 0.01% red alimentary dye

6. Chromogen/Substrate:

1x16mlfvial. It contains 50 mM citrate-phosphate buffer pH 3.5-
3.8, 4% dimethylsulphoxide, 0.03% tetra-methyl-benzidine
(TMB) and 0.02% hydrogen peroxide or H202.

Note: To be stored protected from light as sensitive to
strong illumination.

7. Sulphuric Acid:

1x15ml/viallt contains 0.3 M H2SOa4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

8. Specimen Diluent:

2x60ml/vial. It contains 2% casein, 10 mM Na-citrate buffer pH
6.0 +/-0.1, 0.1% Tween 20, 0.09% Na-azide and 0.045%
ProClin 300 as preservatives. To be used to dilute the sample.

9. Plate sealing foils n°2

10. Package insert n°1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-0.5°C tolerance).

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

S

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices



Doc.. |INS TOXOG.CE/eng | Page | 3of 9

| Rev..6 | Date:2019/11 |

should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5.  Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liquid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances.  In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not freeze
primary tubes of collection. For longer storage periods, sera
and plasma samples, carefully removed from the primary
collection tube, can be stored frozen at —20°C for at least 12
months.  Any frozen samples should not be frozen/thawed
more than once as this may generate particles that could affect
the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

6. Samples whose anti-T.gondii IgG antibody concentration is
expected to be higher than 1000 1U/ml should be diluted before
use, either 1:10 or 1:100 in the Calibrator 0 IlU/ml. Dilutions have
to be done in clean disposable tubes by diluting 50 ul of each
specimen with 450 ul of Cal 0 (1:10). Then 50 ul of the 1:10
dilution are diluted with 450 ul of the Cal 0 (1:100). Mix tubes
thoroughly on vortex and then proceed toward the dilution step
reported in section M.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in manufacturing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.

After first opening, remaining strips are stable until the humidity
indicator inside the desiccant bag turns from yellow to green.

Calibration Curve
Ready to use component. Mix carefully on vortex before use.

Control Serum

Add the volume of ELISA grade water, reported on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vortex.

Note: The control after dissolution is not stable. Store frozen in
aliquots at —20°C.

Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

If this component has to be transferred use only plastic, possibly
sterile disposable containers.

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.
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If this component has to be transferred use only plastic, possible
sterile disposable container

Sample Diluent
Ready to use component. Mix carefully on vortex before use.

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:
P280 - Wear protective
protection/face protection.
P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 — Take off contaminated clothing and wash it
before reuse.

gloves/protective  clothing/eye

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be carried
out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’'s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

4. Incubation times have a tolerance of +5%.

5. The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of 620-
630nm, mandatory for blanking purposes. Its standard
performances should be (a) bandwidth < 10 nm; (b)

absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the sections “Validation of Test” and “Assay Performances”.
The assay protocol has to be installed in the operating
system of the unit and validated as for the washer and the
reader. In addition, the liquid handling part of the station
(dispensation and washing) has to be validated and
correctly set. Particular attention must be paid to avoid carry
over by the needles used for dispensing and for washing.
This must be studied and controlled to minimize the
possibility of contamination of adjacent wells. The use of
ELISA automated work stations is recommended when the
number of samples to be tested exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

L. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label (primary container). Do not use if expired.

2. Check that the liquid components are not contaminated by
visible particles or aggregates.

3. Check that the Chromogen (TMB) is colourless or pale blue
by aspirating a small volume of it with a sterile plastic
pipette.

4. Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box (primary
container). Check that the aluminium pouch, containing the
microplate, is not punctured or damaged.

5. Dissolve the content of the lyophilised Control Serum as
reported in the proper section.

6. Dilute all the content of the 20x concentrated Wash Solution
as described above.

7. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

8. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

9. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

10. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

11. Check that the micropipettes are set to the required volume.

12. Check that all the other equipment is available and ready
to use.

13. In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

The kit may be used for quantitative and qualitative
determinations as well.
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M.1 Quantitative analysis

Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Sample Diluent and then 10 pl sample (1:101 dilution factor).
The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pl samples into the proper wells of the
microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Sample Diluent + 10 pl sample) into a
second dilution platform. Make then the instrument aspirate first
100 pl Sample Diluent, then 10 pl liquid from the first dilution in
the platform and finally dispense the whole content in the proper
well of the assay microplate.

Do not dilute controls/calibrator as they are ready to use.
Dispense 100 pl calibrators/control in the appropriate
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use.
Mix carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of Microwells in the microwell
holder. Leave the 1%t and 2™ wells (positions Al and B1 of
the microplate) empty for the operation of blanking.

3. Dispense 100 pl of Calibrators and 100 pl Control Serum in
duplicate. Then dispense 100 pl of 1:101 diluted samples
in each properly identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5.  Wash the microplate with an automatic washer as reported
previously (section I.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except
the 1% and the 2™ blanking wells, and cover with the
sealer. Check that this red coloured component has been
dispensed in all the wells, except Al and B1.

Important notes:

1. Be careful not to touch the plastic inner surface of the well
with the tip filled with the Enzyme Conjugate. Contamination
might occur.

2. Mix thoroughly the Enzyme Conjugate on vortex before its

use !l

Incubate the microplate for 60 min at +37°C.

Wash microwells as in step 5.

Pipette 100 pl Chromogen/Substrate mixture into each
well, the blank wells A1 and B1 included. Then incubate
the microplate at room temperature (18-24°C) for 20
minutes.

© o~

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9. Addition of acid will
turn the positive calibrators, the control serum and the
positive samples from blue to yellow.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al or B1 or both.

M.2 QUALITATIVE ANALYSIS
If only a qualitative determination is required, proceed as
described below:

Automated assay:
Proceed as described in section M1.

Manual assay:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pl sample). Do not
dilute the Calibration Set as calibrators are ready to use. Mix
carefully all the liquid components on vortex and then
proceed as described below.

2. Place the required number of Microwells in the microwell
holder. Leave the 1% well (positions Al of the microplate)
empty for the operation of blanking.

3. Dispense 100 pl of Calibrator 0 IU/ml and 100 pl of
Calibrator 50 IU/ml in duplicate, and 100 pl of Calibrator
1000 IU/ml in single. Then dispense 100 pl of 1:101 diluted
samples in each properly identified well.

4. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

5. Wash the microplate with an automatic washer by delivering
and aspirating 350 pl/well of diluted washing solution as
reported previously (section 1.3).

6. Pipette 100 pl Enzyme Conjugate into each well, except the
1% blanking well, and cover with the sealer. Check that this
red coloured component has been dispensed in all the
wells, except Al.

Important notes:

1. Be careful not to touch the plastic inner surface of the well
with the tip filled with the Enzyme Conjugate. Contamination
might occur.

2. Mix thoroughly the Enzyme Conjugate on vortex before its
use !!!

Incubate the microplate for 60 min at +37°C.

Wash microwells as in step 5.

Pipette 100 pl Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at
room temperature (18-24°C) for 20 minutes.

© o N

Important note: Do not expose to strong direct illumination.
High background might be generated.

10. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9. Addition of acid will
turn the positive calibrators, the control serum and the
positive samples from blue to yellow.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction, mandatory), blanking the
instrument on Al.
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General Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false

O. INTERNAL QUALITY CONTROL

A check is carried out on the controls and the calibrator any time
the kit is used in order to verify whether the performances of the
assay are as expected and required by the IVDD directive

positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.

3. The Control Serum (CS) does not affect the test results
calculation. The Control Serum may be used only when a
laboratory internal quality control a laboratory internal quality
control is required by the management.

N. ASSAY SCHEME

Method Operations
Calibrators & Control 100 pl
Samples diluted 1:101 100 pl
1s'incubation 60 min
Temperature +37°C
Wash step n°® 5 with 20” of soaking
OR
n° 6 cycles without soaking
Enzyme conjugate 100 pl
2" incubation 60 min
Temperature +37°C
Wash step n° 5 with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 100 pl
3 incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

An example of dispensation scheme for Quantitative Analysis is
reported below:

98/79/EC. Control that the following data are matched:

Check

Requirements

Blank well

< 0.100 OD450nm value

Calibrator 0 U/ml
(CAL1)

< 0.150 mean OD450nm value after
blanking
coefficient of variation < 30%

Calibrator 50 1U/ml

0OD450nm > OD450nm CAL1 + 0.100

Calibrator 1000 1U/ml

0OD450nm > 1.000

Control Serum

250 WHO IU/ml +/-10%

If the results of the test match the requirements stated above,
proceed to the next section.
If they do not, do not proceed any further and operate as

follows:

Microplate

1 2 3 |4|5|6|7]8]|9]|10 11|12
A| BLK | CAL4 | S1
B | BLK | CAL4 | S2
C | CAL1 | CAL5 | S3
D | CAL1 | CAL5 | S4
E | CAL2 | CAL6 | S5
F | CAL2 | CAL6 | S6
G | CAL3 Cs S7
H | CAL3 Cs S8
Legenda: BLK=Blank CAL = Calibrator ~ CS = Control Serum S = Sample

An example of dispensation scheme in qualitative assays is
reported below:

Microplate
1 2 3 4| 5|1 6| 7| 8[9(10]11]12
A| BLK | S3 | S11
B|CAL1| S4 |S12
C|CAL1| S5 | S13
D|CAL2| S6 | S14
E|CAL2| S7 |S15
F|CAL6| S8 | S16
G| S1 | S9 | S17
H| S2 | S10| S18
Legenda: BLK = Blank CAL = Calibrators

CS =Control Serum S = Sample

Problem

Check

Blank well
> (0.100 OD450nm

1. that the Chromogen/Substrate
solution has not got contaminated
during the assay

Calibrator 0 IU/ml
> 0.150 OD450nm
after blanking

coefficient of variation
> 30%

1. that the washing procedure and the
washer settings are as validated in
the pre qualification study;

2. that the proper washing solution
has been used and the washer has
been primed with it before use;

3. that no mistake has been done in
the assay procedure (dispensation of
a positive calibrator instead of the
negative one;

4. that no contamination of the
negative calibrator or of their wells
has occurred due to positive samples,
to spills or to the enzyme conjugate;
5. that micropipettes haven’t got
contaminated with positive samples
or with the enzyme conjugate

6. that the washer needles are not
blocked or partially obstructed.
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Calibrator 1.
50 IU/ml

that the procedure has been
correctly executed;
2. that no mistake has been done in

0OD450nm < its distribution (ex.: dispensation of a

OD450nm CAL1 + wrong calibrator instead);

0.100 3. that the washing procedure and the
washer settings are as validated in
the pre qualification study;

4. that no external contamination of
the calibrator has occurred.

Calibrator 1. that the procedure has been

1000 IU/ml correctly executed;

2. that no mistake has been done in
its distribution (dispensation of a
wrong calibrator instead) ;

3. that the washing procedure and the
washer settings are as validated in
the pre qualification study;

4. that no external contamination of
the positive control has occurred.

< 1.000 OD450nm

Control Serum First verify that:
1. the procedure has been correctly
Different from performed;

expected value 2. no mistake has occurred during its
distribution (e.g..: dispensation of a
wrong sample);

3. the washing procedure and the
washer settings are correct;

4. no external contamination of the
standard has occurred.

5. the Control Serum has been
dissolved with the right volume
reported on the label.

If a mistake has been pointed out, the
assay has to be repeated after
eliminating the reason of this error.

If no mistake has been found,
proceed as follows:

a) a value up to +/-20% is obtained:
the overall Precision of the laboratory
might not enable the test to match the
expected value +/-10%. Report the
problem to the Supervisor for
acceptance or refusal of this result.

b) a value higher than +/-20% is
obtained: in this case the test is
invalid and the DiaPro’s customer
service has to be called.

Should one of these problems have happened, after checking,
report to the supervisor for further actions.

Important note:
The analysis must be done proceeding as the reading step
described in the section M, point 11.

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the quantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at 450nm (4-parameters
interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
Toxoplasma gondii IgG antibody in samples.

An example of Calibration curve is reported in this page.

Calibration Curve TOXOG.CE

2,5

15

b
1/
7

T T T T T
0 200 400 600 800 1000 1200

WHO IU/ml

O.D.

Important Notes:
Do not use the calibration curve above to make calculations.

P.2 Qualitative method

In the qualitative method, calculate the mean OD450nm values
for the Calibrators 0 and 50 IU/ml and then check that the assay
is valid.

An example of calculation is reported below (data obtained
proceeding as the the reading step described in the section M,
point 11).

The following data must not be used instead or real figures
obtained by the user.

Calibrator 0 IU/ml:  0.020 — 0.024 OD450nm
Mean Value: 0.022 OD450nm

Lower than 0.150 — Accepted

Calibrator 50 IU/ml:  0.250 — 0.270 OD450nm
Mean Value: 0.260 OD450nm

Higher than Cal 0 + 0.100 — Accepted
Calibrator 1000 IU/ml: 2.845 OD450nm
Higher than 1.000 — Accepted

Q. INTERPRETATION OF RESULTS

Particular attention in the interpretation of results has to be used
in the follow-up of pregnancy for an infection of Toxoplasma
gondii due to the risk of severe neonatal malformations.

The cut-off of the device has been set at 50 IU/ml, and not lower
as some other devices present on the market do, in order to
assure the highest diagnostic value to the test, in particular
when the assay is applied in pregnancy monitoring.

Upon infection, in fact, a part from the very first time of
seroconversion, patients develop a strong immunological
response to Toxoplasma gondii, far exceeding 50 1U/ml.

Low titer antibodies (below 50 IU/ml) mostly show low avidity to
the infective agent and may represent a diagnostic marker of a
recent infection, in combination with IgM.

Pregnant women, with antibodies concentrations below 50 1U/ml
are by the devise considered negative in order to make the
clinician consider them “risk” patients and follow them up for
both IgG and IgM along pregnancy.

Samples with a concentration higher than 50 WHO IU/ml are
considered positive for anti Toxoplasma gondii IgG antibody,
surely able to provide immunity against the infection.

This titer is considered the lowest concentration of IgG to
provide an effective immunological protection against a second
infection of Toxoplasma gondii by NCCLS, USA.



Doc.. |INS TOXOG.CE/eng | Page | 8of 9

| Rev..6 | Date:2019/11 |

Important notes:

1. Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

3. In the follow-up of pregnancy for Toxoplasma Gondii
infection a positive result (presence of IgG antibody > 50
IU/ml) should be confirmed to ruled out the risk of a false
positive result and a false definition of protection.

R. PERFORMANCES
Evaluation of Performances has been conducted in accordance
to what indicated in the standard prEN 13612.

1. Limit of detection

The limit of detection of the assay has been calculated by
means of the 3" international standard produced by the World
Health Organization (WHO).

The limit of detection has been calculated as mean OD450nm
Calibrator 0 IlU/ml + 5 SD.

The table below reports the mean OD450nm values of this
standard when diluted in negative plasma and then examined in
the assay.

OD450nm values

WHO | TOXOG.CE | TOXOG.CE | TOXOG.CE
IU/ml | Lot # 0503 | Lot # 0403 | Lot # 0303
250 0.816 0.853 0.974
100 0.365 0.398 0.445
50 0.209 0.244 0.246
10 0.094 0.125 0.108
Std 0 0.033 0.031 0.056

The assay shows a limit of detection better than 10 IU/ml.

2. Diagnostic Sensitivity:

The diagnostic sensitivity has been tested in a Performance
Evaluation trial on panels of samples classified positive by a kit
US FDA approved. Positive samples from different stage of
Toxoplasma gondii Virus infection were tested.

The value, obtained from the analysis of more than 300
specimens, has been > 98%.

3. Diagnostic Specificity:

The diagnostic specificity has been determined on panels of
negative samples from not infected individuals, classified
negative with a kit US FDA approved.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the value of specificity.

Frozen specimens have been tested, as well, to check for
interferences due to collection and storage.

No interference was observed.

Potentially interfering samples derived from patients with
different pathologies (mostly ANA, AMA and RF positive) and
from pregnant women were tested. No crossreaction was
observed.

An overall value > 98% of specificity was found when examined
on more than 100 specimens.

4. Precision:

It has been calculated on three Calibrators, examined in 16
replicates in three separate runs with three lots.

Results are reported as follows

TOXOG.CE: lot 0503

Calibrator 0 IU/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.067 0.066 0.070 0.067
Std.Deviation 0.006 0.005 0.006 0.006
CV % 9.3 7.7 9.0 8.7
Calibrator 50 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.276 0.259 0.268 0.267
Std.Deviation 0.025 0.006 0.010 0.014
CV % 9.1 2.4 3.6 5.0
Calibrator 1000 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 2.768 2.657 2.707 2.711
Std.Deviation 0.118 0.098 0.101 0.106
CV % 4.3 3.7 3.7 3.9
TOXOG.CE: lot # 0403
Calibrator 0 IU/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.067 0.065 0.068 0.066
Std.Deviation 0.003 0.004 0.006 0.004
CV % 5.2 6.3 8.3 6.6
Calibrator 50 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.270 0.262 0.265 0.265
Std.Deviation 0.012 0.009 0.008 0.010
CV % 4.5 34 3.1 3.7
Calibrator 1000 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 2.765 2.652 2.718 2.712
Std.Deviation 0.115 0.101 0.092 0.103
CV % 4.2 3.8 34 3.8
TOXOG.CE: lot # 0303
Calibrator 0 IU/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.068 0.067 0.069 0.068
Std.Deviation 0.004 0.004 0.006 0.004
CV % 5.1 6.1 8.0 6.4
Calibrator 50 IU/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.268 0.261 0.265 0.265
Std.Deviation 0.012 0.009 0.008 0.010
CV % 4.6 3.3 3.2 3.7
Calibrator 1000 IU/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 2.766 2.651 2.719 2.712
Std.Deviation 0.115 0.100 0.091 0.102
CV % 4.2 3.8 3.3 3.8

The variability shown in the tables

sample misclassification.

above did not result in
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5. Accuracy

The assay accuracy has been checked by the dilution and
recovery tests. Any “hook effect”, underestimation likely to
happen at high doses of analyte, was ruled out up to 4.000
1U/ml.

S. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

Frozen samples containing fibrin particles or aggregates after
thawing may generate some false results.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 11.
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TOXO IgG

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenzimético (ELISA) para la determinacion
cualitativa/cuantitativa de anticuerpos IgG frente a Toxoplasma
gondii, en plasma y suero humanos.

Uso exclusivo para diagnéstico “in vitro”.

B. INTRODUCCION.

Toxoplasma gondii es un protozoo, parasito intracelular
obligado, que puede infectar probablemente a todas las
especies de mamiferos, incluido el hombre.

La deteccion de anticuerpos IgM contra T. gondii es
particularmente util en el diagndstico de la infecciéon aguda, ya
sea en los individuos “de riesgo”, durante el embarazo, en
personas sometidas a trasplante de 6rganos, o en pacientes
con SIDA.

Gran parte de las infecciones por T. gondii en individuos sanos
son leves o asintomaticas. La deteccion de anticuerpos IgM al
mismo, en ausencia de anticuerpos detectables de clase IgG,
es de gran importancia en el seguimiento de infecciones agudas
durante el embarazo ya que el parasito puede ocasionar
severos trastornos en el noenato. Por otra parte, como las
infecciones agudas por T. gondii son severas en pacientes
inmunocomprometidos, deben ser diferenciadas de otros tipos
de trastornos.

El sistema ELISA de captura de IgM constituye una prueba
diagnostica potente y confiable, sobretodo porque no se ve
afectada en presencia del factor reumatoideo como ha sucedido
en los ensayos clasicos tipo “sandwich”.

C. PRINCIPIOS DEL ENSAYO.

Los pocillos de la placa estan recubiertos con antigenos nativos
de T. gondii, purificados por gradiente de centrifugaciéon con
sacarosa e inactivados.

Se afiade la muestra diluida, y los anticuerpos IgG contra T.
gondii presentes en la misma son capturados por los antigenos
de la fase sdlida.

Después del lavado, en la 22 incubacion, los anticuerpos 1gG
anti Toxoplasma gondii son detectados mediante anticuerpos
policlonales especificos anti-lgG humana, conjugados con
Peroxidasa (HPR).

La enzima capturada en la fase soélida, combinada con la
mezcla substrato/cromégeno, genera una sefial Optica
proporcional a la cantidad de anticuerpos IgG anti-T. gondii
presentes en la muestra. Posteriormente, con la ayuda de una
Curva de Calibracion contra el 3 estandar internacional de la
Organizacion Mundial de la Salud (O.M.S), es posible
determinar cuantitativamente los anticuerpos IgG contenidos en
la muestra.

D. COMPONENTES.
Cada equipo contiene reactivos suficientes para realizar 96
pruebas.

1. Microplaca:

12 tiras de 8 pocillos recubiertos con T. gondii, altamente
purificado e inactivado por radiaciones gamma en presencia de
proteinas del suero bovino.

Las placas estan almacenadas en bolsas selladas con
desecante. Se deben poner las mismas a temperatura ambiente
antes de abrirlas, sellar las tiras sobrantes en la bolsa con el
desecante y conservar a 2-8°C.

2. Curva de Calibracion:

6x2.0 ml/vial. Listo para el uso y curva con codigo estandar de
color, calibrada contra el 3% estandar International producido
por la O.M.S. con rangos:

4ml CAL 1= 00.M.S IU/ml
4mICAL2= 500.M.S IU/ml
2ml CAL3 = 100 O.M.S IU/ml

2ml CAL4= 250 O.M.S IU/ml
2ml CAL5= 500 O.M.S IU/ml
4ml CAL 6 =1000 O.M.S  U/ml.

Contiene plasma positivo a Toxo IgG, titulado contra el 3¢
estandar internacional O.M.S. (cédigo: TOXM), caseina al 2%,
tampon Citrato de sodio 10 mM pH 6.0+/-0.1, 0.1% de Tween
20, asi como azida sédica 0.09% y ProClin 300 0.045% como
conservantes. Los estandar son de color azul.

3. Suero Control: [CONTROL ...ml

1 vial. Liofilizado. Para ser disuelto en el volumen de agua de
calidad EIA indicado en la etiqueta. Contiene proteinas del
suero bovino fetal, plasma humano positivo a T. gondii a 250
IU/ml +/-10% calibrado contra el 3° estandar internacional

O.M.S. (codigo: TOXM), contiene ademas sulfato de
gentamicina 0.2 mg/ml y ProClin 300 0.045% como
conservantes.

Nota: El volumen necesario para disolver el contenido del
frasco varia en cada lote. Se recomienda usar el volumen
indicado en la etiqueta.

4. Tampon de Lavado Concentrado:
1x60ml/botella. Solucién concentrada 20x.

Una vez diluida, la solucion de lavado contiene tamp6n fosfato
10 mM a pH 7.0 +/- 0.2, Tween 20 al 0.05% y ProClin 300 al
0.045%

5. Conjugado:

2x8ml/vial. Solucién lista para el uso. Codificado con el color
rojo. Contiene anticuerpos policlonales anti-lgG humanos
conjugados con Peroxidasa (HRP), BSA 5%, tampén Tris 10
mM pH 6.8+/-0.1, ademéas sulfato de gentamicina 0.02% y
ProClin 300 0.045% como conservantes.

6. Cromégeno/Substrato.

1x16ml/vial. Contiene una solucion tamponada citrato-fosfato
50 mM pH 3.5-3.8, dimetilsulfoxido 4%, tetra-metil-benzidina
(TMB) 0.03% y peroxido de hidrégeno (H.0,) 0.02%.

Nota: Evitar la exposicion a la luz, ya que la sustancia es
fotosensible.

7. Acido Sulftrico:

1x15ml/vial. Contiene solucion de H,SO, 0.3M

Atencion: Irritante  (H315, H319; pP280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

8. Diluente de muestras:

2x60ml/vial. Contiene proteinas del suero de cabra, 2% de
caseina, tampon Citrato de sodio 10 mM pH 6.0 +/-0.1, 0.1% de
Tween 20, azida sédica al 0.09% y ProClin 300 0.045% como
conservantes. Se utiliza para diluir las muestras.

9. Sellador adhesivo, n° 2

10. Manual de instrucciones, n° 1

. MATERIALES NECESARIOS NO SUMINISTRADOS.
Micropipetas calibradas (1000pul, 100ul y 10ul) y puntas
plasticas desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada con

carbén para remover quimicos oxidantes usados como

desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostéatico de microplacas ELISA, calibrado (en

seco 0 himedo) fijo a 37°C (tolerancia+/-1°C).

6. Lector calibrado de microplacas de ELISA con filtros de 450

nm (lectura) y filtros de 620-630 nm.

= m
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10.

11.

12.

13.

14.

15.

Lavador calibrado de microplacas ELISA.
Vortex o similar.

. ADVERTENCIAS Y PRECAUCIONES.

El equipo debe ser wusado por personal técnico
adecuadamente entrenado, bajo la supervision de un doctor
responsable del laboratorio.

Todas las personas encargadas de la realizacion de las
pruebas deben llevar los indumentos protectoras
adecuadas de laboratorio, guantes y gafas. Evitar el uso de
objetos cortantes (cuchillas) o punzantes (agujas). El
personal debe ser adiestrado en procedimientos de
bioseguridad, segun ha sido recomendado por el Centro de
Control de Enfermedades de Atlanta, Estados Unidos, y
publicado por el Instituto Nacional de Salud: “Biosafety in
Microbiological and Biomedical Laboratories”, ed.1984.
Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo o agentes
microbicas cuando se abran los equipos, asi como durante
la realizacion del ensayo. Evitar la exposicion del substrato
a la luz y las vibraciones de la mesa de trabajo durante el
ensayo.

Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

No intercambiar reactivos de diferentes lotes ni tampoco de
diferentes equipos.

Comprobar que los reactivos no contengan precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente.

Evitar contaminacion cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas depués
de cada uso. No reutilizar puntas desechables.

Evitar contaminacién cruzada entre los reactivos del equipo
usando puntas desechables y cambiandolas después de
cada uso. No reutilizar puntas desechables.

No usar el producto después de la fecha de vencimiento
indicada en el equipo e internamente en los reactivos.
Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en equipos abiertos, en uso por un
periodo de hasta 3 meses.

Tratar todas las muestras como potencialmente infectivas.
Las muestras de suero humano deben ser manipuladas al
nivel 2 de bioseguridad, segin ha sido recomendado por el
Centro de Control de Enfermedades de Atlanta, Estados
Unidos y publicado por el Instituto Nacional de Salud:
“Biosafety in Microbiological and Biomedical Laboratories”,
ed.1984.

Se recomienda el uso de material plastico desechable para
la preparacién de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

Los desechos producidos durante el uso del equipo deben
ser eliminados segln lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y biolégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infectivos y deben ser inactivados.  Se recomienda la
inactivacion con lejia al 10% de 16 a 18 horas o el uso de la
autoclave a 121°C por 20 minutos.

En caso de derrame accidental de algun producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

El &cido sulftrico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

16. Otros materiales de desecho generados durante la
utilizaciéon del equipo (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccién de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

. MUESTRA: PREPARACION Y RECOMENDACIONES.
Extraer la sangre asépticamente por puncién venosa y
preparar el suero o plasma segun la técnica estandar de
los laboratorios de analisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Las muestras deben ser identificadas claramente mediante
codigo de barras o nombres, a fin de evitar errores en los
resultados.

3. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

4. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccion. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma
0 suero, retiradas cuidadosamente del tubo de extraccion
principal, pueden almacenarse congeladas a —20°C durante
al menos 12 meses, evitando luego descongelar cada
muestra mé&s de una vez, ya que se pueden generar
particulas que podrian afectar al resultado de la prueba.

5. Si hay presencia de agregados, la muestra se puede aclarar
mediante centrifugacion a 2000 rpm durante 20 minutos o
por filtracién con un filtro de 0,2-0,8 micras.

6. Aquellas muestras, cuya concentracion de IgG anti-T. gondii

se sospeche mayor de 1000 IU/ml, deben diluirse a 1:10 o

1:100 antes del uso, con ayuda del Calibrador 0 IU/ml. Las

diluciones deben efectuarse en tubos limpios desechables

afladiendo 50 pl de la muestra y 450 pl del Cal 0 (1:10),

después 50 pl de la dilucion 1:10 y 450 pl del Cal 0 (1:100).

Mezclar los tubos en el vortex y después proseguir con los

pasos indicados en la seccion M.

= o

PREPARACION DE
PRECAUCIONES.
Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en equipos abiertos, en uso por un
periodo de hasta 3 meses.

LOS COMPONENTES Y

Microplaca:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
fabricacion. De ser asi, debe solicitar el servicio de Dia.Pro:
atencion al cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.

Curva de Calibracion:
Listo para el uso. Mezclar bien con la ayuda de un vortex,
antes de usar.

Suero Control:

Anadir al polvo liofilizado el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver totalmente y mezclar
delicadamente en el vortex.

Nota: Una vez reconstituida, la solucién no es estable. Se
recomienda mantenerla congelada en alicuotas a —20°C.
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Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada 20x debe diluirse
con agua bidestilada y mezclarse delicadamente antes de
usarse. Durante la preparacion evitar la formacién de espuma
y burbujas, lo que podria influir en la eficiencia de los ciclos de
lavado.

Nota: Una vez diluida, la solucion es estable por una semana a
temperaturas entre +2 'y 8°C.

Conjugado:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacién del liquido con oxidantes
quimicos, polvo o microbios. En caso de que deba transferirse
el reactivo, usar contenedores de plastico, estériles y
desechables, siempre que sea posible.

Cromadgeno/ Substrato:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. Evitar la exposicion a la luz,
agentes oxidantes y superficies metdlicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Diluente de muestras :
Solucién lista para el uso. Mezclar bien con un vértex antes de
usar.

Acido Sulfurico:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Atencién: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacioén de peligro, Frases H
H315 — Provoca irritacion cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 — Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabon abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL EQUIPO.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacion periédica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra (etanol 70%, lejia 10%, de calidad de los
desinfectantes  hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C) y controlada periédicamente para mantener la
temperatura correcta. Pueden emplearse incubadoras
secas o0 bafios de agua siempre que estén validados para la
incubacion de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser validado
de forma minuciosa previamente, revisado para comprobar

que suministra el volumen de dispensacion correcto y
enviado regularmente a mantenimiento de acuerdo con las
instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucién de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacién segin se indica en su
manual (se recomienda descontaminacion con NaOH 0.1
M). Para asegurar que el ensayo se realiza conforme a los
rendimientos declarados, basta con 5 ciclos de lavado
(aspiracion + dispensado de 350 pl/pocillo de solucion de
lavado + 20 segundos de remojo = 1 ciclo). Si no es posible
remojar, afladir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

4. Los tiempos de incubacién deben tener un margen de
+5%.

5. El lector de microplacas ELISA debe estar provisto de un
filtro de lectura de 450 nm y de un segundo filtro de 620-630
nm obligatorio para reducir interferencias en la lectura. El
procedimiento estandar debe contemplar: a) Ancho de
banda <= 10 b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. El blanco se
prueba en el pocillo indicado en la seccion “Procedimiento
del ensayo”. El sistema 6ptico del lector debe ser calibrado
periédicamente para garantizar la correcta medida de la
densidad 6ptica, segun las normas del fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacion, lavado, lectura,
agitacion y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores
indicados en las secciones “Control interno de calidad” y
“Procedimiento del ensayo”. El protocolo del ensayo debe
ser instalado en el sistema operativo de la unidad y validado
tanto para el lavador como para el lector. Por otro lado, la
parte del sistema que maneja los liquidos (dispensado y
lavado) debe ser validada y fijada correctamente. Debe
prestarse particular atenciéon a evitar el arrastre por las
agujas de dispensacion y las de lavado, a fin de minimizar
la posibilidad de ocurrencia de falsos positivos por
contaminacion de los pocillos adyacentes por muestras
fuertemente reactivas. Se recomienda el uso de sistemas
automatizados para el pesquisaje en unidades de sangre y
cuando la cantidad de muestras supera las 20-30 unidades
por ensayo.

7. El servicio de atencion al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos a usar
en combinacion con el equipo, con el propésito de asegurar
el cumplimiento de los requerimientos descritos.

L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no sean
contaminados con particulas o agregados visibles.

3. Asegurese de que el cromégeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico.

4. Compruebe que no han ocurrido roturas ni derrames de
liguido dentro de la caja (envase primario) durante el
transporte. Asegurarse de que la bolsa de aluminio que
contiene la microplaca no esté rota o dafiada.

5. Disolver el Suero Control liofilizado, como se ha descrito
anteriormente.

6. Diluir totalmente la solucion de lavado concentrada 20X,
como se ha descrito anteriormente.

7. Dejar los componentes restantes hasta alcanzar la
temperatura ambiente (aprox. 1 hora), mezclar después
suavemente en el vortex todos los reactivos liquidos.
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8. Ajustar la incubadora de ELISA a 37°C y alimentar el
lavador de ELISA utilizando la solucién de lavado, segin las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

9. Comprobar que el lector de ELISA esté encendido al menos
20 minutos antes de realizar la lectura.

10. En caso de trabajar automaticamente, encender el equipo y
comprobar que los protocolos estén correctamente
programados.

11. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

12. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

13. En caso de surgir algin problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacion, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

El equipo puede usarse tanto para la determinacion cuantitativa
como cualitativa.

M1. DETERMINACION CUANTITATIVA:

Ensayos Automatizados.

En caso de que el ensayo se realice de manera automatizada
con un sistema ELISA, se recomienda programar el equipo para
aspirar 1000ul de Diluente de Muestras, y posteriormente 10ul
de muestra (factor de dilucién 1:101).

La mezcla debe ser dispensada cuidadosamente en un tubo de
diluciéon. Antes de aspirar la muestra siguiente, las agujas
deben lavarse debidamente para evitar cualquier contaminacion
cruzada entre las muestras. Una vez diluidas las mismas,
programar el equipo para dispensar 100 pl de cada una en los
pocillos correspondientes.

Este procedimiento puede realizarse ademas en dos pasos de
dilucién 1:10 (90 pl Diluente de Muestras + 10 pl Muestra) en
una segunda plataforma de dilucion. Después, se recomienda
programar el equipo para aspirar 100ul de Diluente de Muestras
y 10ul de la primera diluciéon en la plataforma, posteriormente
dispensar el contenido total en los pocillos correspondientes.

No es necesario diluir el Calibrador ni el Suero Control (ya
diluido) pues estan listos para el uso.

Dispensar 100ul de controles/calibradores en los pocillos
correspondientes.

Para las operaciones siguientes, consulte las instrucciones que
aparecen a continuacion para el Ensayo Manual.

Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Gltima muestra sea calculado por
el instrumento y considerado para los lavados.

Ensayo Manual.

1. Diluir las muestras 1:101 en un tubo de dilucién apropiado
(ejemplo: 1000 de Diluente de Muestras+10ul de muestra).
No diluir el Panel de Calibracién, ya que los calibradores
estan listos para el uso. Mezclar cuidadosamente, con
ayuda de un vortex, todos los componentes liquidos y
continuar como se describe a continuacion.

2. Poner el nimero de tiras necesarias en el soporte de
plastico. Dejar vacios los pocillos A1y B1 para el blanco.

3. Dispensar 100 pl de Calibradores y 100 pl de Suero
Control, por duplicado, después dispensar 100 pl de cada
muestra diluida en su pocillo correspondiente.

4. Incubar la microplaca 60 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el ensayo manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

5. Lavar la microplaca con el lavador automatico dispensando
y aspirando 350pl/pocillo de soluciéon de lavado diluida,
segun segun se indica (section 1.3).

6. Dispensar 100ul del Conjugado en todos los pocillos,
excepto en Al y B1, después cubrir con el sellador.
Compruebe que este reactivo de color rojo ha sido afiadido
en todos los pocillos excepto Aly B1.

Notas importantes:

Tener cuidado de no tocar la pared interna del pocillo con la
punta de la pipeta al dispensar el conjugado. Podria producirse
contaminacion.

Mezclar el Conjugado en el vértex antes de usarlo!

7. Incubar la microplaca durante 60 minutos a +37°C.

8. Lavar los pocillos de igual forma que en el paso 5.

9. Dispensar 100ul de TMB/H202 en todos los pocillos,
incluidos los del blanco. Controlar que los reactivos han
sido correctamente afiadidos. Incubar la microplaca por 20
minutos a temperatura ambiente (18-24°C).

Nota importante: No exponer directamente a fuerte

iluminacién, de lo contrario se generan interferencias.

10. Dispensar 100ul de Acido Sulfarico en todos los pocillos
para detener la reaccién enzimatica, usar la misma
secuencia que en el paso 9. La adicion del acido cambia el
color de los calibradores positivos, el suero control y las
muestras positivas de azul a amarillo.

11. Medir la intensidad del color de la solucion en cada pocillo,
segun se indica en la seccién 1.5, con un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo Al
(blanco B1 (blanco).

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. La lectura debe hacerse inmediatamente después de afiadir
la solucion de stop y, en cualquier caso, nhunca
transcurridos 20 minutos después de su adiciéon. Se podria
producir auto oxidacion del cromégeno causando un
elevado fondo.

3. El suero de control (CS) no afecta al calculo de los
resultados de la prueba. El suero de control (CS) se usa
solo si la gestion requiere un control interno de calidad del
laboratorio.

M2. DETERMINACION CUALITATIVA:
Si se requiere solamente un andlisis cualitativo, proceda como
se indica a continuacion.

Ensayo automatizado:
Proceder segln la seccién M1.

Ensayo Manual.

1. Diluir las muestras 1:101 en un tubo de dilucién apropiado
(ejemplo: 1000 de Diluente de Muestras+10ul de muestra).
No diluir el Panel de Calibracién, ya que los calibradores
estan listos para el uso. Mezclar cuidadosamente, con
ayuda de un vortex, todos los componentes liquidos y
continuar como se describe a continuacion.

2. Poner el nimero de tiras necesarias en el soporte de
plastico. Dejar vacio el pocillo Al para el blanco.

3. Dispensar 100 pl del Calibrador 0 IU/ml y 100 pl del
Calibrador 50 IU/ml por duplicado, y 100 pl del Calibrador
1000 IU/ml sencillo. Después dispensar 100 pl de cada
muestra diluida 1:101 en su pocillo correspondiente.

4. Incubar la microplaca 60 min a +37°C.Nota importante:
Las tiras se deben sellar con el adhesivo suministrado solo
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cuando se hace el ensayo manualmente. No sellar cuando
se emplean equipos automatizados de ELISA.

5. Lavar la microplaca con el lavador automatico dispensando
y aspirando 350pl/pocillo de solucion de lavado diluida,
segun se indica (section |.3).

6. Dispensar 100ul del Conjugado en todos los pocillos,
excepto en Al, después cubrir con el sellador. Compruebe
que este reactivo de color rojo haya sido afiadido en todos
los pocillos excepto Al.

Notas importantes:

Tener cuidado de no tocar la pared interna del pocillo con la
punta de la pipeta al dispensar el conjugado. Podria producirse
contaminacion.

Mezclar el Conjugado en el vortex antes de usarlo!

7. Incubar la microplaca durante 60 minutos a +37°C.

8. Lavar los pocillos de igual forma que en el paso 5.

9. Dispensar 100ul de TMB/H20:2 en todos los pocillos, incluido
el del blanco. Controlar que los reactivos hayan sido
correctamente afiadidos. Incubar la microplaca durante 20
minutos a temperatura ambiente (18-24°C).

Nota importante: No exponer directamente a fuerte

iluminacién, de lo contrario se generan interferencias.

10. Dispensar 100ul de Acido Sulfarico en todos los pocillos
para detener la reaccién enzimatica, usar la misma
secuencia que en el paso 9. La adicion del acido cambia el
color de los calibradores positivos, el suero control y las
muestras positivas de amarillo a azul.

11. Medir la intensidad del color de la solucién en cada pocillo,
segun se indica en la seccién 1.5, con un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo Al
(blanco).

N. ESQUEMA DEL ENSAYO.

Método Operaciones
Calibradores & Control 100 pl
Muestras diluidas 1:101 100 pl
1" incubacién 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
0
6 ciclos sin remojo
Conjugado 100 pl
2% incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
0
6 ciclos sin remojo
TMB/H202 100 pl
3" incubacion 20 min
Temperatura ta*
Acido Sulfrico 100 pl
Lectura D.O. 450nm / 620-630nm

t.a.*temperatura ambiente

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cuantitativo:

Microplaca

1 2 3 |4|5(6(7|8]9|10]11]12

CAL3 SC | M7

A BL CAL4 | M1
B BL CAL4 | M2
C | CAL1 | CAL5 | M3
D | CAL1 | CAL5 | M4
E | CAL2 | CAL6 | M5
F | CAL2 | CAL6 | M 6
G

H

CAL3 SC M 8

Leyenda: BL = Blanco // CAL = Calibradores // M = Muestra //
SC = Suero Control

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cualitativo:
Microplaca

1 2 3 4| 5| 6| 7| 8[9]|10(11|12

BL (M3 |M11

CALL | M4 |M12

CAL1 | M5 |M13

CAL2 | M6 |M14

CAL2 [M7 |M15

CAL6 |[M8 |M16

M1 [M9 [M17

IT(@Mmm|O|0|w|(>

M2 [M10|M18

Leyenda: BL = Blanco // CAL = Calibradores //M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un grupo de pruebas de validacién con los controles
cada vez que se usa el equipo para verificar si el
funcionamiento del ensayo es correcto, segln las directivas
IVDD 98/79/EC.

Asegurar el cumplimiento de los siguientes parametros :

Parametro
Pocillo Blanco
Calibrador 0 1U/ml
(CAL1)

Exigencia
< 0.100 DO450nm
< 0.150 valor medio DO450nm
después de leer el blanco
Coeficiente de variacion < 30%
DO450nm > DO450nm

CAL1 + 0.100
DO450nm > 1.000

Calibrador 50 IU/ml

Calibrador 1000
1U/ml
Suero Control

250 O.M.S. IU/ml +/-10%

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, detenga el ensayo y compruebe:

Problema Compruebe que

Pocillo blanco
>0.100 DO450nm

la solucién cromégeno/substrato no se ha
contaminado durante el ensayo.

Calibrador 0 IU/ml
> 0.150 DO450nm después de
leer el blanco

1. el proceso de lavado y los parametros del
lavador estén validados segin los estudios
previos de calificacion.

2. se ha usado la solucién de lavado apropiada y
que el lavador ha sido alimentado con la misma
antes del uso.

3. no se han cometido errores en el procedimiento
(dispensado de un calibrador positivo en lugar del
negativo).

4. no ha existido contaminacién del Cal negativo o
de sus pocillos debido a muestras positivas
derramadas, o al conjugado.

5. las micropipetas no se han contaminado con
muestras positivas o con el conjugado.

6. las agujas del lavador no estén parcial o
totalmente obstruidas.

Coeficiente de variacion > 30%
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Calibrador 50 IU/ml 1. el procedimiento ha sido realizado
correctamente.
DO450nm < DO450nm CAL1 + | 2. no ha habido errores durante su distribucién

0.100 (dispensar el calibrador equivocado ).

3. el proceso de lavado y los pardmetros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacion externa del
calibrador.

Calibrador 1000 IU/ml 1. el procedimiento ha sido realizado
correctamente.

2. no ha habido errores durante su distribucion
(dispensar el calibrador equivocado ).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacién externa del
calibrador.

< 1.000 DO450nm

Suero Control 1. el procedimiento ha sido realizado
Valor distinto al esperado correctamente.

2. no ha habido errores durante su distribucion
(dispensar una muestra equivocada).

3. el proceso de lavado y los pardmetros del
lavador son correctos.

4. no ha ocurrido contaminacién externa de los
controles.

5. el Suero Control ha sido disuelto con el
volumen correcto indicado en la etiqueta

Si se indica un error, el ensayo debe repetirse tras
eliminar la causa del mismo. En caso de no
encontrar un error, procédase como sigue:

a) si se obtiene un valor
hasta +/-20%: la precision global del
laboratorio podria no  permitir
alcanzar +/-10% del valor esperado.
Comunicar el problema al
responsable para aceptar 6 rechazar
este resultado.

b) si se obtiene un valor
superior a +/-20%: en este caso el
test es invalido y hay que avisar al
servicio de atencién al cliente de
DiaPro

De presentarse alguno de los problemas anteriores, después de
comprobar, avisar al responsable para tomar las medidas
pertinentes.

Nota importante:
El analisis debe seguir el paso de lectura descrito en la seccién
M, punto 11.

P. RESULTADOS.

P.1 Método cuantitativo.

Si el ensayo resulta valido, usar para el método cuantitativo un
sistema de ajuste de curva para disefiar la curva de calibracion
con los valores obtenidos en la lectura a 450nm (se sugiere
interpolar 4 parametros).

Posteriormente, calcular sobre la curva de calibracion la
concentracion de anticuerpos IgG contra el T. gondii presentes
en la muestra.

A continuaciéon, un ejemplo de curva de calibracion:

Curva de calibracion TOXOG.CE

2,5

OoD1

D.O.

L
7
7

0 T T T T T
0 200 400 600 800 1000 1200

O.MS. IU/ml

Nota Importante:
No usar la curva anterior para formular los calculos.

P.2 Método cualitativo.

En el método cualitativo, calcular los valores medios de
DO450nm para los Calibradores 0 y 50 IU/ml, después
comprobar que el ensayo es valido.

A continuacién, un ejemplo de los célculos a realizar para el
método cualitativo: (datos obtenidos siguiendo el paso de
lectura descrito en la seccion M, punto 11).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Calibrador 0 IU/ml:  0.020 — 0.024 DO450nm
Valor medio : 0.022 DO 450nm
Menor de 0.150 — Valido

Calibrador 50 IU/ml: 0.250 — 0.270 DO 450nm
Valor medio : 0.260 DO 450nm
Mayor que Cal 0 + 0.100 — Valido

Calibrador 250 IU/ml:
Mayor que 1.000 - Valido

2.845 DO 450nm

Q. INTERPRETACION DE LOS RESULTADOS.

Debe ponerse particular atenciéon a la interpretacion de los
resultados en el seguimiento del embarazo, debido a que la
infeccion por T. gondii puede provocar malformaciones en el
neonato.

El cut-off del producto ha sido posizionado a 50 IU/ml, y no
debajo de esta, en modo de assigurar al test un mayor valor
diagnostico, en particular sobre todo cuando il dosaje es
aplicado durante il monitorage de las mujeres embarazadas.
Debido a la infeccion, de echo a parte del primerisimo periodo
di sieroconversion, el paciente desarrolla una fuerte respuesta
immunologica contra I'agente infectante, que sobrepasa di
bastante las 50 IU/ml.

Anticuerpos con titulo bajo(debajo de 50 IU/ml) muestran
prevalentemente una baja reactividad contra el Toxoplasma
gondii y pueden asi representar un marcador diagnostico de
una reciente infeccion, en combinazion con los IgM.

Las muestras con una concentracion menor de 50 OMS [U/ml
son consideradas negativas a anticuerpos IgG contra
Toxoplasma gondii, en modo de inducir el medico a considerar
tales sujetos ‘a riesgo’ y de proseguir el monitorage sea de los
1gG que de los IgM durante el embarazo.
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Las muestras con una concentracién mayor de 50 OMS 1U/ml
se consideran positivas a anticuerpos IgG contra el Virus
Toxoplasma gondii y del punto de vista inmunolégico protejidos
contra la infeccion. Este titulo es considerado, segin NCCLS
Estados Unidos, la menor concentracion de IgG que ofrece una
proteccion inmunoldgica efectiva contra una segunda infeccion
por Toxoplasma gondii.

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erroneos.

3. En el monitoreo de infeccion por Toxoplasma Gondii
durante el embarazo, un resultado positivo (presencia de
anticuerpos IgG > 50 IU/ml) debe ser confirmado para
eliminar cualquier riesgo de falso positivo o falsa definicion
de proteccion.

R. FUNCIONAMIENTO.
La evaluacion del funcionamiento ha sido realizada segun lo
establecido en el estandar prEN 13612.

1. Limite de deteccion.

El limite de deteccién del ensayo ha sido calculado por medio
del 3* estandar internacional producido por la Organizacién
Mundial de la Salud (O.M.S).

El limite de deteccién ha sido calculado como valor medio de
DO450nm del Calibrador 0 OMS U/ml + 5 SD.

La siguiente tabla muestra los valores medios de DO450nm del
estandar, diluido en plasma negativo y examinado en el ensayo.

Valores DO450nm

O.M.S. | TOXOG.CE | TOXOG.CE | TOXOG.CE
IU/ml | Lote # 0503 | Lote # 0403 | Lote # 0303
250 0.816 0.853 0.974
100 0.365 0.398 0.445
50 0.209 0.244 0.246

10 0.094 0.125 0.108

Est0 0.033 0.031 0.056

El ensayo demuestra un limite de deteccién superior a 10 IU/ml.

2. Sensibilidad Diagnoéstica:

La sensibilidad diagnéstica se ha estudiado en un ensayo
clinico externo utilizando paneles de muestras, clasificadas
como positivas mediante un equipo de referencia US FDA. Se
probaron muestras positivas correspondientes a diferentes
etapas de la infeccién por Toxoplasma gondii.

El valor obtenido del andlisis de mas de 300 muestras fue >
98%.

3. Especificidad Diagnéstica::

La especificidad diagnostica ha sido determinada en el mismo
centro, utilizando paneles de muestras provenientes de
individuos sanos, clasificadas como negativas mediante un
equipo de referencia US FDA.

Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos para determinar la especificidad. No se ha observado
falsa reactividad debida a los métodos de tratamiento de
muestras.

Las muestras congeladas han sido analizadas para comprobar
si la coleccion y la conservacion interfiere con el procedimiento
del ensayo. No se ha observado interferencia a partir de
muestras limpias y libres de agregados.

Se analizaron muestras de potencial interferencia derivadas de
pacientes con diversas patologias (mayormente positivos a

ANA, AMA y RF) y de mujeres embarazadas. No se observaron
reacciones cruzadas.

Se obtuvo un valor de especificidad total > 98% al examinar
mas de 100 muestras.

4. Precision:

Ha sido calculada a partir de tres Calibradores examinados en
16 réplicas en tres corridas separadas, para 3 lotes.

Los resultados son los siguientes:

TOXOG.CE: lote 0503

Calibrador 0 IU/ml (N = 16)

Valores medios 1" corrida pga 3" corrida Valor
corrida promedio
DO 450nm 0.067 0.066 0.070 0.067
Desviacion 0.006 0.005 0.006 0.006
estandar
CV % 9.3 7.7 9.0 8.7
Calibrador 50 IU/ml (N = 16)
Valores medios 17 corrida | 292 corrida | 3 corrida Valor
promedio
DO 450nm 0.276 0.259 0.268 0.267
Desviacion 0.025 0.006 0.010 0.014
estandar
CV % 9.1 2.4 3.6 5.0
Calibrador 1000 IU/ml (N = 16)
Valores medios 17 corrida | 2% corrida | 3 corrida Valor
promedio
DO 450nm 2.768 2.657 2.707 2.711
Desviacion 0.118 0.098 0.101 0.106
estandar
CV % 4.3 3.7 3.7 3.9
TOXOG.CE: lote # 0403
Calibrador 0 IU/ml (N = 16)
Valores medios 17 corrida | 29 corrida | 3 corrida Valor
promedio
DO 450nm 0.067 0.065 0.068 0.066
Desviacion 0.003 0.004 0.006 0.004
estandar
CV % 5.2 6.3 8.3 6.6
Calibrador 50 IU/ml (N = 16)
Valores medios 17 corrida | 29 corrida | 3 corrida Valor
promedio
DO 450nm 0.270 0.262 0.265 0.265
Desviacion 0.012 0.009 0.008 0.010
estandar
CV % 4.5 3.4 3.1 3.7
Calibrador 1000 IU/ml (N = 16)
Valores medios | 17 corrida | 2% corrida | 3" corrida Valor
promedio
DO 450nm 2.765 2.652 2.718 2.712
Desviacion 0.115 0.101 0.092 0.103
estandar
CV % 4.2 3.8 3.4 3.8
TOXOG.CE: lote # 0303
Calibrador 0 IU/ml (N = 16)
Valores medios 17 corrida | 29 corrida | 3 corrida Valor
promedio
DO 450nm 0.068 0.067 0.069 0.068
Desviacion 0.004 0.004 0.006 0.004
estandar
CV % 5.1 6.1 8.0 6.4
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Calibrador 50 IU/ml (N = 16)

Valores medios 17 corrida | 2% corrida | 3" corrida Valor
promedio
DO 450nm 0.268 0.261 0.265 0.265
Desviacion 0.012 0.009 0.008 0.010
estandar
CV % 4.6 3.3 3.2 3.7
Calibrador 1000 IU/ml (N = 16)
Valores medios 17 corrida | 2% corrida | 3" corrida Valor
promedio
DO 450nm 2.766 2.651 2.719 2.712
Desviacion 0.115 0.100 0.091 0.102
estandar
CV % 4.2 3.8 3.3 3.8

La variabilidad mostrada en las tablas no di6 como resultado
una clasificacién errénea de las muestras.

5. Exactitud.

La exactitud del ensayo ha sido comprobada mediante
diluciones y pruebas de recuperacion. Cualquier “efecto
gancho”, estimacion errénea que puede presentarse a elevadas
dosis del analita, no se manifiesta hasta 4.000 |U/ml.

Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la seccion M, punto 11.

S. LIMITACIONES DEL PROCEDIMIENTO.

La contaminacién bacterica o la inactivacién por calor de la
muestra pueden afectar los valores de DO y por tanto alterar los
niveles del analita.

Las muestras que después de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos
resultados falsos positivos.

El ensayo es util solo para probar muestras independientes y no
mezclas.

El diagnostico de una enfermedad infecciosa no debe
establecerse en base a un solo resultado, sino que deben
tenerse en consideracion la historia clinica del paciente, la
sintomatologia, asi como otros datos diagndsticos.
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Toxo IgM

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determination of
IgM antibodies to Toxoplasma gondii or T.gondii in human
plasma and sera with the "capture” system.

The devise is intended for the follow-up of T.gondii infected
patients and for the monitoring of risk of neonatal defects due to
T.gondii infection during pregnancy.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Toxoplasma gondii is an obligate intracellular protozoan parasite
that is probably capable of infecting all species of mammals,
including man.

The detection of IgM antibodies to T.gondii is particularly helpful
for the diagnosis of acute infections in “risk” individuals, in
association with AIDS, organ transplantation and pregnancy.

As most of T.gondii infections are mild or asymptomatic in
otherwise healthy individuals, the detection of T.gondii specific
IgM antibodies, in absence of detectable specific 1gG, has
become important for the monitoring of acute infections in
pregnant women, as the parasite can lead to severe birth
defects.

Moreover, as T.gondii infections are most severe in
immunocompromised patients, where the disease can be fatal,
acute infections due to this parasite have to be distinguished
from other disorders.

Recently developed IgM capture assays provide the clinician
with a helpful and reliable test, not affected by the rheumatoid
factor as it happens to be in classic sandwich tests.

C. PRINCIPLE OF THE TEST

The assay is based on the principle of "IgM capture" where IgM
class antibodies in the sample are first captured by the solid
phase coated with anti higM antibody.

After washing out all the other components of the sample and in
particular 1gG antibodies, the specific IgM captured on the solid
phase are detected by the addition of a preparation of
inactivated T.gondii, labeled with a specific monoclonal antibody
conjugated with peroxidase (HRP).

After incubation, microwells are washed to remove unbound
conjugate and then the chromogen/substrate is added.

In the presence of peroxidase the colorless substrate is
hydrolysed to a colored end-product, whose optical density may
be detected and is proportional to the amount of IgM antibodies
to T.gondii present in the sample.

A system is described how to control whether the positivity
shown by a sample is true or not (Confirmation Test), helpful for
the clinician to make a correct interpretation of results.

D. COMPONENTS
The kit contains reagents for 96 tests.

1. Microplate:

12 strips x 8 microwells coated with anti human IgM affinity
purified goat antibody, in presence of bovine proteins.

Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Negative Control:

1x4.0 mil/vial. Ready to use control. It contains 1% human
plasma negative for T.gondii IgM, 2% casein, 10 mM Tris-citrate
buffer pH 6.0+/-0.1, 0.1% Tween 20, 0.09% sodium azide and
0.045% ProClin 300 as preservatives.

The negative control is colorless.

3. Positive Control:

1x4.0 mil/vial. Ready to use control. It contains 1% human
plasma positive for T.gondii IgM, 2% casein, 10 mM Tris-citrate
buffer pH 6.0+/-0.1, 0.1% Tween 20, 0.09% sodium azide and
0.045% ProClin 300 as preservatives.

The positive control is green colour coded.

4. Calibrator: |[CAL ...ml

N° 1 lyophilized vial. To be dissolved with EIA grade water as
reported in the label. It contains anti T.gondii IgM at 200 WHO
IU/ml +/-10% (3 WHO International Standard for T.gondii
IgG&IgM), fetal bovine serum, 0.2 mg/ml gentamicine sulphate
and ProClin 300 0.045% as preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label.

5. Lyophilized T.gondii Ag:

N° 6 lyophilized vials.

The vials contain lyophilized gamma ray inactivated Toxoplasma
gondii in a protein buffer. The solution contains 2% bovine
proteins, 10 mM Tris HCI buffer pH 6.8+/-0.1, 0.2 mg/ml
gentamicine sulphate and 0.045% ProClin 300. To be dissolved
with 1.9 ml of Antigen Diluent as reported in the specifi section.

6. Wash buffer concentrate: WASHBUF 20X

1x60ml/bottle. 20x concentrated solution.
Once diluted, the wash solution contains 10 mM phosphate
buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.045% ProClin 300

7. Enzyme conjugate:

1x0.8 ml/vial. 20x concentrated solution of a T.gondii-specific
monoclonal antibody, labeled with HRP and diluted in a protein
buffer containing 10 mM Tris buffer pH 6.8+/-0.1, 2% BSA,
0.045% ProClin 300 and 0.2 mg/ml gentamicine sulphate as
preservatives.

8. Antigen Diluent :

n°® 1 vial of 16 ml. Protein buffer solution for the preparation of
the Immunocomplex. The solution contains 10 mM Tris buffer
pH 6.8+/-0.1, 2% BSA, 0.045% ProClin 300 and 0.2 mg/mi
gentamicine sulphate as preservatives. The reagent is code
colored with 0.01% red alimentary dye

9. Specimen Diluent : DILSPE

2x60.0 ml/vial. Proteic buffered solution for the dilution of
samples. It contains 2% casein, 10 mM citrate buffer pH 6.0+/-
0.1, 0.1% Tween 20, 0.09% sodium azide and 0.045% ProClin
300 as preservatives.

The reagent is color coded with 0.01% blue alimentary dye.

10. Chromogen/Substrate : [SUBS TMB

1x16ml/vial. It contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 0.03% tetra-methyl-benzidine (TMB),
0.02% hydrogen peroxide (H202) and 4% dimethylsulphoxide.
Note: To be stored protected from light as sensitive to
strong illumination.

11. Sulphuric Acid: [H2SO4 0.3 M

1x15ml/vial. It contains 0.3 M H2SOa solution.
Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).
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12. Plate sealing foils n° 2

13. Packageinsert n° 1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (1000 ul, 100 ul and 10 ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-0.5°C tolerance)..

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

o s w

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5.  Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the Kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 3 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’'s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liquid components or in transferring
components into automated workstations, in order to avoid
Cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological

substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection.

Do not freeze primary tubes of collection. For longer storage
periods, sera and plasma samples, carefully removed from the
primary collection tube, can be stored frozen at —20°C for
several months. Any frozen samples should not be
frozen/thawed more than once as this may generate particles
that could affect the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in manufacturing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at
+2°..8°C.

After first opening, remaining strips are stable until the humidity
indicator inside the desiccant bag turns from yellow to green.

Negative Control:
Ready to use. Mix well on vortex before use.

Positive Control:
Ready to use. Mix well on vortex before use.

Calibrator:

Add the volume of ELISA grade water reported on the label to
the lyophilized powder. Let fully dissolve and then gently mix on
vortex.
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Important Note: The solution is not stable. Store the Calibrator
frozen in aliquots at —20°C.

Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

Ag/Ab Immunocomplex:

Proceed carefully as follows:

1. Dissolve the content of a lyophilized vial with 1.9 ml of
Antigen Diluent. Let fully dissolved the lyophilized content
and then gently mix on vortex.

2. Gently mix the concentrated Enzyme Conjugate on vortex.
Then add 0.1 ml of it to the vial of the dissolved T.gondii
antigen and mix gently on vortex.

Important Notes:

1. Dissolve and prepare only the number of vials necessary to
the test. The Immunocomplex obtained is not stable. Store
any residual solution frozen in aliquots at —20°C.

2. The preparation of the Immucomplex has to be done right
before the dispensation of samples and controls into the
plate. Mix again on vortex gently just before its use.

Specimen Diluent:
Ready to use. Mix well on vortex before use

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing chemicals,
air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.

If this component has to be transferred use only plastic, possible
sterile disposable container

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:
P280 - Wear protective
protection/face protection.
P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - |If skin irritation occurs: Get medical
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 — Take off contaminated clothing and wash it
before reuse.

gloves/protective  clothing/eye

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution

of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be carried
out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to

decontamination according to its manual (NaOH 0.1 M

decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of

washing solution + 20 sec soaking = 1 cycle) are sufficient

to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the

major cause of false positive reactions.

Incubation times have a tolerance of +5%.

The ELISA microplate reader has to be equipped with a

reading filter of 450nm and with a second filter of 620-

630nm mandatory for blanking purposes. Its standard

performances should be (a) bandwidth < 10 nm; (b)

absorbance range from 0 to > 2.0; (c) linearity to > 2.0;

repeatability > 1%. Blanking is carried out on the well

identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be

regularly maintained according to the manufacturer ‘s

instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the sections “Validation of Test” and “Assay Performances”.
The assay protocol has to be installed in the operating
system of the unit and validated as for the washer and the
reader. In addition, the liquid handling part of the station
(dispensation and washing) has to be validated and
correctly set. Particular attention must be paid to avoid carry
over by the needles used for dispensing and for washing.
This must be studied and controlled to minimize the
possibility of contamination of adjacent wells. The use of
ELISA automated work stations is recommended when the
number of samples to be tested exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

o~

L. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label (primary container). Do not use the device if expired.

2. Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue by aspirating
a small volume of it with a sterile plastic pipette. Check that
no breakage occurred in transportation and no spillage of
liquid is present inside the box (primary container). Check
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that the aluminum pouch, containing the microplate, is not
punctured or damaged.

3. Dilute all the content of the 20x concentrated Wash Solution
as described above.

4. Dissolve the Calibrator as described above and gently mix.

5. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

6. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

7. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

8. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

9. Check that the micropipettes are set to the required volume.

10. Check that all the other equipment is available and ready to
use.

11. In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

M.1 Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 1000 pl
Specimen Diluent and then 10 ul sample (1:101 dilution factor).
The whole content is then dispensed into a properly defined
dilution tube. Before the next sample is aspirated, needles have
to be duly washed to avoid any cross-contamination among
samples. When all the samples have been diluted make the
instrument dispense 100 pl diluted samples into the proper
wells of the microplate.

This procedure may be carried out also in two steps of dilutions
of 1:10 each (90 pl Specimen Diluent + 10 ul sample) into a
second dilution platform. Make then the instrument aspirate first
100 pl Specimen Diluent, then 10 pl liquid from the first dilution
in the platform and finally dispense the whole content in the
proper well of the assay microplate.

Do not dilute controls/calibrator as they are ready to use.
Dispense 100 pl calibrators/control in the appropriate
calibration/control wells.

For the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

M. 2 Manual assay:

1. Dilute samples 1:101 by dispensing first 10 pl sample and
then 1 ml Specimen Diluent into a dilution tube; mix gently
on vortex.

2. Place the required number of Microwells in the microwell
holder. Leave the well in position Al empty for the
operation of blanking.

3. Dispense 100 pl of Negative Control in triplicate and 100
ul of Calibrator in the proper wells in duplicate. Dispense
100 pl of Positive Control in single into the proper well.
Do not dilute controls and the calibrator as they are ready
to use!

4. Dispense 100 pl diluted samples in the proper sample
wells and then check that all the samples wells are blue
colored and that controls and calibrator have been
dispensed.

5. Incubate the microplate for 60 min at +37°C .

Important note: Strips have to be sealed with the adhesive
sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

6. Wash the microplate with an automatic washer as reported
previously (section 1.3).

7. Pipette 100 pl Ag/Ab Immunocomplex into each well,
except the blanking well Al, and cover with the sealer.
Check that all wells are red colored, except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filled with the Ag/Ab
Immunocomplex . Contamination might occur.

8. Incubate the microplate for 60 min at +37°C .

9.  Wash microwells as in step 6.

10. Pipette 100 pl Chromogen/Substrate mixture into each
well, the blank well included. Then incubate the microplate
at room temperature (18-24°C) for 20 minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

11. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 10. Addition of acid will
turn the positive control and positive samples from blue to
yellow.

12. Measure the color intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction), blanking the instrument on
Al (mandatory).

Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.

3. The Calibrator (CAL) does not affect the cut-off calculation
and therefore the test results calculation. The Calibrator
may be used only when a laboratory internal quality control
is required by the management.

N. ASSAY SCHEME

Controls&calibrator 100 ul
Samples diluted 1:101 100 ul
1%'incubation 60 min
Temperature +37°C
Washing n°® 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Immunocomplex 100 ul
2" incubation 60 min
Temperature +37°C
Washing n°® 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 mix 100 ul
39 incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

An example of dispensation scheme is reported below:



1. that the procedure has been correctly

2. that no mistake has occurred during its
distribution (ex.: dispensation of negative
control instead)

3. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

4. that no external contamination of the
calibrator has occurred.

1. that the procedure has been correctly
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Microplate Calibrator
1 2 |1 3|4 |56 |7 |8]9]|10)11 |12 S/ICo< 15 performed;
A | BLK | S2
B | NC | S3
C | NC [ S4
D | NC [ S5
E | CAL | S6
F | CAL | S7
G | PC | S8
H | S1 |S9 —
Legenda: BLK = Blank NC = Negative Control Positive Control

CAL = Calibrator PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A quality control check is performed on the controls/calibrator
any time the kit is used in order to verify whether the
performance of the assay matches the requirements reported in

<0.750
OD450nm

performed;

2. that no mistake has occurred during
the  distribution of the  control
(dispensation of negative control instead
of positive control).

3. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

4. that no external contamination of the

table below.

Parameter Requirements
Blank well < 0.050 OD450nm value
Negative < 0.150 OD450nm value after
Control mean blanking
value (NC) coefficient of variation < 30%
Calibrator S/ICo>15

Positive Control

> 0.750 OD450nm

If the results of the test match the requirements stated above,
proceed to the next section.
If they do not, do not proceed any further and perform the

following checks:

coefficient of
variation > 30%

Problem Check

Blank well 1. that the Chromogen/Substrate solution
>0.050 has not become contaminated during the
0OD450nm assay

Negative 1. that the washing procedure and the
Control (NC) washer settings are as validated in the
>0.150 pre qualification study;

OD450nm after 2. that the proper washing solution has
blanking been used and the washer has been

primed with it before use;

3. that no mistake has been done in the
assay procedure (dispensation of positive
control instead of negative control;

4. that no contamination of the negative
control or of the wells where the control
was dispensed has occurred due to
positive samples, to spills or to the
enzyme conjugate;

5. that micropipettes have not become
contaminated with positive samples or
with the enzyme conjugate

6. that the washer needles are not
blocked or partially obstructed.

positive control has occurred.

If any of the above problems have occurred, report the problem
to the supervisor for further actions.

P. CALCULATION OF THE CUT-OFF

The test results are calculated by means of the mean OD450nm
value of the Negative Control (NC) and a mathematical
calculation, in order to define the following cut-off formulation:

Cut-Off = NC + 0.250

The value found for the test is used for the interpretation of
results as described in the next paragraph.

Important note: When the calculation of results is performed by
the operating system of an ELISA automated work station,
ensure that the proper formulation is used to calculate the cut-
off value and generate the correct interpretation of results.

Q. INTERPRETATION OF RESULTS
Test results are interpreted as a ratio of the sample OD450nm
and the Cut-Off value (or S/Co) according to the following table:

S/Co Interpretation

<1.0 Negative
1.0-1.2 Equivocal

>1.2 Positive

A negative result indicates that the patient is not undergoing an
acute infection of Toxoplasma gondii.

Any patient showing an equivocal result, should be re-tested by
examining a second sample taken from the patient after 1-2
weeks from first testing.

A positive result is indicative of a Toxoplasma gondii infection.

An example of calculation is reported below:

Important Note: The following data must not be used instead or
real figures obtained by the user.

Negative Control:  0.050 — 0.060 — 0.070 OD450nm
Mean Value: 0.060 OD450nm

Lower than 0.150 — Accepted

Positive Control: ~ 1.850 OD450nm

Higher than 0.750 — Accepted

Cut-Off = 0.060+0.250 = 0.310
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Calibrator: 0.550 - 0.530 OD450nm
Mean value: 0.540 OD450nm
S/Co higher than 1.0 — Accepted

S/ICo=1.7

Sample 1: 0.070 OD450nm
Sample 2: 1.690 OD450nm
Sample 1 S/Co <1 = negative
Sample 2 S/Co > 1.2 = positive

Important notes:

1. |Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. Particular attention in the interpretation of results has to be
used in the follow-up of pregnancy for an infection of
Toxoplasma gondii due to the risk of severe neonatal
malformations.

3. Any positve sample should be submitted to the
Confirmation Test reported in section T before giving a
result of positivity. By carrying out this test, false reactions,
leading to a misinterpretation of the analytical result, can be
revealed and then ruled out.

4. In pregnancy monitoring, it is strongly recommended that
any positive result is confirmed first with the procedure
described below and secondly with a different device for
T.gondii IgM detection, before taking any preventive medical
action.

5. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

6. Diagnosis of infection has to be taken and released to the
patient by a suitably qualified medical doctor.

R. PERFORMANCE CHARACTERISTICS

1. Limit of detection

Dia.Pro Diagnostic BioProbes s.r.l. has defined the 3 WHO
International Standard for TOXO IgG (Coded TOXG), positive
also for IgM anti Toxoplasma Gondii, as an Internal Gold
Standard (or IGS).

Results of Quality Control are given in the following table:

The limits of detection of this material, when diluted first in
negative serum and then in the sample diluent to generate
dilutions tested in four replicates, are reported in the following
table for three lots of the device:

OD450nm values

WHO (IGS) | TOXOM.CE | TOXOM.CE | TOXOM.CE

1U/ml Lot # 0703 | Lot # 0603 | Lot #0503
3000 IU/ml 2.936 3.005 2.983
1500 1U/ml 2.547 2.615 2.589
750 1U/ml 2.350 2.433 2.378
375 IU/ml 1.368 1.452 1.377
188 IU/ml 0.911 1.125 0.968
94 1U/ml 0.522 0.637 0.561
47 1U/ml 0.271 0.338 0.285
23 1U/ml 0.176 0.171 0.115
Negative 0.060 0.055 0.052

In addition the preparation Accurun n°® 136 supplied by Boston
Biomedica Inc., USA, has been also used to detect the
sensitivity of the devise. The preparation was examined on three
lots in 4 replicates. Results, expressed as S/Co values, are
reported in table below:

ACCURUN | TOXOM.CE | | TOXOM.CE | TOXOM.CE
# 136 Lot #0703 Lot # 0603 | Lot # 0503
1X 0.808 0.957 0.796
2X 0.389 0.468 0.369
4x 0.169 0.228 0.188
8X 0.065 0.078 0.059
Negative 0.051 0.063 0.044

2. Diagnostic Sensitivity:

The diagnostic sensitivity has been tested on panels of samples
classified positive by a US FDA approved Kkit.

Positive samples were collected from patients carrying T.gondii
acute infection, confirmed by clinical symptoms and analysis.
An overall value > 98% has been found in the study conducted
on a total number of more than 60 samples.

The Performance Panel code PTT 201, supplied by Boston
Biomedica Inc. USA, has been also evaluated. Data are
reported below:

BBI Performance Panel code PTT 201

Sample REF Sample REF
ID |TOXOM.CE BioMerieux ID |TOXOM.CE BioMerieux
OD450nm S/Co| VIDAS 0OD450nm S/Co| VIDAS
S/Co S/Co
1 0.052 0.1 0.3 14 0.082 0.2 0.2
2 0.048 0.1 0.1 15 0.121 0.3 0.2
3 0.078 0.2 0.1 16 0.049 0.1 0.1
4 0.072 0.2 0.4 17 0.476 1.4 1.5
5 0.048 0.1 0.1 18 0.057 0.1 0.1
6 0.044 0.1 0.1 19 0.185 0.5 0.2
7 0.045 0.1 0.1 20 0.092 0.2 0.4
8 1.134 35 35 21 0.165 0.5 0.1
9 0.126 0.3 0.1 22 0.084 0.2 0.1
10 0.047 0.1 0.1 23 3.181 9.8 10.3
11 1.232 3.8 2.4 24 0.137 0.4 0.2
12 0.088 0.2 0.1 25 1.007 3.1 1.8
13 3.166 9.8 7.3

3. Diagnostic Specificity:

The diagnostic specificity has been determined on panels of
more than 300 specimens, negative with the reference Kit,
derived from normal individuals of European origin.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the specificity. No false reactivity due to the
method of specimen preparation has been observed.

Frozen specimens have also been tested to check whether this
interferes with the performance of the test. No interference was
observed on clean and particle free samples.

A study conducted on more than 60 potentially cross-reactive
samples has not revealed any interference in the system.

No cross reaction were observed.

The Performance Evaluation study conducted in a qualified
external reference center on more than 400 total samples has
provided a value > 98%.

False positive reactions may be anyway pointed out and then
ruled out in the interpretation of results with the procedure
reported in section T, able to verify whether or not a positive
result is real.
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4. Precision:

It has been calculated on three samples, a negative, a low
positive and a positive, examined in 16 replicates in three
separate runs. Results are reported as follows:

TOXOM.CE: lot # 0703

Negative (N = 16)

Mean values 1st run 2nd run 3d run Average
value
OD 450nm 0.058 0.072 0.076 0.069
Std.Deviation 0.005 0.006 0.007 0.006
CV % 8.9 8.3 9.1 8.7
Low reactive (N = 16)
Mean values 1st run 2nd run 3d run Average
value
OD 450nm 0.583 0.567 0.579 0.576
Std.Deviation 0.040 0.049 0.056 0.048
CV % 6.8 8.6 9.7 8.4
High reactive (N = 16)
Mean values 1st run 2nd run 3d run Average
value
OD 450nm 2.754 2.625 2.625 2.668
Std.Deviation 0.247 0.214 0.126 0.196
CV % 9.0 8.2 4.8 7.3
TOXOM.CE: lot # 0603
Negative (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.063 0.064 0.061 0.063
Std.Deviation 0.008 0.012 0.009 0.010
CV % 13.2 18.2 15.3 15.6
Low reactive (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.641 0.651 0.644 0.645
Std.Deviation 0.038 0.042 0.042 0.041
CV % 5.9 6.5 6.6 6.3
High reactive (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 2.889 2.830 2.879 2.866
Std.Deviation 0.122 0.123 0.074 0.106
CV % 4.2 4.4 2.6 3.7
TOXOM.CE: lot # 0403
Negative (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.057 0.060 0.060 0.059
Std.Deviation 0.006 0.007 0.006 0.007
CV % 11.1 12.4 10.5 11.3
Low reactive (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.544 0.556 0.520 0.540
Std.Deviation 0.040 0.078 0.058 0.058
CV % 7.3 14.0 11.1 10.8
High reactive (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 2.850 2.866 2.846 2.854
Std.Deviation 0.139 0.122 0.126 0.129
CV % 4.9 4.3 4.4 4.5

S. LIMITATIONS

Frozen samples containing fibrin particles or aggregates may
generate false positive results.

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.

T. CONFIRMATION TEST

In order to provide the medical doctor with the best accuracy in

the follow-up of pregnancy, where a false positive result could

lead to an operation of abortion, a confirmation test is reported.

The confirmation test has to be carried out on any positive

sample before a diagnosis of primary infection of Toxoplasma

gondii is released to the doctor.

Proceed for confirmation as follows:

1. Prepare the Antigen/Conjugate Complex as described in
the proper section. This reagent is called Solution A.

2. Then 25 ul concentrated Enzymatic Conjugate are diluted
in 500 ul Antigen Diluent and mixed gently on vortex. Do
not use any lyophilized vial of T.gondii for this procedure !
This solution is called Solution B.

3. The well Al of the strip is left empty for blanking.

4.  The Negative Control is dispensed in the strip in positions
B1+C1. This is used for the calculation of the cut-off and
S/Co values.

5. The positive sample to be confirmed, diluted 1:101, is

dispensed in the strip in position D1+E1.

The strip is incubated for 60 min at +37°C.

After washing, the blank well Al is left empty.

100 pl of Solution A are dispensed in wells B1+C1+D1.

Then 100 pl of Solution B are added to well E1.

The strip is incubated for 60 min at +37°C.

After washing, 100 pl Chromogen/Substrate are added to

all the wells and the strip is incubated for 20 min at r.t.

12. 100 pl Sulphuric Acid are added to all the wells and then
their color intensity is measured at 450nm (reading filter)
and at 620-630nm (background subtraction, mandatory),
blanking the instrument on Al.

RBO®ONO

= o

Interpretation of results is carried out as follows:

1. If the sample in position D1 shows a S/Co value lower
than 1.0 a problem of dispensation or contamination in the
first test is likely to be occurred. The Assay Procedure in
Section M has to be repeated to double check the
analysis.

2. If the sample in position D1 shows a S/Co value higher
than 1.2 and in position E1 shows a S/Co value still higher
than 1.2 the sample is considered a false positive. The
reactivity of the sample is in fact not dependent on the
specific presence of T.gondii and a crossreaction with the
monoclonal antibody, labeled with HRP, has occurred.

3. If the sample in position D1 shows a S/Co value higher
than 1.2 and in position E1 shows a S/Co value lower than
1.2 the sample is considered a true positive. The
reactivity of the sample is in fact dependent on the specific
presence of T.gondii and not due to any crossreaction.



| Doc.: | INS TOXOM.CE/eng |

Page | 9of 9 |

Rev.: 3

| Date: 2019/11 |

The following table is reported for the interpretation of results:

Well S/Co
D1 <1.0 >1.2 >1.2
El <1.0 >1.2 <1.2
Interpretation | Problem of False True
contam. positive positive
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Toxo IgM

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenzimético (ELISA) para la determinacion de
anticuerpos IgM frente a Toxoplasma gondii en plasma y suero
humanos, mediante un sistema de “captura”.

El equipo ha sido concebido para el seguimiento de pacientes
infectados por T. gondii y de la infeccion durante el embarazo,
causa de riesgo de malformaciones en el neonato.

Uso exclusivo para diagndstico “in vitro”.

B. INTRODUCCION.

Toxoplasma gondii es un protozoo, parasito intracelular
obligado, que puede infectar probablemente a todas las
especies de mamiferos, incluido el hombre.

La deteccion de anticuerpos IgM frente a T. gondii es
particularmente Util en el diagnoéstico de la infeccion aguda, ya
sea en los individuos “de riesgo”, durante el embarazo, en
personas sometidas a trasplante de 6rganos, o en pacientes
con SIDA.

Gran parte de las infecciones por T. gondii en individuos sanos
son leves o asintomaticas. La deteccion de anticuerpos IgM al
mismo, en ausencia de anticuerpos detectables de clase 1gG,
es de gran importancia en el seguimiento de infecciones agudas
durante el embarazo ya que el parasito puede ocasionar
severos trastornos en el neonato. Por otra parte, como las
infecciones agudas por T. gondii son graves en pacientes
inmunocomprometidos, deben ser diferenciadas de otros tipos
de trastornos.

El sistema ELISA de captura de IgM constituye una prueba
diagndstica potente y segura, sobretodo porque no se ve
afectada en presencia del factor reumatoide como ha sucedido
en los ensayos clasicos tipo “sandwich”.

C. PRINCIPIOS DEL ENSAYO.

El ensayo se basa en el principio de “captura de IgM”, donde los
anticuerpos de esta clase presentes en la muestra son
capturados por la fase sélida recubierta con un anticuerpo anti-
IgM humana.

Depués del lavado, que elimina el resto de los componentes de
la muestra en particular los anticuerpos 1gG, se adiciona una
preparacién inactivada de T. gondii, marcado con un anticuerpo
monoclonal conjugado con Peroxidasa (HRP), lo cual permite
detectar los anticuerpos IgM inmovilizados en la fase sélida.
Posteriormente a la incubacion, los pocillos se lavan para
eliminar cualquier traza de conjugado en exceso y se afiade el
substrato cromogénico. En presencia del conjugado el substrato
es hidrolizado generandose una sefial de color proporcional a la
cantidad de anticuerpos IgM a Toxoplasma gondii presentes en
la muestra.

La Prueba de Confirmacion controla la presencia de falsos
positivos, lo cual permite a los clinicos una correcta
interpretacion de los resultados.

D. COMPONENTES.
Cada equipo contiene reactivos suficientes para realizar 96
pruebas.

1. Microplaca: [MICROPLATE]

12 tiras de 8 pocillos recubiertos con anticuerpos monoclonales
de cabra anti-lgM humana, purificados por afinidad, en
presencia de proteinas de bovino.

Las placas estan en una bolsa sellada con desecante. Se
deben poner las mismas a temperatura ambiente antes de

abrirlas, sellar las tiras sobrantes en la bolsa con el desecante y
conservar entre 2 'y 8°C.

2. Control Negativo:

1x4.0 mlivial. Listo para el uso. Contiene 1% de plasma humano
negativo a IgM-T. gondii, 2% de caseina, tampén Tris-citrato 10
mM pH 6.0+/-0.1, 0.1% de Tween 20, ademés de azida sodica
0.09% y ProClin 300 0.045% como conservantes.

El control negativo es incoloro.

3. Control Positivo:

1x4.0 mlivial. Listo para el uso. Contiene 1% de plasma humano
positivo a IgM-T. gondii, 2% de caseina, tampon Tris-citrato 10
mM pH 6.0+/-0.1, 0.1% de Tween 20, y tambien azida sodica
0.09% y ProClin 300 0.045% como conservantes.

El control positivo esta codificado con el color verde.

4. Calibrador: [CAL ...ml|

n° 1 vial. Liofilizado. Para disolver en agua calidad EIA como se
indica en la etiqueta. Contiene IgM anti T. gondii a 200 O.M.S.
IU/ml +/-10% (3°" Estandar Internacional de la O.M.S. para
T. gondii IgG&IgM), contiene ademas suero fetal bovino, sulfato
de gentamicina 0.2 mg/ml y ProClin 300 0.045% como
conservantes.

Nota: El volumen necesario para disolver el contenido del
frasco varia en cada lote. Se recomienda usar el volumen
indicado en la etiqueta.

5. Antigenos liofilizados de T.gondii :

N° 6 viales liofilizados. Contienen T. gondii liofilizado, inactivado
por radiaciones gamma, diluido en un tampén proteico.
Contienen ademas 2% de proteinas de bovino, tampén Tris HCI
10 mM pH 6.8+/-0.1, sulfato de gentamicina 0.2 mg/mly ProClin
300 0.045% como conservantes.

Debe disolverse con 1.9 ml de Diluente de Antigeno, segun se
indica mas adelante.

6. Tampon de Lavado Concentrado:
1x60ml/botella. Solucion concentrada 20x.

Una vez diluida, la solucién de lavado contiene tampén fosfato
10 mM a pH 7.0 +/- 0.2, Tween 20 al 0.05% y ProClin 300 al
0.045%

7. Conjugado:

1x0.8 ml/vial. Solucién concentrada 20x de un anticuerpo
monoclonal anti-T. gondii, conjugado con peroxidasa (HPR)
diluido en un tampén proteico. Contiene tampén Tris 10mM a
pH 6.8 +/- 0.1, 2% de BSA, y tambien 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 0.045% como conservantes.

8. Diluente de Antigeno:

n° 1 vial de 16 ml. Solucién tamponada proteica para la
preparacion del Inmunocomplejo. Contiene tampén Tris 10mM a
pH 6.8 +/- 0.1, 2% de BSA, ademés 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 0.045% como conservantes. El
reactivo esta codificado con el color rojo (0.01% de colorante
rojo).

9. Diluente de muestras

2x60ml. Solucién tamponada proteica para la diluciéon de las
muestras. Contiene 2% de caseina, tampén Citrato 10mM a pH
6.8 +/- 0.1, 0.1% de Tween 20, ademas azida sddica al 0.09% y
0.045% de ProClin 300 como conservantes.

El reactivo esta codificado con el color azul (0.01% de colorante
azul).

10. Cromoégeno/Substrato

1x16ml/vial. Contiene una solucion tamponada citrato-fosfato
50mM pH 3.5-3.8, tetra-metil-benzidina (TMB) 0.03% y perdxido
de hidrégeno (H202) 0.02% asi como dimetilsulfoxido 4%.

Nota: Evitar la exposicion a la luz, la sustancia es
fotosensible.
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12. Se recomienda el uso de material plastico desechable para
la preparacion de las soluciones de lavado y para la
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11. Acido Sulfurico: H2SOs 0.3 M ed.1984.

1x15ml/vial. Contiene solucién de H2SO4 0.3M

Atencion: Irritante  (H315, H319; P280, P302+P352,

P332+P313, P305+P351+P338, P337+P313, P362+P363).
12. Sellador adhesivo, n° 2

13. Manual de instrucciones, n° 1

E. MATERIALES NECESARIOS NO SUMINISTRADOS.

1. Micropipetas calibradas (1000ul, 100ul y 10ul) y puntas
plasticas desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada
con carbén para remover quimicos oxidantes usados como
desinfectantes).

3. Timer con un rango de 60 minutos como minimo.

4. Papel absorbente.

5. Incubador termostatico de microplacas ELISA, calibrado
(en seco o humedo) fijo a 37°C (+/-0.5°C tolerancia).

6. Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8. Vortex o similar.

F. ADVERTENCIAS Y PRECAUCIONES.

1. El equipo debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervision de un
doctor responsable del laboratorio.

2. Todas las personas encargadas de la realizacion de las
pruebas deben llevar los indumentos protectores
adecuados de laboratorio, guantes y gafas. Evitar el uso
de objetos cortantes (cuchillas) o punzantes (agujas). El
personal debe ser adiestrado en procedimientos de
bioseguridad, segun ha sido recomendado por el Centro
de Control de Enfermedades de Atlanta, Estados Unidos, y
publicado por el Instituto Nacional de Salud: “Biosafety in
Microbiological and Biomedical Laboratories”, ed.1984.

3. Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

4.  Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo o agentes
microbicos cuando se abran los equipos, asi como durante
la realizacién del ensayo. Evitar la exposicion del substrato
ala luz y las vibraciones de la mesa de trabajo durante el
ensayo.

5.  Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

6. No intercambiar reactivos de diferentes lotes ni tampoco
de diferentes equipos.

7. Comprobar que los reactivos no contengan precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente y reemplazar el equipo.

8. Evitar contaminacién cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables.

9. Evitar contaminaciéon cruzada entre los reactivos del
equipo usando puntas desechables y cambiandolas
depués de cada uso. No reutilizar puntas desechables.

10. No usar el producto después de la fecha de vencimiento
indicada en el equipo e internamente en los reactivos.
Segln estudios realizados, no se ha detectado pérdida
relevante de actividad en equipos abiertos, en uso por un
periodo de hasta 3 meses.

11. Tratar todas las muestras como potencialmente infectivas.
Las muestras de suero humano deben ser manipuladas al
nivel 2 de bioseguridad, segun ha sido recomendado por el
Centro de Control de Enfermedades de Atlanta, Estados
Unidos y publicado por el Instituto Nacional de Salud:

transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

13. Los desechos producidos durante el uso del equipo deben
ser eliminados segun lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y biolégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infectivos y deben ser inactivados.  Se recomienda la
inactivacion con lejia al 10% de 16 a 18 horas o el uso de
la autoclave a 121°C por 20 minutos.

14. En caso de derrame accidental de algun producto, se debe
utilizar papel absorbente embebido en lejia vy
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

15. El &cido sulftrico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

16. Otros materiales de desecho generados durante la
utilizaciéon del equipo (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccion de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

. MUESTRA: PREPARACION Y RECOMENDACIONES.
Extraer la sangre asépticamente por puncion venosa y
preparar el suero o plasma segun la técnica estandar de
los laboratorios de analisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Las muestras deben ser identificadas claramente mediante
cédigo de barras o nombres, a fin de evitar errores en los
resultados. Se recomienda el uso del cédigo de barras.

3. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

4. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extracciéon. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma
o suero, retiradas cuidadosamente del tubo de extraccion
principal, pueden almacenarse congeladas a —20°C durante
varios meses, evitando luego descongelar cada muestra
mas de una vez, ya que se pueden generar particulas que
podrian afectar al resultado de la prueba.

5. Sihay presencia de agregados, la muestra se puede aclarar

mediante centrifugacién a 2000 rpm durante 20 minutos o

por filtracién con un filtro de 0,2-0,8 micras.

O]

H. PREPARACION
PRECAUCIONES.
Estudios de estabilidad realizados en equipos en uso no han
arrojado pérdida de actividad significativa en un periodo de
hasta 3 meses.

DE LOS COMPONENTES Y

Microplacas:
Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
fabricacion. De ser asi, debe solicitar el servicio de Dia.Pro:
atencién al cliente.

Las tiras de pocillos no
herméticamente cerradas en

utilizadas, deben guardarse
la bolsa de aluminio con el
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desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.

Control Negativo:
Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

Control Positivo:

Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

Calibrador:

Afadir al polvo liofilizado, el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver completamente y
después mezclar cuidadosamente con el vortex antes de usar.
Nota: Una vez reconstituida, la solucion no es estable. Se
recomienda mantenerla congelada en alicuotas a —20°C.

Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada 20x debe diluirse
con agua bidestilada y mezclarse delicadamente antes de
usarse. Durante la preparacion evitar la formacién de espuma
y burbujas, lo que podria influir en la eficiencia de los ciclos de
lavado.

Nota: Una vez diluida, la solucién es estable por una semana a
temperaturas entre +2 y 8°C.

Inmunocomplejo Antigeno/Anticuerpo :

Proceder cuidadosamente segln se indica:

1. Disolver el contenido de un vial liofilizado utilizando 1.9 ml
de Diluente de Antigeno. Dejar disolver completamente y
después mezclar cuidadosamente con el vortex.

2. Mezclar el Conjugado concentrado con ayuda del vortex.
Afadir después 0.1 ml del mismo al vial del Ag de T. gondii
disuelto y mezclar suavemente en el vortex.

Notas Importantes:

1. Disolver y preparar solamente los viales necesarios para la
prueba. El inmunocomplejo obtenido no es estable.
Almacenar la solucién sobrante en alicuotas a —20°C.

2. La preparacion del inmunocomplejo debe realizarse justo
antes de dispensar las muestras y los controles en la
placa. Mezclar nuevamente en vortex justo antes de usar.

Diluente de muestras :
Listo para el uso. Mezclar bien con un vértex antes de usar.

Cromégeno/ Substrato:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
guimicos, polvo o microbios. Evitar la exposicion a la luz,
agentes oxidantes y superficies metalicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Acido Sulfdrico:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Atencién: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacién de peligro, Frases H
H315 — Provoca irritacion cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 — Llevar guantes/prendas/gafas/méscara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabon abundantes.

P332 + P313 — En caso de irritacion cutéanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

1. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL EQUIPO.

1. Las micropipetas deben estar calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacioén periédica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra o los reactivos (acohol 70%, lejia 10%, de calidad
de los desinfectantes hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%. Deben descontaminarse
periodicamente los residuos de los componentes del
equipo.

2.  La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C de tolerancia) y controlada periédicamente para
mantener la temperatura correcta. Pueden emplearse
incubadoras secas o bafios de agua siempre que estén
validados para la incubacion de pruebas de ELISA.

3. Ellavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser
validado de forma minuciosa previamente, revisado para
comprobar que suministra el volumen de dispensacion
correcto y enviado regularmente a mantenimiento de
acuerdo con las instrucciones de uso del fabricante. En
particular, deben lavarse minuciosamente las sales con
agua desionizada del lavador al final de la carga de trabajo
diaria. Antes del uso, debe suministrarse extensivamente
solucion de lavado diluida al lavador. Debe enviarse el
instrumento semanalmente a descontaminaciéon segun se
indica en su manual (se recomienda descontaminacion
con NaOH 0.1 M). Para asegurar que el ensayo se realiza
conforme a los rendimientos declarados, basta con 5 ciclos
de lavado (aspiraciéon + dispensado de 350 pl/pocillo de
solucién de lavado + 20 segundos de remojo = 1 ciclo). Si
no es posible remojar, afiadir un ciclo de lavado adicional.
Un ciclo de lavado incorrecto o agujas obstruidas con sal
son las principales causas de falsas reacciones positivas.

4. Los tiempos de incubacién deben tener un margen de
+5%.

5. El lector de microplacas ELISA debe estar provisto de un
filtro de lectura de 450nm y de un segundo filtro de 620-
630nm, obligatorio para reducir interferencias en la lectura.
El procedimiento estandar debe contemplar: a) Ancho de
banda <= 10nm b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. EIl blanco se
prueba en el pocillo indicado en la seccién “Procedimiento
del ensayo”. El sistema optico del lector debe ser calibrado
periédicamente para garantizar la correcta medida de la
densidad 6ptica, segun las normas del fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacién, lavado, lectura,
agitacion 'y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periédicamente ajustados, para garantizar los valores
indicados en las secciones “Control interno de calidad” y
“Procedimiento del ensayo”. El protocolo del ensayo debe
ser instalado en el sistema operativo de la unidad y
validado tanto para el lavador como para el lector. Por otro
lado, la parte del sistema que maneja los liquidos
(dispensado y lavado) debe ser validada y fijada
correctamente. Debe prestarse particular atencion a evitar
el arrastre por las agujas de dispensacion y de lavado, a
fin de minimizar la posibilidad de ocurrencia de falsos
positivos por contaminacién de los pocillos adyacentes por
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muestras fuertemente reactivas. Se recomienda el uso de
sistemas automatizados para el pesquisaje en unidades de
sangre y cuando la cantidad de muestras supera las 20-30
unidades por ensayo.

7. El servicio de atencion al cliente en Dia.Pro, ofrece apoyo
al usuario para calibrar, ajustar e instalar los equipos a
usar en combinacion con el equipo, con el propésito de
asegurar el cumplimiento de los requerimientos descritos.

—

. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no
seancontaminados con particulas o agregados visibles.
Asegurese de que el cromdgeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico. Compruebe que no han ocurrido
roturas ni derrames de liquido dentro de la caja (envase
primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no esté rota o
dafiada.

3. Disolver el Calibrador como se ha descrito anteriormente y
mezclar suavemente.

4. Diluir totalmente la soluciéon de lavado concentrada 20X,
como se ha descrito anteriormente.

5. Dejar los componentes restantes hasta alcanzar la
temperatura ambiente (aprox. 1 hora), mezclar luego
suavemente en el vortex todos los reactivos liquidos.

6. Ajustar la incubadora de ELISA a 37°C y alimentar el
lavador de ELISA utilizando la solucién de lavado, segun
las instrucciones del fabricante. Fijar el nimero de ciclos
de lavado segun se indica en la seccion especifica.

7. Comprobar que el lector de ELISA esté encendido al
menos 20 minutos antes de realizar la lectura.

8. En caso de trabajar automaticamente, encender el equipo
y comprobar que los protocolos estén correctamente
programados.

9. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

10. Asegurarse de que el equipamiento a usar esté en
perfecto estado, disponible y listo para el uso.

11. En caso de surgir algin problema, se debe detener el

ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacion, es importante mantener en todas las muestras el
mismo tiempo de incubacién.

M.1 Ensayo automatizado:

En caso de que el ensayo se realice de manera automatizada
con un sistema ELISA, se recomienda programar el equipo para
aspirar 1000ul de Diluente de Muestras, y posteriormente 10ul
de muestra (factor de dilucion 1:101).

La mezcla debe ser dispensada cuidadosamente en un tubo de
dilucién. Antes de aspirar la muestra siguiente, las agujas
deben lavarse debidamente para evitar cualquier contaminacion
cruzada entre las muestras. Cuando todas las muestras han
sido diluidas, programar el equipo para dispensar 100 pl de las
mismas en los pocillos correspondientes.

Este procedimiento puede realizarse en dos pasos de dilucién
de 1:10 cada uno (90 ul de Diluente de Muestras + 10 pl de
muestra) en una segunda plataforma de dilucién. Programar el
equipo para aspirar primeramente 100 pl de Diluente de
Muestras, después 10 pl de la primera dilucién en la plataforma
y finalmente dispensar todo el contenido en los pocillos
apropiados de la microplaca.

No diluir el Calibrador ni los controles, ya que estan listos para
el uso.

Dispensar 100ul de controles/calibrador en
correspondientes.

Para las operaciones siguientes, consulte las instrucciones que
aparecen debajo para el Ensayo Manual.

Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Gltima muestra sea calculado por
el instrumento y considerado para los lavados.

los pocillos

M. 2 Ensayo Manual.

1. Diluir las muestras 1:101 dispensando primeramente 10 pl
de muestra y después 1 ml de Diluente de Muestras en un
tubo de dilucién, mezclar bien con vortex.

2. Poner el numero de tiras necesarias en el soporte plastico.
Dejar el pocillo Al vacio para el blanco.

3. Dispensar 100 pl del Control Negativo por triplicado y
100ul de Calibrador por duplicado, después dispensar
100ul del Control Positivo, sencillo, en los respectivos
pocillos. No diluir los controles ni el calibrador ya que estan
listos para el uso!

4. Dispensar 100 pl de las muestras diluidas en los pocillos
correspondientes y chequear después que estos pocillos
son de color azul y que los controles y el calibrador han
sido afiadidos.

5. Incubar la microplaca 60 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el ensayo manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Lavar la microplaca con el lavador automéatico segin se
indica (section 1.3).

7. Dispensar 100ul del Inmunocomplejo
Antigeno/Anticuerpo en todos los pocillos, excepto en el
Al y cubrir con el sellador. Compruebe que este reactivo de
color rojo hyaa sido afiadido en todos los pocillos excepto el
Al.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el
Inmunocomplejo Antigeno/Anticuerpo. Podria producirse
contaminacion.

8. Incubar la microplaca 60 min a +37°C.

9. Lavar la microplaca, de igual forma que en el paso 6.

10. Dispensar 100ul del Cromégeno/Substrato en todos los
pocillos, incluido el Al. Incubar la microplaca a
temperatura ambiente (18-24°C) por 20 minutos.

Nota importante: No exponer directamente a fuerte

iluminacién, de lo contrario se generan interferencias.

11. Dispensar 100ul de Acido Sulfarico en todos los pocillos
para detener la reacci6bn enzimatica, usar la misma
secuencia que en el paso 10. La adicion del &cido cambia el
color de los controles positivos y las muestras positivas de
azul a amarillo.

12. Medir la intensidad del color con el lector, segin se
describe en la seccién 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo),
calibrando el instrumento con el pocilo Al (blanco,
obligatorio).

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. Lalectura debe hacerse inmediatamente después de afiadir
la solucibn de stop vy, en cualquier caso, nunca
transcurridos 20 minutos después de su adicion. Se podria
producir auto oxidacion del cromédgeno causando un
elevado fondo
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3. El calibrador (CAL) no afecta al calculo del valor de corte vy,
por lo tanto, no afecta al calculo de los resultados de la
prueba. El calibrador (CAL) se usa solo si la gestién
requiere un control interno de calidad del laboratorio.

N. ESQUEMA DEL ENSAYO.

Controles&Calibrador 100 pl
Muestras diluidas 1:101 100 pl
1™ incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
o
6 ciclos sin remojo
Inmunocomplejo 100 pl
298 incubacién 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
o
6 ciclos sin remojo
Mezcla TMB/H202 100 pl
3™ incubacién 20 min
Temperatura ta*
Acido Sulfirico 100 pl
Lectura D.O. 450nm / 620-630nm

t.a.*temperatura ambiente

A continuacion se describe un ejemplo del esquema de
dispensado:

Microplaca
1] 2 | 3|4 [5|6|7]|8|9]|10]|11]12
A | BL | M2
B|CN|M3
C | CN | M4
D|CN|[M5
E |CAL| M6
F |CAL| M7
G| CP|MS8
H|{M1| M9
Leyenda: BL = Blanco CN = Control Negativo

CAL = Calibrador

CP = Control Positivo M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un control de validacién sobre los controles y el
calibrador cada vez que se usa el equipo, para verificar si el
performance del ensayo es el esperado.

Asegurar el cumplimiento de los siguientes parametros:

Parametro Exigencia
Pocillo Blanco < 0.050 DO450nm
Control < 0.150 DO450nm valor después de leer
Negativo, valor | el blanco
medio (CN) Coeficiente de variacién < 30%
Calibrador M/Co > 1.5
Control Positivo [ >0.750 DO450nm

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, detenga el ensayo y compruebe:

Problema

Compruebe que

Pocillo blanco
> 0.050D0450nm

la solucion cromdégeno/substrato no se ha
contaminado durante el ensayo.

Control Negativo
(CN) > 0.150
DO450nm después
de leer el blanco

Coefficiente de
variacion > 30%

1. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

2. se ha usado la solucion de lavado apropiada
y que el lavador ha sido alimentado con la
misma antes del uso.

3. no se han cometido errores en el

procedimiento (dispensar el control positivo en
lugar del negativo).

4. no ha existido contaminaciéon del control
negativo o de sus pocillos debido a muestras
positivas derramadas, o al conjugado.

5. las micropipetas no se han contaminado con
muestras positivas o con el conjugado.

6. las agujas del lavador no estén parcial o
totalmente obstruidas.

Calibrador 1. el procedimiento ha sido realizado
M/Co< 1.5 correctamente.

2. no ha habido errores durante su distribucion
(dispensar el control negativo en lugar del
calibrador).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacion externa del

calibrador.

Control Positivo 1. el procedimiento ha sido realizado
< 0.750 DO450nm correctamente.

2. no se han cometido errores en el
procedimiento (dispensar el control negativo en
lugar del positivo).

3. el proceso de lavado y los pardmetros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacién externa del

control positivo.

Si ocurre alguno de los problemas anteriores, después de
comprobar, informe al responsable para tomar las medidas
pertinentes.

P. CALCULO DEL VALOR DE CORTE.

Los resultados de la prueba se calculan a partir de un valor
medio de DO450nm del control Negativo (CN), mediante un
valor de corte (Co) hallado con la siguiente férmula:

Valor de corte = CN + 0.250

El valor encontrado en
interpretacion de los resultados,
continuacion.

la prueba es utlizado para la
segln se describe a

Nota Importante: Cuando el célculo de los resultados se halla
mediante el sistema operativo de un equipo de ELISA
automatico, asegurarse de que la formulacién usada para el
célculo del valor de corte, y para la interpretacion de los
resultados sea correcta.

Q. INTERPRETACION DE LOS RESULTADOS.

La interpretacion de los resultados se realiza mediante la
relaion entre las DO a 450nm de las muestras (M) y el Valor de
corte (Co).

Los resultados se interpretan segun la siguiente tabla:

(M/Co) Interpretacion
<1.0 Negativo

1.0-1.2 Equivoco
>1.2 Positivo
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Un resultado negativo indica que el
padeciendo infeccion aguda por T. gondii.
Cualquier paciente, cuya muestra resulte equivoca debe
someterse a una nueva prueba con una segunda muestra de
sangre colectada 1 6 2 semanas después de la inicial.

Un resultado positivo es indicativo de infeccién por T. gondii.

paciente no esta

A continuacién, un ejemplo de los célculos a realizar:

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Control Negativo: 0.050 — 0.060 — 0.070 DO 450nm
Valor medio: 0.060 DO 450nm

Menor de 0.150 — Valido

Control Positivo:  1.850 DO 450nm

Mayor de 0.750 — Valido

Valor de corte = 0.060+0.250 = 0.310

Calibrador: 0.550 - 0.530 DO 450nm
Valor medio: 0.540 DO 450nm
M/Co Mayor de 1.0 — Valido

M/Co =1.7

Muestra 1: 0.070 DO 450nm
Muestra 2: 1.690 DO 450nm
Muestra 1 M/Co <1 = negativa
Muestra 2 M/Co > 1.2 = positiva

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Debe ponerse particular atencion a la interpretaciéon de los
resultados ante sospecha de infeccion primaria por
T. gondii en el embarazo, debido al riesgo de
malformaciones en el neonato.

3. Antes de emitir un criterio de positividad, cada muestra
positiva debe ser sometida a la Prueba Confirmatoria
reportada en la seccion T. Mediante la misma es posible
descartar cualquier error en la interpretacion del resultado
analitico producido por una falsa reactividad de la muestra.

4. En el monitoreo de infecciébn por T. gondii durante el
embarazo, se recomienda, antes de tomar cualquier
decisiébn médica preventiva, confirmar cualquier resultado
positivo, primero con el procedimiento descrito y después
con un sistema de deteccion de IgM.

5. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erréneos.

6. El diagnostico de infeccion debe ser evaluado y
comunicado al paciente por un médico calificado.

R. CARACTERISTICAS DEL PERFORMANCE.

1. Limite de deteccién.

Dia.Pro Diagnostic BioProbes s.r.l. ha definidko como Gold
Standard Interno (IGS) el 3°" Estandar Internacional O.M.S. para
TOXO IgG (Cédigo TOXG), positivo ademdas para IgM anti
Toxoplasma Gondii.

En la siguiente tabla se muestran los resultados, para tres lotes
del producto, después de una primera dilucion en suero
negativo y posteriormente en Diluente de Muestras con el
objetivo de generar un sistema de diluciones a probar en cuatro
réplicas.

Valores DO450nm

O.M.S (IGS) | TOXOM.CE | TOXOM.CE | TOXOM.CE

1U/ml Lote # 0703 | Lote # 0603 | Lote # 0503
3000 [U/ml 2.936 3.005 2.983
1500 1U/ml 2.547 2.615 2.589
750 1U/ml 2.350 2.433 2.378
375 1U/ml 1.368 1.452 1.377
188 IU/ml 0.911 1.125 0.968
94 IU/ml 0.522 0.637 0.561
47 1U/ml 0.271 0.338 0.285
23 U/ml 0.176 0.171 0.115
Negativo 0.060 0.055 0.052

Para detectar la sensibilidad del equipo se probé ademas la
preparacion Accurun n° 136 suministrada por Boston
Biomedical Inc., Estados Unidos. La preparacion ha sido
examinada en tres lotes en cuatro réplicas. En la siguiente tabla
se relacionan los resultados expresados como valores de M/Co:

ACCURUN | TOXOM.CE | TOXOM.CE | TOXOM.CE
#136 Lote #0703 | Lote # 0603 | Lote # 0503
1X 0.808 0.957 0.796
2X 0.389 0.468 0.369
4X 0.169 0.228 0.188
8X 0.065 0.078 0.059
Negativo 0.051 0.063 0.044

2. Sensibilidad Diagnoéstica

La sensibilidad diagnéstica se ha estudiado utilizando paneles
de muestras, clasificadas como positivas mediante un equipo
de referencia US FDA.

Las muestras positivas se obtuvieron de pacientes con infeccion
aguda por T. gondii, confirmada mediante andlisis clinicos y la
observacion de los sintomas.

El valor del andlisis obtenido después del estudio de mas de 60
muestras, fue > 98%.

Se evaluaron ademas el Performance Panel PTT 201,
suministrado por BBI, Estados Unidos.
Los valores se muestran a continuacion.
BBI Performance Panel PTT 201
Muestra REF Muestra REF
ID TOXOM.CE BioMerieux ID TOXOM.CE BioMerieux
DO450nm M/Co| VIDAS DO450nm M/Co| VIDAS
M/Co M/Co
1 0.052 0.1 0.3 14 0.082 0.2 0.2
2 0.048 0.1 0.1 15 0.121 0.3 0.2
3 0.078 0.2 0.1 16 0.049 0.1 0.1
4 0.072 0.2 0.4 17 0.476 1.4 15
5 0.048 0.1 0.1 18 0.057 0.1 0.1
6 0.044 0.1 0.1 19 0.185 0.5 0.2
7 0.045 0.1 0.1 20 0.092 0.2 0.4
8 1.134 35 35 21 0.165 0.5 0.1
9 0.126 0.3 0.1 22 0.084 0.2 0.1
10 0.047 0.1 0.1 23 3.181 9.8 10.3
11 1.232 3.8 2.4 24 0.137 0.4 0.2
12 0.088 0.2 0.1 25 1.007 3.1 1.8
13 3.166 9.8 7.3
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3. Especificidad Diagnéstica:

La especificidad diagnoéstica ha sido determinada utilizando
paneles de mas de 300 muestras provenientes de individuos
sanos de origen europeo, clasificadas como negativas mediante
un equipo de referencia.

Se emplearon ademas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos para determinar la especificidad. No se ha observado
falsa reactividad debida a los métodos de tratamiento de
muestras.

Las muestras congeladas han sido probadas para comprobar si
la coleccion y la concervacion interfiere con el procedimiento del
ensayo. No se ha observado interferencia a partir de muestras
limpias y libres de agregados.

Un estudio realizado con mas de 60 muestras que pudieran
presentar potencialmente reactividad cruzada, no reveld
interferencia alguna en el sistema. No se detecté reaccion
cruzada.

El estudio para evaluar el performance, realizado en un centro
de referencia externo con mas de 400 muestras totales, revelo
un valor > 98%.

El procedimiento reportado en la seccion T permite detectar y
descartar los falsos positivos en la interpretacion de los
resultados y por tanto verificar si un resultado positivo es real.
La Prueba de Confirmacion es un sistema que permite estimar,
con un 100% de confiabilidad, la especificidad de una prueba
(ya que en ausencia de un antigeno especifico, un resultado
positivo no es posible).

4. Precision:

Ha sido calculada a partir de tres muestras, una negativa, una
debilmente positiva y una positiva, examinadas en 16 réplicas
en tres series separadas.

Los resultados son los siguientes:
TOXOM.CE: lote # 0703

Negativa (N = 16)

Valores medios 112 serie 2da serie 3ra serie Valor
promedio
DO 450nm 0.058 0.072 0.076 0.069
Desviacion 0.005 0.006 0.007 0.006
estandar
CV % 8.9 8.3 9.1 8.7
Débil reactiva (N = 16)
Valores medios 112 serie 2da serie 3ra serie Valor
promedio
DO 450nm 0.583 0.567 0.579 0.576
Desviacién 0.040 0.049 0.056 0.048
estandar
CV % 6.8 8.6 9.7 8.4
Altamente reactiva (N = 16)
Valores medios 1ra serie 2da serie 3 serie Valor
promedio
DO 450nm 2.754 2.625 2.625 2.668
Desviacion 0.247 0.214 0.126 0.196
estandar
CV % 9.0 8.2 4.8 7.3
TOXOM.CE: lote # 0603
Negativa (N = 16)
Valores medios 11 serie 2da serie 3 serie Valor
promedio
DO 450nm 0.063 0.064 0.061 0.063
Desviacion 0.008 0.012 0.009 0.010
estandar
CV % 13.2 18.2 15.3 15.6

Débil reactiva (N = 16)

Valores medios 1= serie 2da serie 31 serie Valor
promedio
DO 450nm 0.641 0.651 0.644 0.645
Desviacién 0.038 0.042 0.042 0.041
estandar
CV % 5.9 6.5 6.6 6.3
Altamente reactiva (N = 16)
Valores medios 1= serie 2da serie 3 serie Valor
promedio
DO 450nm 2.889 2.830 2.879 2.866
Desviacién 0.122 0.123 0.074 0.106
estandar
CV % 4.2 4.4 2.6 3.7
TOXOM.CE: lote # 0403
Negativa (N = 16)
Valores medios 12 serie 2da serie 3ra serie Valor
promedio
DO 450nm 0.057 0.060 0.060 0.059
Desviacion 0.006 0.007 0.006 0.007
estandar
CV % 11.1 12.4 10.5 11.3
Débil reactiva (N = 16)
Valores medios 1 serie 2da serie 3 serie Valor
promedio
DO 450nm 0.544 0.556 0.520 0.540
Desviacién 0.040 0.078 0.058 0.058
estandar
CV % 7.3 14.0 11.1 10.8
Altamente reactiva (N = 16)
Valores medios 1 serie 2da serie 3 serie Valor
promedio
DO 450nm 2.850 2.866 2.846 2.854
Desviacién 0.139 0.122 0.126 0.129
estandar
CV % 4.9 4.3 4.4 4.5

S. LIMITACIONES.

La contaminaciéon bacterica o la inactivaciéon por calor de la
muestra pueden afectar los valores de DO y por tanto alterar los
niveles del analito.

Las muestras que después de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos
resultados falsos positivos.

El ensayo es util solo para probar muestras independientes y no
mezclas.

El diagnéstico de una enfermedad infecciosa no debe
establecerse en base a un solo resultado, sino que deben
tenerse en consideracién la historia clinica del paciente, la
sintomatologia, asi como otros datos diagnésticos.

T. PRUEBA DE CONFIRMACION.

Se realiza esta prueba con el propoésito de garantizar la mayor

precision del ensayo en el seguimiento del embarazo, donde un

resultado falso positivo puede conducir a un aborto. La misma

debe realizarse a cada una de las muestras positivas, antes de

emitir un diagnéstico de infeccién por Toxoplasma gondii.

Proceder para la confirmacién como sigue:

1. Preparar el Inmunocomplejo Antigeno/Anticuerpo segin se
describe en la seccion. Este reactivo se denomina Solucién
A

2. Diluir 25 pl del Conjugado concentrado en 500 pl de
Diluente de Antigeno, mezclar sdelicadamente con ayuda
del vértex. No usar para este procedimiento ningun vial
liofilizado de T. gondii! Este reactivo se denomina Solucién
B.

3. Dejar vacio el pocillo Al para el blanco.
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4. Dispensar el Control Negativo en las posiciones B1+C1, el
mismo se usa para calcular el valor de corte y los valores
M/Co.

5. La muestra positiva a confirmar, diluida 1:101, se afiade en
las posiciones D1+E1.

6. Incubar la tira durante 60 min a +37°C.

7. después del lavado el pocillo A1 queda vacio.

8. Dispensar 100 pl de la Solucibn A en
B1+C1+D1.

9. Dispensar 100 pl de la Solucién B en el pocillo E1.

10. Incubar la tira durante 60 min a +37°C.

11. Después del lavado, adicionar a todos los pocillos 100 pl
del Cromégeno/Substrato, posteriormente incubar la tira
durante 20 minutos a t.a.

12. Dispensar 100 pl de Acido sulfdrico en todos los pocillos,
medir después la intensidad del color utilizando un filtro de
450 nm (lectura) y otro de 620-630 nm (substraccién del
fondo, obligatorio), calibrando el instrumento con el pocillo
A1l (blanco).

los pocillos

La interpretacion de los resultados se realiza de la siguiente

forma:

1. Sila muestra en posicion D1 tiene un valor de M/Co menor
de 1.0, probablemente en el primer ensayo haya ocurrido
un error en el dispensado o alguna contaminaciéon. Debe
repetirse el Procedimiento del Ensayo, seccion M.

2. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2 y en posicion E1 el valor de M/Co es todavia mayor
de 1.2, la muestra se considera un falso positivo. La
reactividad de la muestra, en este caso, no depende de la
presencia especifica de T.gondii, por lo tanto ha ocurrido
una reaccion cruzada con el anticuerpo monoclonal
conjugado con HRP.

3. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2 y en la posicion E1 el valor M/Co es menor de 1.2 se
considera realmente positiva. La reactividad de la
muestra, en este caso se debe a la presencia especifica del
protozoo y no a reacciones cruzadas.

En la siguiente tabla se muestra la interpretacién de los
resultados:

Pocillo M/Co
D1 <1.0 >1.2 >1.2
El <1.0 >1.2 <12
Interpretacion | Probl. de Falso Realmente
contam. positivo positivo

BIBLIOGRAFIA.

1. Engvall E. et al.. J.Immunochemistry, 8: 871-874, 1971.

2. Engvall E. et al.. J.Immunol., 109: 129-135, 1971

3. Remington J.S. et al.. In “Infectious diseases of the fetus
and newborn infant”. 1966. Sanders, Philadelphia, London
Toronto.

4. Volk W.A. In “Essential of Medical Microbiology”. 2™
edition, pp 729, 1982. G.B.Lippincott Company,
Philadelphia, New York, San Jose, Toronto.

Todos los productos de diagndstico in vitro fabricados
por la empresa son controlados por un sistema
certificado de control de calidad aprobado por un
organismo notificado para el marcado CE. Cada lote se
somete a un control de calidad y se libera al mercado
Unicamente si se ajusta a las especificaciones técnicas y
criterios de aceptacion de la CE.

Fabricante:
Dia.Pro Diagnostic Bioprobes S.r.l.
Via G. Carducci n® 27 — Sesto San Giovanni (Milan) — Italia

C€

0318




Doc.: | Libretto Kit TOXOM.CE/en/es | Rev.:3 | Data: 2019/11 |




BEKTOP

vE/E/C/T/:

Habop peareHTOB
A1 UMMYHOEPMEHTHOIO
BbISIBIIEHWUSI UMMYHOTNOOYNNMHOB
Krnacca A K aHTureHam
Ureaplasma urealyticum

MHCTPYKUWMNA NO NPUMEHEHWIO

YmeepxdeHa 23.10.2009
lNpukasom Poc3dpasHadsopa Ne 8459-I1p/09

Ureaplasma urealyticum — IgA —
UDA — BECT

D-2258






1. HASHAYEHME

1.1. HaGop peareHTos mpeaHasHavYeH IS BbI-
ABJIeHHs UMMyHoryo0ysuHOB KJacca A (IgA)
aururenam Ureaplasma urealyticum B CBIBOPOTKE
(nniazme) KpoBU YeJIOBEKA W MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKHUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop pearenToB paccuuTas Ha IPOBee-
Hre 96 aHAJIM30B, BKIIIOYASI KOHTPOJIH. B0O3MOMKHEI
12 mesaBucuMbIx mmocTaHoBOK MDA, mpu kaskmoi
M3 KOTOPBIX 3 JIYHKU MCIIOJIB3YIOT JJIS IIOCTAHOBKH
KOHTPOJIEH.

2. XAPAKTEPUCTUKN HABOPA

2.1. Ilpusnun geicreus.

Merox ompenesieHrus OCHOBAH Ha TBEpmodaas-
HOM HMMMYHO(pEepPMEeHTHOM aHAaJIN3e C IPHUMEeHEeHH-
€M peKOMOMHAHTHBIX aHTUTeHOB. Bo Bpemst miepBoii
MHKYOAIINY, IIPY HAJUYNKN B KCCJIEIyeMbIX 00pas-
Irax I/IMMyHOI‘JIO6y.TII/IHOB KJ1acca A K a”"HTureHam
Ureaplasma urealyticum, IIPpOMCXOIUT X CBS3BI-
BaHUe C I/IMMO6I/I.TII/I.30BaHHI)IMI/I Ha IIOBEPXHOCTHU
JIYHOK IIJIaHIIIETa peKOMGI/IHaHTHBIMI/I a”HTureHamMm
Ureaplasma urealyticum. He cBsizaBmmiicss mare-
pHuas ynaasaioT OTMBIBKOM.

Ha BTopoii craguu artuTena k IgA uenosexa,
MeYeHHbIe TTePOKCHIA30M XpeHa (KOH»l02am), CBsl-
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3BIBAIOTCA C KOMILJIEKCOM «aHTHUIreH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCcTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COIEPIKAIINX KOMILJIEKCH «aH-
TUTEH-aHTUTEJION.

Peaxrmmio  ocramaBimBator  mobaBieHHMEM
crom-pearenra. Pesynprater MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OTITHYE-
ckyi1o miaotHocthb (OIl) B 1ByXBOJIHOBOM peskmMe:
O0CHOBHOI puiibTp — 450 HM, pedeperc-puILTp — B
nuamasone 620—650 am. Jlomyctuma perucrpaiius
pe3yabTaToB TOJBKO ¢ puiabTpoM 450 um. MHTeH-
CHBHOCTB JKEJITOT0 OKPAIITUBAHUS IIPOIIOPIIHOHAITE-
HA KOJMUYECTBY COJEPIKAIINXCSI B WCCIIEIyEeMOM
obpasiie UMMYHOIJIOOYJIMHOB Kjacca A K aHTHIe-
"Ham Ureaplasma urealyticum.

[Tociie mamepenus: OII pacTBopa B JIyHKax Ha
ocHoBaHMM paccuuTaHHoro sHaveHus Ollyp,, aHa-
JIM3UpyeMble 00pasIlbl OIEHUBAIOTCI KAK II0JIOMKH-
TeJIbHBIE, COMHUTEJIbHBIE UJIU OTPULIATEILHBIE.

2.2. Cocras Habopa:

Habop comep:xuTr Bce HeoOXOIMMEIE JIJIS IIPO-
BeeHNs aHaJIN3a peareHThl, KpoMe IUCTUJIIAPO-
BaHHOM BOJBI:
® ILJIQHIIIET pa360pHBII>'I C I/IMMO6I/IJ'II/ISOB3.HHLIMI/I

PEeKOMOMHAHTHBIMA aHTUTEeHAMU Ureaplasma

urealyticum — 1 mrr.;
D-2258



* IOJOMKHUTEeJIBLHEIM  KOHTPOJBHEIM  obOpaserr (K1),
MHAKTUBUPOBAHHLIN — 1 1., 0,5 M

° OTPULIATEJIBHBIA  KOHTPOJbHEIM  oOpaserm (K°),
WHAKTUBUPOBAHHBIN — 1 d1., 1 Mt

* xombiorar — 1 ¢ur.;

* pacTBOp IJIid mpemBapuTenabHoro passemenus (PIIP) —
1 ., 3

* pactBop jis passenenus kKorwborara (PK) — 1 ., 13 mor.

* pactBop 17151 passenerus cbieopoTok (PC) — 1 dor., 13 mur;

* KOHIIEHTpAaT pocdhaTHO-COIeBOro OyepHOro pacTeopa
¢ teuHOoM (OCB-Tx25) — 1 ., 28 mu;

* pacrsop Terpamermibensuauaa (TMDB) — 1 dr., 13 mut;

* crom-pearexat — 1 ., 12 Mt

Hab6op mormmoaHnTe IbHO KOMILIEKTYeTCS:
* IJIEHKAMU JJId 3aKJIEMBAHUSA ILJTAHIIeTa — 3 IIT.;
* BAHHOYKAMU JJIsI PEareHTOB — 2 IIIT.;
* HaKOHEUYHHUKAMH IJIg nuireTok Ha 4—200 v — 16 mrT.

3. AHAIIMTUYECKUE N OJUATHOCTUYECKUE
XAPAKTEPUCTUKU

3.1. PesysibraT KauecTBEHHOIO OIpeIesIeHMIs
HA00POM MMMYHOIJIOOYJIMHOB KJacca A K aHTH-
reaam Ureaplasma urealyticum moisKeH COOTBET-
crBoBatb TpeboBanuam CIIII (pee. Ne 05-2-202
om 27.03.08), BraoovaIieil 00pasibl CBIBOPOTOK,
comepskalme crelrpuueckre IgA ® amTUreHam
Ureaplasma urealyticum: 4YyBCTBUTEJIIBHOCTD
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M0 MMMYHOIJIOOyJIMHAM KJiacca A K aHTUTreHaMm
Ureaplasma urealyticum — 100%.

3.2. Pesynmbprar kavecTBEeHHOro ompeze-
JeHus1 HabopoM WMMYHOTJIOOYJIMHOB KJjiacca
A x amruremam Ureaplasma urealyticum poJ-
skeH cooTBercTBoBaTh TpeboBammsam CIIIT (pee.
Ne 05-2-202 om 27.03.08), BrOUaIONieil obpas-
Il CHIBOPOTOK, He cojepskaimtme IgA K aHTHre-
Ham Ureaplasma urealyticum: crnenmupuIHOCTD
M0 MMMYHOIJIOOyJIMHAM KJiacca A K aHTUreHam
Ureaplasma urealyticum — 100%.

4. MEPbI NPEAOCTOPOXHOCTHU

[ToTeHImaILHLIN PUCK TPpUMeHEeHUsT Habopa —
knacce 2a (I'OCT P 51609-2000).

[Tpu moATrOTOBKE K IIPOBEIEHUI0 aHAIN3a ClIe-
IIyeT coOJIIIATh MePhI IIPeI0CTOPOKHOCTH, IIPUHSI-
TBIe IIPH PaboTe ¢ MOTEHIINAIbHO HHQEKIIMOHHBIM
MAaTepPUAJIOM:

— paboTaTh B PE3UMHOBBIX IEPUYATKAX;

— He IHUIIeTUPOBATEH PACTBOPEL PTOM;

— BCE HCIOJIb30BAHHBIE MATEPHUAJLL Je3NHQMUIII-
poBaTthb B coorBercTBUH ¢ TpeboBamusamu ¢ CII
1.3.2322-08 u MY-287-113.
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5. OBOPYOOBAHUE U MATEPUAIDI,
HEOBXOAOUMBbIE NMPU PABOTE C HABOPOM:

— cuerTpodOTOMETP, TTO3BOJISIONINN ITPOBOIUTH H3-
mepenns OIl pacTBopoB B IyHKaX ILJIAHIIETA IIPU
JrHe BOJIHBI 450 HM W/WJIU B IBYXBOJTHOBOM pe-
JKFIMe IIPU OCHOBHOM JJIrHe BOJIHEI 450 HM U 1JIU-
He BOJIHBI CpaBHEeHUs B quamnasoHe 620—650 HwM;

— TepMOCTaT, IOAJePKUBAIONIUN TeMIepaTypy
(37+1) °C;
— XOJIOMUJILHUK OBITOBOI;,

— MHIIETKY OJyaBTOMATHYECKHE OJHOKAHAIbHBIE
C IIepeMeHHBIM WJIN (PUECHPOBAHHLIM 00BEMOM
CO CMEHHBIMH HAKOHEUHUKAMU, IT03BOJIAIOLINE
0oTOMpaTh 00BEMEI sKHAKOCTH 0T 5 10 1000 MKJT;

— IIUIEeTKA I0JIyaBTOMAaTHYeCKass MHOTOKAHAaJIbHAS
CO CMEHHBIMH HAKOHEUHUKAMM, II03BOJISIONIAS
0TOMpPAaTh 00BEMEL KHIKOCTeH 0T 5 10 300 MKJI;

— IIPOMBIBOYHOE YCTPOUCTBO JJIs IIJIAHIIEeTa;
— IIepYaTKU PEe3UHOBBIE XUPYPIrUUYECKIE;

— OyMmara puiIbTpoBaJIbHAA JIabopaTOPHAL;
— muauHAp BMecTuMocThbio 1000 mut;

— BOJA JUCTHJLINPOBAHHAS,

— Ne3uHQUITUPYIOIIAN PacTBOP.
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6. AHAINIM3NPYEMbIE OBPA3LbI

Jomyckaercs mcrmob3oBanmre o6pasIos, Xpa-
HUBIIUXCSA He Oosee 5 cyrok mpu (2—8) °C, ambo
mpu muHyc (20+3) °C, ecoiu HeobxoamMO boJtee JIJIu-
TeJbHOE XpaHeHHe.

CBIBOPOTKH, CO/IepsKAIIMe B3BEIIeHHbIe YACTH-
IIBI, MOT'YT JATh HEIIPABUJILHBIN pe3ysbrar. Takue
00pasIIbl TIepe;T NCII0JIHL30BAHUEM CJIeIyeT IIeHTPH-
dyruposars npu 3000 06/muH 10-15 MuUHYT.

Henbaa HMCII0JIH30BATH TIPOPOCIITHE,
reMOJIN3UPOBAHHBIE, THIIEPJIUIINIHLIE CBIBOPOTKH
WJIN TIOIBEPraBIINecsI MHOTOKPATHOMY 3aMOPAKU-
BaHUIO U OTTAUBAHHUIO.

7. NPOBEAEHME UMMYHO®EPMEHTHOIO
AHAJIU3A

7.1. BHUMAHMUE! TmarensHOoe cOO0IIO-
JdeHHe ONMMCAHHBIX HHUKE TPeOOBAHUI MO3BO-
auT u3bdeskaTh HCKaskeHus pedyabratoB MDA,
— Ilepes mocTaHOBKO#M peakITiyl BCe KOMITOHEHTBI

Habopa HeoOXOIWMO BBIAEPIKATH IIPU TeMIlepa-
Type (18-25) °C mHe menee 30 MUHYT.

— Jlasa IpUroToBJIEHUS PACTBOPOB M IIPOBEIEHIUS
N®A cnenyer HWCIOIb30BATH YHUCTYI0 MEPHYIO
HOCYy W ABTOMATHUYECKHE MUIETKHA C IIOTPell-
HOCTBIO U3MepeHus 00bEMOB He bostee 5%.

— JluoduamsnpoBaHHEIE KOMITOHEHTHI JTOJIMKHBI
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OBITH BOCCTAaHOBJIEHBI, KAK MHUHHMYM, 3a 15 mu-
HYT 10 UX UCIIOJIb3OBaAHUA.

— Ilocte orOopa HeOOXOOMMOIO  KOJIMYECTBA
CTPHIIOB OCTaBIIHECA CPa3y YIIAKOBATH B IIAKET C
OCYyIIIUTEJIEM. YHaROBaHHBIe CTPHIIEI, IIJIOTHO 3a-
KPEBITEIE (bJIaROHBI C UCXOOHBIMHY KOMIIOHEHTaMMN
xpauuth mnpu (2-8) °C.

— PacrBop rKombroorara B pabouem pasBeseHnu IoTo-
BUTH HEIIOCPEACTBEHHO IIepe/l MCIIOJIb3OBAHUEM.

— PacrBop TMB roros misa ucmonb3oBauus. Heoo-
XOAMMO HMCKJIIOUUTDH BO3IEHCTBHE IIPSMOr0 CBETa
Ha pacrsop TMB.

— Ilpu mpomBIBKE JIYHKH (cmpuna, nJaanuema)
3aII0JIHATH IIOJHOCTBIO, He JIOIIyCKas IepesinBa-
HUS IIPOMBIBOYHOIO PACTBOPA Yepea Kpasi JIYHOK,
¥ He KacascCh JyHOK HAKOHEYHHKOM IIAIIETKH.
Bpemsa mesay 3amosHeHHEeM M OIIOPOKHEHHEM
JIVHOK JOJIKHO OBITH He MeHee 30 ceryH/I.

— Ilpu ncmosrb30BaHUHU aBTOMATHYECKOTO WJIH PYU-
HOTO IIPOMBIBATEIS HEOOXOIUMO CJIETUTH 34 CO-
CTOSTHHEM €MKOCTH JIJIsI IIPOMBIBOYHOTO PacTBOPa
¥ COETMHUTEJIPHBIX ITIJIAHTOB: B HUX HE JOJIKHO
OBITH «3apocToB». Pa3 B HeesTio sKeIaTeIbHO eM-
KOCTH JJIs IPOMBIBOYHOTO PACTBOpA U IIIJIAHTH
apomberBaTh 70% cmpToM.

— He JOIIYCKATh BBICBIXaHHUA JIYHOK ILJIQHIIIEeTa
MeXOy OTOEJIbHBIMU OII€epallvAMI.
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— Ilpm mocranoBke VMDA Henab3ss HCIOJIb30BATH
KOMIIOHEHTHI M3 HA0OPOB PA3HBIX CEpPHUil WA
CMEIINBAThL HMX IPHA IIPUTCOTOBJICHHU PACTBO-
POB, KpoMe HeCIelMpUIecKnX KOMIIOHEHTOB
(OCB-Tx25, pacmeop TMB, cmon-peazenm),
KOTOpBIe B3amMo3aMeHseMbl B Habopax AQO
«Bexrrop-Bect».

— Ilpu mpuroroBJeHUN PaCTBOPOB U IIPOBEIEHUU
N ®A cienyer ncmoiab30BaTh OJHOPA30BbIE HA-
KOHEYHUKU OJIA ,E[O3aTOpOB.

— IMocyny (6arnouku), ucoab3yemMble QJIA PAOOTHI
¢ pacrtBopamu KoHboorara u TMDB, He oOpabarTsi-
BATh [Ie3UHQUIIMPYIOIMIUMU PACTBOPAME U MOIO-
IIAMU CPEICTBAMU.

— B ciyuae mOBTOPHOTO WCIIOJIB30BAHHUS TIOCYIY
(8anHOUKL) IJIS PACTBOpPA KOH'BIOraTa IIPOMBITH
TIPOTOYHOM BOJOU U TIIATEJIHHO OIIOJIOCHYTH JTUC-
THJLJIMPOBAHHON BOMIOM, OCYAy (8aHHOUKL) NJIA
pacrtBopa TMB cpaay mocite paboTbl HE0OX0IH-
MO TIPOoMBITE 50% pacTBOPOM ITHJIOBOTO CIIUpPTA,
a 3aTeM JUCTUJLJIIMPOBAHHOM BOJION.

— Jnsa mesuHderIny HOCyIbl U MATEPUAJIOB, KOH-
TAKTUPYIOIIUX C HCCIAEAYEMBIMH U KOHTPOJIb-
HBEIMH 00pa3laMiu, PeKOMEHIyeM HCII0JIb30BATh
Ie3MH(UIINPYIOIINEe CPeICcTBA, He OKAa3BIBalo-
e HEeraTUBHOI'O BO3OEHCTBUSA HA KadvecTBO
MDA, He comepmalye aKTUBHBIM KHCIOPOL M
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XJIOp, HaIpuMep, KOMOMHUPOBAHHEIE CPEICTBA
Ha ocHoBe YAC (uemeepmuurbix aAMMOHUCBDLY
CcoeO0uHenUll), CIIMPTOB, TPETUUHBIX AMUHOB.

— Ilunerkwn u paboume moBepxXHOCTH 0OPAOATHIBATH
TosibKO 70% pacTBopoM aTmIoBoro crrmpra. He wc-
TI0JIb30BATH MIEPEKUCH BOIOPOIA, XJIOPAMUH U T.JI.

7.2. IlpuroroBjieHue peareHToB.
7.2.1. IIpOMBIBOYHBIN PACTBOP.

Bsbosrare COZIEPIKIMOE draxona c
DOCB-Tx25. Ilpu BHIIagEHNN OCAgKa COJIEH B KOH-
IIeHTpaTe IIPOrPeTh ero Iiepel pasBedeHHeM 10
IIOJIHOT'O PACTBOPEHUSA 0CATKA.

B coorBercTBHMHM ¢ YHMCIIOM HCHOJIB3yE€MBIX
CTPUIIOB  0TOOpaTh HEOOXOAUMOE  KOJIMYECTBO
DOCB-Tx25 (cm. mabnuyy) 1 pa3BeCTH JUCTUILIIN-
POBAHHOI BOMOH 0 YKA3aHHOI0 B TAOIMIIe 00BEMA
wiu cogepsxumoe 1 praxona — mo 700 .

Xpanenue: npu memnepamype (2-8) °C oo 72
4acos.

7.2.2. KourponbHbie 00pa3Iihl.

Konrpoabusre obpasnsr (Kt u K7) rorossr & nc-
[I0JIb30BAHUIO.

Xpanenue: npu memnepamype (2-8) °C ¢ me-
yernue 6ce20 CpoKa 200Hocmu Habopa.
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7.2.3. PacTrBOpsI KOHBIOTATA.

Brumanue! [lns pabomsi ¢ KoHwio2amoMm
peKomendyemM UCNnOb308amb 00HOPA308ble HAKO-
HeUHUKU OJis NUNEeMOK.

[IpUroToBUTE KOHIIEHTPUPOBAHHLIA PACTBOP
KOHBIOTATAa IIyTEM PACTBOPEHHUS COHEPIKUMOTO
draxona ¢ kouwwrorarom B 1,0 mix PIIP.

Xpanerue: KOHUEHMPUPOBAHHBLIL — PACME0D
Konwlocama npu memnepamype (2-8) °C oo 1 mecaua.

Brumanue! Pacmeop konsreama 6 pabouem
passederul 20mosums 8 NJAACMUKO80L 8aAHHOUKE,
exooswell 8 cocmas Habopa, HenocpeocmeeHrHo ne-
peod ucnosbzosaruem!

[lepen mpuroroBsieHEM pacTBOpa KOHBIOraTa
B paboueM pas3BegeHNHN HEOOXOIUMO aKKypPaTHO IIe-
peMelrnaTrb, He OOIIYyCKasd BCIIEHUMBAHMNA, COOEPIKH-
Moe (PJIAKOHOB C KOHIIeHTpaToM Koubiorata u ¢ PK.

B mractukoByio BaHHOUKY orobpaTh He-
00X0TMMOe KOJIMYECTBO (CM. mabnulyy) KOHIEH-
TPUPOBAHHOTO PAaCTBOPA KOHBIOraTa, 100aBUTH
cooTBercTBYyIOIIee KoamuectBo PK wm axkypartmo
mepeMenaTh IUIIeTUPOBAHUEM 0 II0JIYUEeHUI PaB-
HOMEPHOTI'0 OKpAIIIUBAHUS.

7.2.4. Pacreop TMB.

Brumanue! Pacmeop TMBE 2omos k npume-
HeHUI.
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Heobxo0umo ucknrouums gozdeticmaue céema
na pacmeop TMB.

B mrnactukoByo BaHHOYKY 0TOOpPATH TOJIB-
KO Heo0XOJMMOe B COOTBETCTBHHM C YHCJIOM WC-
TOJIB3YEMBIX CTPUIIOB KoJsimuecTBO pactBopa TMB
(ecm. mabauyy). Ocrarku pactsopa TMDB us Ban-
HOYKW YTHJIM3UPOBATL (He Cueamyv 80 (hJIAKOH C
ucxoonvim pacmeopom TME).

7.3. IlpoBenenue ananusa

7.3.1. IloaroroBuTh HEOOXOMUMOE KOJIMIECTBO
crpuIioB K pabore. Ocrasirmecss — cpasy yIakoBaTh
BO m3beskaHme ryOMTEJILHOTO BO3IEHCTBUS BJIATH.
JlJisa oTOrO CTPUIMBI IIOMECTUTH B Ied)JI€HOBBIN I1a-
KeT ¢ BJIATOIIOTJIOTHUTEJIEM, TIIATEJIbHO 3aKPBITh
HaKeT ILJIACTHKOBOM 3aCTEKKOM. Y IIaKOBAHHBIE
TAaKUM 00pas3oM CTPHUIILI XpaHuTh mnpu (2—8) °C 1o
KOHIIA CPOKAa MOJTHOCTH Habopa.

[TpuroToBUTH TPOMBIBOUHEIHA pacTBop (. 7.2.1),
KOHIIEHTPHUPOBAHHBINA PACTBOP KOHBIorara (n. 7.2.5).

Brumarnue! Konuenmpuposanhsiii  pac-
meop kKomvloeama 00JiceH 6bimb NPU20TMOBGJIEH,
KaK MUHUMYM, 3a 15 murnym 0o nocmanosku MDA
u ebioeporcar npu memnepamype (18-25) °C.

7.3.2. lIlepenm mocramoBroii WM®OA nyHEmn
CTPUIIOB TIPOMBITH OWH pPa3 IIPOMBIBOYHBIM pac-
TBOPOM, 3aJuBasg B KaKAy0 JIyHKY mo 400 MEn
TPOMBIBOYHOTO pactBopa. [lo ucreuenuu 5 MuHyT
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PacTBOp aKKypPAaTHO YIAJIUTE B COCY/T C Te3UHPUITH-
PYIOIIIUM PacTBOPOM.

ITo okoHUYaHWM TIPOMBIBKM HEOOXOIHUMO TIIA-
TeJILHO yAAJIUTh BJIATY U3 JIYHOK, IIOCTYKUBAs Iiepe-
BEPHYTHIMU CTPUIIAMU II0 CJIOKEHHOM B HECKOJIBKO
cJ10€B (hrIbTPOBAIbHOM Oymare. He momyckaTth BbI-
CBIXAHUS JIYHOK CTPUIIOB MEIKIY OTJEeJIbHBIMU OIIe-
palusaMu TPy ITOCTAHOBKE PEaKITUU.

7.3.3. Bo Bce JIyHKH CTPUIIOB BHECTH II0
80 mrxa PC. B oguy nynky smectn 20 mra Kt
B 1nBe npyrue JgyHrn 1mo 20 mxa K-, B ocranbubie
JYHEHR — 110 20 MKJI MCCiIeayeMbIX 00pa3mos, I1o-
JIydasi TaKUM 00pa3om, passBenenwne 1:5. Buecenue
00pAasIoB JTOJIKHO COIPOBOMKIATHCS AKKYPATHBIM
mepeMeInuBanuemM (hunemuposanue He menee 4
paz). He mormmyckaTh BCIleHWBAHWS W KACAHUS HA-
KOHEYHUKOM JHA U CTEHOK JIYHKH.

JIyHKM 3akjenTh IJIEHKOM M WHKYOMPOBATD
upu Temireparype (37+1) °C 30 MmumyT.

3a 5 MUHYT 10 OKOHUYAHUSA UHKYOAITUN ITPUTO-
TOBUTH PACTBOP KOH'bIOTATa B paboueM pasBeqeHUH.

7.3.4. Tlo orkoHuaHWM WHKYOAIIUU COJEPIKU-
MoOe JIYHOK co0paTh B COCY/ C Je3UHQUITUPYIOIIUM
PACTBOPOM, IPOMBITE JIyHKH CTPUIIOB 5 Pa3 IIPOMBI-
BOYHBIM PACTBOPOM M TIATEJIFHO YIAJUTD BJIATY.

Brumanue! Kaoxcoyio nyHKY npu npomole-
Ke Heobx00umo 3anosiHsmb nosarocmoio (400 mrn
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npomwvLteouro2o pacmeopa). Heobxooumo 0obu-
8aMbCsL NOJIHO20 ONOPONCHEHUA JIYHOK NOCIe KAMNC-
0020 ux 3anosinerus. Bpems meocoy zanonnenuem
U ONOPONCHEHUEM JIYHOK 00JINCHO ObLmb He MeHee
30 cexyHO.

7.3.5. Bo Bce nyHKM ILIaHIIIETa BHECTH IIO
100 Mk pacTBOpa KOHBIOTaTa B padodyeM paas-
BeJIeHUU.

Brnumanue! Jlns  eHecenus pacmeopa
KOHDI02AMA UCNOJIb308AMb NJAACMUKOBYI0 8AHHOU-
Ky U 00HODPA308ble HAKOHEUHUKU, 6X00AWUE 8 CO-
cmas Habopa.

3arjIenTh JYHKW IUIEHKOM W WHKYOMPOBATH
mpu Temmeparype (37+1) °C 30 munyT.

Ilo okoHUYaHWN WHKYOAIIUM COMEPIKUMOE JIY-
HOK co0OpaTh B COCY[Z C JIE3UH(MUIIUPYIOIINM pac-
TBOPOM, JIYHKHW IIPOMEITH 5 pPa3 IPOMBIBOYHEIM
PacTBOPOM M yOAJIUTH BJATy, KAK OIIMCAHO BBIIIIE.

7.3.6. Bo Bce n1yHku BHecTu o 100 Mk pac-
TtBopa TMB.

Brumanue! Jlns enecenus pacmsopa TMB
UCNOJIB308AMDb NJACTNUKOBYI0 8AHHOUKY U 00HODA-
308ble HAKOHEeUHUKLU, 8X00AWUe 8 COCNAE HAbopa.

CTpumbl ITIOMECTUTH B 3AIUINEHHOE OT CBeTa
mecTo mpu Temieparype (18-25) °C va 30 muHyT.
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7.3.7. OcTaHOBUTL peakIuio J00ABICHHIEM B
Kaskayo JIiyHKy 1o 100 MKJI cTOII-peareHTa 1 ve-
pea 2—3 munyTs uameputsb OI1.

Criedyem uzbecamov nonadaHus CIMon-peazeHma

Ha 00excOy u omkpvimoie yuacmiku mena. Ilpu no-

nAOAHUL — NPOMBLING BOSLULUM KOJIUUECTNEOM 800bL.
8. PETUCTPALUA PE3YJIbTATOB

Pesynprater MDA perucrpupoBaTh ¢ IIOMOIIIBIO
crrekrpocoromerpa, uamepsiss OIl B 1ByxBOoSTHOBOM
pesxmMe: OCHOBHOM pmiibTp — 450 HM, pedepenc-
duapTp — B numamaszone 620—650 um. Jomryckaer-
CsA PETUCTPAIUA Pe3yJIbTATOB TOJIBKO ¢ (PUIBTPOM
450 =M.

BriBenenne crexkTpodoTomMerpa Ha HYJIEBOH
YPOBEHB («O71aHK») OCYIIECTBIIATE II0 BO3IYXY.

9. YYET PE3YNIbTATOB AHAJU3A

9.1. Pesynprarsl mMcCIeNOBAHUN YYUTHIBATH
TOJIBKO IIPH COOJIIONEHNHN CJIeAYIOIINX YCIOBHIIMA:

— cpenuee suavenue OIl B myurax ¢ K™ me 6o-
nee 0,25 (OII K™ < 0,25);

— suaavenne OII B nyare ¢ K* me menee 0,6

(OITK* > 0,60).

Boruncnures kpuruveckoe 3umauenume OII
(Ol pyuy) To hopmyTe:

OTl,pyr = OTL 5 (K") + 0,25,
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rae OIl,, K~ — cpennee snauenne OII nmsa or-
PHIIATEILHOI0 KOHTPOJIBHOTO 00pasiia.

VcenemyeMslii 00paselr OLeHUTb KaK:

— OTPULIATEJIBHBIN, T.e. He comeps:rammii [gA
K auturenam Ureaplasma urealyticum, eciu moJiy-
uenHoe /17151 Hero sHaueHne Ollyg, < Ollyp,, — 0,05;

— MOJIOYKHUTENIbHBIN, T.€. comepsxammil IgA &
anturenam Ureaplasma urealyticum, eciin 3Hade-
uHue Ollyg, > Ollpu,+ 0,055

— comHuTeNbHBIH, ecn Ollyp,, — 0,05 < Ollyg,
< Oll,pur + 0,05.

HaHI/IeHTaM C COMHUTEJIBHBIMU U IIOJIO-
JKUTEeJIbHBIMI pe3yjJibTaTaMn PEKOMEeHOyeTCA
IIOIIOJIHUTEILHOE 00CIeIOBAHNE (8blA8JIeHUE 8030Y-
oumens, obcnedosarnue nNapHvLx cbteopomok). Bee
KJIMHUYEeCKue u J'Ia60paTOpHBIe JaHHBbIE OOJIYKHBI
6]':>IT]':> pPaccMOTpeHEBI B COBOKYITHOCTH.

10. YCNIOBUA XPAHEHUA U SKCTNITYATALIMN HABOPA

10.1. TpancmopTupoBatme HabOpa TOJIKHO IIPO-
BomuThest mpu Temreparype (2—8) °C. Jlomyckaercst
TPAHCIIOPTUPOBaHMe IIpu TemIireparype 10 25 °C He
6osee 10 cyTok. 3aMopaskyBaHUe He IOIIYCKACTC.

10.2. Xpauenne Habopa B yIIAKOBKE IIPEIIIPH-
SATUSI-U3TOTOBUTEJIST JTOJIKHO ITPOU3BOIUTHCS TIPU
remmeparype (2—8) °C. 3amMopasknBamue He JOIY-

CKaeTcCd.
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10.3. Cpoxk rommocTr Habopa peareHTOB — 12
MECSIIIER CO JTHS BBIIIYCKA.

ITo sonpocam, kacaouwumcs kawecmea Habopa,
obpawamucs 8 AO «Bexmop-Becm» no adpecy:

630559, Hosocubupcras obnnacms, Hosocubupcruii
pation, n. Konvyoso, a/s 121;
men.: (383) 832-92-49, 227-60-30;
men./parc: (383) 332-94-47, 332-94-44;
E-mail: plkobtk@uector-best.ru

u 6 Hnecmumym cmandapmu3auyuu u KOHMpPOo-
A nekapcmeennvltx cpeocme DI'Y «HII 3CMII»
Pocsopasnaodsopa no adpecy: 117246, Mockea, Hayu-
HoLli npoeso, 0. 14A, men. (495) 120-60-95; 120-60-96.

OONONMHUTEJNIbHAA UHOOPMALIUA
Ons NOTPEBUTENEMN:
— HabGop pearenToB mpemHasHadveH OJis Ipodec-
CHOHAJIBHOI'O IIPMMEHEHUNA 1 JOJIKEH HCIIOJIB30-
BaThCA 00YUYEHHBIM IIEPCOHATIOM;

— Ilpu ucrrosrb3oBaHUE HAOOPa 0OPA3YIOTCS OTXOBI
rkaaccoB A, B u I', koropeie kiraccuduiimpyores
¥ YHUUYTOKAIOTCA (YMUJUUPYIOMCA) B COOTBET-
creum ¢ CaunlluH 2.1.7.2790-10 «Cauwurapso-
ATIUIEMUOIOTHUECKIEe TPEOOBAHUS K 00PATIEHUTO
¢ MeOUIMHCKHMEK oTxomamm». JlesuHdekirmo
HAOOpOB ciemyer IIpoBoauTh 10 MY-287-113
«MeToguueckre yKasaHUS TO Je3WHMEKIINH,
MIPeICTePUIN3ATIMOHHON OYNUCTKE M CTEePHJIA3a-
NN U3IeIUN MeIUITTHCKOT0 Ha3HAUCHUSY,
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TpeboBaHusa 0€30IACHOCTH K MEIUIIMHCKUM Jia-
ooparopusm npusegensl B [OCT P 52905-2007;

He mpumMensars Habop peareHTOB II0 Ha3HAUe-
HUIO TI0CJIe OKOHYAHUS CPOKA TOJHOCTH;

TpancopTUpOBaHUE TOJIKHO IIPOBOIUTHCS BCe-
MU BEIAMU KPBITOTO TPAHCIIOPTA B COOTBETCTBUU
C TpaBWJIAMH IIEPEBO30K, IEUCTBYIOIIUMH Ha
TpaHCIOPTE JTaHHOTO BUAA.

IIpousBoguTes b TAPAHTHPYET COOTBETCTBHUE BEI-
IyCKaeMBIX M3OeJInii TpebOBAHMSAM HOPMATHB-
HOM M TEXHUYECKOU! JOKYMEHTAIINH;

Besonacuocts 1 KauecTBO U3AESUS TAPAHTHUPY-
IOTCSI B T€UEHUE BCETO CPOKA TOTHOCTH;

IIpousBonuTe b OTBEUAET 3 HEAOCTATKY U3,
3a WCKJIIOUYeHUEM J1ed)eKTOB, BO3HHUKIINUX BCJIEI-
CTBUE HAPYIITEHUS IPABUJ IT0JIb30BAHUS, YCIOBUI
TPAHCIIOPTUPOBAHUS U XPAHEHUs, JTU00 JeHCTBHA
TPETHhUX JIUII, JILOO HEeIIPeo 0 IMMOM CHJIBL.

[IpousBomuTens 00si3yeTcst 3a CBOM CUET 3ame-
HUTH U3/eJIHe, TeXHUYeCKHe U PyHKITNOHAIbHBIE
XapaKTePUCTUKHU (nompebumenvckue ce0olicmaa,)
KOTOPOI0 He COOTBETCTBYIOT HOPMATHUBHON U TEX-
HIUYECKOH TOKYMEHTAITNH, eCJTH YKa3aHHbIe HeJl0-
CTATKU SBUJIUCH CJIEICTBHEM CKPBITOTO JedeKrTa
MaTepuaoB WM HEKAYeCTBEHHOTO W3TOTOBJIE-
HUS U3eJTUS IIPOU3BOTUTETIEM.
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Cxema aHanusa D-2258
T — IIPOMBIBOYHBIN PAacTBOP (7. 7‘42. 1),
KOHII. p-p KoHBOraTa (n. 7.2.3)
. § 1 pas
[ o[ womtmuare |
mo 20 mexa K¥, K~
1 HccJelyeMbIX 00pas3nos
PacTBOp KOHBIOraTa
TOATOTOBUTH B paGouem passemennu (n. 7.2.3)
R
5 pa3
TPOMBIBKA 10 400 MK
U
BHECTH 10 100 mMEa
pacTeopa KOHbIOrara

\ l
| o 100 Mk crom-peareHTta |
R
crnexTpodorome oBaHUE
S W
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TPAOMMYECKUE CUMBOJIBI

REF

Howmep no katanory

MeanumHckoe
n3penvie

ONs AMarHOCTUKN
in vitro

CO,D,ep)KVIMOFO [0CTaTo4YHO
Ona nposeaeHnA
N Konn4yectBa TeCTOB

A

P>

He ctepunbHo

TemnepatypHbIn

7] | Kop naprim i [mManasoH
[Hata narotoBneHms: XXXX-XX-XX
dopmart gaTbl: rog-Mecsil-4mcrio d Wsrotosutens
jﬂ Obpartutecb

Ncnonb3oBatb 40: XXXX-XX-XX

dopmart gaTbl: rog-Mecsil-4mcrio

K IHCTpyKLMK
no NPUMEHEHWIO

> | [E |

OctopoxHo! O6paTutech kK MIHCTPYKLMM MO NPUMEHEHUIO

Koncynvmauuio cneyuanucma no pabome ¢ Ha-

6OPOM MOHCHO NOJLYUUMD No meJt.. (383) 332-81-44.
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AKUMOHEPHOE OBLUECTBO
«BEKTOP-BECT»

MesxayHapoaHeIil cepTuQUKAT
ISO 13485

Ham agpec: 630117, HoBocubupck-117, a/s 492

Ten.: (383) 332-37-58, 332-37-10, 332-36-34,
332-67-49, 332-67-52

Ten./dpaxrc: (383) 227-73-60 (MHOrOKaHAIbHBII)

E-mail: vbmarket@vector-best.ru
Internet: www.vector-best.ru



BEKTOP

vE/E/C/TA

Habop peareHToB
ANst UMMYHO(PEPMEHTHOIO
BbISIBNIEHUSA UIMMYHOrNo6ynMHOB
knacca G K aHTureHam
Ureaplasma urealyticum

MHCTPYKUWMNA NO NPUMEHEHWNIO

Ymeepxdera 23.10.2009
lMpukasom Poc3dpasHadsopa Ne 8458-I1p/09

Ureaplasma urealyticum — IgG —

HABOP PEAFEHTOB

UDPA - BECT
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1. HASHAYEHME

1.1. HaGop peareHToB mpegHasHAYeH [IJIs
BbIBJIeHUST nMMyHoryI00yanaoB Ki1acca G (IgG) x
aururenam Ureaplasma urealyticum B CBIBOPOTKE
(W1asMe) KPOBU YEJI0OBEKA U MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKHUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop peareHTOB paccymTaH Ha IIPOBE-
nenme 96 aHaJM30B, BRJIIOUYAS KOHTPOJIBHBIE 00-
pasibl. BoaMoskHBI 12 HE3aBUCHMBIX ITOCTAHOBOK
N ®A, npu kam g0l 13 KOTOPHIX 3 JIYHKHU UCIOJIL3Y-
FOT JIJIsT TIOCTAHOBKY KOHTPOJIEH.

2. XAPAKTEPUCTUKU HABOPA

2.1. Ilpusnun geicreus.

Merox ompenesieHrus OCHOBAH Ha TBEpmodaas-
HOM HMMMYHO(pEepPMEeHTHOM aHAaJIN3e C IPHUMEeHEeHH-
€M peKOMOMHAHTHBIX aHTUTeHOB. Bo Bpemst miepBoii
MHKYOAIINY, IIPY HAJUYNKN B KCCJIEIyeMbIX 00pas-
Irax I/IMMyHOI‘JIO6y.TII/IHOB KJ1acca G’ K aHTureHam
Ureaplasma urealyticum, IIpouCXOIUT NX CBA3BIBA-
HUe C I/IMMO6I/IJ'II/IBOB3HHLIMI/I Ha IIOBEPXHOCTH JI)-
HOK NJIQHUEMA PeKOMOUHAHMHBLMU AHMULEHAMU
Ureaplasma urealyticum. He cBsizaBmmiicss mare-
pHuas ynaasaioT OTMBIBKOM.

Ha Bropoii craguu anTuresna k IgG uenosexa,
MeYeHHbIe TTePOKCHIA30M XpeHa (KOH»l02am), CBsi-
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3BIBAIOTCA C KOMILJIEKCOM «aHTHUIreH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCcTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COIEPIKAIINX KOMILJIEKCH «aH-
TUTEH-aHTUTEJION.

Peaxrmmio  ocramaBimBator  mobaBieHHMEM
crom-pearenra. Pesynprater MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OTITHYE-
ckyi1o miaotHocthb (OIl) B 1ByXBOJIHOBOM peskmMe:
O0CHOBHOI puiibTp — 450 HM, pedeperc-puILTp — B
nuamasone 620—650 am. Jlomyctuma perucrpaiius
pe3yabTaToB TOJBKO ¢ puiabTpoM 450 um. MHTeH-
CHBHOCTB JKEJITOT0 OKPAIITUBAHUS IIPOIIOPIIHOHAITE-
HA KOJMUYECTBY COJEPIKAIINXCSI B WCCIIEIyEeMOM
obpasie mMMyHOrI00y/IMHOB KJacca G K amTwre-
"Ham Ureaplasma urealyticum.

[Tociie mamepenus: OII pacTBopa B JIyHKax Ha
ocHoBaHMM paccuuTaHHoro sHaveHus Ollyp,, aHa-
JIM3UpyeMble 00pasIlbl OIEHUBAIOTCI KAK II0JIOMKH-
TeJIbHBIE, COMHUTEJIbHBIE UJIU OTPULIATEILHBIE.
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2.2. Cocras mabopa.

Habop comepsxuT Bce HEOOXOIMMBIE IS TIPO-

BeJIeHUS aHaJIn3a peareHThl, KpoMe JTUCTHUJIIIPO-
BAHHOM BOJBI:

IUIAHIIeT Pas30opHBIE ¢  MMMOOHMIM30BAHHBIMU
PEeKOMOMHAHTHBIMU AHTUIeHAMUI Ureaplasma
urealyticum — 1 mr.;

IIOJIOYKUTEILHEIA  KOHTPOJLHEIA — oOpaserr (K1),
MHAKTUBUPOBAHHLIN — 1 du1., 0,5 MuT;
OTPUIIATEIbHBIM  KOHTPOJbHEIM  obpaser,  (K7),
WHAKTUBUPOBAHHBIN — 1 dt., 1 MT;

KoHboraT — 1 dor.;

pacTBop a1 mpeasapuTesbHoro passenenns (PIIP) —
1 ., 3 mu;

pacrBop a1 passenenns Korwborara (PK) — 1 dr., 13 Mt
pasBogsuii 6ydep miist ceieoporok (PBC) — 1 dor.,
13

KOHIIEHTpAT ocaTHo-coIeBoro 0ydgepHoro pacraopa
¢ teuroM (OCB-Tx25) — 1 ., 28 mu;

pactBop Terpamerunbersuauua (TMB) — 1 dur., 13 vt
crom-pearest — 1 dur., 12 Mt

Hab6op mormoHuTe IbHO KOMILIEKTYeTCs:
IJIEHKAMU JJI 3aKJIEMBAHUSA IIJIaHIeTa — 3 IIIT.;
BAHHOYKAMU JIJIS PeareHToB — 2 IIIT.;
HaKOHeYHHKAMH g ouneTok Ha 4—200 MK — 16 1IT.
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3. AHAJIUTUYECKUE N OAUATHOCTUYECKUE
XAPAKTEPUCTUKHN

3.1. PesyspraT KauecTBEHHOIO OITpeJIeIeHUs
Ha00pOM HMMMYHOIVIOOyIMHOB Kjacca G K aHTH-
reaam Ureaplasma urealyticum IOJ3KEH COOTBET-
crBoBath TpeboBanusm CIIIT (pea. Ne 05-2-107
om 29.05.08), BRIoUaIIell 00pasibl CHIBOPOTOK,
comepsxainue cuenmnduueckre IgG K aHTHreHam
Ureaplasma urealyticum: 4YyBCTBUTEIBHOCTH
o MMMyHOTJI0OysmHaM kKiaacca G K aHTUreHam
Ureaplasma urealyticum — 100%.

3.2. Pesymprar KayecTBEHHOr0 oOIpese-
JeHuss HabOpOM  HMMMYHOTJIOOYJIMHOB  KJac-
ca G x amrurenmam Ureaplasma urealyticum
IoJKeH cooTBeTcTBOBATH TpeboBanusM CIIIT (pee.
Ne 05-2-107 om 29.05.08), BRIwUamIIEn 00pas-
Il CBIBOPOTOK, He comeps:kamme IgG ® aHTHTre-
HaMm Ureaplasma urealyticum: cunemudpuaHOCTh
o MMMyHOTJIOOysimHaM kKjgacca G K amTUreHam
Ureaplasma urealyticum — 100%.

4. MEPbI NPEOOCTOPOXHOCTHU

[ToTeHImaILHLIN PUCK TPpUMeHEeHUsI Habopa —
ritace 2a (I'OCT P 51609-2000).

[Tpu mOATOTOBKE K IIPOBEIEHUI0 aHAIU3A CIIe-
IIyeT CcoOJIIIATh MEPHI IIPEI0CTOPOKHOCTH, IIPUHSI-
ThIE IIPH PAb0Te C MOTEHIINAIbHO HHQEKIIMOHHBIM
MaTepPUAJIOM:
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* paboTaTh B PE3MHOBHIX IIEPUATKAX;

He ITUIIETUPOBATH PACTBOPHI PTOM;
BCE HCHOJIb30BAHHBIE MAaTEpPUAaJIbl JI€3UH-
duimposaTh B coorBeTcTBHU ¢ TpeboBaHuamu ¢ CII
1.3.2322-08 u MY-287-113.

*
*

5. OBOPYOOBAHUE U MATEPUATDI,
HEOBXOAMUMBIE NMPU PABOTE C HABOPOM:

— CmextpodoToMeTp, ITO3BOJISIONINE TPOBOIUTH
U3MEepPEeHUs ONTUYECKON IIJIOTHOCTA PaCTBOPOB
B JIYHKaX ILJTAHIIETa OpU JJINHE BOJHBI 450 HM
W/Mau B JIBYXBOJIHOBOM pPEKHMMeE IIPU OCHOBHOI
JurHe BoJTHBI 450 HM ™M JJIMHEe BOJIHBI CpaBHe-
Hug B quarasore 620—650 HM;

— TepMOCTAT, MOIIEPKUBAIOIIAA TeMIepaTypy
(37+1) °C;
— XOJIOOUJIBLHUK OBITOBOI;

— IHUIETKHU TI0JIyaBTOMATHUYECKHE OJHOKAHAIHHBIE
C TIepeMeHHBIM WU (PUKCUPOBAHHBIM 00BEMOM
CO CMEHHBIMU HAKOHEUYHUKAMU, ITO3BOJISIOIINE
0oTOMpPAaTh 00BEMBI sKHUIKOCTH 0T 5 70 1000 MKII;

— IIHIEeTKA II0JIyaBTOMATHYECKAasI MHOTOKAHAJIbHAS
CO CMEHHBIMH HAKOHEUHMKAMM, I03BOJISIOIIAS
0TOMpPAaTh 00BEMEL SKHIAKOCTEH 0T 5 10 300 MKJT;

— IIPOMBIBOYHOE YCTPOMCTBO JJIs IIJIAHITIETA;

— IIepYaTKU Pe3nHOBbIe XUPYPIrUuieCKue,
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Oymara dubTpoBasIbHas JabopaTopHAasd;

UAHAP BMecTuMOocTh0 1000 M,

— BOJa JUCTHUJIJIMPOBAHHAA,

JIe3UH(UITPYIOIIUA PACTBOP.

6. AHAINTM3NPYEMbIE OBPA3LbI

Jomyckaercs mcmonb3oBanmne o6pasIos, xpa-
ausmmxcsa npu (2—8)°C ue Gostee 5 cyTOK, JInOO Ipu
munyc (20+3) °C, eciiu HeoOX0o MO O0JI€€e JJTUTE h-
HOE XpaHEHHe.

CBIBOPOTKH, CcOJep Kallie B3BeIleHHBbIe dYa-
CTHIIBI, MOTYT JaTh HEIPaBHJILHBIA pe3yJIbTar.
Tarkme 00pasIbl IIepej KCIIOJIB30BAHUEM CJIEIyeT
meurpudyruposars npu 3000 oo/mMur 10-15 mu-
HYT.

Henbas wmcmosb3oBaTh IIPOpPOCIIHE, T€MOJIH-
3UpPOBAHHBIE, THUIEPJIUINIHLIE CHIBOPOTKH WJIH
OBEPraBIIrecs MHOTOKPATHOMY 3aMOpPasKHBa-
HUIO ¥ OTTAUBAHHUIO.
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7. NPOBEOEHVE UMMYHO®EPMEHTHOIO
AHAINMN3A

7.1. BHUMAHHNE! TmareasHOE COOJIO-

JE€HNEe OIINMCAaHHBbIX HHKE Tpe60BaHI/Iﬁ II03BO-
JauT n30ekaTh UCKaskeHuA pe3ynbratoB MDA,

Ilepen mocTaHOBKOM peakiny BCe KOMIIOHEHTHI
Ha0oOpa HeOOXOOMMO BBLIAEP:KATh IIPH TeMIlepa-
Type (18-25) °C ue menee 30 MUHYT.

JlJis1 ipuroToBIEHUS PACTBOPOB U IIPOBENEHUS
VDA cremyer MCIOJIB30BATH YHCTYI0 MEPHYIO
MOCY/Ty W aBTOMATHUYECKHE ITUIIETKU C ITOTPeIr-
HOCTBIO U3MepeHus 00hEMOB He Gostee 5%.

JInodunusnpoBaHHble KOMIIOHEHTHI JTOJIMKHBI
OBITH BOCCTAHOBJICHBI, KAK MHHHUMYM, 3a 15 Mu-
HYT JI0 UX UCII0JIb30BAHUS.

Ilocie orbopa HEOOXOZHMMOrO  KOJIMYECTBA
CTPHUIIOB OCTABIIHEC CPa3y YIIAKOBATEH B IAKET C
ocyIIuTeaeM. Y IaKOBAHHBIE CTPHUIIEL, ILJIOTHO 34-
KPBITEIE (DJIAKOHEI ¢ MCXOTHBIMU KOMIIOHCHTAMU
XpaauTh 1pu (2—8) °C.

PacrBop KomBIOraTa B paboueM pasBemeHHH IO-
TOBUTH HEIOCPEICTBEHHO IIepe] MCIIOIb30BAHM-
eM.

Pacreop TMB roros gist ncosrb3oBanusi. Heob-

XOOWMO UCKJJIIOUUTH BOS,ILefICTBHe IIPAMOI'O CBETA
Ha pacrsop TMB.
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— Ilpu mpoMBIBKE JIYyHEKH (cmpuna, nJAaGHUWeEmMQ)
3AII0JIHATH IOJIHOCTBIO, HE JOIIyCKAsA IIepesInBa-
HUSA IIPOMBIBOYHOI0 PACTBOPA Yepes Kpas JIyHOK,
M HE Kacasch JIYHOK HAKOHEYHHMKOM IIMIICTKI.
Bpemsa memxny samosHeHHeM W OIOPOKHEHIEM
JIYHOK JIOJIKHO OBITH He MeHee 30 cexyH .

— Ilpwu mcrosrb30BaHUHU aBTOMATUYIECKOTO UJIH PyU-
HOTO ITPOMBIBATEJIST HEOOXOIMMO CJIETUTH 34 CO-
CTOSHUEM €MKOCTH JIJIS IIPOMBIBOYHOTO PACTBOPA
¥ COeIMHUTEJILHBIX IIIJIAHTOB: B HUX HE JIOJIKHO
OBITH «3apocToB». Pa3 B HeeIo KeIaTesIbHO EM-
KOCTh JJIST TIPOMBIBOYHOTO PAaCTBOPA U IJIAHTH
anpomsrBaTh 70% crmpTom.

— He JOIIYCKATb BBICBIXaHHUA JIYHOK IIJIaHIIIeTa
MeXIY OTOECJIbHBIMU OIlePaITUAMU.

— Ilpu mocramoBke MDA Henb3sd HCIOIH30BATH
KOMIIOHEHTHI M3 HAOOPOB PA3HBIX CEPUM WU
CMEIUBATh WX IIPU [IPUTOTOBJIEHUHM PACTBO-
pPOB, KpoMe HecHeluuIecKux KOMIIOHEHTOB
(OCB-Tx25, pacmeop TMB, cmon-peazenm),
KOTOpble B3amMmo3aMeHsseMbl B Habopax AQO
«Bexrop-Bec».

— Ilpu IpPUrOTOBIEHUN PACTBOPOB M IIPOBENECHUM
N ®A cienyer ncmoib30BaTh OJHOPA30BbIE HAa-
KOHEUHUKHU IJI T03aTOPOB.

— Ilocyny (sanHOuKL), NCTIOJIB3YEeMBIE M1 paOOThI
¢ pacrBopamu kKouboorara u TMB, He odpabdarsi-
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BaTh Je3UHQUINPYOIIUMNA PACTBOPAMH K MOIO-
IIIUMHU CPeJICTBAMH.

— B ciyyae HOBTOPHOTO HCIIOJIB30BAHUS IIOCY.IIY
(6aHHOUKL) OIS PACTBOPA KOHBIOraTa IIPOMBITH
TIPOTOYHOU BOJOU U TITATEJIHHO OIOJIOCHYTH JTHC-
THUJLJIMPOBAHHON BOHOM, IOCYLY (6QAHHOUKL) OJIS
pacrBopa TMB cpasy mocse paboThl HEOOXOIH-
MO TpoMBITE 50% pPacTBOPOM ITHJIOBOTO CIIUPTA,
a 3aTeM JUCTUJLJIMPOBAHHOMN BOJIOH.

— Jlost nesmH(eKIMY MOCYIBI U MATEPUAJIOB, KOH-
TAKTHUPYOIIUX C HCCICTYEMBIMH U KOHTPOJIb-
HBIMU 00pas3IiiaMu, PeKOMeHyeM HCIT0JIb30BaTh
Ie3nH(UIIMPYIOIIEe CPeJICcTBA, He OKA3BIBAI0-
Iye HeraTWBHOTO BO3MENCTBHS Ha KAYeCTBO
VDA, He comepskallie aKTHBHBINA KHCJIOPOL H
XJIOp, HaIpuMep, KOMOMHUPOBAHHBIE CPEICTBA
Ha ocHoBe YAC (uemeepmuunvix aMMOHUCBHLX
COe0UuHeNUll), CIIMPTOB, TPETUIHBIX AMUHOB.

— IMunerku u paboure IMOBEpXHOCTH 00pabATHIBATE
T0JIBKO 70% pacTBOopoM aTHUJI0BOrO crrmpra. He wmc-
TI0JIb30BATH TIEPEKUCH BOIOPOIA, XJIOPAMUH U T.JI.

7.2. IlpurorosjieHue peareHToOB.

7.2.1. IIpOMBIBOYHBII PACTBOP.
Bsbonrats COJIEPIKUMOe dirarona ¢
OCB-Tx25. Ilpu BEIIALEHUHN OCATKA COJIEH B KOH-
IIEHTpaTe IIPOrPeTh €ero Iepel pPasBeIeHHeM 10
IIOJIHOTO PACTBOPEHMS 0CaIKA.
D-2254 11



NN YYVY =0

02T _ 01T _ 0°0T _ 0'6 _ 08 _ 0L _ 09 _ 0'g _ 0¥ _ 0'¢ _ 0% _ 01 _ I ‘gL, dogioeq
qL doaroeg

02T 01T 0°0T 06 | 08 0°L 09 | o'¢ 0¥ 0'¢ 0% | 0T I N d

o o o o o o o oxe | » oxe | o N M ‘(Led LHSITHON)
xgT XTT x0T x6 x8 XL x9 Xg Xy X8 4 * LedorLHOY

unHoregerd Wwonoged g eLeIOILHOM dogLoe

009 09¢ 00¢ | 09¥ | 00¥ | O<E | 00€ | 09 | 00 | OST | OOT 0¢ I “erod
o or orxr orr or or orr or orr or o or BeHHRIOdULIrALOUY]
144 [44 0% 8T 91 1 48 0T 8 9 14 14 I ‘GZXL- IO D

doaroed uraHhOaIIWOd]]

at | m ot [e|s | o] v [e][a]r

goIHdLd XITWAEIIrOIION OLLIOIhHII0)

gorHaIead vroxoed enurroe],

D-2254

12



B cooTBercTBMM ¢ 4YMCIIOM MCIIOJIB3YEMBIX
CTPUIIOB  0TOOpaTh HEOOXOAUMOE  KOJIMIECTBO
DOCB-Tx25 (em. mabauyy) n pasBecTH IUCTUILIIH-
POBAHHOI BOLOH I0 YKA3aHHOI0 B TAOJIMIIe 00BEMA
niu cogep:xumoe 1 paxora — mo 700 mut.

Xpanenue: npu memnepamype (2-8) °C
72 uaca.

7.2.2. KouTposibHbIE 00PA3IIHI.

KouTtposbusie odpasiisr (K+ 1 K~) TOTOBHI K HC-
OJIB30BAHUIO.

Xpanenue: npu memnepamype (2-8) °C ¢ me-
yeHue 8ce20 CPoKa 200HOCmu Habopa.

7.2.3. PacTtBOpHI KOHBIOTaTA.

Brumanue! Jlns pabomosr ¢ Konwiocamom
perxomendyem UCNnOJb308amb 00HOPA308ble HAKO-
HeUHUKU OJis NUNemokK.

[IpUroToBUTH KOHIIEHTPUPOBAHHBIA PACTBOP
KOHBIOTATA IIyTEM PACTBOPEHUS COMEPIKHMOTrO
dnaxona ¢ kogporarom B 1,0 mux PIIP.

Xpanenue: KOHUEHMPUPOBAHHbLIL PACMEOD
KoHBl02ama — npu memnepamype (2=8) °C do 1 me-
caua.

Brumanue! Pacmeop konsiocama é pabouem
passederul 20mosums 8 NJAACMUKO80L 8AHHOUKE,
8xooauLell 8 cocmas Habopa, HenocpeocmeeHHo ne-
ped ucnosv3osaruem!

D-2254 13




Hepezl; IIPUTOTOBJIEHHEM paCTBOpa KOHBbIOTraTa
B pa6oqu pa3BeageHnuu HeO6XOZ[I/IMO AKKYpPaTHO IIe-
peMeniatb, He OOIIyCKad BCIIEHHMBAHHA, COOEPIKHU-
Moe (bHaKOHOB C KOHIOGHTpaTOM KOHBbIOTaTa 1 C PK.

B mmactukoByio BaHHOUYKY oToOpaTrh He-
00X0IMMO€e KOJIMYECTBO (CM. mabsiulyy) KOHIIEH-
TPUPOBAHHOI'O PACTBOPA KOHBIOraTa, LOOABHUTH
cooTBercTByIOIIEe KoiamduectBo PH m akkxyparHO
IIepeMelaTrsb IINIIeTUPOBaAHKUEM OO IIOJIYYeHHUd PaB-
HOMEPHOT'0 OKpAIIUBAHUS.

7.2.4. Pacreop TMB.
Bruwmarnue! Pacmeop TME 2omos k npume-
HEeHUIO.

Heob6xo0umo ucknwouwums 8o3oeticmaue ceema
na pacmeop TMB.

B mracTukoByi0 BaHHOYKY OTOOPATH TOJIBKO
HEeoOX0IUMMO€e B COOTBETCTBUHU C YHCJIOM HCIIOJIb3Y-
eMBIX CTPHUIIOB KoJamdecTBO pacrBopa TMB (cwm.
mabnuyy). Ocratku pacrsopa TMB m3 BamHOYKH
YTUIU3UPOBATE (HEe CAUBAMDb 80 (PJAKOH C UCX00-
Howv pacmeopom TMB).

7.3. Ilposenenune amanusa.

7.3.1. IlogroroBUTEL HEOOXOOUMOE KOJIMUECCTBO
crpuIioB K pabore. Ocrasimecs — cpasdy yIakoBaTh
BO m30eskaHre I'yOMTeJIbHOr0 BO3EHCTBUS BJIATH.
Jlsiss 9TOrO CTPUIBI TOMECTUTh B 11ed)JI€HOBHIN I1a-
KeT C BJIATOIIOIJIOTHUTEJIEM, TIIATEJIbHO 3aKPBITh

14 D-2254



makeT ILJIACTUKOBOM 3aCTékKON. Ynarxosanmvie
maxum odpazom cmpunst xparumov npu (2—8)°C do
KOHUQ CPOKA 200HOCMU Habopa.

[TpuroroBUTH TPOMBIBOYHEIN pacTeop (n. 7.2.1),
KOHITEHTPHUPOBAHHEINM PACTBOP KoHbIoraTa (n. 7.2.3).

Brumanue! Konuenmpuposanroiii pac-
meop KoHwvioeama 00JHceH Gbimb NPuU0mosJieH,
KaK MUuHumym, 3a 15 murnym 0o nocmarnosku UDA
u evioeporcar npu memnepamype (18—25) °C.

7.3.2. Ilepem mocranosroit MDA nyurm
CTPUIIOB TIPOMBITH OJAWH Pa3 IIPOMBIBOYHBIM pac-
TBOPOM, 3aJIMBas B KaxkAylo JyHKY 1Mo 400 MK
IPOMBIBOYHOTO pactrBopa. Ilo ucrevernnn 5 MuUHYT
PaCTBOP AKKYpPaTHO YIAAJIUTE B COCY/I C T€3UHPUIIH-
PYIOIIIUM PacTBOPOM.

[To oxoHUYaHWHK POMBIBKM HEOOXOIUMO TIIA-
TEJIbHO YIAJIUTD BJIATY U3 JIYHOK, IIOCTYKHUBAas IIepe-
BEPHYTHIMU CTPHUIIAMU I10 CJIOKEHHON B HECKOJIBKO
cJI0éB puIbTPOBAIBbHOM Oymare. He mommyckaTth BbI-
CBIXAHUS JIYHOK CTPHUIIOB MEKIY OTHEJbHBIMU OIle-
PAIUSIMHE IIPYU ITIOCTAHOBKE PEaKIIHH.

7.3.3. Bo Bce JyHKH CTPUIIOB BHECTHU II0
80 mxn PBC. B oguy nyaxy sBuectuz 20 mxa K*,
B nBe npyrue jgyukd mo 20 mxa K, B ocranbubie
JyHEN — 110 20 MKJI MiCCJIey eMbIX 00pa3IioB, IIo-
Jydast TakuM o0pa3oMm, pasBemenue 1:5. Buecenue
00pas3IioB JOJIPKHO COIIPOBOMKIATHCA AKKYPATHBIM
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mepeMeIIuBaHueM (RUNEMUPOBAHUE He MeHee
4 pas). He gormyckaTh BCIIeHWBAHUS U KACAHUS Ha-
KOHEYHUKOM JHA U CTEHOK JIYHKH.

JlyHku 3axjienTh IIEHKOM W WHKYyOMPOBATH
mpu temireparype (37+1) °C 30 munyT.

3a 5 MUHYT 00 OKOHUYAHUSA MHKYOAIIMU IIPUIO-
TOBUTH PACTBOP KOH'bIOraTa B pabouyeM pasBeIeHuH.

7.3.4. Tlo oxoHUaHWM MHKYOAILIMK CONEPIKU-
MOe€ JIYHOK co0paTh B COCY[ C Je3UHMUIIAPYIOLIIM
PacTBOPOM, IIPOMBITE JIYHKH CTPUIIOB 5 Pas3 IIpPOMBI-
BOYHBIM PACTBOPOM M TIATEJIHFHO YIAJIUTD BJIATY.

Brumanue! Kascoyio JnyHKY npu npomble-
Ke Heobx00umo 3anosiHsmby nosrocmoio (400 mr
npomwvteouro20 pacmeopa). Heobxooumo oobu-
8QMbCs NOJIHO20 ONOPONCHEHUS JLYHOK NOCJLe KadiC-
0020 ux aanosinerus. Bpems meocoy sanonnenuem
U ONOPONHCHEHUEM JIYHOK OOJIHCHO Oblmb He MeHee
30 cexyHO.

7.3.5. Bo Bce myHKM ILJIQHIIIETA BHECTH IIO
100 Mk pacTBOpa KOWBIOTaTa B padodyeM pas-
BEJIE€HUHU.

Brnumanue! Jlna eHecenus pacmeopa
KOHB102AMA UCNOJIb308AMb NJIACMUKO8YI0 8AHHOU-
KY U 00HOPQ308ble HAKOHEUHUKU, 8X00AULUE 8 CO-
cmas Habopa.

BakaenTh JYHKHW IUIEHKOM W MHKYOMPOBATH

mpu temiepatype (37+1) °C 30 munyT.
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Ilo oxoHUaHWMM MHKYOAIIUH COMIEPIKUMOE JIy-
HOK coOpaTh B COCY[I C JIe3WH(MUIIUPYIOIIAM pac-
TBOPOM, JIYHKHA IIPOMBITH 5 pa3 IIPOMBIBOYHBIM
PacTBOPOM U YIAJIUTH BJIATY, KAK OIMCAHO BEBIIIIE,

7.3.6. Bo Bce nyuku Buectu mo 100 Mk pac-
tBopa TMB.

Bruwmanue! Jlns suecenus pacmeopa TMB
UCNOIL308AMDb NJACTNUKO08YI0 8AHHOUKY U 00HODA-
308ble HAKOHEeUHUKU, 8X00AUUe 8 COCNA8 HAbOPA.

CrpuIlbl IOMECTUTDH B 3AIIMUIIMEHHOE OT CBETA
Mecto mpu temmueparype (18—25) °C ma 30 munyT.

7.3.7. OcCTaHOBUTH peakriuio H00ABJIEHUEM B
Kaskayo JyHKY mo 100 MKJI cTOII-peareHTa u de-
pes 2—3 munyTsl nameputb OI1.

Criedyem uzbeeamov nonadarus Cmon-peazerma
Ha 00excOy u omkpbimbie yuwacmku mena. Ilpu no-
NAOAHUL — NPOMbLIND OOJLULLUM KOJLUHECME0M 800bL.

8. PETMCTPALINA PE3YINIbTATOB

Peaynbrater MDA perucTpupoBaTh ¢ IIOMOIIBIO
crexTpodoromerpa, uamepasa OIl B gByxBosaHOBOM
peskume: ocHOBHOI uibTp — 450 HM, pedeperc-
dunepTp — B nuamasore 620—650 um. Jlomyckaer-
Cs PETUCTPAIIUS Pe3yJIbTATOB TOJBKO C (DUIBTPOM
450 HM.

BriBemenue cmexTpodoromerpa Ha HYJIEBOM

YPOBEHbB («6J1aHK») OCYIIECTBIIATH II0 BO3IYXY.
D-2254 17



9. YYET PE3YIILTATOB AHATU3A

9.1. PesymbraThl MCCIEIOBAHUN YIUTHIBATD
TOJIBKO TIPU COOJTIOIEHUH CIIEIYIOTITHX YCIIOBUI:

— cpenuee saavenue OIl B myarax ¢ K- me Go-
aee 0,25 (Ol K™ < 0,25);

— suauenne OII B aynre ¢ K me menee 0,6
(OIIK* > 0,60).

Beruncnurte kpurudeckoe 3Hadenme OII
(Ol pyy) O dhopMyIE:
OlIlpu, = OIl,, K™ + 0,25,
rae OIl,, K™ — cpennee sravenune OII moa K-

Wccieqyemebrit oOpasels OLIEHUTh KaK:

— OTPHIIATEJIBHBIH, T.e. He comepskamnuii IgG k an-
turenam Ureaplasma urealyticum, ecijiv moJydeH-
Hoe muia Hero 3Hadenne Oll,s, <O Ollgyy, — 0,05;

— IIOJIOYKUTEJIbHEIN, T.e. comepskamuii 1gG k anTu-
reaam Ureaplasma urealyticum, eciin 3HavyeHume
OIly5p > OIlpurt 0,05;

— comuurenbHbi, ecan Ollxpur — 0,05 <
OIly6p < Ollpyyt 0,05.
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9.2, UuTepuperanus pe3yIibTaTOB.

Ol cbIBOPOTKM Pesynbrat -I;:TGp
OMy6p < OMypum — 0,05 oTpULaTenbHbI | —
OMypym — 0,05 < OMy6p < OMypym + 0,05 | COMHUTENBHBIA | —
cnabononoxu-
OMypum *+ 0,05 < OMggp < 1,5 % Oy TeNbHbI 1:5

1,5 x OMypym < OMggp <2 X OMypyy | MONOXMTENBHBIA | 1:10

CUILHOMOMNOXK- | .
2 % OMypym < OMogp < 3 x OMypum TeNbHbI 1:20
CUIbHOMOSMOXM-
3 x 0l <on <4 x 00N ° 1:40
pum o6p = Kpum TenbHbINA
CUIbHOMOMOXM-
n >4 x Ol M 1:
OMosp OMyoum TenbHbIN 80

Havyuenmam ¢ COMHUMENDHBIMI U  NOJIONCU-
MEJIbHbLMU  Pe3YIbIAMAMU  PeKOMEeHOYemcs 0onoJi-
HumesnvbHoe o0bcedosarnue (8visssienue 80306youmens,
06cs1e008aHUe NAPHDBIX CbIBOPOMOK,). Bee knunuueckue
U 1abopamopHwie 0arHHbLe 00JIHCHbL Bbimb paccmompe-
HbL 8 COBOKYNHOCIMIL.
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10. YCNoBuUA XPAHEHUA U SKCNNYATALUU
HABOPA

10.1. TpancrnoprupoBanue HabOpa JOJKHO IIPOBO-
muthesa mpu Temieparype (2—-8) °C. Jlomyckaercs Tpawc-
noprupoBanue mpu temieparype g0 25 °C He Gosee 10
CyTOK. 3aMOpasKUBaAHNE He JIOMYCKAETCS.

10.2. XpaHenwne HaOOpa B yIIAKOBKE IIPEIIPUATHA-
HM3TOTOBUTEJIS IOJIPKHO IIPOU3BOTUTHCS IIPU TEMIIepaType
(2-8) °C. BamopaskuBaHue He JIOOYCKAETCS.

10.3. Cpor rogHocT: HabOpa peareHToB — 12 mecsd-
1I€B CO JIHS BBIYCKA.

ITo eonpocam, kacawuwumcs kawecmea Habopa,
obpauwamocs 6 AO «Bexmop-Beem» no adpecy:
630559, n. Konvuyoso, Hosocubupckoii o6, Hosocubup-
cK020 pationa, a/s 121,
mea.: (383) 332-92-49, 227-60-30;
men./paxc: (383), 332-94-47, 332-94-44.;

E-mail: plkobtk@uvector-best.ru

u 6 HHemumym cmandapmu3ayuu U KOHmpo-
na nexkapemeennvix cpeocme DI'Y «HII 3CMII»
Poc3opasnadsopa no aodpecy: 117246, Mockea, Ha-
YuHbLil npoeso, 0.14A, men.: (495) 120-60-95, 120-60-96.

OONONMHUTENNIbHAA UH®OPMALIUA
Ona NOTPEBUTENEMN:

— HabGop pearenToB mpemgHasHaueH s IPodeccro-
HAJIBHOTO IIPUMEHEHUS M [0JIKEeH HCII0JIb30BATHCSA
00yYeHHBIM IIEPCOHAJIOM;

— Ilpu wmcoosb3oBammu wabopa 00pa3yIOTCs OTXOIBI
riaccoB A, B u T', Koropsle KaccuUIUPYIOTCA ¥

VHAYTOKAIOTCS (YMUJAUSUDYIOMCA) B COOTBETCTBUU C
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CaulluH 2.1.7.2790-10 «CaHuTapHO-3IIHI€MUOJIOTH-
Jeckue TpeboBaHUs K 0OPAIeHUI0 ¢ MEIUITMHCKUMK
orxomamm». Jlesuuderuo Ha0OPOB cJIeayeT IIPOBO-
guth 1m0 MVY-287-113 «Meroaudeckue yKasaHUsS I10
e3UHMEKITNY, IIPEICTEPUIIN3AIUOHHON OYHUCTKE U
CTEePUJIN3ATIIUY U3IeJ TN MeIUIINHCKOTO HA3HAUSHUS»,

— TpeboBauust 6€30IIACHOCTA K MEIUIIMHCKAM Jabopa-
topusm npusegens B [OCT P 52905-2007;

— He npumensaTs Hab0p peareHTOB 0 HA3HAYEHHIO I10-
cJIe OKOHYAHUS CPOKA T'OTHOCTH;

— TpancmoptupoBaHUre [OJKHO IIPOBOIUTHCS BCEMHU
BUJAMU KPBITOIO TPAHCIIOPTA B COOTBETCTBUU C IIpa-
BUJIAMHU II€PEBO30K, JIEHCTBYIOIUMHA HA TPAHCIIOPTE
JIAHHOIO BUJIA.

— IlpomsBoguTesisr TapaHTUPYET COOTBETCTBHE BBIYCKA-
eMBIX U3JIeJIUi TPeOOBAHUSIM HOPMATHBHON U TEXHU-
YeCKOU JOKYMEHTAIINH,;

— DBesomacHoCcTh ¥ KAUeCTBO MU3MeJINA TAapAHTUPYIOTCS B
TeueHUe BCEero CPOKa I'OTHOCTH;

— IlpousBonuresib OTBEYAET 3a HENOCTATKHU W3IEJIU, 34
HCKJTIOYeHUEeM J1eDeKTOB, BOSHUKIIIIX BCJIEACTBIE HAPY-
IIIEHUsT TIPABUJI TI0JIH30BAHUSI, YCJIOBUI TPAHCIIOPTHPO-
BaHUS U XPAHEHWUSI, JIN00 TeUCTBUS TPETbUX JIUIIL, JINOO
HEeIIPeoJI0JIMMOMN CUJIBI.

— IlpomsBomuresns 00s3yercs 3a CBOH CUET 3aMEHUTH
u3zee, TeXHUYECKHe WM (PYHKITMOHAJbHBIE Xapak-
TEPUCTURU (nompebumesibckue c80iicmea) KOTOPOTro
He COOTBETCTBYIOT HOPMATHBHON W TEXHUYECKOHU [10-
KYMeHTAITUH, eCJI YKAa3aHHbIe HEIOCTATKU SIBHJIUCH
CJIEICTBHEM CKPBITOTO Jed)eKTa MaTepHaJIOB WU HeKa-
YECTBEHHOTO U3TOTOBJIEHUS U3IEJIUS [TPOUSBOTUTEIIEM.
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Cxema aHanusa D-2254

NPOMBIBOYHBIN pacTeop (n. 7.2.1),
TO/IrOTOBUTH KOHII. p-p KoHbiorara (n. 7.2.3)

[ween =>[ mommarme ]
mo 20 mexa K¥, K~
1 MccJIelyeMbIX 00pas3nos

PacTBOP KOHBIOraTa
TOATOTOBHUTH B paGouem passemennu (n. 7.2.3)
BHECTH 1o 100 Mk
PacCTBOpA KOHBIOTATA

5 pas
1o 400 mxx

| mo 100 M1 crom-peareHTta |
R

cnexkTpodoTomeTpupoBaHue
PperucTpanua ’IZ'. >| 450 EM/620 HM |
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I'PAOMYECEKNE CMMBOJIBI

Homep no katanory

MeagnumHckoe
napenvie

ONs1 ANarHocTukm
in vitro

CO,EI,ep)KI/IMOFO [0CTaToO4YHO
Ona nposeneHnA
N Konn4yectea TeCTOB

>

He ctepunbHo

TemnepaTtypHbIf

Lor] | Koa naptym 1 AvanasoH
[ata narotoBnenmst: XXXX-XX-XX
dopmart aaTbl: rog-MecsiL-41cro d Wsrotosutens
UE ObpartuTecb

Mcnonb3oBaTb 40: XXXX-XX-XX

dopmart aaTbl: rog-MecsiL-41cro

K IHCTpyKUmMK
no NPUMEHEHWIO

> 00 [ |«

OctopoxHo! O6paTutech kK MIHCTPYKLMM MO NPUMEHEHMIO

Koncynomauuio cneyuaniucma no pabome ¢ Ha-
6OPOM MONHCHO NOTLYUUMD NO Met.: (383) 352-81-44.

D-2254
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AKUMOHEPHOE OBLUECTBO
«BEKTOP-BECT»

MesxayHapoaHseiii cepTuduraT
ISO 13485

Ham agpec: 630117, HoBocubupck-117, a/s 492

Ten.: (383) 332-37-58, 332-37-10, 332-36-34,
332-67-49, 332-67-52

Ten./dpaxrc: (383) 227-73-60 (MHOrOKaHAILHBIIM)

E-mail: vbmarket@vector-best.ru
Internet: www.vector-best.ru
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HBc IgM

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the
quantitative/qualitative determination of IgM class antibodies
to Hepatitis B Virus core Antigen in human plasma and sera with
the "capture" system.

The kit is intended for the classification of the viral agent and for
the follow-up of chronic patients under therapy.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Hepatitis B core Antigen (or HBcAg) is the major component of
the core particles of Hepatitis B virus (or HBV).

Particles have a size of 27nm and contain a circular double-
stranded DNA molecule, a specific DNA-polymerase and
HBcAg. HBcAg is composed of a single polypeptide of about 17
kD that is released upon disaggregation of the core particles ;
the antigen contains at least one immunological determinant.
Upon primary infection, anti HBcAg IgM antibodies are one of
the first markers of HBV hepatitis appearing in the serum of the
patient, together or slightly later than HBsAg, the viral surface
antigen.

Anti HBcAg IgM titers, very high during the acute phase,
decrease along the iliness, as IgG antibodies appear, down to
undetectable levels in convalescent patients.

In chronic hepatitis, however, spikes of anti HBcAg IgM
synthesis are present, confirming reactivation of HBV in
hepatocites and giving origin to permanent IgM low titers.

The determination of anti HBcAg IgM antibodies has become
very important for the fast classification of the virus, of the phase
of the illness and for the monitoring of patients under treatment
with interferon.

C. PRINCIPLE OF THE TEST

The assay is based on the principle of "IgM capture" where IgM
class antibodies in the sample are first captured by the solid
phase coated with anti higM antibody.

After washing out all the other components of the sample and in
particular 19gG antibodies, the specific IgM captured on the solid
phase are detected by the addition of a purified preparation of
recombinant HBcAg, labelled with a monoclonal antibody
conjugated with peroxidase (HRP).

After incubation, microwells are washed to remove unbound
conjugate and then the chromogen/substrate is added.

In the presence of peroxidase the colourless substrate is
hydrolysed to a coloured end-product, whose optical density
may be detected and is proportional to the amount of IgM
antibodies to HBcAg present in the sample.

D. COMPONENTS
Each kit contains sufficient reagents to perform 96 tests.

1. Microplate:

8x12 microwell strips coated with purified anti human IgM
specific mouse monoclonal antibody, post-coated with bovine
serum proteins and sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 4°C.

2. Calibration Curve: [CAL N° ...

6x2.0 mlivial. Ready to use and color coded standard curve
calibrated on the HBcIgM reference preparation supplied by
Paul Erlich Institute (HBc-Referenzserum-IgM 84), ranging:
CAL1 =0 U/ml// CAL2 =5 U/ml // CAL3 = 10 U/ml // CAL4 = 20
U/ml // CAL 5 =50 U/ml // CAL 6 = 100 U/ml.

It contains chemical inactivated HBclgM positive human plasma,
100 mM Tris buffer pH 7.4+/-0.1, 0.5% Tween 20, 0.09%
sodium azide and 0.045% ProClin 300 as preservatives.

The Calibration Curve is coded with blue alimentary dye.
Important Note: Even if plasma has been chemically
inactivated, handle  this component as potentially
infectious.

3. Wash buffer concentrate:

1x60ml/bottle. 20x concentrated solution.

Once diluted, the wash solution contains 10 mM phosphate
buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.045% ProClin 300.

4. Enzyme Conjugate (Immunocomplex) :

1x16.0 ml/vial. Ready-to-use solution. Contains an
immunocomplex formed by a specific mouse monoclonal
antibody, labelled with HRP, and a purified recombinant HBcAg.
The reagent is dissolved into a buffer solution 10 mM Tris buffer
pH 6.8+/-0.1, 2% BSA, 0.045% ProClin 300 and 0.02%
gentamicine sulphate as preservatives. The component is red
colour coded.

5. Specimen Diluent :

2x60.0 ml/vial. Buffered solution for the dilution of samples; it
contains 100 mM Tris buffer pH 7.4+/-0.1, 0.5% Tween 20, 2%
Casein, 0.045% ProClin 300 and 0.09% sodium azide as
preservatives. The component is blue color coded.

6. Control Serum :

1 vial. Lyophilized. Contains fetal bovine serum, human HBclgM
positive human plasma calibrated at 20 + 10% PEI U/ml. 0.2
mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

Important Notes

1. The volume necessary to dissolve the content of the vial
may vary from lot to lot. Please use the right volume
reported on the label .

2. Important Note: Even if plasma has been chemically
inactivated, handle this component as potentially
infectious.

7. Chromogen/Substrate :

1x16ml/vial. Contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 4% dimethylsulphoxide, 0.03% tetra-
methyl-benzidine or TMB and 0.02% hydrogen peroxide or
H202.

Note: To be stored protected from light as sensitive to
strong illumination.

8. Sulphuric Acid:

1x15ml/vial. Contains 0.3 M H2S0Oa4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

9. Plate sealing foils: n° 2

10. Package insert: n°1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (150ul, 100ul and 50ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet) set at +37°C.

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

apw
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F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen/Substrate (TMB) from strong light
and avoid vibration of the bench surface where the test is
undertaken.

5.  Upon receipt, store the kit at 2-8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures.

8. Avoid cross-contamination  between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on
external (primary container) and internal (vials) labels.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’'s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the washing solution or in transferring
components into other containers of automated workstations, in
order to avoid contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and
inactivated. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills have to be adsorbed with paper tissues
soaked with household bleach and then with water. Tissues
should then be discarded in proper containers designated for
laboratory/hospital waste.

15. The Stop Solution is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND RECOMMANDATIONS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been

observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Avoid any addition of preservatives; especially sodium azide
as this chemical would affect the enzymatic activity of the
conjugate, generating false negative results.

3. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results.

4. Haemolysed and visibly hyperlipemic (“milky”) samples have
to be discarded as they could generate false results. Samples
containing residues of fibrin or heavy particles or microbial
filaments and bodies should be discarded as they could give
rise to false results.

5. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection.

Do not freeze primary tubes of collection. For longer storage
periods, sera and plasma samples, carefully removed from the
primary collection tube, can be stored frozen at —20°C for at
least 12 months. Any frozen samples should not be
frozen/thawed more than once as this may generate particles
that could affect the test result.

6. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 3
months.

Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in manufacturing.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminium pouch,
with the desiccant supplied, firmly zipped and stored at +2°-8°C.
When opened the first time, unused strips are stable until the
humidity indicator inside the desiccant bag turns from yellow to
green.

Calibration Curve:
Ready to use. Mix well on vortex before use.

Wash buffer concentrate:

The whole content of the 20x concentrated solution has to be
diluted with bidistilled water up to 1200ml and mixed gently end-
over-end before use.

During preparation avoid foaming as the presence of bubbles
could impact on the efficiency of the washing cycles.

Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, dust
or microbes. If this component has to be transferred, use only
plastic, and if possible, sterile disposable containers.

Specimen Diluent
Ready to use. Mix on vortex before use.

Control Serum

Dissolve the content of the vial with EIA grade water as reported
in the label. Mix well on vortex before use. The dissolved control
serum is ready to use.

Note: The control after dissolution is not stable. Store
frozen in aliquots at —20°C.

Chromogen/Substrate:
Ready to use. Mix well on vortex before use.
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Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. Do not expose to strong light, oxidizing
agents and metallic surfaces.

If this component has to be transferred use only plastic, and if
possible, sterile disposable container

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:
P280 - Wear protective
protection/face protection.
P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 — Take off contaminated clothing and wash it
before reuse.

gloves/protective  clothing/eye

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained. Decontamination of
spills or residues of kit components should also be carried
out regularly. They should also be regularly maintained in
order to show a precision of 1% and a trueness of +2%.

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’'s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

4. Incubation times have a tolerance of +5%.

5. The ELISA reader has to be equipped with a reading filter of
450nm and with a second filter of 620-630nm, mandatory for
blanking purposes. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical

system of the reader has to be calibrated regularly to ensure
the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the sections “Validation of Test” and “Assay Performances”.
The assay protocol has to be installed in the operating
system of the unit and validated as for the washer and the
reader. In addition, the liquid handling part of the station
(dispensation and washing) has to be validated and
correctly set. Particular attention must be paid to avoid carry
over by the needles used for dispensing and for washing.
This must be studied and controlled to minimize the
possibility of contamination of adjacent wells. The use of
ELISA automated work stations is recommended when the
number of samples to be tested exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

. PRE ASSAY CONTROLS AND OPERATIONS

Check the expiration date of the kit printed on the external

label (primary container). Do not use if expired.

2. Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the
Chromogen/Substrate (TMB+H202) is colourless or pale
blue by aspirating a small volume of it with a sterile plastic
pipette. Check that no breakage occurred in transportation
and no spillage of liquid is present inside the box (primary
container). Check that the aluminium pouch, containing the
microplate, is not punctured or damaged.

3. Dilute all the content of the 20x concentrated Wash Solution
as described above.

4. Dissolve the Control Serum as described above and gently
mix.

5. Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

6. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

7. Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

8. If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

9. Check that the micropipettes are set to the required volume.

10. Check that all the other equipment is available and ready

to use.

=

In case of problems, do not proceed further with the test
and advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

Two procedures can be carried out with the device according to
the request of the clinician.

M.1 Quantitative analysis
1. Place the required number of strips in the plastic holder and
carefully identify the wells for standards and samples.
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2. Dilute samples 1:101 dispensing 1 ml Sample Diluent into a
disposable tube and then 10 ul sample; mix on vortex before
use. Do not dilute the Calibrators and the dissolved Control
Serum as they are ready-to-use.

3. Leave the A1+B1 wells empty for blanking purposes.

4. Pipette 100 pl of the Calibrators in duplicate, 100 pl
dissolved Control Serum in duplicate followed by 100 pl of
diluted samples. The Control Serum is used to verify that
the whole analytical system works as expected. Check that
Calibrators, Control Serum and samples have been
correctly added.

5. Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, only when the test is performed manually. Do
not cover strips when using ELISA automatic instruments.

6. When the first incubation is finished, wash the microwells as
previously described (section 1.3)

7. In all the wells except A1+B1, pipette 100 pl Enzyme
Conjugate. Incubate the microplate for 60 min at +37°C.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip and not to immerse the top of it into
samples or controls. Contamination might occur.

8. When the second incubation is finished, wash the
microwells as previously described (section 1.3)

9. Pipette 100 pl Chromogen/Substrate into all the wells,
A1+B1 included.

Important note: Do not expose to strong direct light. as a high
background might be generated.

10. Incubate the microplate protected from light at room
temperature (18-24°C) for 20 minutes. Wells dispensed
with positive samples, the control serum and the positive
calibrators, as well, will turn from clear to blue.

11. Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9 to block the enzymatic
reaction.. Addition of the stop solution will turn the positive
control and positive samples from blue to yellow.

12. Measure the colour intensity of the solution in each well, as
described in section 1.5 using a 450nm filter (reading) and a
620-630nm filter (background subtraction, mandatory),
blanking the instrument on Al or B1 or both.

M.2 Qualitative analysis

1 Place the required number of strips in the plastic holder and
carefully identify the wells for standards and samples.

2 Dilute samples 1:101 dispensing 1 ml Sample Diluent into a
disposable tube and then 10 ul sample; mix on vortex before
use. Do not dilute the Calibrators as they are ready-to-use.

3 Leave the Al well empty for blanking purposes.

4 Pipette 100 pl Calibrator 0 U/ml in duplicate, 100 pl
Calibrator 10 U/ml in duplicate and 100 pl Calibrator 100
U/ml in single. Then dispense 100 pl diluted samples in
proper sample wells. Check that Calibrators and samples
have been correctly added.

5 Incubate the microplate for 60 min at +37°C.

Important note: Strips have to be sealed with the adhesive
sealing foil, only when the test is performed manually. Do not
cover strips when using ELISA automatic instruments.

6 When the first incubation is finished, wash the microwells as
previously described (section 1.3)

7 In all the wells except A1, pipette 100 pl Enzyme Conjugate.
Incubate the microplate for 60 min at +37°C.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip and not to immerse the top of it into
samples or controls. Contamination might occur.

8 When the second incubation is finished, wash the
microwells as previously described (section 1.3)

9 Pipette 100 pl Chromogen/Substrate into all the wells, Al
included.

Important note: Do not expose to strong direct light. as a high
background might be generated.

10 Incubate the microplate protected from light at room
temperature (18-24°C) for 20 minutes. Wells dispensed
with positive samples, the control serum and the positive
calibrators, as well, will turn from clear to blue.

11 Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9 to block the enzymatic
reaction. Addition of the stop solution will turn the positive
control and positive samples from blue to yellow.

12 Measure the colour intensity of the solution in each well, as
described in section 1.5 using a 450nm filter (reading) and a
620-630nm filter (background subtraction, mandatory),
blanking the instrument on Al or B1 or both.

Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has should ideally be performed immediately after
the addition of the Stop Solution but definitely no longer than
20 minutes afterwards. Some self oxidation of the
chromogen can occur leading to a higher background.

3. The Control Serum (CS) does not affect the cut-off
calculation and therefore the test results calculation. The
Control Serum may be used only when a laboratory internal
quality control is required by the management

N. ASSAY SCHEME
The assay protocol can be summarized in the table below:

Calibrators & diluted 100 ul
samples
& dissolved  Control
Serum
1% incubation 60 min
Temperature +37°C
Washing steps n° 5 cycles with 20” of soaking
OR

n° 6 cycles without soaking
Enzyme Conjugate 100 ul
2" incubation 60 min
Temperature +37°C
Washing steps n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking
Chromogen/Substrate 100ul
3" incubation 20 min
Temperature room
Sulphuric Acid 100 ul
Reading OD 450nm /620-630nm

An example of dispensation scheme in quantitative assays is
reported below:



with positive samples or with the enzyme conjugate
6. that the washer needles are not blocked or partially
obstructed.

1. that the procedure has been correctly performed;

2. that no mistake has occurred during its distribution;

3. that the washing procedure and the washer settings
are as validated in the pre qualification study;

4. that no external contamination of the calibrator has
occurred.

1. that the procedure has been correctly performed;

2. that no mistake has occurred during its distribution;

3. that the washing procedure and the washer settings
are as validated in the pre qualification study;
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Microplate
1 2 3 [4]5]6[7]8[9]10[11]12

A | BLK | CAL4 | S1 Calibrator 5 U/ml
B | BLK |CAL4| S2

C |CALL|CAL5]| S3 SCAL0+ 0100
D | CALL|CAL5 | sS4

E |CAL2 |CAL6| S5 Calibrator 10 U/ml
F | CAL2 [CAL6 | S6

G | CAL3 CS S7 < CAL 0+ 0.200
H |[CcAL3| cs | ss8

Legenda: BLK = Blank // CAL = Calibrators
CS = Control Serum // S = Sample

An example of dispensation scheme in qualitative assays is
reported below:

4. that no external contamination of the calibrator has
occurred.

Calibrator 100 U/ml
< 1.000 OD450nm

1. that the procedure has been correctly performed;

2. that no mistake has occurred during the distribution
of the calibrator;

3. that the washing procedure and the washer settings
are as validated in the pre qualification study;

4. that no external contamination of the calibrator has
occurred.

Microplate
1 2 3 4| 5| 6| 7| 8/9]|10]11|12
A| BLK | s3 |S11
B|CAL1| S4 | S12
C|CAL1| S5 | S13
D|CAL3| S6 | S14
E|CAL3| S7 | S15
F|CAL6| S8 | S16
G| S1 | S9 | S17
H| S2 | S10|/S18

Legenda: BLK = Blank // CAL = Calibrators// S = Sample

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the controls any time the kit
is used in order to verify whether the performances of the assay
are as qualified.

Control that the following data are matched:

Parameter Requirements
Blank well < 0.100 OD450nm
Calibrator < 0.150 OD450nm after blanking
0 PEI U/ml
coefficient of | < 30%
variation
Calibrator 0OD450nm > OD450nm Cal 0 U/ml + 5SD and
5 PEI U/ml anyway > OD450nm Cal 0 U/ml + 0.100
Calibrator 0OD450nm > OD450nm Cal 0 U/ml + 0.200
10 PEI U/ml
Calibrator > 1.000 OD450nm
100 PEI U/ml
Control 0OD450nm = OD450nm of the
Serum Calibrator 20 U/ml + 10%

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and perform the
following checks:

Control Serum First verify that:
1. the procedure has been correctly performed;

Different from expected | 2. no mistake has occurred during its distribution (ex.:

value dispensation of a wrong sample);
3. the washing procedure and the washer settings are
correct;
4. no external contamination of the standard has
occurred.

5. the Control Serum has been dissolved with the right
volume reported on the label.

If a mistake has been pointed out, the assay has to be
repeated after eliminating the reason of this error.

If no mistake has been found, proceed as follows:

a) a value up to +/-20% is obtained: the overall
Precision of the laboratory might not enable the test to
match the expected value +/-10%. Report the problem
to the Supervisor for acceptance or refusal of this result.
b) a value higher than +/-20% is obtained: in this case
the test is invalid and the DiaPro’s customer service has

to be called.

Problem

Check

Blank well
> 0.100 OD450nm

1. that the Chromogen/Substrate solution has not
become contaminated during the assay

Calibrator 0 U/ml

blanking

30%

> 0.150 OD450nm after

coefficient of variation >

1. that the washing procedure and the washer settings
are as validated in the pre qualification study;

2. that the proper washing solution has been used and
the washer has been primed with it before use;

3. that no mistake has been done in the assay
procedure (dispensation of positive calibrators instead
of Cal 0);

4. that no contamination of the Cal O, or of the wells
where this was dispensed, has occurred due to positive
samples, to spills or to the enzyme conjugate;

5. that micropipettes have not become contaminated

If any of the above problems have occurred, report the problem
to the supervisor for further actions.

Important note:
The analysis must be done proceeding as the reading step
described in the section M, point 12.

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the quantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at 450nm/620-630nm (4-
parameters interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
HBc IgM antibody in samples.

An example of Calibration curve is reported below.
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Important Note: Do not use this example to make real
calculations on samples.

P.2 Qualitative method

In the qualitative method, calculate the mean OD450nm/620-
630nm values for the Calibrators 0 and 10 U/ml and then check
that the assay is valid.

Example of calculation (data obtained proceeding as the the
reading step described in the section M, point 12).

The following data must not be used instead of real figures
obtained by the user.

Calibrator 0 U/ml:

Mean Value:

Lower than 0.150 — Accepted
Calibrator 10 U/ml: 0.350 — 0.330 OD450nm
Mean Value: 0.340 OD450nm

Higher than Cal 0 + 0.200 — Accepted

Calibrator 100 U/ml: 2.845 OD450nm

Higher than 1.000 — Accepted

0.020 — 0.024 OD450nm
0.022 OD450nm

Q. INTERPRETATION OF RESULTS

Q.1 Qualitative results

For qualitative interpretations, the medical literature generally
considers positive samples showing a concentration of HBc IgM
>10 PEI U/ml.

Test results are therefore interpreted as a ratio of the sample
OD450nm and the OD450nm/620-630nm of the Cal 10 PEI U/ml
(or S/Co) according to the following table:

S/Co Interpretation

<0.9 Negative
09-1.1 Equivocal

>1.1 Positive

Q.2 Quantitative results

The calibration curve is used to determine the concentration of
IgM antibodies to HBcAg in samples.

Samples with a concentration lower than 5 PEI U/ml are
considered negative for HBclgM.

Samples with a concentration between 5 and 10 PEI U/ml are
considered in a gray-zone.

In the follow up of chronic hepatitis, however, values higher of 5
PEI U/ml may be considered positive for HBclgM, when in
presence of other clinical signs.

Samples with a concentration higher than 10 PElI U/ml are
considered positive for HBclgM.

Important general notes:

When the calculation of results is performed by the
operating system of an ELISA automated work station,
ensure that the proper formulation is used to produce the
calibration curve, calculate sample concentration and
generate the correct interpretation of results.

2. Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgement errors and misinterpretations.

3. A positive result is indicative of HBV infection and therefore
the patient should be treated accordingly.

4. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

5. Diagnosis of viral hepatitis infection has to be taken by and
released to the patient by a suitably qualified medical
doctor.

R. PERFORMANCES

Evaluation of Performances has been conducted in accordance
to what reported in the Common Technical Specifications or
CTS (art. 5, Chapter 3 of IVD Directive 98/79/EC).

1. Limit of detection
The limit of detection of the assay has been calculated by
means of :

1.1 the HBclgM reference preparation supplied by Paul Erlich
Institute, Germany  (HBc-Referenzserum-lgM 84), on
which the Standard Curve has been calibrated.

1.2 Accurun 113 (cat. N° A113-5001) supplied by Boston
Biomedica Inc., USA

Results of Quality Control for three lots are given in the following
tables:

BCM.CE Lot # 0103 Lot # 0103/2 Lot # 0303

PEI U/ml | OD450nm | S/Co | OD450nm | S/Co | OD450nm | S/Co

100 2.752 8.9 2.883 9,7 2911 9.1

50 1.917 6.2 1.972 6.7 2.053 6.4

20 0.980 3.2 0.914 3.1 1.095 3.4

10 0.544 1.8 0.513 1.7 0.592 1.8

5 0.310 1.0 0.296 1.0 0.321 1.0

2.5 0.155 0.5 0.149 0.5 0.161 0.5

1.25 0.084 0.3 0.084 0.3 0.093 0.3
negative 0.040 0.035 0.044

BBl Accurun # 113 lot # 48-9999-0621

BCM.CE Lot # 0103 Lot # 0103/2 Lot # 0303
BBI1113 | OD450nm | S/Co | OD450nm | S/Co | OD450nm | S/Co
1x 3.336 10.8 3.195 10.4 3.269 10.3
2X 2.472 8.0 2.385 7.8 2.385 7.5
4 x 1.467 4.7 1.413 4.6 1.429 4.5
8 X 0.865 2.8 0.807 2.6 0.856 2.7
16 X 0.430 1.4 0.427 1.4 0.410 1.3
32x 0.234 0.8 0.234 0.8 0.248 0.8
64 X 0.129 0.4 0.133 0.4 0.122 0.4
128 x 0.086 0.3 0.082 0.3 0.089 0.3
negative 0.040 0.040 0.052

Moreover the BBI's panel # PHE 102 was also examined in
three lots of product; data are reported below with reference to a
European kit (BBI's results).
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BBI - Panel code PHE 102

used to determine the specificity. No false reactivity due to the
method of specimen preparation has been observed.

Frozen specimens have also been tested to check whether this
interferes with the performance of the test. No interference was
observed on clean and particle free samples.

4. Precision:

It has been calculated on three samples examined in 16
replicate in three different runs, carried out on three different
lots. The values found were as follows:

BCM.CE: lot # 0103
Cal 0 U/ml (N = 16)

Lot # 0103 Lot # 0103/2 Lot # 0303 Sorin EIA
Member SI/Co S/Co SI/Co SI/Co
01 6.7 6.3 6.5 2.0
02 11.3 10.0 10.7 6.1
03 9.5 7.2 8.4 3.0
04 5.8 3.4 4.1 2.1
05 11.3 11.4 11.2 3.1
06 12.1 11.6 11.8 4.1
07 0.1 0.1 0.1 0.2
08 9.2 8.5 8.8 2.3
09 12.2 11.7 11.9 4.2
10 11.7 10.2 10.8 2.8
11 5.9 5.8 5.8 2.1
12 12.7 11.4 11.7 5.2
13 11.6 11.0 11.3 3.6
14 7.0 6.3 6.6 2.3
15 12.4 115 11.8 4.5

2. Diagnostic Sensitivity:

It is defined as the probability of the assay of scoring positive in
the presence of the specific analyte.

The diagnostic sensitivity has been tested internally and
externally in a qualified Clinical Laboratory on panels of samples
classified positive by a US FDA approved kit.

Positive samples were collected from different patients and from
different HBV pathologies (acute and chronic hepatitis).

An overall value > 98% has been found in the study conducted
on a total number of more than 200 samples.

A Seroconversion panel produced by BBI, USA, code # PHM
935A, havs also been studied; results are reported below with
reference to two commercial kits (BBI’s results).

BBl Panel PHM 935A

Lot Abbott | DiaSorin

# 0103 EIA EIA
Member # | S/Co S/Co S/Co
01 0.2 0.1 0.1
02 0.2 0.1 0.1
03 0.2 0.1 0.1
04 0.1 0.1 0.1
05 0.2 0.1 0.1
06 0.2 0.1 0.1
07 0.2 0.1 0.1
08 0.1 0.1 0.1
09 0.1 0.1 0.1
10 0.1 0.1 0.1
11 0.2 0.1 0.1
12 0.2 0.1 0.1
13 2.8 3.7 0.7
14 5.0 6.4 0.9
15 > 12 6.2 4.5
16 >12 5.6 4.5
17 > 12 5.5 4.3
18 > 12 4.8 4.3
19 > 12 > 6.6 4.4
20 > 12 > 6.6 5.2

3. Diagnostic Specificity:

It is defined as the probability of the assay of scoring negative in
the absence of the specific analyte.

The diagnostic specificity has been determined internally and
externally in a qualified Clinical Laboratory on panels of negative
samples from normal individuals and blood donors, classified
negative with a US FDA approved kit.

A total number of more than 400 negative specimens were
tested. A diagnostic specificity > 98% has been found.
Moreover, the diagnostic specificity was assessed by testing
more than 50 potentially interfering specimens (other infectious
diseases, patients affected by non viral hepatic diseases,
dialysis patients, pregnant women, hemolized, lipemic, etc.).

No interference was observed in the study.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been

Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.055 0.053 0.051 0.053
Std.Deviation 0.005 0.006 0.005 0.006
CV % 9.9 12.3 10.7 10.9
Cal 5 U/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.324 0.308 0.321 0.318
Std.Deviation 0.022 0.018 0.024 0.021
CV % 6.8 5.7 7.5 6.7
Cal 50 U/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 2.109 2.048 2.052 2.070
Std.Deviation 0.101 0.088 0.136 0.109
CV % 4.8 4.3 6.7 5.2
BCM.CE: lot # 0103/2
Cal 0 U/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.057 0.053 0.054 0.055
Std.Deviation 0.005 0.005 0.004 0.004
CV % 8.3 9.0 7.3 8.2
Cal 5 U/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.332 0.331 0.322 0.328
Std.Deviation 0.017 0.018 0.016 0.017
CV % 5.0 5.5 4.9 5.1
Cal 50 U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 2.311 2.208 2.212 2.244
Std.Deviation 0.110 0.090 0.095 0.098
CV % 4.7 4.1 4.3 4.4
BCM.CE: lot # 0303
Cal O U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.043 0.042 0.040 0.042
Std.Deviation 0.004 0.005 0.004 0.004
CV % 10.3 11.1 10.9 10.8
Cal 5 U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.320 0.326 0.314 0.320
Std.Deviation 0.023 0.024 0.026 0.024
CV % 7.1 7.4 8.2 7.6
Cal 50 U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 2.150 2.163 2.092 2.135
Std.Deviation 0.057 0.067 0.076 0.067
CV % 2.6 3.1 3.6 3.1
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Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 12.

S. LIMITATIONS

Frozen samples containing fibrin particles or aggregates may
generate false positive results.

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be

considered.
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HBc IgM

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenziméatico (ELISA) para la determinacion
cualitativa/cuantitativa de anticuerpos clase IgM al Antigeno
core del virus de la Hepatitis B (HBV) en plasma y suero
humanos mediante el sistema de “Captura”.

El equipo ha sido disefiado para la clasificacion del agente viral
y para el seguimiento de pacientes cronicos sometidos a
terapia.

Uso exclusivo para diagndstico “in vitro”.

B. INTRODUCCION.

El antigeno core del virus de la Hepatitis B (HBcAg) es el
elemento principal de las particulas del nacleo del virus.

Las particulas tienen un tamafio de 27nm y contienen una
molecula de ADN circular de doble cadena, una ADN
polimerasa especifica y HBcAg. El antigeno del core esta
compuesto por un polipéptido simple de 17 kD, el cual es
liberado en el proceso de desagregacion de la particula viral.
Este antigeno contiene al menos un determinante
inmunogénico. Durante la infeccién primaria, los anticuerpos
IgM anti-HBcAg, son unos de los primeros marcadores del HBV
que aparecen en el suero, conjuntamente o ligeramente antes
de que aparezca el antigeno de superficie (HBSAQ).

Los titulos de anticuerpos IgM al HBcAg, bastante altos durante
la fase aguda, descienden en el transcurso de la enfermedad
hasta alcanzar niveles no detectables en pacientes
convalescientes. Sin embargo, en el caso de la hepatitis
cronica, se aprecian picos de anticuerpos IgM anti-HBcAg, lo
cual confirma la reactivacién del virus en los hepatocitos y
origina bajos titulos permanentes de IgM.

La determinacion de anticuerpos IgM anti-HBcAg es de gran
importancia para la rapida clasificacion del virus, de las fases de
la enfermedad, asi como para el seguimiento de pacientes
sometidos a tratamiento con interferdon.

C. PRINCIPIOS DEL ENSAYO.

El ensayo se basa en el principio de “captura de IgM” donde
esta clase de anticuerpos, si estan presentes en la muestra,
quedan capturados por la fase solida, recubierta por
anticuerpos anti-lgM humanos.

Después del lavado, mediante el cual se eliminan los restantes
componentes de la muestra fundamentalmente los anticuerpos
IgG, se detectan los anticuerpos IgM unidos a la fase solida
mediante la adicion de wuna preparacion de HBCcAg
recombinante  purificada, marcada con un anticuerpo
monoclonal conjugado con peroxidasa (HRP).

Después de la incubacion y previo lavado, se afiade la mezcla
cromoégeno/substrato, la cual se combina con la enzima
conjugada unida a la fase solida. El substrato es hidrolizado, en
presencia de peroxidasa, a un producto coloreado final cuya
densidad optica es detectable y es proporcional a la cantidad de
anticuerpos IgM al HBcAg presentes en la muestra.

D. COMPONENTES
Cada equipo contiene reactivos suficientes para realizar 96
pruebas.

1. Microplaca:

8x12 tiras de pocillos recubiertos con un anticuerpo monoclonal
de ratén anti-lgM humano, post-recubiertos con proteinas del
suero bovino y almacenados en bolsas selladas con desecante.
Se deben poner las placas a temperatura ambiente antes de
abrirlas, sellar las tiras sobrantes en la bolsa con el desecante y
almacenar a 4°C.

2. Curva de Calibraciéon: |[CAL N° ...

6x2.0 ml/vial. Listo para el uso y curva estandar con codigo de
color, calibrada a partir de una preparaciéon de HBclgM de
referencia, suministrada por el Instituto Paul Erlich (HBc-
Referenzserum-IgM 84), con rangos: CAL1 =0 U/ml // CAL2 =5
U/ml /I CAL3 = 10 U/ml // CAL4 = 20 U/ml // CAL 5 = 50 U/ml //
CAL 6 = 100 U/ml. Contiene plasma humano HBcIgM positivo
sometido a inactivacion quimica, tampon Tris 100 mM pH 7.4+/-
0.1, 0.5% de Tween 20, asi como azida sédica 0.09% y ProClin
300 0.045% como conservantes. La Curva de Calibracién esta
codificada con el color azul.

Nota importante: Aunque el plasma esté inactivado por
métodos quimicos, se debe manipular como potencialmente
infeccioso.

3. Tampon de Lavado Concentrado:
1x60ml/botella. Solucién concentrada 20x.

Una vez diluida, la solucién de lavado contiene tampén fosfato
10mM a pH 7.0+/- 0.1, Tween 20 al 0.05% y ProClin 300 al
0.045%.

4. Conjugado (Inmunocomplejo) :

1x16.0 mlivial. Solucién lista para el uso. Contiene un
Inmunocomplejo formado por un anticuerpo monoclonal de
raton marcado con HRP y HBcAg recombinante purificado. El
reactivo esté disuelto en tampén Tris 10 mM pH 6.8+/-0.1, BSA
2%, ademas de sulfato de gentamicina 0.2 % y ProClin 300
0.045% como conservantes. El reactivo esta codificado con el
color rojo.

5. Diluente de muestras :|DILSPE]

2x60.0 ml/vial. Solucién tamponada para disolver las muestras.
Contiene tamponTris 100 mM pH 7.4 +/- 0.1, 0.5% de Tween
20, caseina al 2%, 0.045% de ProClin 300 y azida sddica al
0.09% como conservantes. El reactivo esta codificado con el
color azul.

6. Suero Control: [CONTROL ...ml

1 vial. Liofilizado.

Contiene suero bovino fetal, plasma humano positivo a HBclgM,
concentrado a 20 +10% PEI U/ml, 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 0.045% como conservantes.

Notas importantes:

1. El volumen necesario para disolver el contenido del vial
varia en cada lote. Se recomienda usar el volumen correcto
reportado en la etiqueta.

2. Aunque el plasma esté inactivado por métodos quimicos,
se debe manipular como potencialmente infeccioso.

7. Cromégeno/Substrato.

1x16ml/vial. Contiene una solucion tamponada citrato-fosfato
50 mM pH 3.5-3.8, dimetilsulféxido 4%, tetra-metil-benzidina
(TMB) 0.03% y peréxido de hidrogeno (H,0,) 0.02%.

Nota: Evitar la exposiciéon a la luz, ya que la substancia es
fotosensible.

8. Acido Sulfarico: H,SO, 0.3 M

1x15ml/vial. Contiene solucién de H,SO, 0.3M

Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

9. Sellador adhesivo, n° 2

10. Manual de instrucciones, n° 1
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E. MATERIALES NECESARIOS NO SUMINISTRADOS.

1.

=T

10.

11.

12.

13.

Micropipetas calibradas (150ul, 100ul y 50ul) y puntas
plasticas desechables.

Agua de calidad EIA (bidestilada o desionizada, tratada con
carbon para remover quimicos oxidantes usados como
desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostéatico de microplacas ELISA, calibrado (en
seco 0 himedo) fijo a 37°C (tolerancia+/-1°C).

Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

Lavador calibrado de microplacas ELISA.

Vortex o similar.

. ADVERTENCIAS Y PRECAUCIONES.

El equipo debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervision de un
doctor responsable del laboratorio.

Todas las personas encargadas de la realizacién de las
pruebas deben llevar las ropas protectoras adecuadas de
laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal
debe ser adiestrado en procedimientos de bioseguridad,
segun ha sido recomendado por el Centro de Control de
Enfermedades de Atlanta, Estados Unidos, y publicado por
el Instituto Nacional de Salud: “Biosafety in Microbiological
and Biomedical Laboratories”, ed.1984.

Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo o agentes
microbianos cuando se abran los equipos, asi como
durante la realizacion del ensayo. Evitar la exposicion del
substrato a la luz y las vibraciones de la mesa de trabajo
durante el ensayo.

Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

No intercambiar reactivos de diferentes lotes ni tampoco
de diferentes equipos.

Comprobar que los reactivos no contienen precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente.

Evitar contaminacién cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables.
Evitar contaminacion cruzada entre los reactivos del
equipo usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables.
No usar el producto después de la fecha de caducidad
indicada en el equipo e internamente en los reactivos.
Tratar todas las muestras como potencialmente
infecciosas. Las muestras de suero humano deben ser
manipuladas al nivel 2 de bioseguridad, segin ha sido
recomendado por el Centro de Control de Enfermedades
de Atlanta, Estados Unidos y publicado por el Instituto
Nacional de Salud: “Biosafety in Microbiological and
Biomedical Laboratories”, ed.1984.

Se recomienda el uso de material plastico desechable para
la preparacion de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

Los desechos producidos durante el uso del equipo deben
de ser eliminados segun lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y biolégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infecciosos y deben ser inactivados. Se recomienda la

inactivacion con lejia al 10% de 16 a 18 horas o el uso de
la autoclave a 121°C por 20 minutos.

14. En caso de derrame accidental de algun producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

15. El acido sulfarico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

16. Otros materiales de desecho generados durante la
utilizacién del equipo (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccion de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

G. MUESTRA: PREPARACION Y RECOMENDACIONES.

1. Extraer la sangre asépticamente por puncién venosa y
preparar el suero o plasma segin la técnica estandar de
los laboratorios de andlisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Evitar la adicion de conservantes, especialmente azida
sédica ya que puede afectar la actividad enzimética del
conjugado, generando resultados falsos negtivos.

3. Las muestras deben estar identificadas claramente
mediante coédigo de barras o nombres, a fin de evitar
errores en los resultados.

4. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

5. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccién
principales hasta cinco dias después de la extraccion. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma
0 suero, retiradas cuidadosamente del tubo de extraccién
principal, pueden almacenarse congeladas a —20°C durante
almenos 12 meses. Evitar congelar/descongelar cada
muestra mas de una vez, ya que pueden generarse
particulas que podrian afectar al resultado de la prueba.

6. Sihay presencia de agregados, la muestra se puede aclarar
mediante centrifugacién a 2000 rpm durante 20 minutos o
por filtracién con un filtro de 0,2-0,8 micras.

H. PREPARACION DE
PRECAUCIONES.

Segun estudios realizados, no se ha detectado pérdida

relevante de actividad en equipos utilizados hasta 6 veces,

durante un periodo de hasta 3 meses.

LOS COMPONENTES Y

Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
fabricacion. De ser asi, debe solicitar el servicio de Dia.Pro:
Atencién al cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.

Curva de Calibracion:
Listo para el uso. Mezclar bien con la ayuda de un vortex,
antes de usar.
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Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada 20x debe diluirse
con agua bidestilada hasta alcanzar 1200ml y mezclarse
suavemente antes de usarse. Durante la preparacion evitar la
formacién de espuma y burbujas, lo que podria influir en la
eficiencia de los ciclos de lavado.

Nota: Una vez diluida, la solucion es estable por una
semana a temperaturas entre +2y 8°C.

Conjugado:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. En caso de que deba transferirse
el reactivo, usar contenedores de plastico, estériles y
desechables, siempre que sea posible.

Diluente de muestras :
Solucién lista para el uso. Mezclar bien con un voértex antes de
usar.

Suero Control:

Anadir al polvo liofilizado el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver totalmente y mezclar
suavemente en el vortex. El suero disuelto esta listo para el
uso.

Nota: Una vez reconstituida, la solucién no es estable. Se
recomienda mantenerla congelada en alicuotas a —20°C.

Cromadgeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. Evitar la exposicién a la luz,
agentes oxidantes y superficies metalicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Acido Sulfurico:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Atencién: Irritante  (H315, H319; pP280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacién cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabén abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacién ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL EQUIPO.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacion periédica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra (etanol 70%, lejia 10%, de calidad de los
desinfectantes  hospitalarios). Deben ademas, ser

regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C) y controlada periédicamente para mantener la
temperatura correcta. Pueden emplearse incubadoras
secas o0 bafios de agua siempre que estén validados para la
incubacion de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el

rendimiento global del ensayo. El lavador debe ser validado

de forma minuciosa previamente, revisado para comprobar

gue suministra el volumen de dispensacién correcto y

enviado regularmente a mantenimiento de acuerdo con las

instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucion de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminaciéon segin se indica en su

manual (se recomienda descontaminacion con NaOH 0.1

M). Para asegurar que el ensayo se realiza conforme a los

rendimientos declarados, basta con 5 ciclos de lavado

(aspiracion + dispensado de 350 pl/pocillo de solucion de

lavado + 20 segundos de remojo = 1 ciclo). Si no es posible

remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

Los tiempos de incubacién deben tener un margen de +5%.

El lector de microplacas ELISA debe estar provisto de un

filtro de lectura de 450nm y de un segundo filtro de 620-

630nm, obligatorio para reducir interferencias en la lectura.

El procedimiento estandar debe contemplar: a) Ancho de

banda <= 10 b) Rango de absorbancia de 0 a >=2.0, c)

Linealidad >=2.0, reproducibilidad >=1%. El blanco se

prueba en el pocillo indicado en la seccion “Procedimiento

del ensayo”. El sistema 6ptico del lector debe ser calibrado
periédicamente para garantizar la correcta mediciéon de la
densidad 6ptica, segun las normas del fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacién, lavado, lectura,
agitacion y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores
indicados en las secciones “Control interno de calidad” y
“Procedimiento del ensayo”. El protocolo del ensayo debe
ser instalado en el sistema operativo de la unidad y validado
tanto para el lavador como para el lector. Por otro lado, la
parte del sistema que maneja los liquidos (dispensado y
lavado) debe ser validada y fijada correctamente. Debe
prestarse particular atenciéon a evitar el arrastre por las
agujas de dispensacion y las de lavado, a fin de minimizar
la posibilidad de ocurrencia de falsos positivos por
contaminacién de los pocillos adyacentes por muestras
fuertemente reactivas. Se recomienda el uso de sistemas
automatizados para el pesquisaje en unidades de sangre y
cuando la cantidad de muestras supera las 20-30 unidades
por ensayo.

7. El servicio de atencion al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos e
instrumentos a usar en combinacion con el equipo, con el
propésito de asegurar el cumplimiento de los
requerimientos descritos.

ok

L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados visibles.
Asegurese de que el cromégeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico. Compruebe que no han ocurrido
rupturas ni derrames de liquido dentro de la caja (envase
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primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no esté rota o
dafiada.

3. Diluir totalmente la Soluciéon de Lavado Concentrada 20X,
como se ha descrito anteriormente y mezclar suavemente.

4. Disolver el Suero Control como se ha descrito
anteriormente.

5. Dejar los componentes restantes alcanzar la temperatura
ambiente (aprox. 1 hora), mezclar después suavemente en
el vortex todos los reactivos liquidos.

6. Ajustar la incubadora de ELISA a 37°C y cebar el lavador
de ELISA utilizando la solucién de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

7. Comprobar que el lector de ELISA esté encendido al menos
20 minutos antes de realizar la lectura.

8. En caso de trabajar automaticamente, encender el equipo y
comprobar que los protocolos estén correctamente
programados.

9. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

10. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

En caso de surgir algun problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacién, es importante mantener en todas las muestras el
mismo tiempo de incubacion.
Pueden realizarse dos
requerimientos del clinico.

procedimientos acorde a los

M.1 Anédlisis Cuantitativo

1. Poner el nimero necesario de tiras en el soporte plastico e
identificar los pocillos de las muestras y de los estandares.

2. Diluir las muestras 1:101 dispensando en un tubo
desechable 1 ml de Diluente de Muestras y 10 pl de
muestra, mezclar con ayuda de un vortex, antes de usar.
No diluir los Calibradores y el Suero Control disuelto ya que
estan listos para el uso.

3. Dejar los pocillos Al y B1 vacios para el blanco.

4. Dispensar 100ul de los Calibradores por duplicado, 100pl
del Suero Control disuelto por duplicado y después 100pl
de las muestras diluidas. El Suero Control se emplea para
verificar que el sistema analitico funcione como es debido.
Comprobar que el Suero Control, los Calibradores y las
muestras han sido afiadidos adecuadamente.

5. Incubar la microplaca durante 60 minutos a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace la prueba manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Después de la primera incubacion, lavar los pocillos segun
lo descrito previamente (seccion 1.3).

7. Dispensar 100ul de Conjugado en todos los pocillos,
excepto Al y B1, controlar que los reactivos han sido
correctamente afiadidos. Incubar la microplaca durante 60
minutos a +37°C.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta y no sumergir la parte
superior de la misma en los controles o muestras. Podria
producirse contaminacion.

8. Después de la segunda incubacion, lavar los pocillos segun
lo descrito previamente (seccién 1.3).

9. Dispensar 100ul de Cromdgeno/Substrato en todos los
pocillos, incluidos los del blanco.

Nota importante: No exponer directamente a fuerte

iluminacién, de lo contrario se generan interferencias.

10. Incubar la microplaca, protegida de la luz, durante 20
minutos a temperatura ambiente (18-24°C). Los pocillos
correspondientes a las muestras positivas, el Suero Control
y los Calibradores positivos deben cambiar de color claro a
azul.

11. Dispensar 100ul de &cido sulfurico en todos los pocillos
para detener la reaccién enzimatica, usar la misma
secuencia que en el paso 9. La adicion de la Solucién de
parada cambia el color del control positivo y las muestras
positivas de azul a amarillo.

12. Medir la intensidad del color con el lector, segin se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substracciéon del fondo,
obligatorio), calibrando el instrumento con los pocillos Al y
B1 (blanco).

M.2 Analisis Cualitativo

1. Poner el nimero necesario de tiras en el soporte plastico e
identificar los pocillos de las muestras y de los estandares.

2. Diluir las muestras 1:101 dispensando en un tubo
desechable 1 ml de Diluente de Muestras y 10 pl de
muestra, mezclar con ayuda de un vértex, antes de usar.
No diluir los Calibradores disuelto ya que estan listos para
el uso.

3. Dejar el pocillo Al vacio para el blanco.

4. Dispensar 100 pl del Calibrador 0 U/ml por duplicado, 100
ul del Calibrador 10 U/ml por duplicado, 100 pl del
Calibrador 100 U/ml simple. Dispensar después 100 pl de
las muestras diluidas en los pocillos
correspondientesComprobar que el Suero Control, los
Calibradores y las muestras han sido afiadidos
adecuadamente.

5. Incubar la microplaca durante 60 minutos a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace la prueba manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Después de la primera incubacion, lavar los pocillos segun
lo descrito previamente (seccién 1.3).

7. Dispensar 100pl de Conjugado en todos los pocillos,
excepto Al. Incubar la microplaca durante 60 minutos a
+37°C.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta y no sumergir la parte
superior de la misma en los controles o muestras. Podria
producirse contaminacion.

8. Después de la segunda incubacion, lavar los pocillos segun
lo descrito previamente (seccion |.3).

9. Dispensar 100ul de Cromoégeno/Substrato en todos los
pocillos, incluido el Al.

Nota importante: No exponer directamente a fuerte
iluminacion, de lo contrario pudieran generarse interferencias.

10. Incubar la microplaca, protegida de la luz, durante 20
minutos a temperatura ambiente (18-24°C). Los pocillos
correspondientes a las muestras positivas, el Suero Control
y los Calibradores positivos deben cambiar de color claro a
azul.

11. Dispensar 100ul de &cido sulfarico en todos los pocillos
para detener la reaccién enzimatica, usar la misma
secuencia que en el paso 9. La adicion de la Solucién de
parada cambia el color del control positivo y las muestras
positivas de azul a amarillo.

12. Medir la intensidad del color con el lector, segin se
describe en la seccion 1.5, utilizando un filtro de 450 nm
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(lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo Al.

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. La lectura debe hacerse inmediatamente después de afadir
la solucion de parada y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicion. Se podria
producir auto oxidacion del cromoégeno causando un
elevado fondo.

3. El suero de control (CS) no afecta al calculo del valor de
corte y, por lo tanto, no afecta al calculo de los resultados
de la prueba. El suero de control (CS) se usa solo si la
gestion requiere un control interno de calidad del
laboratorio.

N. ESQUEMA DEL ENSAYO
El protocolo del ensayo se resume en la siguiente tabla:

Microplaca

1 2 S 4| 5| 6| 7| 8[9]10[1112

BL |[M3 [M11

CAL1 | M4 [M12

CAL1|M5 |M13

CAL3|M6 |M14

CAL3| M7 |M15

CAL6 | M8 |M16

M1 |M9 |M17

T\ ®OMmO0|w|>

M2 |[M10|M18

Leyenda: BL = Blanco // CAL = Calibradores // M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un grupo de pruebas con los controles cada vez que
se usa el equipo para verificar si el procedimiento durante el
ensayo se ha realizado correctamente.

Asegurar el cumplimiento de los siguientes parametros:

t.a.*temperatura ambiente

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cuantitativo:

Microplaca

Parametro Exigencia
Pocillo Blanco | <0.100 DO450nm
Calibradores & Muestras 100 pl Calibrador < 0.150 DO450nm después de leer el
diluidas & Suero Control 0 PEI U/ml blanco
Disuelto Coeficiente de
1™ incubacién 60 min variacion < 30%
Temperatura +37°C Calibrador DO450nm > DO450nm Cal 0 U/ml + 5DS y
Lavados n° 5 cycles with 20” of soaking 5 PEI U/ml > DO450nm Cal 0 U/ml + 0.100
OR Calibrador DO450nm > DO450nm Cal 0 U/ml + 0.200
n° 6 cycles without soaking 10 PEI U/ml
Conjugado 100 pl Calibrador > 1.000 DO450nm
2% incubacion 60 min 100 PEI U/ml
Temperatura +37°C Suero Control DO450nm = DO450nm Calibrador 20 U/ml
Lavados n° 5 cycles with 20” of soaking +/-10%
OR
n° 6 cycles without soaking Si los resultados del ensayo coinciden con lo establecido
Cromdgeno/Substrato 100pl anteriormente, pase a la siguiente seccion.
3" incubacion 20 min
Temperatura t.a.* En caso contrario, detenga el ensayo y compruebe:
Acido Splfarico 100 pl
Lectura D.O. 450nm / 620-630nm Problema Compruebe que

Pocillo blanco
>0.100D0450nm

la soluciébn cromdégeno/substrato no se ha
contaminado durante el ensayo.

1 | 2 | 3 [4|5]6|7[8]9]10[11]12

BL |CAL4 | M1

BL | CAL4 | M2

CAL1 |CAL5| M3

CAL1 |CAL5 | M4

CAL2 |CAL6 | M5

Calibrador 0 U/ml
> 0.150 DO 450nm
después de leer el
blanco

1. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

2. se ha usado la solucién de lavado apropiada
y que el lavador ha sido cebado con la misma
Coeficiente de antes del uso.

variacion > 30% 3. no se han cometido errores en el
procedimiento del ensayo (dispensado de un
Calibrador positivo en lugar del Cal 0)

4. no ha existido contaminacion del Cal 0 o de
sus pocillos debido a muestras positivas
derramadas, o al conjugado.

5. las micropipetas no se han contaminado con
muestras positivas o con el conjugado.

6. las agujas del lavador no estén parcial o

CAL2 |CAL6 | M 6

totalmente obstruidas.

CAL3| SC | M7

I|O|TMmoO|w|>

CAL3| SC [ M8

Leyenda: BL = Blanco // CAL = Calibradores // SC= Suero
Control // M = Muestra

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cualitativo:
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Calibrador 5 U/ml 1. el procedimiento ha sido realizado
correctamente.

2. no ha habido errores durante su distribucion
(dispensar el calibrador equivocado ).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacién.

4. no ha ocurrido contaminacion externa del
calibrador.

Calibrador 10 U/ml | 1. el procedimiento ha sido
correctamente.

2. no ha habido errores durante su distribucion
(dispensar el calibrador equivocado ).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacién.

4. no ha ocurrido contaminacion externa del
calibrador.

Calibrador 100 1. el procedimiento ha sido
U/ml correctamente.

< 1.000 DO 450nm | 2. no ha habido errores durante su distribucion.
3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacion externa del

<CALO+5DSor
< CAL 0 +0.100

realizado

< CAL 0 +0.200

realizado

calibrador.
Suero Control 1. el procedimiento ha sido realizado
Valor distinto al correctamente.
esperado 2. no ha habido errores durante su distribucion

(dispensar una muestra equivocada).

3. el proceso de lavado y los parametros del
lavador son correctos.

4. no ha ocurrido contaminacién externa de los
controles.

5. el Suero Control ha sido disuelto con el
volumen correcto indicado en la etiqueta

Si se indica un error, el ensayo debe repetirse
tras eliminar la causa del mismo. En caso de no
encontrar un error, procédase como sigue:

a) si se obtiene un valor
hasta +/-20%: la precision global del
laboratorio  podria no  permitir
alcanzar +/-10% del valor
esperado. Comunicar el problema al
responsable para aceptar 0
rechazar este resultado.

b) si se obtiene un valor
superior a +/-20%: en este caso el
test es invalido y hay que avisar al
servicio de atencién al cliente de
DiaPro

Si se presenta alguno de los problemas anteriores, avisar al
responsable para tomar las medidas pertinentes.

Nota importante:
El analisis debe seguir el paso de lectura descrito en la seccion
M, punto 12.

P. RESULTADOS.

P.1 Método cuantitativo.

Si el ensayo resulta valido, usar para el método cuantitativo un
programa de ajuste de curva para disefiar la curva de
calibracion con los valores obtenidos en la lectura a 450nm/620-
630nm (se sugiere interpolar 4 parametros). Después calcular
sobre la curva de calibracién la concentracién de anticuerpos
IgM anti-HBc presentes en la muestra.

A continuacién, un ejemplo de curva de calibracion:

1800

1600 /

1400

1200

1000
800

600 /
400

200 //

0 20 40 60 80 100 120

0

Nota Importante:
No usar la curva anterior para formular los calculos.

P.2 Método cualitativo.

En el método cualitativo, calcular los valores medios de
DO450nm/620-630nm para los Calibradores 0 y 10 U/ml,
después comprobar que el ensayo es valido.

A continuacién, un ejemplo de los célculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la seccion M,
punto 12):

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Calibrador 0 U/mil:
Valor medio:
Menor de 0.150 — Valido

0.020 — 0.024 DO 450nm
0.022 DO 450nm

Calibrador 10 U/ml: 0.350 — 0.330 DO 450nm
Valor medio: 0.340 DO 450nm
Mayor de Cal 0 + 0.200 — Valido

Calibrador 100 U/ml:
Mayor de 1.000 — Valido

2.845 DO 450nm

Q. INTERPRETACION DE LOS RESULTADOS.

Q.1 Resultados cualitativos:

Para el método cualitativo, la literatura médica generalmente
considera positivas aquellas muestras con una concentracion
de HBc IgM > 10 PEI U/ml.

Los resultados se interpretan como la razén entre la DO 450nm
/620-630nm de la muestra y la DO 450nm del Cal 10 PEI U/ml
(M/Co), como se indica en la tabla:

M/Co Interpretacion

<0.9 Negativo
09-11 Equivoco

>1.1 Positivo

Q.2 Resultados Cuantitativos:

La Curva de Calibracion se emplea para determinar la
concentracion de anticuerpos IgM anti-HBcAg, presentes en la
muestra.

Las muestras con una concentracién menor de 5 PEI U/ml se
consideran negativas a HBclgM.

Las muestras con una concentracion entre 5 y 10 PEI U/ml se
consideran en la zona gris.
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En el seguimiento de hepatitis cronica, sin embargo, valores
superiores a 5 PEl U/ml pueden considerarse positivos a
HBcIgM si estan presentes otros signos clinicos.

Las muestras con una concentracion mayor de 10 PEI U/ml se
consideran positivas a HBclgM.

Notas generales importantes:

1. Cuando el célculo de los resultados se halla mediante el
sistema operativo de un equipo de ELISA automatico,
asegurarse de que la formulacion usada para el calculo del
valor de corte, y para la interpretacién de los resultados sea
correcta.

2. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

3. Un resultado positivo indica infeccién por HBV por lo tanto
el paciente debe ser tratado adecuadamente.

4. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencién para evitar el traslado de datos erréneos.

5. El diagnéstico de infeccion con un virus de la hepatitis debe
ser evaluado y comunicado al paciente por un médico
calificado.

R. FUNCIONAMIENTO

La evaluacién del funcionamiento ha sido realizada segin lo
reportado en las Especificaciones Técnicas Comunes (ETC)
(art. 5, Capitulo 3 de las Directivas IVD 98/79/EC).

1. Limite de deteccion.
El limite de deteccion del ensayo ha sido calculado por medio
de:

1.3 La preparacion de referencia para HBclgM suministrada
por el Instituto Paul Erlich, Alemania (HBc-
Referenzserum-IgM 84), a partir de la cual se ha calibrado
la Curva Estandar.

1.4 Accurun 113 (cat. N° A113-5001) suministrada por Boston
Biomedica Inc., Estados Unidos.

La siguiente tabla muestra los resultados del Control de Calidad
para tres lotes analizados:

03 9.5 7.2 8.4 3.0
04 5.8 3.4 4.1 21
05 11.3 11.4 11.2 3.1
06 12.1 11.6 11.8 4.1
07 0.1 0.1 0.1 0.2
08 9.2 8.5 8.8 2.3
09 12.2 11.7 11.9 4.2
10 11.7 10.2 10.8 2.8
11 5.9 5.8 5.8 2.1
12 12.7 114 11.7 5.2
13 11.6 11.0 11.3 3.6
14 7.0 6.3 6.6 2.3
15 12.4 115 11.8 4.5

BCM.CE Lote # 0103 Lote # 0103/2 Lote # 0303
PEI U/ml | DO450nm | M/Co | DO450nm | M/Co | DO450nm | M/Co
100 2.752 8.9 2.883 9,7 2911 9.1
50 1.917 6.2 1.972 6.7 2.053 6.4
20 0.980 3.2 0.914 3.1 1.095 3.4
10 0.544 1.8 0.513 1.7 0.592 1.8
5 0.310 1.0 0.296 1.0 0.321 1.0
25 0.155 0.5 0.149 0.5 0.161 0.5
1.25 0.084 0.3 0.084 0.3 0.093 0.3
Negativo 0.040 0.035 0.044
BBI Accurun # 113
BCM.CE Lote # 0103 Lote # 0103/2 Lote # 0303
BBI 113 | DO450nm | M/Co | DO450nm | M/Co | DO450nm | M/Co
1x 3.336 10.8 3.195 10.4 3.269 10.3
2 X 2.472 8.0 2.385 7.8 2.385 7.5
4x 1.467 4.7 1.413 4.6 1.429 4.5
8x 0.865 2.8 0.807 2.6 0.856 2.7
16 x 0.430 14 0.427 14 0.410 1.3
32 x 0.234 0.8 0.234 0.8 0.248 0.8
64 x 0.129 0.4 0.133 0.4 0.122 0.4
128 x 0.086 0.3 0.082 0.3 0.089 0.3
Negativo 0.040 0.040 0.052

Ademas se ha examinado el panel # PHE 102 de BBI en tres
lotes del producto, los datos se reportan a continuaciéon con
referencia a un equipo europeo (resultados de BBI).

BBI - Panel c6digo PHE 102

Lote# 0103 | Lote #0103/2 | Lote # 0303 | Sorin EIA
Miembro M/Co M/Co M/Co M/Co
01 6.7 6.3 6.5 2.0
02 11.3 10.0 10.7 6.1

2. Sensibilidad Diagnéstica:

Se define como la probabilidad del ensayo de detectar positivos
en presencia del analito especifico.

La sensibilidad diagnéstica ha sido probada interna y
externamente en un Laboratorio Clinico calificado, a partir de
paneles de muestras clasificadas como positivas segun un
equipo certificado US FDA.

Las muestras positivas se obtuvieron de diferentes pacientes y
a partir de diversas patologias producidas por HBV (hepatitis
aguda y crénica). En un estudio realizado a mas de 200
muestras, se encontré un valor > 98%.

También se realizé un estudio con un panel de Seroconversién
producido por BBI, Estados Unidos, codigo # PHM 935A cuyos
resultados se reportan a continuacién con referencia a dos
equipos comerciales (resultados BBI).

BBl Panel PHM 935A

Lote Abbott | DiaSorin
# 0103 EIA EIA
Miembro# | M/Co M/Co M/Co

01 0.2 0.1 0.1
02 0.2 0.1 0.1
03 0.2 0.1 0.1
04 0.1 0.1 0.1
05 0.2 0.1 0.1
06 0.2 0.1 0.1
07 0.2 0.1 0.1
08 0.1 0.1 0.1
09 0.1 0.1 0.1
10 0.1 0.1 0.1
11 0.2 0.1 0.1
12 0.2 0.1 0.1
13 2.8 3.7 0.7
14 5.0 6.4 0.9
15 >12 6.2 4.5
16 >12 5.6 4.5
17 >12 5.5 4.3
18 >12 4.8 4.3
19 >12 > 6.6 4.4
20 >12 > 6.6 5.2

3. Especificidad Diagnostica:

Se define como la probabilidad del ensayo de detectar
negativos en ausencia del analito especifico.

La especificidad diagnostica ha sido determinada interna y
externamente en un Laboratorio Clinico calificado, a partir de
paneles de muestras provenientes de individuos sanos y
donantes de sangre, las mismas fueron clasificadas como
negativas segun un equipo certificado US FDA.
Se examinaron mas de 400 muestras
especificidad diagndstica encontrada fue > 98%.
También se analizaron mas de 50 muestras que pudieran

negativas, la

provocar interferencia (por ejemplo: otras enfermedades
infecciosas, pacientes afectados por hepatitis no virales,
pacientes sometidos a dialisis, mujeres embarazadas,

hemofilicos, lipémicos, etc.). No se observaron interferencias en
el estudio.

Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos. No se ha observado falsa reactividad debida a los
métodos de tratamiento de muestras.




| Doc.: | INS BCM.CE/esp | Pégina |

9de 9 | Rev..4 | Fecha: 2019/11 |

Las muestras congeladas han sido probadas para comprobar si
la congelacién interfiere con el procedimiento del ensayo. No se
ha observado interferencia a partir de muestras limpias y libres
de agregados.

4. Precision:

Se realiz6 un estudio con 3 muestras, examinadas en 16
réplicas, en tres corridas separadas utilizando 3 lotes diferentes.
Los valores obtenidos se reportan a continuacion :

BCM.CE: lote # 0103

Cal 0 U/ml (N = 16)

Cal 50 Uiml (N = 16)

Valores medios 17 corrida | 2% corrida | 3 corrida Valor
Promedio
DO 450nm 2.150 2.163 2.092 2.135
Desviacion 0.057 0.067 0.076 0.067
estandar
CV % 2.6 3.1 3.6 3.1

Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la seccién M, punto 12.

S. LIMITACIONES DEL PROCEDIMIENTO.

Valores medios 1% corrida | 2% corrida | 3" corrida Valor Las muestras que después de ser descongeladas presentan
Promedio particulas de fibrina o particulas agregadas, generan algunos
DO 450nm 0.055 0.053 0.051 0.053 resultados falsos positivos.
Desviacion 0.005 0.006 0.005 0.006 La contaminacion bacteriana de las muestras o la inactivacion
estandar por calor pueden modificar los valores de absorbancia con la
CV % 9.9 12.3 10.7 10.9 consiguiente alteracion de los niveles del analito.
Cal 5 Uiml (N = 16 Este ensayo es adecuado solo para el analisis de muestras
(N = 16) e B et e individuales y no para mezclas.
Valores medios 17 corrida | 2% corrida | 3" corrida Valor El di P d f dad infecci deb
o iagnostico de una enfermedad infecciosa no se debe
DO 450nm 0.324 0.308 0.321 0.318 formular en base al resultado de un solo ensayo, sino que es
Desviacion 0.022 0.018 0.024 0.021 necesario tqmar en _conSIdeEra(:lon la historia _cllnlf:a_ y la
estandar sintomatologia del paciente asi como otros datos diagnoésticos.
CV % 6.8 5.7 7.5 6.7
Cal 50 U/mI (N = 16)
Valores medios 1 corrida | 2% corrida | 3" corrida Valor BIBLIOGRAFIA.
Promedio 1. Engvall E. and Perlmann P.. J. Immunochemistry, 8, 871-
DO 450nm 2.109 2.048 2.052 2.070 874 1971
D:;‘;gg;” 0101 0.088 0136 0.109 2. Engvall E. and Perlmann P.. J.Immunol. 109, 129-135, 1971
CV % 18 13 57 52 3. Remington J.S. and Klein J.O.. In “Infectious diseases of the
- - - - fetus and newborn infant”. Sanders, Philadelphia, London,
Toronto.
BCM.CE: lote # 0103/2 4. Volk W.A.. In “Essential of Medical Microbiology”. 2" ed. pp
729, G.B.Lippincott Company, Philadelphia, New York,
Cal 0 U/ml (N = 16) S.José, Toronto.
Valores medios 17 corrida | 2% corrida | 3 corrida Valor 5. Snydman D.R., Bryan J.A. and Dixon R.E.. Ann.Int.Med.,
DO 450nm 0.057 0.053 0.054 Prgrgseglo 83, pp 838, 1975.
Desviacion 0.005 0.005 0002 0.004 6. Eg;kelrgséF., Gerety R.J., Lorenz D.E.. Viral Hepatitis. 581-
estandar ) -
oV % 83 9.0 73 8.2 7. CossartY.. Brit.Med.Bull.. 28, pp 156, 1972
8. Lander J.J., Alter H. and Purcell R.. J.Immunol.. 106, pp
Cal 5 U/ml (N = 16) 1066, 1971 ‘
Valores medios 1 corrida | 2% corrida | 3" corrida Valor 9. Mushawar |.K., Dienstag J.L., Polesky H.F. et al.
Promedio Ann.J.Clin.Pathol.. 76, pp 773, 1981.
DO 450nm 0.332 0331 0.322 0.328 10. Grebenchtchikiov N. et al.. J.Immunol. Methods, 15(2) :219-
Desviacion 0.017 0.018 0.016 0.017 231, 2002
estandar 11. Schrijver RS and Kramps JA, Rev.Sci.Tech. 17(2):550-561,
CV % 5.0 5.5 4.9 5.1 1098
Cal 50 U/ml (N = 16)
Valores medios 17 corrida | 2% corrida | 3" corrida Valor
Promedio
DO 450nm 2.311 2.208 2.212 2.244
Des‘{iagiéﬂ 0.110 0.090 0.095 0.098 Todos los productos de diagnéstico in vitro fabricados
esctf/”o/ar por la empresa son controlados por un sistema
b 4.7 4.1 4.3 4.4 - -
certificado de control de calidad aprobado por un
BCM.CE: lote # 0303 organismo notificado para el marcado CE. Cada lote se
Cal 0 Uiml (N = 16) somete a un control de calidad y se libera al mercado
al m = P . . g . , .
Valores medios 17 corrida | 2% corrida | 3" corrida Valor umca.mente SI'sé ajy,Sta alas espe0|f|ca(:|ones tecnicas y
Brameils criterios de aceptacion de la CE.
DO 450nm 0.043 0.042 0.040 0.042
Desviacion 0.004 0.005 0.004 0.004 Fabricante:
eséf‘/”;)ar 03 T 09 08 Dia.Pro Diagnostic Bioprobes S.r.l.
- - : : Via G. Carducci n° 27 — Sesto San Giovanni
Cal 5 U/ml (N = 16) Milan — Italia
Valores medios 1 corrida | 2% corrida | 3" corrida Valor
Promedio
DO 450nm 0.320 0.326 0.314 0.320 c €
Desviacion 0.023 0.024 0.026 0.024
estandar
CV % 7.1 7.4 8.2 7.6 0318
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HBCcAD

A.INTENDED USE

Competitive Enzyme ImmunoAssay (ELISA)  for the
determination of antibodies to Hepatitis B core Antigen in
human plasma and sera.

The kit is intended for the screening of blood units and the
follow-up of HBV-infected patients.

For “in vitro” diagnostic use only.

B. INTRODUCTION
The World Health Organization (WHO) defines Hepatitis B as
follows:

“Hepatitis B is one of the major diseases of mankind and is a
serious global public health problem. Hepatitis means
inflammation of the liver, and the most common cause is
infection with one of 5 viruses, called hepatitis A,B,C,D, and
E. All of these viruses can cause an acute disease with
symptoms lasting several weeks including yellowing of the
skin and eyes (jaundice); dark urine; extreme fatigue;
nausea; vomiting and abdominal pain. It can take several
months to a year to feel fit again. Hepatitis B virus can cause
chronic infection in which the patient never gets rid of the
virus and many years later develops cirrhosis of the liver or
liver cancer.

HBYV is the most serious type of viral hepatitis and the only
type causing chronic hepatitis for which a wvaccine is
available. Hepatitis B virus is transmitted by contact with
blood or body fluids of an infected person in the same way as
human immunodeficiency virus (HIV), the virus that causes
AIDS. However, HBV is 50 to 100 times more infectious than
HIV. The main ways of getting infected with HBV are: (a)
perinatal (from mother to baby at the birth); (b) child- to-
child transmission; (c) unsafe injections and transfusions; (d)
sexual contact.

Worldwide, most infections occur from infected mother to
child, from child to child contact in household settings, and
from reuse of un-sterilized needles and syringes. In many
developing countries, almost all children become infected
with the virus. In many industrialized countries (e.g.
Western Europe and North America), the pattern of
transmission is different. In these countries, mother-to-infant
and child-to-child transmission accounted for up to one third
of chronic infections before childhood hepatitis B vaccination
programmes were implemented. However, the majority of
infections in these countries are acquired during young
adulthood by sexual activity, and injecting drug use. In
addition, hepatitis B virus is the major infectious
occupational hazard of health workers, and most health care
workers have received hepatitis B vaccine.

Hepatitis B virus is not spread by contaminated food or
water, and cannot be spread casually in the workplace. High
rates of chronic HBV infection are also found in the southern
parts of Eastern and Central Europe. In the Middle East and
Indian sub-continent, about 5% are chronically infected.
Infection is less common in Western Europe and North
America, where less than 1% are chronically infected.

Young children who become infected with HBV are the most
likely to develop chronic infection. About 90% of infants
infected during the first year of life and 30% to 50% of
children infected between 1 to 4 years of age develop chronic

infection. The risk of death from HBV-related liver cancer or
cirrhosis is approximately 25% for persons who become
chronically infected during childhood.

Chronic hepatitis B in some patients is treated with drugs
called interferon or Ilamivudine, which can help some
patients. Patients with cirrhosis are sometimes given liver
transplants, with varying success. It is preferable to prevent
this disease with vaccine than to try and cure it.

Hepatitis B vaccine has an outstanding record of safety and
effectiveness. Since 1982, over one billion doses of hepatitis B
vaccine have been used worldwide. The vaccine is given as a
series of three intramuscular doses. Studies have shown that
the vaccine is 95% effective in preventing children and adults
from developing chronic infection if they have not yet been
infected. In many countries where 8% to 15% of children used
to become chronically infected with HBV, the rate of chronic
infection has been reduced to less than 1% in immunized
groups of children. Since 1991, WHO has called for all
countries to add hepatitis B vaccine into their national
immunization programmes.”

Hepatitis B core Antigen (or HBcAg) is the major component of
the core particles of HBV.

HBcAg is composed of a single polypeptide of about 17 kD that
is released upon disaggregating the core particles; the antigen
contains at least one immunological determinant.

Upon primary infection, anti HBcAg antibodies are one of the
first markers of HBV hepatitis appearing in the serum of the
patient, slightly later than HBsAg, the viral surface antigen.

Anti HBcAg antibodies are produced usually at high titers and
their presence is detectable even years after infection. Isolated
HBCcAD, in absence of other HBV markers, have been observed
in infected blood units, suggesting the use of this test for
screening HBV, in addition of HBsAg.

The determination of HBcAb has become important for the
classification of the viral agent, together with the detection of the
other markers of HBV infection, in sera and plasma.

C. PRINCIPLE OF THE TEST

The assay is based on the principle of competition where the
antibodies in the sample compete with a monoclonal antibody
for a fixed amount of antigen on the solid phase.

A purified recombinant HBCcAg is coated to the microwells.

The patient’s serum/plasma is added to the microwell together
with an additive able to block interferences present in the
sample.

In the second incubation after washing, a monoclonal antibody,
conjugated with Horseradish Peroxidase (HRP) and specific for
HBcAg is added and binds to the free rec-HBcAg coated on the
plastic.

After incubation, microwells are washed to remove any unbound
conjugate and then the chromogen/substrate is added. In the
presence of peroxidase enzyme the colorless substrate is
hydrolyzed to a colored end-product.

The color intensity is inversely proportional to the amount of
antibodies to HBcAg present in the sample.

D. COMPONENTS
Each kit contains sufficient reagents to perform 96 tests.

1. Microplate [MICROPLATE

8x12 microwell strips coated with recombinant HBcAg and
sealed into a bag with desiccant. Allow the microplate to reach
room temperature before opening; reseal unused strips in the
bag with desiccant and store at 2..8°C.



| Doc.:| INSBCAB.CE/leng | Page | 30of 8 | Rev..3 | Data:2019/11 |
2. Negative Control 5. Calibrated ELISA microplate thermostatic incubator (dry or
1x1.0ml/vial. Ready to use. Contains 5% bovine serum albumin, wet) set at +37°C.
10 mM phosphate buffer pH 7.4 +/-0.1, 0.09% sodium azide and 6. Calibrated ELISA microwell reader with 450nm (reading)
0.045% ProClin 300 as preservatives. The negative control is and with 620-630nm (blanking) filters.
pale yellow color coded. 7. Calibrated ELISA microplate washer.
8.  Vortex or similar mixing tools.
3. Positive Control
1x1.0ml/vial. Ready to use. Contains 5% bovine serum albumin, ~ F. WARNINGS AND PRECAUTIONS _
anti HBcAg antibodies at a concentration of about 10 PEI U/ml, 1. The kit has to be used by skilled and properly trained
(calibrated on PEI HBc Reference Material 82), 10 mM teCZU'C?L ptersonnel O'T)IIy’ futnhdelr bthetsuperwsmn of a
phosphate buffer pH 7.4 +/-0.1, 0.09% sodium azide and medical doctor responsible ot the laboratory. )
0.045% ProClin 300 as preservatives. The positive control is 2. \é\llhe(f; the kit is Utsed_thL thetscrgenlng gf _blOOdIUB'tS ?nd
reen color coded. ood components, it has to be used in a laboratory
9 certified and qualified by the national authority in that field
4. Calibrator (Mir}istry of Health or similar entity) to carry out this type of
n° 1 vial. Lyophilised. To be dissolved with EIA grade water as analysis. ) ) )
reported in the label. Contains fetal bovine serum, human 3 All the personnel Ilnt\)/olved in ;IJer;ormlngl tr;e asselay have tg
antibodies to HBcAg at a concentration of 2 PEI U/ml +/-10% wear protective laboratory clothes, talc-free gloves an
(calibrated on PEI HBc Reference Material 82) and 0.045% ggﬁzgz' -Sragulljj ebc;f 2%52?[) (Rﬁetdilgs)pg:s%urmg? I(r:)\ll?;lj\fesg
ProClin 300 as preservative. A S
Note: The volume necessary to dissolve the content of the should bs g tt:amﬁd c in tfnosaf_ety pcr:ocedulres,l as
vial may vary from lot to lot. Please use the right volume E’Csom;r‘lzn rgport):a(; ?n ;r:ete;\l:tirolr?:le?r?;itu?emg" Sé:l?;?s'
reported on the label publication: “Biosafety in Microbiological and Biomedical
5. Wash buffer concentrate Laboratories”, ed. 1.984' . .
1x60ml/bottle. 20x concentrated solution. 4. Al the personnel involved in sample he}ndllng should be
Once diluted, the wash solution contains 10 mM phosphate \ésgﬁg];fdsa]:%rar':(?;f;gﬁ/eHAv' for which vaccines are
buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.045% ProClin 300. 5. The laboratory environment should be controlled so as to
. avoid contaminants such as dust or air-born microbial
6. Enzyme Conjugate m . . . agents, when opening kit vials and microplates and when
1x16ml/vial. Ready-to-use solution. Contains 5% bovine serum performing the test. Protect the Chromogen (TMB) from
album_lne, 10 mM tris buffer pH 6.8 +/'.0'1’ Horseradls_h strong light and avoid vibration of the bench surface where
peroxidase conjugated mouse monoclonal antibody to HBCcAg in the test is undertaken
presence of 0.3 mg/ml gentamicine sulphate and 0.045% 6. Upon receipt, store ihe kit at 2-8°C into a temperature
ProClin 300. as preservatives. The component is red colour ' controlled refr‘igerator or cold room.
coded. 7. Do not interchange components between different lots of
the kits. It is recommended that components between two
7. Chromogen/Substrate kits of the same lot should not be interchanged.
1x16ml/vial. Contains a 50 mM citrate-phosphate buffered 8. Check that the reagents are clear and do not contain
solution at pH 3.6 +/-0.1, 0.03% tetra-methyl-benzidine (TMB), visible heavy particles or aggregates. If not, advise the
0.02% hydrogen peroxide (H202) and 4% dimethylsulphoxide laboratory supervisor to initiate the necessary procedures.
Note: To be stored protected from light as sensitive to g Ayoid cross-contamination  between serum/plasma
strong illumination. samples by using disposable tips and changing them after
) ) each sample. Do not reuse disposable tips.
8. Specimen Diluent . o 10. Avoid cross-contamination between kit reagents by using
4x3ml/vial. 10 mM tris buffered solution pH 8.0 +/-0.1 containing disposable tips and changing them between the use of
0.045% ProClin 300 for the pre-treatment of samples and each one. Do not reuse disposable tips.
controls in the plate, blocking interference. The component is 11. Do not use the kit after the expiration date stated on
blue colour coded. external (primary container) and internal (vials) labels.
. . 12. Treat all specimens as potentially infective. All human
Note: Use all the content of one vial before opening a serum specimens should be handled at Biosafety Level 2,
second one. The reagent is sensitive to oxidation. as recommended by the Center for Disease Control,
Atlanta, U.S. in compliance with what reported in the
9. Sulphuric Acid Institutes  of Health’s  publication: ~ “Biosafety in
1x15ml/vial. Contains 0.3 M H2SOa solution. Microbiological and Biomedical Laboratories”, ed. 1984.
Attention: Irritant (H315; H319; P280; P302+P352; P332+P313; 13. The use of disposable plastic-ware is recommended in the
P305+P351+P338; P337+P313; P362+P363) preparation of the washing solution or in transferring
components into other containers of automated
workstations, in order to avoid contamination.
10. Plate sealing foil n° 2 14. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
11. Instruction manual n° 1 concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from
E. MATERIALS REQUIRED BUT NOT PROVIDED samples has to be treated as potentially infective material
1. Calibrated Micropipettes (100ul and 50ul) and disposable and inactivated. Suggested procedures of inactivation are
plastic tips. treatment with a 10% final concentration of household
2. EIA grade water (double distilled or deionised, charcoal bleach for 16-18 hrs or heat inactivation by autoclave at
treated to remove oxidizing chemicals used as 121°C for 20 min..
disinfectants). 15. Accidental spills have to be adsorbed with paper tissues

3. Timer with 60 minute range or higher.
4.  Absorbent paper tissues.

soaked with household bleach and then with water.
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Tissues should then be discarded in proper containers
designated for laboratory/hospital waste.

16. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water.

17. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used
microplates) should be handled as potentially infective and
disposed according to national directives and laws
concerning laboratory wastes.

G. SPECIMEN: PREPARATION AND RECOMMANDATIONS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation
of samples for clinical laboratory analysis. No influence
has been observed in the preparation of the sample with
citrate, EDTA and heparin.

2. Avoid any addition of preservatives to samples; especially
sodium azide as this chemical would affect the enzymatic
activity of the conjugate.

3. Samples have to be clearly identified with codes or names
in order to avoid misinterpretation of results. ~ When the kit
is used for the screening of blood units, bar code labeling
and electronic reading is strongly recommended.

4. Haemolysed (red) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

5. Sera and plasma can be stored at +2°...+8°C in primary

collection tubes for up to five days after collection.
Do not freeze primary tubes of collection. For longer storage
periods, sera and plasma samples, carefully removed from
the primary collection tube, can be stored frozen at —20°C
for at least 12 months. Any frozen samples should not be
frozen/thawed more than once as this may generate
particles that could affect the test result.

6. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 6
months.

1. Microplates:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned dark green, indicating a defect in storage.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back inside the aluminum
pouch, with the desiccant supplied, firmly zipped and stored at
+2°..8°C. After first opening, remaining strips are stable until the
humidity indicator inside the desiccant bag turns from yellow to
green.

2. Negative Control:
Ready to use. Mix well on vortex before use.

3. Positive Control:
Ready to use. Mix well on vortex before use.

4. Calibrator:

Add the volume of ELISA grade water, reported on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vortex.

Note: The dissolved calibrator is not stable. Store it frozen in
aliquots at —20°C.

5. Wash buffer concentrate:

The whole content of the concentrated solution has to be
diluted 20x with bidistilled water and mixed gently end-over-end
before use. During preparation avoid foaming as the presence
of bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

6. Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, dust
or microbes. If this component has to be transferred, use only
plastic, and if possible, sterile disposable containers.

7. Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. Do not expose to strong light, oxidizing
agents and metallic surfaces.

If this component has to be transferred use only plastic, and if
possible, sterile disposable container.

8. Specimen Diluent

Ready to use solution. Mix gently on vortex before use. Use all
the content of one vial before opening a second one. The
reagent is sensitive to oxidation.

9. Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315; H319; P280; P302+P352; P332+P313;
P305+P351+P338; P337+P313; P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:
P280 - Wear protective
protection/face protection.
P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 — Take off contaminated clothing and wash it
before reuse.

gloves/protective  clothing/eye

irritation occurs: Get medical

1. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (70% ethanol, 10% solution of
bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample or the
components of the kit. They should also be regularly
maintained in order to show a precision of 1% and a
trueness of +2%.

2. The ELISA incubator has to be set at +37°C (tolerance of
+0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right



Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

If using an automated work station, turn on, check settings
and be sure to use the right assay protocol.

Check that the micropipettes are set to the required volume.

. Check that all the other equipment is available and ready
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dispensation volume and regularly submitted to 7.

maintenance according to the manufacturer’s instructions

for use. In particular the washer, at the end of the daily 8.

workload, has to be extensively cleaned out of salts with

deionized water. Before use, the washer has to be 9.

extensively primed with the diluted Washing Solution. 10

The instrument weekly has to be submitted to to use.
decontamination according to its manual (NaOH 0.1 M 11.

-

decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

Incubation times have a tolerance of +5%.

The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of (620-
630nm, mandatory) for blanking purposes. Its standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, shaking,
data handling) have to be carefully set, calibrated,
controlled and regularly serviced in order to match the
values reported in the sections “Validation of Test” and
“Assay Performances”. The assay protocol has to be
installed in the operating system of the unit and validated as
for the washer and the reader. In addition, the liquid
handling part of the station (dispensation and washing) has
to be validated and correctly set. Particular attention must
be paid to avoid carry over by the needles used for
dispensing samples and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells due to strongly reactive samples, leading to
false positive results. The use of ELISA automated work
stations is recommended for blood screening and when the
number of samples to be tested exceed 20-30 units per run.
Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure full compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

. PRE ASSAY CONTROLS AND OPERATIONS

Check the expiration date of the kit printed on the external
label (primary container). Do not use if expired.

Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the Chromogen
(TMB) is colourless or pale blue by aspirating a small
volume of it with a sterile plastic pipette. Check that no
breakage occurred in transportation and no spillage of liquid
is present inside the box (primary container). Check that the
aluminium pouch, containing the microplate, is not
punctured or damaged.

Dilute all the content of the 20x concentrated Wash Solution
as described above.

Dissolve the Calibrator as described above and gently mix.
Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.

Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be performed according to the procedure
given below, taking care to maintain the same incubation time
for all the samples being tested.

1.

5.

Important note:

Place the required number of strips in the plastic holder
and carefully identify the wells for controls, calibrator and
samples.

Leave the Al well empty for blanking purposes.

Dispense 50 ul Specimen Diluent into all the control and
sample wells.

Pipette 50 pl of the Negative Control in triplicate, 50 ul of
the Calibrator in duplicate and then 50 ul of the Positive
Control in single. Then dispense 50 ul of each of the
samples.

Incubate the microplate for 60 min at +37°C.

Strips have to be sealed with the adhesive

sealing foil, only when the test is performed manually. Do not
cover strips when using ELISA automatic instruments.

6.

7.

Important note:

When the first incubation is finished, wash the microwells
as previously described (section 1.3)

Pipette 100 pl Enzyme Conjugate in all the wells, except
A1l; incubate the microplate for 60 min at +37°C.

Be careful not to touch the plastic inner

surface of the well with the tip filled with the Enzyme Conjugate.
Contamination might occur.

8.

9.

When the second incubation is finished, wash the
microwells as previously described (section 1.3)

Pipette 100 pl Chromogen/Substrate into all the wells, Al
included.

Important note: Do not expose to strong direct light. as a high
background might be generated.

10.

11.

12.

Incubate the microplate protected from light at room
temperature (18-24°C) for 20 minutes. Wells dispensed
with negative control and negative samples will turn from
clear to blue (competitive method).

Pipette 100 pl Sulphuric Acid into all the wells using the
same pipetting sequence as in step 9 to stop the enzymatic
reaction. Addition of the stop solution will turn the negative
control and negative samples from blue to yellow.

Measure the colour intensity of the solution in each well, as
described in section 1.5 using a 450nm filter (reading) and
a 620-630nm filter (background subtraction, mandatory),
blanking the instrument on Al.

Important notes:

1.

Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

Reading has should ideally be performed immediately after
the addition of the Stop Solution but definitely no longer than
20 minutes afterwards. Some self oxidation of the
chromogen can occur leading to a higher background.

The Calibrator (CAL) does not affect the cut-off calculation
and therefore the test results calculation. The Calibrator
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may be used only when a laboratory internal quality control
is required by the management.

N. ASSAY SCHEME

Problem

Check

Blank well
> 0.050 OD450nm

that the Chromogen/Substrate solution has not become
contaminated during the assay

Negative Control

(NC)

< 1.000 OD450nm after
blanking

1. that the washing procedure and the washer settings
are as validated in the pre qualification study;

2. that the proper washing solution has been used and
the washer has been primed with it before use;

Specimen Diluent 50 ul » » 3. that no mistake ) has beer_l_ done in t_he assay
" coefficient of variation > | procedure (dispensation of positive control instead of
Controls&calibrator and 50 ul 20% negative control;
samples 4. that no contamination of the negative control or of the
st i f i wells where the control was dispensed has occurred
1* incubation 60 min due to positive samples, to spills or to the enzyme
Temperature +37°C conjugate;
Wash n°s cycles with 20” of Soaking 5. that micropipettes have not become contaminated
with positive samples or with the enzyme conjugate
OR pe p Y jug
8 i 6. that the washer needles are not blocked or partially
n° 6 cycles without soaking obstructed.
Enzyme Conjugate 100 ul Calibrator 1. that the procedure has been correctly performed;
" - - Co/lS<1 2. that no mistake has occurred during its distribution
2nd bat 60
Incubation min (ex.: dispensation of negative control instead
Temperature +37°C 3. that the washing procedure and the washer settings
Wash n°s5 cycles with 20” of soaking are as validated in the pre quahfncatnon study;.
4. that no external contamination of the calibrator has
OR occurred.
n° 6 cycles without soaking Positive Control 1. that the procedure has been correctly performed;
. > 0.200 OD450nm 2. that no mistake has occurred during the distribution
TMB/H202 mix 100 ul
e - . of the control (dispensation of negative control instead
3" incubation 20 min of positive control).

Temperature r.t. 3. that the washing procedure and the washer settings
I " are as validated in the pre qualification study;
SUIph_u”C Acid 100 ul 4. that no external contamination of the positive control

Reading OD 450nm / 620-630nm has occurred.

An example of dispensation scheme is reported below:

Microplate
1 2 3 4 5 6 7 8 9 |10]11 12
A | BLK | S2
B | NC | S3
C | NC | $4
D | NC | S5
E [ CAL | S6
F |CAL | S7
G | PC | S8
H S1 | S9
Legenda: BLK = Blank NC = Negative Control

CAL = Calibrator PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A check is performed on the controls/calibrator any time the kit
is used in order to verify whether the expected OD450nm/620-
630nm or Co/S values have been matched in the analysis.
Ensure that the following parameters are met:

Parameter
Blank well
Negative Control (NC)

Requirements
< 0.050 OD450nm value
> 1.000 OD450nm after blanking
coefficient of variation < 20%
Co/S>1

Calibrator
(about 2 PEI U/ml)
Positive Control

< 0.200 OD450nm

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and perform the
following checks:

If any of the above problems have occurred, report the problem
to the supervisor for further actions.

Important note:
The analysis must be done proceeding as the reading step
described in the section M, point 12.

P. RESULTS
The results are calculated by means of a cut-off value
determined with the following formula:

Cut-Off = (NC + PC) / 5

Important note: When the calculation of results is performed by
the operating system of an ELISA automated work station,
ensure that the proper formulation is used to calculate the cut-
off value and generate the correct interpretation of results.

Q. INTERPRETATION OF RESULTS
Results are interpreted as ratio between the cut-off value and
the sample OD450nm/620-630nm or Co/S.

Results are interpreted according to the following table:

Co/S |Interpretation

<0.9 Negative
09-1.1 Equivocal

>1.1 Positive

A negative result indicates that the patient has not been infected
by HBV.

Any patient showing an equivocal result should be re-tested on
a second sample taken 1-2 weeks after the initial sample.

The blood unit should not be transfused.

A positive result is indicative of HBV infection and therefore the
patient should be treated accordingly or the blood unit should be
discarded.
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Important notes:

1. Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgement errors and misinterpretations.

2. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.

3. Diagnosis of viral hepatitis infection has to be taken by and
released to the patient by a suitably qualified medical
doctor.

An example of calculation is reported below (data obtained
proceeding as the the reading step described in the section M,
point 12):

The following data must not be used instead or real figures
obtained by the user.

Negative Control:  2.000 — 2.200 — 2.000 OD450nm

Mean Value: 2.100 OD450nm

Higher than 1.000 — Accepted

Positive Control:  0.100 OD450nm
Lower than 0.200 — Accepted

Cut-Off = (2.100 + 0.100) / 5 = 0.440

0.400-0.360 OD450nm
0.380 OD450nm

Calibrator:
Mean value:
Co/S>1 — Accepted

Sample 1: 0.028 OD450nm
Sample 2: 1.890 OD450nm
Sample 1 Co/S > 1.1
Sample 2 Co/S < 0.9

positive
negative

R. PERFORMANCES

Evaluation of Performances has been conducted in accordance
to what reported in the Common Technical Specifications or
CTS (art. 5, Chapter 3 of IVD Directive 98/79/EC).

1. LIMIT OF DETECTION:

The sensitivity of the assay has been calculated by means of
the reference preparation for HBcAb supplied by Paul Erlich
Institute (PEI HBc Reference Material 82). The assay shows a
sensitivity of about 1.25 PEI U/ml.

The table below reports the Co/S values shown by the PEI
standard diluted as suggested by the manufacturer to prepare a
limiting dilution curve in Fetal Calf Serum (FCS).

PEI U/ml | Lot 1001 | Lot 0702 | Lot 0702/2 | Lot 1202
5 22.6 18.0 19.0 17.7
25 8.0 5.5 5.4 5.0
1.25 11 1.3 1.0 1.0
0.625 0.4 0.4 0.4 0.4

In addition Accurun 1 — series 3000 — supplied by Boston
Biomedica Inc., USA, was tested to determine its Co/S value.
Results are reported in the table below:

Accurun 1 - series 3000

Value | Lot 1001 | Lot 0702 | Lot 1202
ColS 2.9 2.3 2.2

2. DIAGNOSTIC SPECIFICITY AND SENSITIVITY
The Performance Evaluation of the device was carried out in a
trial conducted on more than total 6000 samples.

2.1 Diagnostic Specificity

It is defined as the probability of the assay of scoring negative in
the absence of specific analyte. In addition to the first study,
where a total of 5179 unselected donors, including 1%t time
donors, 206 samples from hospitalized patients and 164
potentially interfering specimen were examined, the diagnostic
specificity was recently assessed by testing a total of 1498
negative samples on seven different lots. A value of specificity
of 100% was observed. In addition to the above population, 189
potentially interfering samples (other liver diseases,pregnant
women, hemolized, lipemic, RF positives) have been tested and
found negative, confirming a 100% of specificity of the device.
Finally, both human plasma, derived with different standard
techniques of preparation (citrate, EDTA and heparin), and
human sera have been used to determine the specificity.

No false reactivity due to the method of specimen preparation
has been observed.

2.2 Diagnostic Sensitivity

It defined as the probability of the assay of scoring positive in
the presence of specific analyte.

In addition to the first Performance Evaluation Study, in order to
further evaluate the diagnostic sensitivity of the device, a total of
262 positive samples were recently evaluated. The respective
results, collected from seven different lots of the device show a
diagnostic sensitivity of 100%.

3. PRECISION

The mean values obtained from a study conducted on three lots
and on two samples of different anti-HBcAg reactivity, examined
in 16 replicates in three separate runs is reported below:

BCAB.CE: lot # 1202

Negative Control (N = 16)

Mean values 1st run 2nd run 39 run Average
value
OD 450nm 1.943 1.939 1.924 1.935
Std.Deviation 0.081 0.078 0.103 0.087
CV % 4.2 4.0 5.3 4.5
Calibrator (N = 16
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.143 0.147 0.148 0.146
Std.Deviation 0.014 0.017 0.018 0.016
CV % 9.8 114 12.1 11.1
ColS 2.8 2.7 2.6 2.7
BCAB.CE: lot # 0702
Negative Control (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 2.163 2.110 2.106 2.126
Std.Deviation 0.105 0.088 0.139 0.111
CV % 4.9 4.2 6.6 5.2
Calibrator (N =16
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.182 0.193 0.195 0.190
Std.Deviation 0.018 0.023 0.019 0.020
CV % 10.0 12.0 9.9 10.6
ColS 2.5 2.2 2.3 2.3




| Doc.:| INSBCAB.CEleng | Page | 80of 8 | Rev..3 | Data:2019/11 |
BCAB.CE: lot # 0702/2 All the IVD Products manufactured by the company are
Negative Control (N = 16) under the control of a certified Quality Management
Mean values 1strun 2nd run 39 run Average System approved by an EC Notified Body. Each lot is
value submitted to a quality control and released into the
OD 450nm 2.278 2.098 2.130 2.169 market only if conforming with the EC technical
Std.Deviation 0.135 0.126 0.159 0.140 ificati d t iteri
oV % 59 5.0 o 55 specifications and acceptance criteria.
Calibrator (N = 16 .
Mean values 1st run 2nd run 3 run Average . .ManUf:.iCtu.r er.
T Dia.Pro Diagnostic Bioprobes S.r.I.
OD 450nm 0.193 0.190 0.199 0.134 Via G. Carducci n® 27 — Sesto San Giovanni (MI) — Italy
Std.Deviation 0.023 0.023 0.027 0.025
CV % 121 12.3 135 12.6
Cols 2.4 22 2.2 2.3

The variability shown in the tables did not result in sample
misclassification.

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 12.

S. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte. This test is
suitable only for testing single samples and not pooled ones.
Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.
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HBCcADb

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenzimatico competitivo (ELISA) para la
determinacion de anticuerpos frente al antigeno core del virus
de la Hepatitis B en plasma y suero.

El equipo esta disefiado para el cribado en unidades de sangre
y para el seguimiento de los pacientes infectados con HBV.

Uso exclusivo para diagndstico “in vitro”.

B. INTRODUCCION.
La Organizacion Mundial de la Salud (OMS) define la infeccién
por el virus de la Hepatitis B como:

“La Hepatitis B es una de las enfermedades méas importantes
que aquejan a la humanidad y constituye un problema de salud
publica global. El término hepatitis significa inflamacion del
higado, y la causa mas comun es la infeccion por uno de los
cinco virus, denominados A, B, C, D y E. Estos virus pueden
causar una enfermedad aguda cuyos sintomas persisten por
varias semanas, se caracterizan por el color amarillo de la piel
y los ojos (ictericia); orina oscura; fatiga extrema; nauseas;
vomitos y dolor abdominal. La recuperacién puede tardar de
varios meses a un afio. Los virus de la Hepatitis son causantes
de infecciones crénicas en las que el paciente nunca se libera
del virus e incluso, afios mas tarde, desarrolla cirrosis hepatica
o cancer de higado.

El tipo méas serio de hepatitis viral es la causada por el HBV,
siendo el Unico tipo, de los que provocan infeccion crénica, para
el cual existe una vacuna disponible. El virus de la Hepatitis B
se transmite por contacto con sangre o fluidos corporales de
personas infectadas, de la misma forma que el virus de la
inmunodeficiencia humana (HIV), agente causal del SIDA. Sin
embargo, el HBV es entre 50 y 100 veces mas infeccioso que el
HIV. Las principales vias de transmision del HBV son: (a) via
perinatal (transmisién de madre a hijo durante el parto); (b) de
nifio a nifio; (c) mediante inyecciones y transfusiones inseguras
(d) por contacto sexual.

A nivel mundial, la mayor parte de las infecciones ocurre de
madre infectada a hijo, de nifio a nifio en hogares infantiles y
por la reutilizacion de agujas y jeringuillas sin previa
esterilizacion. En muchos paises desarrollados (Europa
Occidental y Norteamérica), el patron de transmision es
diferente. En estos paises, la transmision de madre a hijo y de
nifio a nifio representaban cerca de un tercio de las infecciones
cronicas antes de que se implantara el programa de vacunacion
infantil. Sin embargo, la mayoria de las infecciones en estos
paises se adquiere por la actividad sexual durante la
adolescencia, y por el consumo de drogas inyectables. Por otra
parte, el virus de la hepatitis B constituye el principal riesgo en
el trabajo, dentro del colectivo de los profesionales de la salud,
motivo por el cual se ha aplicado la vacunacion para la
proteccion de los mismos.

El virus de la hepatitis B no se trasmite por la comida o agua
contaminadas, ni por contactos casuales en el ambito laboral.
En zonas del Este y Centro de Europa se han encontrado tasas
elevadas de infeccién crénica por HBV. En el Asia Central y en
regiones de la India, aproximadamente el 5% de la poblacién
esta infectada de forma crénica, mientras que en Europa
Occidental y Norteamérica, los indices son menores del 1%.
Los nifios infectados con HBYV, constituyen el grupo mas
susceptible a la infeccién crénica. Aproximadamente el 90% de
los nifios infectados durante el primer afio de viday entre el 30
y el 50% de los nifios infectados entre 1 y 4 afios, desarrollan
este tipo de infeccion. La mortalidad por cancer de higado o
cirrosis asociados al HBV es cerca del 25%, entre las personas
que han adquirido la infeccién crénica en la nifiez. En
determinado grupo de pacientes, la hepatitis B crénica es
tratada con interferones o lamivudinas, lo cual puede ayudar en

ocasiones. En algunos casos de cirrosis se han realizado
trasplantes de higado, pero el resultado ha sido variable.

La prevencion de esta enfermedad a través de la vacunacion,
constituye la mejor opcion. La vacuna contra la Hepatitis B tiene
indices de seguridad y eficacia demostrados. A partir de 1982,
han sido administradas mundialmente, alrededor de un billén de
dosis. Se aplica por via intramuscular en series de tres dosis.
Los estudios realizados demuestran un 95% de eficacia en la
prevencion de la infeccion cronica en nifios y adultos sin
infeccion previa. En muchos paises donde el indice de infeccién
crénica en nifios oscila entre 8% y 15%, se ha observado una
reduccién a menos del 1% en grupos de nifios inmunizados.
Desde 1991, la OMS ha hecho un llamamiento para la
introduccion de la vacuna contra la hepatitis B en todos los
programas nacionales de vacunacion.”

El antigeno core del virus de la Hepatitis B (HBcAg) es el
elemento principal del ndcleo viral. Estd compuesto por un
polipéptido simple de 17 kD, el cual es liberado en el proceso
de disgregacion de la particula viral. Este antigeno contiene al
menos un determinante inmunogénico. Durante la infeccion
primaria, los anticuerpos anti- HbcAg, son unos de los primeros
marcadores del HBV que aparecen en el suero, poco antes de
gue aparezca el antigeno de superficie (HBsAQ). Los titulos de
anticuerpos producidos contra HBcAg son altos y pueden ser
detectados incluso varios afios después de la infeccion. Debido
a su presencia en bolsas de sangre de donantes se ha
implementado esta técnica para el cribado en las unidades de
sangre.

La determinacién de HBcAb es de gran importancia para la
clasificacion del agente viral en suero y plasma, conjuntamente
con la deteccion del resto de los marcadores de la infeccion por
HBV.

C. PRINCIPIOS DEL ENSAYO.

El ensayo es de tipo competitivo, donde los anticuerpos de la
muestra compiten con un anticuerpo monoclonal por el antigeno
de la fase solida.

Los pocillos de la placa estan recubiertos con el antigeno core
del virus de la hepatitis B, obtenido por via recombinante y
purificado.

El suero/plasma de los pacientes se afiade a los pocillos
conjuntamente a una solucion capaz de bloquear interferencias
gue puedan deberse a la naturaleza de la muestra.

A continuacion, previo lavado que elimina los componentes no
fijados de la muestra, se adiciona un anticuerpo monoclonal
anti-HBcAg conjugado con Peroxidasa (HRP), el cual se une a
cualquier traza de antigeno remanente en la placa.

Después de una segunda incubacién, los pocillos son lavados
para eliminar el conjugado en exceso, luego se afade el
substrato cromogénico, que en presencia de la peroxidasa es
hidrolizado a un producto final con color.

La intensidad del color es inversamente proporcional a la
presencia de anticuerpos al HBcAg presentes en la muestra.

D. COMPONENTES.
Cada equipo contiene reactivos suficientes para realizar 96
pruebas.

1. Microplaca [MICROPLATE]

12 tiras de 8 pocillos recubiertos con HBcAg recombinante, en
bolsas selladas con desecante. Se deben poner las placas a
temperatura ambiente antes de abrirlas, sellar las tiras
sobrantes en la bolsa con el desecante y almacenar a 2-8°C.

2. Control Negativo

1x1.0ml/vial. Listo para el uso. Contiene 5% de albumina de
suero bovino, tampén fosfato 10 mM pH 7.4 +/- 0.1, ademas de
azida saédica 0.09% y ProClin 300 0.045% como conservantes.
El control negativo esta codificado con el color amarillo pélido.
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3. Control Positivo

1x1.0ml/vial. Listo para el uso. Contiene 5% de albimina de
suero bovino, anticuerpos anti HBcAg a una concentracion
aproximada de 10 PEI U/ml, (Calibrado segiun PEI HBc
Reference Material 82), tampén fosfato 10 mM pH 7.4 +/- 0.1,
ademas de azida sodica 0.09% y ProClin 300 0.045% como
conservantes. El control positivo esta codificado con el color
verde.

4. Calibrador

vial n° 1. Liofilizado. Para disolver en agua calidad EIA como se
indica en la etiqueta. Contiene suero fetal bovino, anticuerpos
humanos al HBcAg en una concentraciéon de 2 PEI U/ml +/-
10% (Calibrado segun PEI HBc Reference Material 82) y
ProClin 300 0.045% como conservante.

Nota: El volumen necesario para disolver el contenido del
frasco, varia en cada lote. Se recomienda usar el volumen
indicado en la etiqueta.

5. Tampo6n de Lavado Concentrado
1x60ml/botella. Solucién concentrada 20x.

Una vez diluida, la solucién de lavado contiene tampén fosfato
10 mM a pH 7.0 +/- 0.2, Tween 20 al 0.05% y ProClin 300
0.045%.

6. Conjugado

1x16mlivial. Solucién lista para el uso. Contiene 5% de
albdmina de suero bovino, tampén Tris 10mM a pH 6.8 +/- 0.1,
anticuerpo monoclonal de ratén anti-HBcAg conjugado con
peroxidasa (HPR) en presencia de 0.3 mg/ml de sulfato de
gentamicina y ProClin 300 0.045% como conservantes. El
conjugado esté& codificado con el color rojo.

7. Cromdgeno/Substrato

1x16ml/vial. Contiene una solucién tamponada citrato-fosfato 50
mM pH 3.6 +/- 0.1, tetra-metil-benzidina (TMB) 0.03% vy
peréxido de hidrégeno (H.0O,) 0.02% asi como dimetilsulféxido
4%.

Nota: Evitar la exposicion a la luz, ya que la sustancia es
fotosensible.

8. Diluente de muestras

4x3ml/vial. Contiene una solucién tamponada Tris 10 mM pH
8.0 +/- 0.1 y ProClin 300 0.045% para el pretratamiento de las
muestras y controles en la placa, asi como para bloquear
inespecificidades. El componente esta codificado con el color
azul.

Note: Use todo el contenido del vial antes de abrir un
segundo. El reactivo es sensible a oxidacion.

9. Acido Sulfdrico:

1x15ml/vial. Contiene solucion de H,SO, 0.3M

Atencién: Irritante (H315, H319; P280, P302+P352, P332+P313,
P305+ P351+P338, P337+P313, P362+P363).

10. Sellador adhesivo, n° 2

11. Manual de instrucciones, n° 1

E. MATERIALES NECESARIOS NO SUMINISTRADOS.

1. Micropipetas calibradas (100ul y 50ul) y puntas plasticas
desechables.

2.  Agua de calidad EIA (Bidestilada o desionizada, tratada

con carbon para remover quimicos oxidantes usados como

desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostatico de microplacas ELISA, calibrado

(en seco o humedo) fijo a 37°C.

arw

6. Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8. Vortex o similar.

F. ADVERTENCIAS Y PRECAUCIONES.

1. El equipo debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervision de un
doctor responsable del laboratorio.

2. Cuando el equipo es usado para cribado en unidades de
sangre, el laboratorio debe estar certificado y calificado
para realizar este tipo de andlisis (Ministerio de Salud o
entidad similar).

3. Todas las personas encargadas de la realizacion de las
pruebas deben llevar las ropas protectoras adecuadas de
laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal
debe ser adiestrado en procedimientos de bioseguridad,
segun ha sido recomendado por el Centro de Control de
Enfermedades de Atlanta, Estados Unidos, y publicado por
el Instituto Nacional de Salud: “Biosafety in Microbiological
and Biomedical Laboratories”, ed.1984.

4. Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

5. Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo o agentes
microbianos cuando se abran los equipos, asi como
durante la realizacion del ensayo. Evitar la exposicion del
substrato a la luz y las vibraciones de la mesa de trabajo
durante el ensayo.

6. Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

7. No intercambiar reactivos de diferentes lotes ni tampoco
de diferentes equipos.

8. Comprobar que los reactivos no contienen precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente.

9. Evitar contaminaciéon cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables.

10. Evitar contaminacién cruzada entre los reactivos del
equipo usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables.

11. No usar el producto después de la fecha de caducidad
indicada en el equipo e internamente en los reactivos.

12. Tratar todas las muestras como potencialmente
infecciosas. Las muestras de suero humano deben ser
manipuladas al nivel 2 de bioseguridad, segun ha sido
recomendado por el Centro de Control de Enfermedades
de Atlanta, Estados Unidos y publicado por el Instituto
Nacional de Salud: “Biosafety in Microbiological and
Biomedical Laboratories”, ed.1984.

13. Serecomienda el uso de material plastico desechable para
la preparacion de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

14. Los desechos producidos durante el uso del equipo deben
ser eliminados segun lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y bioloégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infecciosos y deben ser inactivados. Se recomienda la
inactivacion con lejia al 10% de 16 a 18 horas o el uso de
la autoclave a 121°C por 20 minutos.

15. En caso de derrame accidental de algin producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.
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16. El &cido sulfarico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

17. Otros materiales de desecho generados durante la
utilizacion del equipo (por ejemplo: puntas usadas en la
manipulacién de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccion de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

. MUESTRA: PREPARACION Y RECOMENDACIONES.
Extraer la sangre asépticamente por puncion venosa y
preparar el suero o plasma segun las técnicas estandar de
los laboratorios de analisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Evitar el uso de conservantes, en particular azida sédica, ya

que pudiera afectar la actividad enzimética del conjugado.

3. Las muestras deben estar identificadas claramente
mediante cédigo de barras o nombres, a fin de evitar
errores en los resultados. Cuando el equipo se emplea para
el cribado en unidades de sangre, se recomienda el uso del
cédigo de barras.

4. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

5. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccién. No
congelar tubos de recoleccién principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma
0 suero, retiradas cuidadosamente del tubo de extraccion
principal, pueden almacenarse congeladas a —20°C durante
almenos 12 meses, evitando luego descongelar cada
muestra mas de una vez, ya que se pueden generar
particulas que podrian afectar al resultado de la prueba.

6. Sihay presencia de agregados, la muestra se puede aclarar

mediante centrifugacién a 2000 rpm durante 20 minutos o

por filtracion con un filtro de 0,2-0,8 micras.

o

H. PREPARACION DE LOS
PRECAUCIONES.

Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en equipos abiertos, en uso por un
periodo de hasta 6 meses.

COMPONENTES Y

1. Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
conservacion. De ser asi, debe solicitar el servicio de Dia.Pro:
atencion al cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.

2. Control Negativo:
Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

3. Control Positivo:
Listo para el uso. Mezclar bien con la ayuda de un vortex,
antes de usar.

4. Calibrador:

Anfadir al polvo liofilizado el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver totalmente y mezclar
suavemente en el vortex.

Nota: Una vez reconstituida, la solucién no es estable. Se
recomienda mantenerla congelada en alicuotas a —20°C.

5. Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada 20x debe diluirse
con agua bidestilada y mezclarse suavemente antes de usarse.
Durante la preparacion evitar la formacion de espuma y
burbujas, lo que podria influir en la eficiencia de los ciclos de
lavado.

Nota: Una vez diluida, la solucién es estable por una semana a
temperaturas entre +2 y 8°C.

6. Conjugado:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. En caso de que deba transferirse
el reactivo, usar contenedores de plastico, estériles y
desechables, siempre que sea posible.

7. Cromogeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminaciéon del liquido con oxidantes
guimicos, polvo o microbios. Evitar la exposicion a la luz,
agentes oxidantes y superficies metélicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

8. Diluente de muestras :

Solucién lista para el uso. Mezclar bien con un voértex antes de
usar. Use todo el contenido del vial antes de abrir un segundo.
El reactivo es sensible a oxidacion.

9. Acido Sulfurico:
Listo para el uso. Mezclar bien con un vértex antes de usar.

Atencion: Irritante (H315, H319; P280, P302+P352,
P332+P313, P305+ P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacién cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/méascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabén abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacién ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL EQUIPO.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacion periédica de las partes
gue pudieran entrar accidentalmente en contacto con la
muestra (etanol 70%, lejia 10%, de calidad de los
desinfectantes  hospitalarios). Deben ademés, ser
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regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C) y controlada periédicamente para mantener la
temperatura correcta. Pueden emplearse incubadoras
secas o0 bafios de agua siempre que estén validados para la
incubacion de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser validado
de forma minuciosa previamente, revisado para comprobar
que suministra el volumen de dispensacién correcto y
enviado regularmente a mantenimiento de acuerdo con las
instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucion de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacién segin se indica en su
manual (se recomienda descontaminacion con NaOH 0.1
M). Para asegurar que el ensayo se realiza conforme a los
rendimientos declarados, basta con 5 ciclos de lavado
(aspiracion + dispensado de 350 pl/pocillo de solucion de
lavado + 20 segundos de remojo = 1 ciclo). Si no es posible
remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

4. Los tiempos de incubacién deben tener un margen de +5%.

5. El lector de microplacas ELISA debe estar provisto de un
filtro de lectura de 450nm y de un segundo filtro de 620-
630nm, obligatorio para reducir interferencias en la lectura.
El procedimiento estandar debe contemplar: a) Ancho de
banda <= 10 b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. El blanco se
prueba en el pocillo indicado en la seccién “Procedimiento
del ensayo”. El sistema 6ptico del lector debe ser calibrado
periédicamente para garantizar la correcta mediciéon de la
densidad optica, segln las normas del fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacién, lavado, lectura,
agitacion 'y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores
indicados en las secciones “Control interno de calidad” y
“Procedimiento del ensayo”. El protocolo del ensayo debe
ser instalado en el sistema operativo de la unidad y validado
tanto para el lavador como para el lector. Por otro lado, la
parte del sistema que maneja los liquidos (dispensado y
lavado) debe ser validada y fijada correctamente. Debe
prestarse particular atencion a evitar el arrastre por las
agujas de dispensacion y las de lavado, a fin de minimizar
la posibilidad de ocurrencia de falsos positivos por
contaminacion de los pocillos adyacentes por muestras
fuertemente reactivas. Se recomienda el uso de sistemas
automatizados para el cribado en unidades de sangre y
cuando la cantidad de muestras supera las 20-30 unidades
por ensayo.

7. El servicio de atencion al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos a usar
en combinacién con el equipo, con el propoésito de asegurar
el cumplimiento de los requerimientos descritos.

L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados visibles.
Asegurese de que el cromoégeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico. Compruebe que no han ocurrido
rupturas ni derrames de liquido dentro de la caja (envase

primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no esté rota o
dafada.

3. Diluir totalmente la soluciéon de lavado concentrada 20X,
como se ha descrito anteriormente.

4. Disolver el Calibrador como se ha descrito anteriormente y
mezclar suavemente usando un vortex.

5. Dejar los componentes restantes alcanzar la temperatura
ambiente (aprox. 1 hora), mezclar luego suavemente en el
vortex todos los reactivos liquidos.

6. Ajustar la incubadora de ELISA a 37°C y cebar el lavador
de ELISA utilizando la solucion de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

7. Comprobar que el lector de ELISA esté conectado al menos
20 minutos antes de realizar la lectura.

8. En caso de trabajar automaticamente, conectar el equipo y
comprobar que los protocolos estén correctamente
programados.

9. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

10. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

11. En caso de surgir algin problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacion, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

1. Poner el nimero necesario de tiras en el soporte plastico
e identificar cuidadosamente los pocillos para los
controles, calibrador y muestras.

2. Dejar el pocillo Al vacio para el blanco.

3. Dispensar 50ul de Diluente de Muestras en todos los
pocillos para muestras y controles & calibrador.

4. Dispensar 50ul del Control Negativo, por triplicado, 50ul
de Calibrador, por duplicado, y 50ul del Control Positivo.
Posteriormente, afiadir 50ul de cada muestra.

5. Incubar la microplaca durante 60 minutos a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace la prueba manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Después de la primera incubacion, lavar los pocillos
segun lo descrito previamente (seccion 1.3).

7. Dispensar 100ul de Conjugado en todos los pocillos,
excepto Al; incubar la microplaca durante 60 minutos a
+37°C.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el conjugado.
Podria producirse contaminacion.

8. Después de la segunda incubacion, lavar los pocillos
segun lo descrito previamente (seccion 1.3).

9. Dispensar 100ul del Cromégeno/Substrato en todos los
pocillos, incluido el Al.

Nota importante: No exponer directamente a fuerte iluminacio,
de lo contrario se generan interferencias.

10. Incubar la microplaca protegida de la luz a temperatura
ambiente (18-24°C) durante 20 minutos. Los pocillos
con Control Negativo y muestras negativas deben pasar
de un tono claro a azul, (método competitivo).
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11. Dispensar 100ul de acido sulfarico en todos los pocillos
para detener la reaccién enzimética, usar la misma
secuencia que en el paso 9. La adicién de la solucién de
parada cambia el color del Control

muestras negativas de azul a amarillo.

12.  Medir la intensidad del color de la soluciéon en cada
pocillo, segun se indica en la seccién 1.5, con un filtro de
450 nm (lectura) y otro de 620-630 nm (substraccion del
fondo, obligatorio), calibrando el instrumento con el pocillo

Al (blanco).

Notas importantes:

1. Asegurarse de que no hay impresiones digitales en el
fondo de los pocillos antes de leer. Podrian generarse

falsos positivos en la lectura.

2. La lectura debe hacerse inmediatamente después de
afiadir la solucién de parada y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicion. Se
podria producir auto oxidacion del cromégeno causando

un elevado fondo.

3. El calibrador (CAL) no afecta al célculo del valor de corte
y, por lo tanto, no afecta al célculo de los resultados de la
prueba. El calibrador (CAL) se usa solo si la gestion

requiere un control interno de calidad del laboratorio.

N. ESQUEMA DEL ENSAYO.

Negativo y las

O. CONTROL DE CALIDAD INTERNO.

Se realiza un grupo de pruebas con los controles/calibrador
cada vez que se usa el equipo para verificar si los valores
DO450nm / 620-630 nm o Co/M son los esperados.

Asegurar el cumplimiento de los siguientes parametros:

Parametro

Exigencia

Pacillo Blanco

Valor < 0.050 DO450nm

Control Negativo (CN)

Valor > 1.000 DO450nm después de
leer el blanco
Coeficiente de variacion < 20%

Calibrador
(aprox. 2 PEI U/ml)

Co/M>1

Control Positivo

Valor< 0.200 DO450nm

Diluente de Muestras 50 ul
Controles&Calibrador y muestras 50 ul
1" incubacién 60 min
Temperatura +37°C
Lavado 5 ciclos con 20 de remojo
o]
6 ciclos sin remojo
Conjugado 100 ul
2% incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20 de remojo
o]
6 ciclos sin remojo
Mezcla TMB/H,0, 100 ul
3" incubacion 20 min
Temperatura ta*
Acido Sulfarico 100 ul
Lectura D.O. 450nm / 620-630nm

t.a.*temperatura ambiente

A continuacion se describe un ejemplo del esquema de

dispensado:

Microplaca

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, no siga adelante y compruebe:

Problema

Compruebe que

Pocillo blanco
> 0.050 DO450nm

la solucién cromégeno/substrato no se
ha contaminado durante el ensayo.

Control Negativo
(CN)

< 1.000D0O450nm
después de leer el
blanco

Coeficiente de
variacion > 20%

1. el proceso de lavado y los
parametros del lavador estén validados
segun los estudios previos de
calificacion.

2. se ha usado la solucion de lavado
apropiada y que el lavador ha sido
cebado con la misma antes del uso.

3. no se han cometido errores en el
procedimiento (dispensar el control
positivo en lugar del negativo).

4. no ha existido contaminacion del

control negativo o de sus pocillos
debido a muestras positivas
derramadas, o al conjugado.

5. las micropipetas no se han

contaminado con muestras positivas 0
con el conjugado.

6. las agujas del lavador no estén
parcial o totalmente obstruidas.

Calibrador
Co/M<1

1. el procedimiento ha sido realizado
correctamente.

2. no ha habido errores durante su
distribucion  (dispensar el control
negativo en lugar del calibrador).

3. el proceso de lavado y los
parametros del lavador estén validados
segun los estudios previos de
calificacion.

4. no ha ocurrido contaminacion
externa del calibrador.

Control Positivo
> 0.200D0450nm

1. el procedimiento ha sido realizado
correctamente.

1 2134|5167 [8]91]10[11]12 2. no se han cometido errores en el
A | BL | M2 procedimiento  (dispensar el control
B |CN|M3 positivo en lugar del negativo).
C | CN | M4 3. el proceso de lavado y los
D | CN | M5 parametros del lavador estén validados
E | CAL | M6 segin los estudios previos de
F | CAL | M7 calificacion.
G | CP | M8 4. no ha ocurrido contaminacion
H | M1 |M9 externa del control positivo.
Leyenda: BL = Blanco CN = Control Negativo

CAL = Calibrador

CP = Control Positivo M = Muestra

Si ocurre alguno de los problemas anteriores, informe al
responsable para tomar las medidas pertinentes.
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Nota importante:
El andlisis debe seguir el paso de lectura descrito en la seccion
M, punto 12.

P. RESULTADOS.
Los resultados se calculan por medio de un valor de corte (cut-
off) hallado con la siguiente formula:

Valor de corte = (CN + CP) /5

Nota Importante: Cuando el célculo de los resultados se halla
mediante el sistema operativo de un equipo de ELISA
automatico, asegurarse de que la formulacion usada para el
célculo del valor de corte, y para la interpretacién de los
resultados sea correcta.

Q. INTERPRETACION DE LOS RESULTADOS.

La interpretacion de los resultados se realiza mediante la razén
entre el Valor de corte y las DO a 450nm / 620-630nm de las
muestras (Co/M).

Los resultados se interpretan segun la siguiente tabla:

Co/M | Interpretacién

<0.9 Negativo
09-11 Equivoco

>1.1 Positivo

Un resultado negativo indica que el paciente noestainfectado
por HBV.

Cualquier paciente, cuya muestra resulte equivoca debe
someterse a una nueva prueba con una segunda muestra de
sangre colectada 1 6 2 semanas después de la inicial. En este
caso la unidad de la sangre no debe ser transfundida.

Un resultado positivo es indicativo de infeccién por HBV y por
consiguiente el paciente debe ser tratado adecuadamente. La
unidad de la sangre debe ser descartada.

Notas importantes:

1. La interpretacién de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erroneos.

3. El diagnéstico de infeccion con un virus de la hepatitis
debe ser evaluado y comunicado al paciente por un
médico calificado.

A continuacién, un ejemplo de los célculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la seccion M,
punto 12).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Control Negativo: 2.000 — 2.200 — 2.000 DO 450nm

Valor medio: 2.100 DO 450nm

Mayor de 1.000 — Valido

Control Positivo:  0.100 DO 450nm
Menor de 0.200 — Valido

Valor de corte = (2.100 + 0.100) / 5 = 0.440

0.400-0.360 DO 450nm
0.380 DO 450nm

Calibrador:
Valor medio:
Co/M>1 - Valido
Muestra 1: 0.028 DO 450nm

Muestra 2: 1.890 DO 450nm
Muestra 1 Co/M > 1.1
Muestra 2 Co/M < 0.9

positiva
negativa

R. FUNCIONAMIENTO.

La evaluacion del funcionamiento ha sido realizada segun lo
reportado en las Especificaciones Técnicas Comunes (ETC)
(art. 5, Capitulo 3 de las Directivas VD 98/79/EC).

1. Limite de deteccion.

La sensibilidad del ensayo ha sido calculada por medio de una
preparacion estandar de referencia para HBcAb suministrada
por el Instituto Paul Erlich (PElI HBc Reference Material 82). El
ensayo muestra una sensibilidad de aproximadamente 1.25 PEI
U/ml.

La siguiente tabla muestra los valores de Co/M para PEI
estandar diluido, como se sugiere por el fabricante, para
construir la curva de dilucién limite en suero fetal bovino (SFB).

PEI U/ml | Lote 1001 | Lote 0702 | Lote 0702/2 | Lote 1202
5 22.6 18.0 19.0 17.7
25 8.0 5.5 5.4 5.0
1.25 1.1 13 1.0 1.0

0.625 0.4 0.4 0.4 0.4

Se evaluaron ademas, paneles Accurun 1 — series 3000 —
suministrados por Boston Biomedical Inc., Estados Unidos, a fin
de determinar sus valores Co/M. Los resultados obtenidos se
muestran a continuacion:

Accurun 1 - series 3000

Valor | Lote 1001 | Lote 0702 | Lote 1202
Co/M 2.9 2.3 2.2

2. ESPECIFICIDAD Y SENSIBILIDAD DIAGNOSTICAS.
La evaluacion del procedimiento diagnéstico se realizd
mediante un ensayo con mas de 6000 muestras.

2.1 Especificidad Diagndstica.

Se define como la probabilidad del ensayo de detectar
negativos en ausencia del analito especifico.

Ademaés del primer estudio, donde se examinaron en total 5179
muestras de donantes no seleccionados, incluyendo donantes
por 12 vez, 206 muestras de pacientes hospitalizados y 164
muestras que pudieran provocar interferencia, la especificidad
diagnéstica se evalud recientemente examinando un total de
1498 muestras negativas en siete lotes distintos. Se observé un
valor de especificidad de 100%. Ademas de la poblacién
anterior, se examinaron 189 muestras que pudieran provocar
interferencia (pacientes con otras enfermedades hepéticas,
mujeres embarazadas, hemolizadas, lipémicas, RF positivas) y
se encontraron negativas, confirmando un 100% de
especificidad del dispositivo.

Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos. No se ha observado falsa reactividad debida a los
métodos de tratamiento de muestras.

2.2 Sensibilidad Diagnoéstica.

Se define como la probabilidad del ensayo de detectar positivos
en presencia del analito especifico.

Ademas del primer estudio de evaluacion del rendimiento, para
evaluar adicionalmente la sensibilidad diagnéstica del producto,
se examinaron recientemente un total de 262 muestras
positivas. Los resultados correspondientes, obtenidos de siete
lotes distintos del dispositivo, muestran una sensibilidad
diagndstica de 100%.
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3. Precision.

Se realiz6 un estudio con 3 lotes y dos muestras de diferente
reactividad anti-HBcAg, en 16 réplicas, en tres tandas
separadas. Los valores medios obtenidos se expresan a
continuacion :

BCAB.CE: lote # 1202

Control Negativo (N = 16)

es adecuado solo para el analisis de muestras individuales y no
para mezclas.

El diagnéstico de una enfermedad infecciosa no se debe
formular en base al resultado de un solo ensayo, sino que es
necesario tomar en consideraciéon la historia clinica y la
sintomatologia del paciente asi como otros datos diagnosticos.
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Todos los productos de diagndstico in vitro fabricados
por la empresa son controlados por un sistema
certificado de control de calidad aprobado por un
organismo notificado para el marcado CE. Cada lote se
somete a un control de calidad y se libera al mercado
Unicamente si se ajusta a las especificaciones técnicas y
criterios de aceptacién de la CE.

Fabricante:
Dia.Pro Diagnostic Bioprobes S.r.l.
Via G. Carducci n° 27 — Sesto San Giovanni (Mi) — Italia

Valores medios | 1 corrida | 2% corrida | 3" corrida Valor
Promedio
DO 450nm 1.943 1.939 1.924 1.935
Desviacion 0.081 0.078 0.103 0.087
estandar
CV % 4.2 4.0 5.3 4.5
Calibrador (N = 16)
Valores medios | 17 corrida | 2% corrida | 3™ corrida Valor
Promedio
DO 450nm 0.143 0.147 0.148 0.146
Desviacion 0.014 0.017 0.018 0.016
estandar
CV % 9.8 114 12.1 11.1
Co/M 2.8 2.7 2.6 2.7
BCAB.CE: lote # 0702
Control Negativo (N = 16)
Valores medios 17 corrida | 29 corrida | 3" corrida Valor
Promedio
DO 450nm 2.163 2.110 2.106 2.126
Desviacion 0.105 0.088 0.139 0.111
estandar
CV % 4.9 4.2 6.6 5.2
Calibrador (N = 16)
Valores medios | 17 corrida | 2% corrida | 3" corrida Valor
Promedio
DO 450nm 0.182 0.193 0.195 0.190
Desviacion 0.018 0.023 0.019 0.020
estandar
CV % 10.0 12.0 9.9 10.6
Co/M 25 2.2 2.3 2.3
BCAB.CE: lote# 0702/2
Control Negativo (N = 16)
Valores medios 1 corrida | 2% corrida | 3" corrida Valor
Promedio
DO 450nm 2.278 2.098 2.130 2.169
Desviacion 0.135 0.126 0.159 0.140
estandar
CV % 5.9 6.0 7.5 6.5
Calibrador (N = 16)
Valores medios | 17 corrida | 2% corrida | 3 corrida Valor
Promedio
DO 450nm 0.193 0.190 0.199 0.134
Desviacion 0.023 0.023 0.027 0.025
estandar
CV % 12.1 12.3 13.5 12.6
Co/M 2.4 2.2 2.2 2.3

La variabilidad mostrada en las tablas no di6 como resultado
una clasificacién erronea de las muestras.

Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la seccion M, punto 12.

S. LIMITACIONES DEL PROCEDIMIENTO.

La contaminacién bacteriana de las muestras o la inactivacion
por calor pueden modificar los valores de absorbancia con la
consiguiente alteracion de los niveles del analito. Este ensayo
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HBs Ab

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for both the quantitative and
qualitative determination of antibodies to the Surface Antigen of
Hepatitis B Virus in human plasma and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

The World Health Organization (WHO) defines Hepatitis B Virus
infection as follows:

“Hepatitis B is one of the major diseases of mankind and is a
serious global public health problem. Hepatitis means
inflammation of the liver, and the most common cause is
infection with one of 5 viruses, called hepatitis A,B,C,D, and
E. All of these viruses can cause an acute disease with
symptoms lasting several weeks including yellowing of the
skin and eyes (jaundice); dark urine; extreme fatigue;
nausea; vomiting and abdominal pain. It can take several
months to a year to feel fit again. Hepatitis B virus can cause
chronic infection in which the patient never gets rid of the
virus and many years later develops cirrhosis of the liver or
liver cancer.

HBYV is the most serious type of viral hepatitis and the only
type causing chronic hepatitis for which a vaccine is
available. Hepatitis B virus is transmitted by contact with
blood or body fluids of an infected person in the same way as
human immunodeficiency virus (HIV), the virus that causes
AIDS. However, HBV is 50 to 100 times more infectious than
HIV. The main ways of getting infected with HBV are: (a)
perinatal (from mother to baby at the birth); (b) child- to-
child transmission; (¢) unsafe injections and transfusions; (d)
sexual contact.

Worldwide, most infections occur from infected mother to
child, from child to child contact in household settings, and
from reuse of un-sterilized needles and syringes. In many
developing countries, almost all children become infected
with the virus. In many industrialized countries (e.g.
Western Europe and North America), the pattern of
transmission is different. In these countries, mother-to-infant
and child-to-child transmission accounted for up to one third
of chronic infections before childhood hepatitis B vaccination
programmes were implemented. However, the majority of
infections in these countries are acquired during young
adulthood by sexual activity, and injecting drug use. In
addition, hepatitis B virus is the major infectious
occupational hazard of health workers, and most health care
workers have received hepatitis B vaccine.

Hepatitis B virus is not spread by contaminated food or
water, and cannot be spread casually in the workplace. High
rates of chronic HBV infection are also found in the southern
parts of Eastern and Central Europe. In the Middle East and
Indian sub-continent, about 5% are chronically infected.
Infection is less common in Western Europe and North
America, where less than 1% are chronically infected.

Young children who become infected with HBV are the most
likely to develop chronic infection. About 90% of infants
infected during the first year of life and 30% to 50% of
children infected between 1 to 4 years of age develop chronic
infection. The risk of death from HBV-related liver cancer or

cirrhosis is approximately 25% for persons who become
chronically infected during childhood.

Chronic hepatitis B in some patients is treated with drugs
called interferon or Ilamivudine, which can help some
patients. Patients with cirrhosis are sometimes given liver
transplants, with varying success. It is preferable to prevent
this disease with vaccine than to try and cure it.

Hepatitis B vaccine has an outstanding record of safety and
effectiveness. Since 1982, over one billion doses of hepatitis B
vaccine have been used worldwide. The vaccine is given as a
series of three intramuscular doses. Studies have shown that
the vaccine is 95% effective in preventing children and adults
from developing chronic infection if they have not yet been
infected. In many countries where 8% to 15% of children used
to become chronically infected with HBV, the rate of chronic
infection has been reduced to less than 1% in immunized
groups of children. Since 1991, WHO has called for all
countries to add hepatitis B vaccine into their national
immunization programmes.”

Hepatitis B surface Antigen (HBsAg) is the major structural
polypeptide of the envelope of the Hepatitis B Virus (HBV).

This antigen is composed mainly of the type common
determinant “a” and the type specific determinants “d” and “y”,
present only on the specific serotypes.

Upon infection, a strong immunological response develops firstly
against the type specific determinants and in a second time
against the “a” determinant.

Anti “a@” antibodies are however recognised to be most effective
in the neutralisation of the virus, protecting the patient from
other infections and leading it to convalescence.

The detection of HBsAb has become important for the follow up
of patients infected by HBV and the monitoring of recipients

upon vaccination with synthetic and natural HBsAg.

C. PRINCIPLE OF THE TEST

Microplates are coated with a preparation of highly purified
HBsAg that in the first incubation with sample specifically
captures anti HBsAg antibodies to the solid phase.

After washing, captured antibodies are detected by an HBsAg,
labelled with peroxidase (HRP), that specifically binds the
second available binding site of these antibodies.

The enzyme specifically bound to wells, by acting on the
substrate/chromogen mixture, generates an optical signal that is
proportional to the amount of HBsAb in the sample and can be
detected by an ELISA reader.

The amount of antibodies may be quantitated by means of a
standard curve calibrated against the W.H.O reference
preparation.

Samples are pre treated in the well with an specimen diluent

able to block interference present in vaccinated individuals.

D. COMPONENTS
Each kit contains sufficient reagents to perform 96 tests.

1. Microplate:

8x12 microwell strips coated with purified heat-inactivated
HBsAg of both subtypes (ad and ay) from human origin and
sealed into a bag with desiccant.

Allow the microplate to reach room temperature before opening;
reseal unused strips in the bag with desiccant and store at 4°C.
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2. Calibration Curve:

5x2.0 ml/vial. Ready to use and colour coded standard curve,
derived from HBsAb positive plasma titrated on WHO standard
for anti HBsAg (1% reference preparation 1977, lot 17-2-77),
ranging: CAL1 = 0 mIU/ml // CAL2 = 10 mlU/ml // CAL3 = 50
mlU/ml // CAL4 = 100 mIU/ml // CAL 5 = 250 mIU/ml.

Contains human serum proteins, 5% BSA, 10 mM phosphate
buffer pH 7.4+/-0.1, 0.09% sodium azide and 0.045% ProClin
300 as preservatives. Standards are blue coloured.

3. Wash buffer concentrate: WASHBUF 20X

1x60ml/bottle. 20x concentrated solution.
Once diluted, the wash solution contains 10 mM phosphate
buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.045% ProClin 300.

4. Enzyme conjugate :

1x16.0 ml/vial. Ready-to-use solution and red color coded.

It contains inactivated purified HBsAg of both subtypes ad and
ay, labelled with HRP, 5% BSA, 10 mM Tris buffer pH 6.8+/-0.1,
0.3 mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

5. Chromogen/Substrate:

1x16ml/vial. Contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 4% dimethylsulphoxide, 0.03% tetra-
methyl-benzidine (TMB) and 0.02% hydrogen peroxide (H202).
Note: To be stored protected from light as sensitive to
strong illumination.

6. Sulphuric Acid:

1x15ml/vial. Contains 0.3 M H2S0Oa4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

7. Specimen Diluent:
1x8ml. 10 mM Tris Buffered solution ph 7.4 +/-0.1,suggested to
be used in the follow up of vaccination. It contains 0.09%
sodium azide as preservatives.

8. Control Serum:

1 vial. Lyophilized.

Contains fetal bovine serum proteins, human anti HBsAg
antibodies calibrated at 50 + 10% WHO mlU/ml. 0.3 mg/ml
gentamicine sulphate and 0.045% ProClin 300 as preservatives.

9. Plate sealing foil n°2

10. Packageinsert n° 1

. MATERIALS REQUIRED BUT NOT PROVIDED
Calibrated Micropipettes (100ul and 50ul) and disposable
plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), set at +37°C (+/-1°C tolerance)..

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking, strongly recommended)
filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

= m

ok w

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

3. All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

5. Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

6. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

7. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

8. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

10. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit did not pointed out any relevant loss of activity
up to six 6 uses of the device and up to 6 months.

11. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

12. The use of disposable plastic-ware is recommended in the
preparation of the liquid components or in transferring
components into automated workstations, in order to avoid
Cross contamination.

13. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
14. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

15. The Sulphuric Acid is an irritant. In case of spills, wash the
surface with plenty of water

16. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.

G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venipuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.
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2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. Bar code labeling and
electronic reading is strongly recommended.

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.
Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

4. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not freeze
primary tubes of collection. For longer storage periods, sera
and plasma samples, carefully removed from the primary
collection tube, can be stored frozen at —20°C for at least 12
months.  Any frozen samples should not be frozen/thawed
more than once as this may generate particles that could affect
the test result.

5. If particles are present, centrifuge at 2.000 rpm for 20 min or
filter using 0.2-0.8u filters to clean up the sample for testing.

6. Samples whose anti-HBsAg antibody concentration is
expected to be higher than 250 mIU/ml should be diluted before
use either 1:10 or 1:100 in the Calibrator 0 mIU/ml. Dilutions
have to be done in clean disposable tubes by diluting 50 ul of
each specimen with 450 ul of Cal 0 (1:10). Then 50 ul of the
1:10 dilution are diluted with 450 ul of the Cal 0 (1:100). Mix
tubes thoroughly on vortex when preparing the diluted samples.

H. PREPARATION OF COMPONENTS AND WARNINGS

1. Microplate:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned green, indicating a defect in conservation.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at +2°-8°C.
After first opening, remaining strips are stable until the humidity
indicator inside the desiccant bag turns from yellow to green.

2. Calibration Curve
Ready to use. Mix well on vortex before use.

3. Control Serum

Add the volume of ELISA grade water, reported on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vortex.

Note: The control after dissolution is not stable. Store frozen in
aliquots at —20°C.

4. Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use. During preparation avoid foaming as the presence of
bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

5. Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidising chemicals, dust
or microbes. If this component has to be transferred, use only
plastic, and if possible, sterile disposable containers.

6. Specimen Diluent:
Ready to use. Mix well on vortex before use.

7. Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidising chemicals, air-
driven dust or microbes. Do not expose to strong light, oxidising
agents and metallic surfaces.

If this component has to be transferred use only plastic, and if
possible, sterile disposable container

8. Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:
P280 - Wear protective
protection/face protection.
P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water
for several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing.

P337 + P313 - If eye irritation persists:
advice/attention.

P362 + P363 — Take off contaminated clothing and wash it
before reuse.

gloves/protective  clothing/eye

irritation  occurs: Get medical

Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (70% ethanol, 10% solution of
bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample or the
components of the kit. They should also be regularly
maintained in order to show a precision of 1% and a
trueness of +2%.

2. The ELISA incubator has to be set at +37°C (tolerance of
+1°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

4. Incubation times have a tolerance of +5%.

5. The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of 620-
630nm, mandatory for blanking purposes. Its standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.
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6. When using an ELISA automated workstation, all critical
steps (dispensation, incubation, washing, reading, shaking,
data handling) have to be carefully set, calibrated,
controlled and regularly serviced in order to match the
values reported in the sections “Validation of Test” and
“Assay Performances”. The assay protocol has to be
installed in the operating system of the unit and validated as
for the washer and the reader. In addition, the liquid
handling part of the station (dispensation and washing) has
to be validated and correctly set. Particular attention must
be paid to avoid carry over by the needles used for
dispensing samples and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells due to strongly reactive samples, leading to
false positive results. The use of ELISA automated work
stations is recommended for blood screening and when the
number of samples to be tested exceed 20-30 units per run.

7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure full compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the Kkit.

-

. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label of the kit box. Do not use if expired.

2. Check that the liquid components are not contaminated by
naked-eye visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue by aspirating
a small volume of it with a sterile transparent plastic pipette.
Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box. Check that the
aluminum pouch, containing the microplate, is not punctured
or damaged.

3. Dilute all the content of the 20x concentrated Wash Solution
as described above.

4. Dissolve the Control Serum as described above.

5. Allow all the other components to reach room temperature
(about 1 hr) and then mix as described.

6. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

7. Check that the ELISA reader has been turned on at least 20
minutes before reading.

8. If using an automated workstation, turn it on, check settings
and be sure to use the right assay protocol.

9. Check that the micropipettes are set to the required volume.

10. Check that all the other equipments are available and ready

to use.

In case of problems, do not proceed further with the test
and advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

Two procedures can be carried out with the device according to
the request of the clinician.

M.1 Quantitative analysis

1. Place the required number of strips in the microplate holder.
Leave Al and B1 wells empty for the operation of blanking.
Store the other strips into the bag in presence of the desiccant
at 2..8°C, sealed.

Then Dispense in all the wells to be used for the test, except for
Al and B1, 50ul of the Specimen Diluent.

Important note: This additive is added before distributing
samples and controls into specific wells and is particularly
intended for blocking some substances present in people
undergoing vaccination and capable to mask antibodies.

2. Pipette 100ul of all the Calibrators, 100ul of Control Serum in
duplicate and then 100ul of samples. The Control Serum is used
to verify that the whole analytical system works as expected.
Check that Calibrators, Control Serum and samples have been
correctly added. Then incubate the microplate at +37°C for 60
min.

Important note: Strips have to be sealed with the adhesive
sealing foil only when the test is performed manually. Do not
cover strips when using ELISA automatic instruments.

3. Wash the microplate as reported in section |.3.

4. In all the wells except A1 and B1, pipette 100 pl Enzyme
Conjugate. Check that the reagent has been correctly added.
Incubate the microplate at +37°C for 60 minutes.

Important notes:

1) Be careful not to touch the inner surface of the well with the
pipette tip when dispensing the Enzyme Conjugate.
Contamination might occur.

2) Mix thoroughly the Enzyme Conjugate on vortex before use.

5. Wash the microplate as described.

6. Pipette 100l TMB/H202 mixture in each well, the blank wells
included. Check that the reagent has been correctly added.
Then incubate the microplate at room temperature for 20
minutes.

Important note: Do not expose to strong direct light as a high
background might be generated.

7. Stop the enzymatic reaction by pipette 100ul Sulphuric Acid
into each well and using the same pipetting sequence as in step
6. Then measure the colour intensity with a microplate reader at
450nm (reading) and at 620-630nm (blanking, mandatory),
blanking the instrument on A1 and B1 wells.

M.2 Qualitative analysis

1. Place the required number of strips in the microplate holder.
Leave Al well empty for the operation of blanking.

Store the other strips into the bag in presence of the desiccant
at 2..8°C, sealed.

2. Dispense 50 ul Specimen Diluent in all the wells, except for
the blank Al. Then pipette 100ul of the Calibrator 0 miU/ml in
duplicate, 100pl of the Calibrator 10 miU/ml in duplicate, 100ul
of the Calibrator 250 mlU/ml in single, and then 100ul of
samples. Check that Calibrators and samples have been
correctly added. Then incubate the microplate at +37°C for 60
min.

3. Wash the microplate as reported in section |.3.

4. In all the wells except Al, pipette 100 pul Enzyme Conjugate.
Check that the reagent has been correctly added. Incubate the
microplate at +37°C for 60 minutes.

Important notes:

1) Be careful not to touch the inner surface of the well with the
pipette tip when dispensing the Enzyme Conjugate.
Contamination might occur.

2) Mix thoroughly the Enzyme Conjugate on vortex before use.

5. Wash the microplate as described.

6. Pipette 100ul TMB/H202 mixture in each well, the blank wells
included. Check that the reagent has been correctly added.
Then incubate the microplate at room temperature for 20
minutes.
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Important note: Do not expose to strong direct light as a high
background might be generated.

7. Stop the enzymatic reaction by pipette 100ul Sulphuric Acid
into each well and using the same pipetting sequence as in step
6. Then measure the colour intensity with a microplate reader at
450nm (reading) and at 620-630nm (blanking, mandatory),
blanking the instrument on Al and B1 wells.

Important general notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has should ideally be performed immediately after
the addition of the Stop Solution but definitely no longer than
20 minutes afterwards. Some self oxidation of the
chromogen can occur leading to a higher background.

3. The Control Serum (CS) does not affect the -cut-off
calculation and therefore the test results calculation. The
Control Serum may be used only when a laboratory internal
quality control is required by the management.

N. ASSAY SCHEME (standard procedure)

An example of dispensation scheme in qualitative assays is
reported below:

Microplate
1 2 3 | 4] 5] 6] 7| 8/9]10]11]|12
BLK S3 |S11
CAL1 | S4 | S12
CAL1 | S5 | S13
CAL2 | S6 S14
CAL2 | S7 | S15
CAL5 | S8 | S16
S1 S9 | S17
S2 S10 | S18
Legenda: BLK = Blank // CAL = Calibrators // S = Sample

I(®|Mm(O|O|w|(>

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the controls any time the kit
is used in order to verify whether the performances of the assay
are as qualified.

Control that the following data are matched:

Parameters Requirements

Blank well < 0.100 OD450nm

Calibrator < 0.200 OD450nm after blanking
0 WHO miU/ml

Calibrator 0OD450nm higher than the OD450nm of the
10 WHO miu/ml Calibrator 0 miU/ml + 0.100

Calibrator > 1.500 OD450nm

250 WHO miU/ml

Control Serum 0OD450nm = OD450nm CAL 50 mIU/ml £ 10%

Coefficient of < 30% for the Calibrator 0 mlU/ml

variation

If the results of the test match the requirements stated above,
proceed to the next section.
If they do not, do not proceed any further and perform the

Specimen Diluent 50 ul
Calibrators 100 ul
Control Serum 100 ul
Samples 100 ul
1%tincubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

Enzyme Conjugate 100 ul
2" incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

TMB/H202 mix 100 ul
39incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

An example of dispensation scheme in quantitative assays is
reported below:

Microplate

following checks:

1 2 3 4 5|6 |7 (8]9]10]|11 )12

BLK | CAL4 | S3
BLK | CAL4 | sS4
CAL1 | CAL5 | S5
CAL1 | CAL5 | S6

CAL2 Cs S7

CAL2 Cs S8

CAL3 S1 S9

coefficient of
variation > 30%

I|®|m|m|O|0|m(>

CAL3 S2 S10

Problem Check
Blank well 1. that the Chromogen/Substrate solution has
> (0.100 OD450nm not become contaminated during the assay
Calibrator 0 1. that the washing procedure and the washer
miU/ml settings are as validated in the pre qualification
>0.200 study;

2. that the proper washing solution has been
used and the washer has been primed with it
before use;

3. that no mistake has been done in the assay
procedure when the dispensation of standards
is carried out;

4. that no contamination of the Cal 0 mlU/ml or
of the wells where it was dispensed has
occurred due to positive samples, to spills or to
the enzyme conjugate;

5. that micropipettes have not become
contaminated with positive samples or with the
enzyme conjugate

6. that the washer needles are not blocked or

partially obstructed.

Legenda: BLK = Blank // CAL = Calibrators // CS = Control Serum // S =
Sample
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Calibrator 10 1. that the procedure has been correctly

miU/ml performed;

OD450nm 2. that no mistake has occurred during its

< Cal0+0.100 distribution (e.g.: dispensation of a wrong
calibrator);

3. that the washing procedure and the washer
settings are as validated in the pre qualification
study;

4. that no external contamination of the
standard has occurred.

Calibrator 250 1. that the procedure has been correctly

miU/ml performed;

< 1.500 OD450nm 2. that no mistake has occurred during its
distribution;

3. that the washing procedure and the washer
settings are as validated in the pre qualification
study;

4. that no external contamination of the
standard _has occurred.

First verify that:

1. the procedure has been correctly performed;
Different from 2. no mistake has occurred during its
expected value distribution (e.g.: dispensation of a wrong
sample);

3. the washing procedure and the washer
settings are correct;

4. no external contamination of the standard
has occurred.

5. the Control Serum has been dissolved with
the right volume reported on the label.

If a mistake has been pointed out, the assay
has to be repeated after eliminating the reason
of this error.

If no mistake has been found, proceed as
follows:

a) a value up to +/-20% is obtained: the overall
Precision of the laboratory might not enable the
test to match the expected value +/-10%.
Report the problem to the Supervisor for
acceptance or refusal of this result.

b) a value higher than +/-20% is obtained: in
this case the test is invalid and the DiaPro’s
customer service has to be called.

Control Serum

Important note:
The analysis must be done proceeding as the reading step
described in the section M, point 7.

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the quantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at 450nm (4-parameters
interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
HBsAg antibody in samples.

An example of Calibration curve is reported in the next page.

Example of Calibration Curve :

3000

2500 A

2000

1000

500

Important Note:
Do not use the calibration curve above to make calculations.

P.2 Qualitative method

In the qualitative method, calculate the mean OD450nm/620-
630nm values for the Calibrators 0 and 10 miU/ml and then
check that the assay is valid.

Example of calculation (data obtained proceeding as the reading
step described in the section M, point 7).

The following data must not be used instead of real figures obtained by
the user.

Calibrator 0 miU/ml:  0.020 — 0.024 OD450nm
Mean Value: 0.022 OD450nm
Lower than 0.200 — Accepted

Calibrator 10 mlU/ml:  0.250 — 0.270 OD450nm
Mean Value: 0.260 OD450nm
Higher than Cal 0 + 0.100 — Accepted

Calibrator 250 mlU/ml: 2.845 OD450nm
Higher than 1.500 — Accepted

Q. INTERPRETATION OF RESULTS

Samples with a concentration lower than 10 WHO mlU/ml are
considered negative for anti HBsAg antibody by most of the
international medical literature.

Samples with a concentration higher than 10 WHO mlU/ml are
considered positive for anti HBsAg antibody.

In the follow up of vaccination recipients, however, the value of
20 WHO mlU/ml is usually accepted by the medical literature as
the minimum concentration at which the patient is considered
clinically protected against HBV infection.

Important notes:

1. Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
judgement errors and misinterpretations.

2. When test results are transmitted from the laboratory to
another facility, attention must be paid to avoid erroneous
data transfer.
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3. Diagnosis has to be done and released to the patient by a
suitably qualified medical doctor.

R. PERFORMANCES

Evaluation of Performances has been conducted in accordance
to what reported in the Common Technical Specifications or
CTS (art. 5, Chapter 3 of IVD Directive 98/79/EC).

1. LIMIT OF DETECTION:

The limit of detection of the assay has been calculated by
means of the HBsADb international preparation supplied by CLB
on behalf of WHO (1% reference preparation 1977, lot 17-2-77),
on which Calibration Curve has been calibrated. HBV negative
serum was used as diluent, as recommended by the supplier.
Results of Quality Control are given in the following table:

WHO SAB.CE SAB.CE SAB.CE
miU/ml | Lot # 1002 | Lot # 1001 | Lot # 1002/2
50 0.933 0.812 0.846
10 0.219 0.192 0.194
5 0.110 0.096 0.104
25 0.057 0.058 0.067

Std 0 0.021 0.015 0.023

2. DIAGNOSTIC SPECIFICITY AND SENSITIVITY
A Performance Evaluation has been conducted on a total
number of more than 700 samples.

2.1 Diagnostic Specificity

It is defined as the probability of the assay of scoring negative in
the absence of specific analyte.

More than 500 negative specimens were tested, internally and
externally, against a European company.

A diagnostic specificity of 98.8% was assessed. .

Moreover, diagnostic specificity was assessed by testing 113
potentially interfering specimens (other infectious diseases,
patients affected by non viral hepatic diseases, dialysis patients,
pregnant women, hemolized, lipemic, etc.) against the European
company. A value of specificity of 100% was assessed.

Finally, both human plasma, derived with different standard
techniques of preparation (citrate, EDTA and heparin), and
human sera have been used to determine the specificity.

No false reactivity due to the method of specimen preparation
has been observed.

2.2 Diagnostic Sensitivity

It defined as the probability of the assay of scoring positive in
the presence of specific analyte.

106 vaccinated patients were evaluated providing a diagnostic
sensitivity of 100%.

More than 100 HBV naturally infected patients were tested,
internally and externally, against the European company; a
diagnostic sensitivity of 100% was found.

3. PRECISION:

The mean values obtained from a study conducted on three
samples of different anti-HBsSAg reactivity, examined in 16
replicates in three separate runs is reported below:

SAB.CE: lot # 1202

Calibrator 0 mIU/ml (N = 16)

Calibrator 10 mIU/ml (N = 16)

Mean values 1strun 2nd run 3 run Average
value
OD 450nm 0.250 0.243 0.244 0.246
Std.Deviation 0.020 0.023 0.017 0.020
CV % 8.0 9.3 7.0 8.1
Calibrator 250 mIU/mI (N = 16)
Mean values 1strun 2nd run 31 run Average
value
OD 450nm 2.998 3.000 3.259 3.085
Std.Deviation 0.152 0.151 0.158 0.153
CV % 5.1 5.0 4.8 5.0
SAB.CE: lot # 1002
Calibrator 0 mlU/ml (N = 16)
Mean values 1strun 2nd run 31 run Average
value
OD 450nm 0.048 0.048 0.050 0.049
Std.Deviation 0.005 0.004 0.006 0.005
CV % 9.4 8.4 115 9.8
Calibrator 10 mIU/ml (N = 16)
Mean values 1strun 2nd run 3rd run Average
value
OD 450nm 0.249 0.252 0.242 0.248
Std.Deviation 0.021 0.020 0.023 0.021
CV % 8.3 7.9 9.6 8.6
Calibrator 250 mIU/ml (N = 16)
Mean values 1strun 2nd run 3rd run Average
value
OD 450nm 3.544 3.653 3.612 3.603
Std.Deviation 0.153 0.176 0.138 0.156
CV % 4.3 4.8 3.8 4.3
SAB.CE: lot # 1002/2
Calibrator 0 mIU/ml (N = 16)
Mean values 1strun 2nd run 3d run Average
value
OD 450nm 0.050 0.051 0.050 0.050
Std.Deviation 0.005 0.006 0.006 0.005
CV % 10.0 10.9 11.9 10.9
Calibrator 10 mIU/ml (N = 16)
Mean values 1strun 2nd run 3d run Average
value
OD 450nm 0.226 0.238 0.239 0.234
Std.Deviation 0.015 0.017 0.018 0.016
CV % 6.5 7.0 7.5 7.0
Calibrator 250 mIU/ml (N = 16)
Mean values 1strun 2nd run 3d run Average
value
OD 450nm 3.526 3.457 3.499 3.494
Std.Deviation 0.137 0.143 0.162 0.147
CV % 3.9 4.1 4.6 4.2

Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.038 0.038 0.039 0.039
Std.Deviation 0.003 0.004 0.005 0.004
CV % 8.8 9.5 11.8 10.0

The variability shown in the tables did not result in sample
misclassification.

4. ACCURACY

The assay accuracy has been checked by the dilution and
recovery tests. Any “hook effect”, underestimation likely to
happen at high doses of analyte, was ruled out up to 10.000
miu/ml.

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 7.
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S. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or heat inactivation of the specimen
may affect the absorbance values of the samples with
consequent alteration of the level of the analyte.

This test is suitable only for testing single samples and not
pooled ones.

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.
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HBs Ab

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenzimatico (ELISA) para la determinacion
cualitativa/cuantitativa de anticuerpos frente al antigeno de
superficie del virus de la Hepatitis B, en plasma y suero
humanos.

Uso exclusivo para diagndstico “in vitro”.

B. INTRODUCCION.
La Organizacion Mundial de la Salud (OMS) define la infeccion
por el virus de la Hepatitis B como:

“La Hepatitis B es una de las enfermedades mas importantes
que aquejan a la humanidad y constituye un problema de salud
publica global. El término hepatitis significa inflamacion del
higado, y la causa mas comun es la infeccion por uno de los
cinco virus, denominados A, B, C, D y E. Estos virus pueden
causar una enfermedad aguda cuyos sintomas persisten por
varias semanas, se caracterizan por el color amarillo de la piel
y los ojos (ictericia); orina oscura; fatiga extrema; nauseas;
vomitos y dolor abdominal. La recuperacion puede tardar de
varios meses a un afio. Los virus de la Hepatitis son causantes
de infecciones crénicas en las que el paciente nunca se libera
del virus e incluso, afios mas tarde, desarrolla cirrosis hepatica
o cancer de higado.

El tipo més serio de hepatitis viral es la causada por el HBV,
siendo el Unico tipo, de los que provocan infeccién crénica, para
el cual existe una vacuna disponible. El virus de la Hepatitis B
se transmite por contacto con sangre o fluidos corporales de
personas infectadas, de la misma forma que el virus de la
inmunodeficiencia humana (HIV), agente causal del SIDA. Sin
embargo, el HBV es entre 50 y 100 veces mas infeccioso que el
HIV. Las principales vias de transmisiéon del HBV son: (a) via
perinatal (transmisién de madre a hijo durante el parto); (b) de
nifio a nifo; (c) mediante inyecciones y transfusiones inseguras
(d) por contacto sexual.

A nivel mundial, la mayor parte de las infecciones ocurre de
madre infectada a hijo, de nifio a niflo en hogares infantiles y
por la reutilizacion de agujas y jeringuillas sin previa
esterilizacion. En muchos paises desarrollados (Europa
Occidental y Norteamérica), el patron de transmision es
diferente. En estos casos, la transmisién de madre a hijo y de
nifio a niflo representaban cerca de un tercio de las infecciones
croénicas antes de que se implementara el programa de
vacunacion infantil. Sin embargo, la mayoria de las infecciones
en estos paises se adquiere por la actividad sexual durante la
adolescencia, y por el consumo de drogas inyectables. Por otra
parte, el virus de la Hepatitis B constituye el principal riesgo en
el trabajo, dentro del colectivo de los profesionales de la salud,
motivo por el cual se ha aplicado la vacunaciéon para la
proteccion de los mismos.

El virus de la Hepatitis B no se propaga por la comida o agua
contaminadas, ni por contactos casuales en el ambito laboral.
En zonas del Este y Centro de Europa se han reportado tasas
elevadas de infeccién crénica por HBV. En el Asia Central y en
regiones de la India, aproximadamente el 5% de la poblacién
estd infectada de forma crénica, mientras que en Europa
Occidental y Norteamérica, los indices son menores del 1%.
Los nifios infectados con HBV, constituyen el grupo mas
susceptible a la infeccién crénica. Aproximadamente el 90% de
los nifios infectados durante el primer afio de viday entre el 30
y el 50% de los nifios infectados entre 1 y 4 afios, desarrollan
este tipo de infeccion. La mortalidad por cancer de higado o
cirrosis asociados al HBV es cerca del 25%, entre las personas
que han presentado infeccion cronica en la nifiez. En
determinado grupo de pacientes, la Hepatitis B cronica es
tratada con interferon, lamivudina, etc., lo cual puede ayudar

en ocasiones. En algunos casos de cirrosis se han realizado
trasplantes de higado, pero el resultado ha sido variable.

La prevencion de esta enfermedad a través de la vacunacion,
constituye la mejor opcién. La vacuna contra la Hepatitis B tiene
indices de seguridad y eficacia demostrados. A partir de 1982,
han sido administradas mundialmente, alrededor de un billén de
dosis. Se aplica por via intramuscular en series de tres dosis.
Los estudios realizados demuestran un 95% de eficacia en la
prevencion de la infeccion crénica en nifios y adultos sin
infeccion previa. En muchos paises donde el indice de infeccion
cronica en nifios oscila entre 8% y 15%, se ha observado una
reduccion a menos del 1% en grupos de nifios inmunizados.
Desde 1991, la OMS ha hecho un llamado para la introduccion
de la vacuna contra la hepatitis B en todos los programas
nacionales de vacunacion.”

El antigeno de superficie del virus de la Hepatitis B (HBSAQ) es
el elemento principal de la envoltura viral. Estd compuesto

fundamentalmente por el determinante comun de tipo "a” y los
especificos “d” e “y” especificos de serotipo.
Después de la infeccion se produce una respuesta

inmunolégica potente, primero contra los determinantes
antigénicos especificos y después contra el determinante
comun “"a". Los anticuerpos anti "a" son considerados los mas
eficaces en la neutralizacién del virus, contribuyen a la
proteccion del paciente de otras infecciones y lo guian a la
convalescencia.

La deteccion del HBsAb es importante para el seguimiento de
los pacientes infectados por HBV y para el monitoreo de los
receptores de vacunas elaboradas con el antigeno natural o
sintético.

C. PRINCIPIOS DEL ENSAYO.

Los pocillos de la placa estan recubiertos con una preparacion
del antigeno de superficie del virus de la hepatitis B, altamente
purificado, que durante una primera incubacion con la muestra,
captura de forma especifica anticuerpos anti HBsAg en la fase
sélida. A continuacién, previo lavado, se adiciona un HBsAg
conjugado con Peroxidasa (HRP), el cual se combina de forma
especifica a un segundo sitio de unién disponible en estos
anticuerpos. Después de la adicion del substrato cromogénico y
producto de la combinacion del mismo con la enzima
conjugada, se genera una sefial coloreada proporcional a la
presencia de anticuerpos al HBsAg en la muestra y puede
detectarse mediante el lector ELISA. La cantidad de anticuerpos
debe ser cuantificada utilizando una curva estandar calibrada,
contra la referencia preparada por la O.M.S.

Las muestras son pretratadas en los pocillos con un diluente de
muestras capaz de bloquear la interferencia presente en
individuos vacunados.

D. COMPONENTES.
Cada equipo contiene reactivos suficientes para realizar 96
pruebas.

1. Microplaca:

8x12 pocillos recubiertos con HBsAg humano correspondiente a
los subtipos “ad” y “ay”, inactivado por calor y purificado, en
bolsas selladas con desecante. Se deben poner las placas a
temperatura ambiente antes de abrirlas, sellar las tiras
sobrantes en la bolsa con el desecante y almacenar a 4°C.

2. Curvade Calibracion:

5x2.0 ml/vial. Listo para el uso y curva con cddigo estandar de
color, elaborada a partir de plasma positivo a HBsADb, titulada
segun estandar de O.M.S. para anti-HBsAg (1™ preparacion de
referencia 1977, lote 17-2-77), con rangos: CAL1 = 0 mlU/ml //
CAL2 = 10 mIU/ml // CAL3 = 50 mIU/ml // CAL4 = 100 mIU/ml //
CAL 5 =250 mlu/ml.
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Contiene proteinas séricas, BSA 5%, tampon fosfato 10 mM pH
7.4+/-0.1, asi como azida so6dica 0.09% y 0.045% ProClin 300
como conservantes. Los estandar son de color azul.

3. Tamp6n de Lavado Concentrado:
1x60ml/botella. Solucion concentrada 20x.

Una vez diluida, la solucién de lavado contiene tampon fosfato
10 mM a pH 7.0 +/- 0.2, Tween 20 al 0.05% y 0.045% ProClin
300.

4. Conjugado:[CONJ]

1x16ml/vial. Solucion lista para el uso. Codificado con el color
rojo. Contiene HBsAg humano correspondiente a los subtipos
“ad” y “ay”, el cual ha sido inactivado por calor, purificado y
marcado con HRP; BSA 5%; tampén Tris 10 mM pH 6.8+/-0.1;
ademas de sulfato de gentamicina 0.3 mg/ml y 0.045% ProClin
300 como conservantes.

5. Cromégeno/Substrato.

1x16ml/vial. Contiene una solucién tamponada citrato-fosfato
50 mM pH 3.5-3.8, dimetilsulféxido 4%, tetra-metil-benzidina
(TMB) 0.03% y peroxido de hidrogeno (H202) 0.02%.

Nota: Evitar la exposicién a la luz, ya que la sustancia es
fotosensible.

6. Acido Sulfarico:

1x15ml/vial. Contiene solucion de H.SO4 0.3M

Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

7. Diluente de muestras :

1x8ml. Contiene una solucién tamponada Tris 10 mM pH 7.4 +/-
0.1, se recomienda en el seguimiento de vacunaciones.
Contiene azida sédica 0.09% como preservativo.

8. Suero Control: [CONTROL ...ml

1 vial. Liofilizado.

Contiene proteinas del suero bovino fetal, anticuerpos humanos
anti-HBsAg a una concentracion aproximada de 50 +10%
miU/ml (O.M.S.), ademas de sulfato de gentamicina 0.3 mg/ml
y 0.045% ProClin 300 como conservantes.

9. Sellador adhesivo, n° 2

10. Manual de instrucciones, n° 1

. MATERIALES NECESARIOS NO SUMINISTRADOS.
Micropipetas calibradas (100ul y 50ul) y puntas plasticas
desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada con

carbén para remover quimicos oxidantes usados como

desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostatico de microplacas ELISA, calibrado (en

seco o himedo) fijo a 37°C (tolerancia+/-1°C).

6. Lector calibrado de microplacas de ELISA con filtros de 450

nm (lectura) y filtros de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8. Vortex o similar.

= m

ok w

. ADVERTENCIAS Y PRECAUCIONES.

El equipo debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervisién de un doctor
responsable del laboratorio.

2. Todas las personas encargadas de la realizaciéon de las
pruebas deben llevar las ropas protectoras adecuadas de
laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal debe
ser adiestrado en procedimientos de bioseguridad, segun
ha sido recomendado por el Centro de Control de

=T

10.

11.

12.

13.

14.

15.

16.

Enfermedades de Atlanta, Estados Unidos, y publicado por
el Instituto Nacional de Salud: “Biosafety in Microbiological
and Biomedical Laboratories”, ed.1984.

Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

Se debe controlar el ambiente del laboratorio para evitar la
contaminacién de los componentes con polvo o agentes
microbianos cuando se abran los equipos, asi como durante
la realizacion del ensayo. Evitar la exposicion del substrato
a la luz y las vibraciones de la mesa de trabajo durante el
ensayo.

Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

No intercambiar reactivos de diferentes lotes ni tampoco de
diferentes equipos.

Comprobar que los reactivos no contienen precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente.

Evitar contaminacion cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables.
Evitar contaminacion cruzada entre los reactivos del equipo
usando puntas desechables y cambiandolas después de
cada uso. No reutilizar puntas desechables.

No usar el producto después de la fecha de caducidad
indicada en el equipo e internamente en los reactivos.
Tratar todas las muestras como potencialmente infecciosas.
Las muestras de suero humano deben ser manipuladas al
nivel 2 de bioseguridad, segun ha sido recomendado por el
Centro de Control de Enfermedades de Atlanta, Estados
Unidos y publicado por el Instituto Nacional de Salud:
“Biosafety in Microbiological and Biomedical Laboratories”,
ed.1984.

Se recomienda el uso de material plastico desechable para
la preparacién de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

Los desechos producidos durante el uso del equipo deben
de ser eliminados segin lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y biolégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infecciosos y deben ser inactivados. Se recomienda la
inactivacion con lejia al 10% de 16 a 18 horas o el uso de la
autoclave a 121°C por 20 minutos.

En caso de derrame accidental de algun producto, se debe
utilizar papel absorbente embebido en lejia vy
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

El &cido sulfarico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

Otros materiales de desecho generados durante la
utilizacién del equipo (por ejemplo: puntas usadas en la
manipulacién de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccién de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

MUESTRA: PREPARACION Y RECOMENDACIONES.
Extraer la sangre asépticamente por puncién venosa Yy
preparar el suero o plasma segin las técnicas estandar de
los laboratorios de analisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

Las muestras deben estar identificadas claramente
mediante cdédigo de barras o nombres, a fin de evitar
errores en los resultados. Cuando el equipo se emplea para
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el pesquisaje en unidades de sangre, se recomienda el uso
del codigo de barras.

3. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

4. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recolecciéon
principales hasta cinco dias después de la extraccion. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma
o suero, retiradas cuidadosamente del tubo de extraccién
principal, pueden almacenarse congeladas a —20°C durante
al menos 12 meses. Evitar congelar/descongelar cada
muestra mas de una vez, ya que pueden generarse
particulas que podrian afectar al resultado de la prueba.

5. Sihay presencia de agregados, la muestra se puede aclarar
mediante centrifugacion a 2000 rpm durante 20 minutos o
por filtracién con un filtro de 0,2-0,8 micras.

6. Aguellas muestras cuya concentracién de anticuerpos se
espera sea mayor de 250 mlU/ml deben diluirse
previamente a 1:10 o0 1:100 con el Calibrador 0 miU/ml. Las
diluciones deben hacerse en tubos limpios desechables
afadiendo 50 pl de muestra y 450 pl de Cal 0 (1:10).
Mezclar después con ayuda del vértex.

H. PREPARACION DE LOS
PRECAUCIONES.

1. Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde, lo que indicaria un defecto de conservazion.
De ser asi, debe solicitar el servicio de Dia.Pro: atencién al
cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.

COMPONENTES Y

2. Curvade Calibracion:
Listo para el uso. Mezclar bien con la ayuda de un voértex,
antes de usar.

3. Suero Control:

Afadir al polvo liofilizado el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver totalmente y mezclar
suavemente en el vortex.

Nota: Una vez reconstituida, la solucién no es estable. Se
recomienda mantenerla congelada en alicuotas a —20°C.

4. Solucion de Lavado Concentrada:

Todo el contenido de la solucién concentrada 20x debe diluirse
con agua bidestilada y mezclarse suavemente antes de usarse.
Durante la preparacion evitar la formacion de espuma y
burbujas, lo que podria influir en la eficiencia de los ciclos de
lavado.

Nota: Una vez diluida, la solucién es estable por una semana a
temperaturas entre +2 'y 8°C.

5. Conjugado:

Listo para el uso. Mezclar bien con un voértex antes de usar.
Evitar posible contaminaciéon del liquido con oxidantes
guimicos, polvo o microbios. En caso de que deba transferirse
el reactivo, usar contenedores de plastico, estériles y
desechables, siempre que sea posible.

6. Diluente de muestras :
Solucion lista para el uso. Mezclar bien con un vértex antes de
usar.

7. Cromo6geno/ Substrato:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Evitar posible contaminacién del liquido con oxidantes
guimicos, polvo o microbios. Evitar la exposicion a la luz,
agentes oxidantes y superficies metalicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

8. Acido Sulfdrico:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacion cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 — Llevar guantes/prendas/gafas/méascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabén abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

1. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL EQUIPO.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacién periddica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra (etanol 70%, lejia 10%, de calidad de los
desinfectantes  hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C) y controlada periédicamente para mantener la
temperatura correcta. Pueden emplearse incubadoras
secas o bafios de agua siempre que estén validados para la
incubacién de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser validado
de forma minuciosa previamente, revisado para comprobar
gue suministra el volumen de dispensaciéon correcto y
enviado regularmente a mantenimiento de acuerdo con las
instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucién de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacién segun se indica en su
manual (se recomienda descontaminacién con NaOH 0.1
M). Para asegurar que el ensayo se realiza conforme a los
rendimientos declarados, basta con 5 ciclos de lavado
(aspiraciéon + dispensado de 350 pl/pocillo de solucién de
lavado + 20 segundos de remojo = 1 ciclo). Si no es posible
remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

4. Los tiempos de incubacién deben tener un margen de +5%.

5. El lector de microplacas ELISA debe estar provisto de un
filtro de lectura de 450 nm y de un segundo filtro de 620-630
nm, obligatorio para reducir interferencias en la lectura. El
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procedimiento estandar debe contemplar: a) Ancho de
banda <= 10 b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. El blanco se
prueba en el pocillo indicado en la secciéon “Procedimiento
del ensayo”. El sistema Optico del lector debe ser calibrado
periddicamente para garantizar la correcta medicion de la
densidad 6ptica, segln las normas del fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacion, lavado, lectura,
agitacion 'y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
peribdicamente ajustados, para garantizar los valores
indicados en las secciones “Control interno de calidad” y
“Procedimiento del ensayo”. El protocolo del ensayo debe
ser instalado en el sistema operativo de la unidad y validado
tanto para el lavador como para el lector. Por otro lado, la
parte del sistema que maneja los liquidos (dispensado y
lavado) debe ser validada y fijada correctamente. Debe
prestarse particular atenciéon a evitar el arrastre por las
agujas de dispensacion y las de lavado, a fin de minimizar
la posibilidad de ocurrencia de falsos positivos por
contaminacion de los pocillos adyacentes por muestras
fuertemente reactivas. Se recomienda el uso de sistemas
automatizados para el pesquisaje en unidades de sangre y
cuando la cantidad de muestras supera las 20-30 unidades
por ensayo.

7. Elservicio de atencion al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos a usar
en combinacion con el equipo, con el propésito de asegurar
el cumplimiento de los requerimientos descritos.

-

. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados visibles.
AsegUrese de que el cromégeno (TMB) es incoloro o azul
palido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico. Compruebe que no han ocurrido
rupturas ni derrames de liquido dentro de la caja (envase
primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no esté rota o
danada.

3. Diluir totalmente la solucién de lavado concentrada 20X,
como se ha descrito anteriormente.

4. Disolver el Suero Control como se
anteriormente.

5. Dejar los componentes restantes alcanzar la temperatura
ambiente (aprox. 1 hora), mezclar después suavemente en
el vortex todos los reactivos liquidos.

1. Ajustar la incubadora de ELISA a 37°C y cebar el lavador
de ELISA utilizando la soluciéon de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccién especifica.

6. Comprobar que el lector de ELISA esté conectado al menos
20 minutos antes de realizar la lectura.

7. En caso de trabajar automéaticamente, conectar el equipo y
comprobar que los protocolos estén correctamente
programados.

8. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

9. Asegurarse de que el equipamiento a usar esté en perfecto

estado, disponible y listo para el uso.

ha descrito

En caso de surgir algun problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacion, es importante mantener en todas las muestras el
mismo tiempo de incubacion.
Pueden realizarse dos
requerimientos del clinico.

procedimientos acorde a los

M.1 Andlisis Cuantitativo

1. Poner el nimero necesario de tiras en el soporte plastico.
Dejar los pocillos A1y B1 vacios para el blanco.

Almacenar las tiras restantes en la bolsa con el desecante a
temperaturas entre 2 y 8°C.

Dispensar 50ul de Diluente de Muestras en todos los pocillos,
con excepcion de Aly B1.

Nota importante: Este reactivo se adiciona antes de la
distribucién de las muestras y controles en los pocillos con el fin
de bloquear cualquier elemento presente en el suero de
personas vacunadas, lo cual pudiera enmascarar los
anticuerpos.

2. Dispensar 100ul de los Calibradores, 100pl del Suero Control
por duplicado y después 100ul de las muestras. El Suero
Control se emplea para verificar que el sistema analitico
funciona como es debido. Comprobar que el Suero Control, los
Calibradores y las muestras han sido afiadidos adecuadamente.
Incubar la microplaca durante 60 minutos a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace la prueba manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

3. Lavar los pocillos segun lo descrito previamente (seccién 1.3).
4. Dispensar 100ul de Conjugado en todos los pocillos, excepto
Al y B1, controlar que los reactivos han sido correctamente
afladidos. Incubar la microplaca durante 60 minutos a +37°C.

Nota importante:
1) Tener cuidado de no tocar la pared interna del pocillo
con la punta de la pipeta al dispensar el conjugado.
Podria producirse contaminacion.
2) Mezclar el Conjugado con ayuda del vértex antes de
usar.
5. Lavar los pocillos segun lo descrito previamente.
6. Dispensar 100ul de TMB/H202 en todos los pocillos, incluidos
los del blanco. Controlar que los reactivos han sido
correctamente afadidos. Incubar la microplaca durante 20
minutos a temperatura ambiente.
Nota importante: No exponer directamente a fuerte
iluminacién, de lo contrario se generan interferencias.

7. Dispensar 100ul de &cido sulftrico en todos los pocillos para
detener la reaccion enzimaética, usar la misma secuencia que en
el paso 6. Medir la intensidad del color de la solucién en cada
pocillo, segin se indica en la seccion 1.5, con un filtro de 450
nm (lectura) y otro de 620-630 nm (substraccién del fondo,
recomendado), calibrando el instrumento con el pocillo Al
(blanco) y B1 (blanco).

M.2 Anadlisis Cualitativo

1. Poner el nimero necesario de tiras en el soporte plastico.
Dejar el pocillo Al vacio para el blanco.

Almacenar las tiras restantes en la bolsa con el desecante a
temperaturas entre 2 y 8°C.

2. Dispensar 50ul de Diluente de Muestras en todos los pocillos
con excepcion de Al. Dispensar 100ul del Calibrator 0 miU/ml
por duplicado, 100pl del Calibrator 10 mlU/ml por duplicado,
100pl del Calibrator 250 miU/ml,afiadir después 100ul de cada
muestra. Comprobar que los Calibradores y las muestras han
sido afiadidos adecuadamente.

Incube la microplaca durante 60 minutos a +37°C.

3. Lavar los pocillos segun lo descrito previamente (seccion 1.3).
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4. Dispensar 100ul de Conjugado en todos los pocillos, excepto
Al, controlar que los reactivos han sido correctamente
afadidos. Incubar la microplaca durante 60 minutos a +37°C.

Nota importante:

1. Tener cuidado de no tocar la pared interna del pocillo con la
punta de la pipeta al dispensar el conjugado. Podria
producirse contaminacion.

2. Mezclar el Conjugado con ayuda del vortex antes de usar.

5. Lavar los pocillos segun lo descrito previamente.

6. Dispensar 100ul de TMB/H202 en todos los pocillos, incluido
el del blanco. Controlar que los reactivos han sido
correctamente afiadidos. Incubar la microplaca durante 20
minutos a temperatura ambiente.

Nota importante: No exponer directamente a fuerte
iluminacion, de lo contrario se generan interferencias.

7. Dispensar 100ul de &cido sulfarico en todos los pocillos para
detener la reaccion enzimaética, usar la misma secuencia que en
el paso 6. Medir la intensidad del color de la solucién en cada
pocillo, segun se indica en la seccién 1.5, con un filtro de 450
nm (lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo A1 (blanco).

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. Lalectura debe hacerse inmediatamente después de afiadir
la solucion de parada y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicion. Se podria
producir auto oxidacién del cromoégeno causando un
elevado fondo.

3. El suero de control (CS) no afecta al calculo del valor de
corte y, por lo tanto, no afecta al calculo de los resultados
de la prueba. El suero de control (CS) se usa solo si la
gestion requiere un control interno de calidad del
laboratorio.

N. ESQUEMA DEL ENSAYO (procedimiento estandar).

Diluente de Muestras 50 pl
Calibradores 100 pl
Suero Control 100 pl
Muestras 100 pl
1™ incubacién 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
o

6 ciclos sin remojo
Conjugado 100 pl
2923 incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo

o

6 ciclos sin remojo
Mezcla TMB/H202 100 pl
3"?incubacién 20 min
Temperatura ta.*
Acido Sulfarico 100 pl
Lectura D.O. 450nm / 620-630nm

t.a.*temperatura ambiente

A continuacién se describe un ejemplo del esquema de
dispensado en el andlisis cuantitativo:

Microplaca

1 | 2 | 3 |[4|5]|6|7[8]9][10]11 12

BL [CAL4| M3

BL [CAL4| M4

CAL1 | CAL5 | M5

CAL1 [CAL5 | M6

CAL2 | SC | M7

CAL2| SC | M8

CAL3 | M1 | M9

I|®Ommo|0|w|>

CAL3 | M2 | M10

Leyenda: BL = Blanco // CAL = Calibradores // SC= Suero
Control // M = Muestra

A continuacién se describe un ejemplo del esquema de
dispensado en el andlisis cualitativo:

Microplaca

1 2 3 | 4] 5| 6] 7| 8/9]10]11 12

BL [M3 |[M11

CAL1 | M4 |[M12

CAL1 M5 |M13

CAL2 M6 |M14

CAL2 [M7 |M15

CAL5 [M8 [M16

M1 |[M9 [M17

I|®Omm|O0|(w|>

M2 |M10|M18

Leyenda: BL = Blanco // CAL = Calibradores // M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un grupo de pruebas con los controles cada vez que
se usa el equipo para verificar si el procedimiento durante el
ensayo se ha realizado correctamente.

Asegurar el cumplimiento de los siguientes parametros:

Parametro Exigencia
Pocillo Blanco < 0.100 DO450nm
Calibrador < 0.200 DO450nm después de leer el
0 O.M.S. miU/ml blanco
Calibrador DO450nm mayor que la DO450nm
10 O.M.S. miU/ml del Calibrador 0 mlU/ml + 0.100
Calibrador >1.500 DO450nm

250 O.M.S. miU/ml

DO450nm = DO450nm CAL 50
miU/ml +/-10%

Suero Control

Coeficiente de < 30% para el Calibrador 0 mlu/ml

variacion

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, no siga adelante y compruebe:

Problema Compruebe que

Pocillo blanco
>0.100D0O450nm

la solucién cromoégeno/substrato no se ha
contaminado durante el ensayo.

Calibrador O 1. el proceso de lavado y los parametros del
miU/ml lavador estén validados segun los estudios
>0.200 previos de calificacion.

2. se ha usado la solucién de lavado apropiada
y que el lavador ha sido cebado con la misma
antes del uso.

3. no se han cometido errores en el
procedimiento  durante el dispensado del
estandar

4. no ha existido contaminacién del Cal 0 o de
sus pocillos debido a muestras positivas
derramadas, o al conjugado.

5. las micropipetas no se han contaminado con
muestras positivas o con el conjugado.

6. las agujas del lavador no estén parcial o

Coeficiente de
variaciéon > 30%

totalmente obstruidas.




Ejemplo de curva de calibracion:

| Doc.:| INS SAB.CE/Esp| Pégina | 7de9 [ Rev.:6 | Fecha:2019/11 |
Calibrador 10 1. el procedimiento ha sido realizado
miUu/ml correctamente.

DO450nm 2. no ha habido errores durante su distribuciéon
< Cal0+0.100 (dispensar el calibrador equivocado ).
3. el proceso de lavado y los pardametros del
lavador estén validados segun los estudios
previos de calificacion.
4. no ha ocurrido contaminacion externa del
calibrador.
Calibrador 250 1. el procedimiento ha sido realizado
miU/ml correctamente.

2. no ha habido errores durante su distribucion.
3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacion externa del

< 1.500 DO450nm

calibrador.
Suero Control 1. el procedimiento ha sido realizado
Valor distinto al correctamente.
esperado 2. no ha habido errores durante su distribucién

(dispensar una muestra equivocada).

3. el proceso de lavado y los parametros del
lavador son correctos.

4. no ha ocurrido contaminacién externa de los
controles.

5. el Suero Control ha sido disuelto con el
volumen correcto indicado en la etiqueta

Si se indica un error, el ensayo debe repetirse
tras eliminar la causa del mismo. En caso de no
encontrar un error, procédase como sigue:

a) si se obtiene un valor
hasta +/-20%: la precision global del
laboratorio podria no  permitir
alcanzar +/-10% del valor
esperado. Comunicar el problema al
responsable para aceptar 0
rechazar este resultado.

b) si se obtiene un valor
superior a +/-20%: en este caso el
test es invalido y hay que avisar al
servicio de atencién al cliente de
DiaPro

Nota importante:
El andlisis debe seguir el paso de lectura descrito en la seccion
M, punto 7.

P. RESULTADOS.

P.1 Método cuantitativo.

Si el ensayo resulta véalido, usar para el método cuantitativo un
programa de ajuste de curva para disefiar la curva de
calibracion con los valores obtenidos en la lectura a 450nm /
620-630nm (se sugiere interpolar 4 parametros). Después
calcular sobre la curva de calibracion la concentracion de
anticuerpos anti-HBsAg presentes en la muestra.

A continuacion, un ejemplo de curva de calibracion:

3000

2500 A

2000

1000

500

0 50 100 150 200 250 300

Nota Importante:
No usar la curva anterior para formular los calculos.

P.2 Método cualitativo.

En el método cualitativo, calcular los valores medios de
DO450nm para los Calibradores 0 y 10 mlU/ml, después
comprobar que el ensayo es valido.

A continuacién, un ejemplo de los célculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la seccién M,
punto 7):

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Calibrador 0 mlU/ml: 0.020 — 0.024 DO450nm
Valor medio: 0.022 DO450nm
Menor de 0.200 — Valido

Calibrador 10 miU/ml: 0.250 — 0.270 DO450nm
Valor medio: 0.260 DO450nm
Mayor de Cal 0 + 0.100 — Valido

Calibrador 250 miU/ml: 2.845 DO450nm
Mayor de 1.500 - Valido

Q. INTERPRETACION DE LOS RESULTADOS.

Las muestras con una concentracion menor de 10 O.M.S.
mlU/ml se consideran negativas a anti- HBsAg en la mayoria de
la literatura médica internacional.

Las muestras con una concentracién mayor de 10 O.M.S.
mlU/ml se consideran positivas a anti- HBsAg.

En el seguimiento de receptores de vacunas, sin embargo, se
aceptan por la literatura médica valores de 20 O.M.S. mIU/m
como la concentracibn minima a la que un paciente es
considerado clinicamente protegido contra la infeccion por HBV.

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.
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2. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencién para evitar el traslado de datos erréneos.

3. El diagnostico de infeccion con un virus de la hepatitis
debe ser evaluado y comunicado al paciente por un
médico calificado.

R. FUNCIONAMIENTO.

La evaluacion del funcionamiento ha sido realizada segun lo
reportado en las Especificaciones Técnicas Comunes (ETC)
(art. 5, Capitulo 3 de las Directivas IVD 98/79/EC).

1. LIMITE DE DETECCION.

El limite de deteccién del ensayo ha sido calculado por medio
de una preparacion estandar de referencia para HBsAb
suministrada por CLB respaldado por O.M.S. (1™ preparacién
de referencia 1977, lote 17-2-77). Como diluente se emple6
suero negativo a HBV, segun lo recomendado por el fabricante.

La siguiente tabla muestra los resultados del Control de
Calidad:

O.M.S. SAB.CE SAB.CE SAB.CE
mlU/ml | Lote # 1002 | Lote # 1001 | Lote # 1002/2
50 0.933 0.812 0.846
10 0.219 0.192 0.194
5 0.110 0.096 0.104
2.5 0.057 0.058 0.067

Std 0 0.021 0.015 0.023

2. ESPECIFICIDAD Y SENSIBILIDAD DIAGNOSTICAS.
La evaluacion del procedimiento diagndstico se
mediante un ensayo con mas de 700 muestras.

realizé

2.1 Especificidad Diagnéstica.

Se define como la probabilidad del ensayo de detectar
negativos en ausencia del analito especifico. Se examinaron
mas de 500 muestras negativas de origen interno y externo,
contra la referencia de una compafiia europea. Se obtuvo una
especificidad diagnéstica del 98.8%.

También contra esta referencia se analizaron 113 muestras que
pudieran  provocar interferencia (por ejemplo: otras
enfermedades infecciosas, pacientes afectados por hepatitis no
virales, pacientes sometidos a dialisis, mujeres embarazadas,
hemofilicos, lipémicos, etc.). La especificidad obtenida fue del
100%.

Se emplearon ademas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos. No se ha observado falsa reactividad debida a los
métodos de tratamiento de muestras.

2.2 Sensibilidad Diagnéstica.

Se define como la probabilidad del ensayo de detectar positivos
en presencia del analito especifico.

Se evaluaron 106 pacientes vacunados,
diagnéstica fue del 100%.

Se probaron (interna y externamente) contra la referencia de la
compafiia europea, muestras de mas de 100 pacientes
infectados de manera natural con HBV. La sensibilidad
diagnéstica fue del 100%.

la sensibilidad

3. PRECISION.

Se realiz6 un estudio con 3 muestras de diferente reactividad
anti-HBsAg, examinadas en 16 réplicas, en tres corridas
separadas.

Los valores medios obtenidos se reportan a continuacion :

SAB.CE: lote # 1202

Calibrador 0 mIU/ml (N = 16)

Valores medios 17 corrida | 292 corrida | 3% corrida Valor
Promedio
DO 450nm 0.038 0.038 0.039 0.039
Desviacion 0.003 0.004 0.005 0.004
estandar
CV % 8.8 9.5 11.8 10.0
Calibrador 10 mIU/ml (N = 16)
Valores medios 17 corrida | 292 corrida | 3% corrida Valor
Promedio
DO 450nm 0.250 0.243 0.244 0.246
Desviacion 0.020 0.023 0.017 0.020
estandar
CV % 8.0 9.3 7.0 8.1
Calibrador 250 mIU/ml (N = 16)
Valores medios 1ra corrida | 292 corrida | 3 corrida Valor
Promedio
DO 450nm 2.998 3.000 3.259 3.085
Desviacién 0.152 0.151 0.158 0.153
estandar
CV % 5.1 5.0 4.8 5.0
SAB.CE: lote # 1002
Calibrador 0 mIU/ml (N = 16)
Valores medios 17 corrida | 292 corrida | 3% corrida Valor
Promedio
DO 450nm 0.048 0.048 0.050 0.049
Desviacion 0.005 0.004 0.006 0.005
estandar
CV % 9.4 8.4 115 9.8
Calibrador 10 mIU/ml (N = 16)
Valores medios 1 corrida | 292 corrida | 3 corrida Valor
Promedio
DO 450nm 0.249 0.252 0.242 0.248
Desviacion 0.021 0.020 0.023 0.021
estandar
CV % 8.3 7.9 9.6 8.6
Calibrador 250 mIU/ml (N = 16)
Valores medios 1 corrida | 292 corrida | 3 corrida Valor
Promedio
DO 450nm 3.544 3.653 3.612 3.603
Desviacion 0.153 0.176 0.138 0.156
estandar
CV % 4.3 4.8 3.8 4.3
SAB.CE: lote # 1002/2
Calibrador 0 mIU/ml (N = 16)
Valores medios 1 corrida | 29 corrida | 3 corrida Valor
Promedio
DO 450nm 0.050 0.051 0.050 0.050
Desviacién 0.005 0.006 0.006 0.005
estandar
CV % 10.0 10.9 11.9 10.9
Calibrador 10 miU/ml (N = 16)
Valores medios 12 corrida | 29 corrida | 3 corrida Valor
Promedio
DO 450nm 0.226 0.238 0.239 0.234
Desviacion 0.015 0.017 0.018 0.016
estandar
CV % 6.5 7.0 7.5 7.0
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Calibrador 250 mIU/ml (N = 16)
Valores medios | 1@ corrida | 2% corrida | 3 corrida Valor Todos los productos de diagnéstico in vitro fabricados por la
Promedio empresa son controlados por un sistema certificado de control
BSS\‘I‘;?:%"; gi;? g'ﬁ; g"llgg g'ﬁ‘?‘ de calidad aprobado por un organismo notificado para el
estandar ' ' ’ ’ marcado CE. Cada lote se somete a un control de calidad y se
cV % 39 a1 26 12 libera al mercado Unicamente si se ajusta a las especificaciones

La variabilidad mostrada en las tablas no di6 como resultado
una clasificacién errébnea de las muestras.

4. EXACTITUD.

La exactitud del ensayo ha sido comprobada mediante
diluciones y pruebas de recuperaciéon. Cualquier “efecto
gancho”, estimacion errénea que puede presentarse a elevadas
dosis del analito, no se manifiesta hasta 10.000 mIU/ml.

Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la seccién M, punto 7.

S. LIMITACIONES DEL PROCEDIMIENTO.

La contaminacion bacteriana de las muestras o la inactivacion
por calor pueden modificar los valores de absorbancia con la
consiguiente alteracion de los niveles del analito. Este ensayo
es adecuado solo para el andlisis de muestras individuales y no
para mezclas.

El diagnostico de una enfermedad infecciosa no se debe
formular en base al resultado de un solo ensayo, sino que es
necesario tomar en consideracion la historia clinica y la
sintomatologia del paciente asi como otros datos diagnosticos.

BIBLIOGRAFIA.

1. Engvall E. et al., J.Immunochemistry, 8, 871-874, 1971.

2. Engvall E. et al., J.Immunol. 109, 129-135, 1971.

3. Remington J.S. and Klein J.O. In “Infectious diseases of the fetus
and newborn infant”. Sanders, Philadelphia, London, Toronto.

4. Volk W.A. In “Essential of Medical Microbiology”. 2" ed., pp 729,

G.B.Lippincott Company, Philadelphia, New York, S.José, Toronto

Snydman D.R. et al., Ann.Int.Med., 83 : 838, 1975.

Barker L.F., Dodd R.J., Sandler S.G.. In “viral Hepatitis: Laboratory

and Clinical Science” F.Deinhardt, J. Deinhardt eds., M.Dekker Inc.,

New York, 215-230, 1983.

7. CossartY., Brit.Med.Bull., 28: 156, 1972

8. Lander J.J. etal., J.Immunol., 106: 1066, 1971

9. Mushawar K. et al.. Ann.J.Clin.Pathol., 76: 773, 1981.

10. Howard C.R., Immunol.Today, 5: 185, 1984

11. Aach R.D.. Lancet 7874: 190-193, 1974.

12. Jilg W. et al.. J.Hepatol. 9 : 201-207, 1988

13. P.Crovari et al., Boll. Ist. Sieroter. Milan., 63: 14-18, 1984

14. M.Davidson et al., J.Natl.Cancer Inst., 59 : 1451-1467, 1977

15. F.Gyorkey et al., J.Natl.Cancer Inst., 59: 1451-1467, 1977

16. S.Hadler et al., N.E.J.Med., 315: 209-214, 1986

17. J.H.Hoofnagle et al., Hepatology, 7: 758-763, 1987

18. C.L.Howard, J.Gen.Virol., 67: 1215-1235

19. W.Jilg et al. J.Hepatol., 6: 201-207, 1988

20. P.Michel et al., Nephrologie, 7: 114-117, 1986

21. W.Szmuness et al., N.E.J.Med., 303: 833-836, 1980

22. P.Tiollais et al., Nature, 317: 489-495, 1985

23. AJ.Zuckermann et al., in “Hepatitis Viruses of Man” Academic
Press, London, 1979

oo

técnicas y criterios de aceptacion de la CE.

Fabricante:
Dia.Pro Diagnostic Bioprobes S.r.1.
Via G. Carducci n°® 27 — Sesto San Giovanni
(Milan) — Italia

C€

0318




Doc.: Libretto Kit SAB.CE/en/es Rev.: 6 | Data: 2019/11 |




Monobind Inc.
Lake Forest, CA 92630, USA

ELISA Microwells

Anti-Thyroid Peroxidase (Anti-TPO)
Test System
Product Code: 1125-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Thyroid
Peroxidase (TPO) Autoantibodies in Human Serum or Plasma
by a Microplate Enzyme Immunoassay, Colorimetric.
Measurements of TPO autoantibodies may aid in the
diagnosis of certain thyroid diseases such as Hashimoto’s
and Grave’s as well as nontoxic goiter.

2.0 SUMMARY AND EXPLANATION OF THE TEST

Antibodies to thyroid peroxidase have been shown to be
characteristically present from patients with Hashimoto thyroiditis
(95%), idiopathic myedema (90%) and Graves Disease (80%)'. In
fact 72% of patients positive for anti-TPO exhibit some degree of
thyroid dysfun(:tion.2 This has lead to the clinical measurement
becoming a valuable tool in the diagnosis of thyroid dysfunction.

Measurements of antibodies to TPO have been done in the past
by Passive Hemaglutination (PHA). PHA tests do not have the
sensitivity of enzyme immunoassay and are limited by subjective
interpretation. This procedure, with the enhanced sensitivity of
EIA, permits the detectability of subclinical levels of antibodies to
TPO. In addition, the results are quantitated by a
spectrophotometer, which eliminates subjective interpretation.

Monobind's microplate enzyme immunoassay methodology
provides the technician with optimum sensitivity while requiring
few technical manipulations. In this method, serum reference,
diluted patient specimen, or control is first added to a microplate
well. Biotinylated Thyroid Peroxidase Antigen (TPO) is added, and
then the reactants are mixed. Reaction results between the
autoantibodies to TPO and the biotinylated TPO to form an
immune complex, which is deposited to the surface of streptavidin
coated wells through the high affinity reaction of biotin and
streptavidin.

After the completion of the required incubation period, aspiration
or decantation separates the reactants that are not attached to the
wells. An enzyme anti-human IgG conjugate is then added to
permit quantitation of reaction through interacting with human IgG
of the immune complex. After washing, the enzyme activity is
determined by reaction with substrate to produce color.

The employment of several serum references of known antibody
activity permits construction of a graph of enzyme and antibody
activities. From comparison to the dose response curve, an
unknown specimen's enzyme activity can be correlated with
autoimmune antibody level.

3.0 PRINCIPLE
A Sequential ELISA Method (TYPE 1)

The reagents required for the sequential ELISA assay include
immobilized antigen, circulating autoantibody and enzyme-linked

species-specific antibody. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated thyroid peroxidase antigen.

Upon mixing the biotinylated antigen and a serum containing the
autoantibody, a reaction results between the antigen and the
antibody to form an immune-complex. The interaction is illustrated
by the following equation:

Ka

—_
h-Ab x1po) + BmAQ o) h-Ab x-tpo) - BmAg (TPO)

-a
E"‘Ag (rpoy = Biotinylated Antigen (Constant Quantity)
h-Ab x.tpo) = Human Auto-Antibody (Variable Quantity)
Ab (x.1p0) - BmAg (po) = Immune Complex (Variable Quantity)
k. = Rate Constant of Association

k., = Rate Constant of Disassociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antigen. This
interaction is illustrated below:

h-Abxtro)  -"Ageo)  .Streptavidincw.  =Immobilized
complex (IC)

Streptavidingw. = Streptavidin immobilized on well
Immobilized complex (IC) = sandwich complex bound to the solid
surface

After the incubation time, the well is washed to separate the
unbound components by aspiration and/or decantation. The
enzyme linked species-specific antibody (anti-h-IgG) is then
added to the microwells. This conjugates binds to the immune
complex that formed.

I.C. (h-1g6) + FAb (X-h-IgG) = EnzAb(X—h-lgG) -1.C. (h-1gG)

L.C. (h.1ge) = Immobilized Immune complex (Variable Quantity)
E™Ab xnige = Enzyme-antibody Conjugate (Constant Quantity)
EAD (xnig6) - I-C. (- 1g3) = Ag-Ab Complex (Variable Quantity)

The anti-h-IgG enzyme conjugate that binds to the immune
complex in a second incubation is separated from unreacted
material by a wash step. The enzyme activity in this fraction is
directly proportional to the antibody concentration in the
specimen. By utilizing several different serum references of known
antibody activity, a reference curve can be generated from which
the antibody activity of an unknown can be ascertained

4.0 REAGENTS

Materials Provided

A. Anti-TPO Calibrators — 1ml/vial Icons A-F
Six (6) vials of references for anti-TPO at levels of 0(A), 25(B),
50(C), 100(D), 250(E) and 500(F) IU/ml. Store at 2-8°C. A
preservative has been added.
Note: The calibrators, human serum based, were calibrated
using a reference preparation, which was assayed against the
Medical Research Council (MRC) International Standard
66/387 for anti thyroid microsome.

B. TPO Biotin Reagent — 13ml/vial — Icon V
One (1) vial of biotinylated thyroid peroxidase antigen
stabilized in a buffering matrix. A preservative has been
added. Store at 2-8°C

C. Anti-TPO Enzyme Reagent — 13ml/vial - Icon @
One (1) vial of anti-human IgG-horseradish peroxidase (HRP)
conjugate stabilized in a bufferred matrix. A preservative has
been added. Store at 2-8°C

D. Streptavidin Coated Plate — 96 wells — Icon {
One 96-well microplate coated with streptavidin and packaged
in an aluminum bag with a drying agent. Store at 2-8°C.

E. Serum Diluent — 20ml/vial
One (1) vial of serum diluent concentrate that containing buffer
salts and a dye. Store at 2-8°C.

F. Wash Solution Concentrate — 20ml/vial - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

G. Substrate A — 7ml/vial - Icon S*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C. See “Reagent Preparation.”

H. Substrate B — 7ml/vial - Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C. See “Reagent Preparation.”

I. Stop Solution — 8ml/vial - Icon

One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
J. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Opened reagents are stable for sixty (60) days when
stored at 2-8°C. Kit and component stability are identified
on the label.

Note 3: Above reagents are for a single 96-well microplate.

Required But Not Provided:

1. Pipette capable of delivering 0.010ml (10ul), 0.025ml (25l),
and 0.050ml (50pl) volumes with a precision of better than
1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100 & 0.350ml (100 &
350ul) volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

5. Absorbent Paper for blotting the microplate wells.

6. Plastic wrap or microplate cover for incubation steps.

7. Vacuum aspirator (optional) for wash steps.

8
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. Test tube(s) for patient dilution.
. Timer.
0.Quality control materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood; serum or plasma in type and the
usual precautions in the collection of venipuncture samples should
be observed. For accurate comparison to established normal
values, a fasting morning serum sample should be obtained. The
blood should be collected in a plain redtop venipuncture tube
without additives or anti-coagulants (for serum) or evacuated
tube(s) containing EDTA or heparin. Allow the blood to clot for
serum samples. Centrifuge the specimen to separate the serum or
plasma from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the samples(s) may be stored at temperatures of -20°C for
up to 30 days. Avoid use of contaminated devices. Avoid
repetitive freezing and thawing. When assayed in duplicate,
0.05ml (50pl) of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the normal,
borderline and elevated range for monitoring assay performance.
These controls should be treated as unknowns and values
determined in every test procedure performed. Quality control
charts should be maintained to follow the performance of the
supplied reagents. Pertinent statistical methods should be
employed to ascertain trends. The individual laboratory should set
acceptable assay performance limits. In addition, maximum
absorbance should be consistent with past experience. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Serum Diluent
Dilute the serum diluent to 200ml in a suitable container with
distilled or deionized water. Store at 2-8°C.

2. Wash Buffer
Dilute contents of wash concentrate to 1000 ml with distilled or
deionized water in a suitable storage container. Diluted buffer
can be stored at 2-30°C for up to 60 days.

3. Working Substrate Solution — Stable for one (1) year.
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

4. Patient Sample Dilution (1/100)
Dispense 0.010ml (10pl) of each patient specimen into 1ml
(1000pl) of serum diluent. Cover and vortex or mix thoroughly
by inversion. Store at 2-8°C for up to forty-eight (48) hours.

Note1 : Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20-27°C).
**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.025 ml (25pl) of the appropriate serum reference
calibrator, control or diluted patient specimen into the assigned
well.

. Add 0.100 ml (100ul) of the TPO Biotin Reagent

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 350pl of wash buffer (see Reagent Preparation Section),
decant (blot and tap) or aspirate. Repeat two (2) additional
times for a total of three (3) washes. An automatic or manual
plate washer can be used. Follow the manufacturer’s
instruction for proper usage. If a squeeze bottle is
employed, fill each well by depressing the container
(avoiding air bubbles) to dispense the wash. Decant the
wash and repeat two (2) additional times.

8. Add 0.100 ml (100pl) of the x-TPO Enzyme Reagent to all
wells. Always add reagents in the same order to minimize
reaction time differences between wells.

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITION

9. Incubate for thirty (30) minutes at room temperature.

10.Discard the contents of the microplate by decantation or

aspiration. If decanting, blot the plate dry with absorbent
paper.

.Add 350yl of wash buffer (see Reagent Preparation Section),

decant (blot and tap) or aspirate. Repeat two (2) additional

times for a total of three (3) washes. An automatic or manual
plate washer can be used. Follow the manufacturer's
instruction for proper usage. If a squeeze bottle is
employed, fill each well by depressing the container

(avoiding air bubbles) to dispense the wash. Decant the

wash and repeat two (2) additional times.

12.Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

13.Incubate at room temperature for fifteen (15) minutes.

14.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

15.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.
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Note: For re-assaying specimens with concentrations greater than

500 1U/ml, dilute the sample an additional 1:5 or 1:10 using the
original diluted material. Multiply by the dilution factor to obtain
the concentration of the specimen.

10.0 CALCULATION OF RESULTS

A reference curve is used to ascertain the concentration of anti-
TPO in unknown specimens.

1.

2.

»~w

Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.

Plot the absorbance for each duplicate serum reference versus
the corresponding anti-TPO activity in IU/ml on linear graph
paper.

. Draw the best-fit curve through the plotted points.
. To determine the level of anti-TPO activity for an unknown,

locate the average absorbance of the duplicates for each
unknown on the vertical axis of the graph, find the intersecting
point on the curve, and read the concentration (in 1U/ml) from
the horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (1.323) intersects the dose response
curve at 200 IU/ml anti-TPO concentration (See Figure 1).

Note: Computer data reduction software designed for ELISA

assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.

EXAMPLE 1
S| Numper | AbsA | AP | (G
calA ’;1 g:ggé 0.026 0
calB © g2 0.244 25
calc a g:j;; 0.430 50
calD e n 0.788 100
CalE ’B*g l:g;g 1,590 250
calF gg g:ggg 2600 500
Patient Eg :]] :ng: 1.323 200

*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a standard curve prepared
with each assay.

Figure 1
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11.0 Q.C. PARAMETERS

In

order for the assay results to be considered valid the

following criteria should be met:

1.

The absorbance (OD) of calibrator F should be > 1.3.

12.1 Assay Performance

1.
2.

3.

. Failure to

It is important that the time of reaction in each well is held
constant to achieve reproducible results.

Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

Highly lipemic, hemolyzed or
specimen(s) should not be used.

grossly  contaminated

. If more than one (1) plate is used, it is recommended to repeat

the dose response curve.

. The addition of substrate solution initiates a kinetic reaction,

which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

. Plate readers measure vertically. Do not touch the bottom of

the wells.

remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

. Use components from the same lot. No intermixing of reagents

from different batches.

. Very high concentration of anti-TPO in patient specimens can

contaminate samples immediately following these extreme
levels. Bad duplicates are indicative of cross contamination.
Repeat any sample, which follows any patient specimen with
over 3.0 units of absorbance.

10.Accurate and precise pipetting, as well as following the exact

11.Al1

time and temperature requirements prescribed are essential.
Any deviation from Monobind IFU may yield inaccurate results.
applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,

13.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

requested via email from Monobind@monobind.com.

12.2 Interpretation
1. Measurements and interpretation of results must be

performed by a skilled individual or trained professional.

. Laboratory results alone are only one aspect for determining

patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

. The reagents for the test system have been formulated to

eliminate maximal interference; however, potential interaction
between rare serum specimens and test reagents can cause
erroneous results. Heterophilic antibodies often cause these
interactions and have been known to be problems for all kinds
of immunoassays (Boscato LM, Stuart MC. ‘Heterophilic
antibodies: a problem for all immunoassays’ Clin. Chem.
1988:3427-33). For diagnostic purposes, the results from this
assay should be in combination with clinical examination,
patient history and all other clinical findings.

. For valid test results, adequate controls and other parameters

must be within the listed ranges and assay requirements.

. If test kits are altered, such as by mixing parts of different kits,

which could produce false test results, or if results are

incorrectly interpreted, Monobind shall have no liability.

. If computer controlled data reduction is used to interpret the

results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

The presence of autoantibodies to TPO is confirmed when the

serum level exceeds 40 IU/ml. The clinical significance of the
result, coupled with anti-thyroglobulin activity, should be used
in evaluating the thyroid condition. However, clinical inferences
should not be solely based on this test but rather as an adjunct
to the clinical manifestations of the patient and other relevant
tests.

TABLE |
Expected Values for the Anti-TPO ELISA Test System

(In 1U/ml)
Number 100
Mean 17.6
Standard deviation 10.8

Upper 95% (+2c) level 39.2

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal"-persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the anti-TPO
AccuBind® ELISA test system were determined by analyses on
three different levels of pool control sera. The number (N), mean
value (X), standard deviation (o) and coefficient of variation (C.V)
for each of these control sera are presented in Tables 2 and 3.

TABLE 2
Within Assay Precision (Values in 1U/ml)
Sample N X o C.V.
Pool 1 20 255 1.5 5.7%
Pool 2 20 120.5 4.6 3.8%
Pool 3 20 352.4 14.8 4.2%
TABLE 3*
Between Assay Precision (Values in 1U/ml)
Sampl N X c C.V.
Pool 1 10 26.5 1.8 6.8%
Pool 2 10 118.5 5.3 4.5%
Pool 3 10 365.4 22.5 6.2%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The anti-TPO AccuBind® ELISA test system has a sensitivity of
0.92 IU/ml. The sensitivity (detection limit) was ascertained by
determining the variablility of the ‘0 IU/ml’ calibrator and using the
20 (95% certainty) statistic to calculate the minimum dose.

14.3 Accuracy

The anti-TPO AccuBind® ELISA test system was compared with a
reference anti-TPO ELISA microplate. Biological specimens from
normal and disease states populations were used. The disease
states included; Hashimoto's thyroiditis, Graves Disease, thyroid
nodules as well as thyroid carcinoma. The total number of such
specimens was 82. The least square regression equation and the
correlation coefficient were computed for the anti-TPO AccuBind®
ELISA test system in comparison with the reference method. The
data obtained is displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis Coefficient
Monobind 122.9 y =1.02 (x) - 5.1 0.989
Reference 127.0

2. Four out of six quality control pools should be within the

established ranges.
12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

13.0 EXPECTED RANGES OF VALUES

A study of normal population was undertaken to determine
expected values for the anti-TPO AccuBind® ELISA test system.
The number (n), mean (x) and standard deviation (c) are given in
Table 1. Values in excess of 401U/ml are considered positive for
the presence of anti-TPO autoantibodies.

14.4 Specificity
Interferences from ANA, DNA, thyroglobulin (TPO) and
rheumatoid antibodies were found to be insignificant
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1. INTRODUCTION

Trichinosis (also called trichinellosis) is caused by nematodes (roundworms) of the genus Trichinella. In addition to the classical
agent Trichinella spiralis, which is found worldwide in many carnivorous and omnivorous animals, four other species
(T. pseudospiralis, T. nativa, T. nelsoni, and T. britovi) are recognized. Trichinosis is acquired by ingesting meat containing cysts
of Trichinella. After exposure to gastric acid and pepsin, the larvae are released from the cysts and invade the small bowel
mucosa where they develop into adult worms (female 2.2 mm in length, males 1.2 mm). After 1 week, the females release
larvae that migrate to the striated muscles where they encyst. Encystment is completed in 4 to 5 weeks and the encysted larvae
may remain viable for several years. Ingestion of the encysted larvae perpetuates the cycle.

Trichinosis infection occurs worldwide, but is most common in parts of Europe and the United States. Light infections may be
asymptomatic. For mild to moderate infections, most symptoms subside within a few months whereas fatigue, weakness, and
diarrhoea may last for months. In severe cases, death can occur.

Species Disease Symptoms (e.g.) Transmission route

Trichinella Trichinosis Nausea, diarrhea, vomiting, fatigue, fever and Infection can occur by eating

spiralis abdominal discomfort. raw or undercooked pork and
Larval migration into muscle tissue can cause edema, wild game products infected
conjunctivitis, myalgias, splinter hemorrhages, rashes with the larvae of Trichinella
and blood eosinophilia. worms

Infection or presence of pathogen may be identified by:

=  Microscopy: muscle biopsy
= Serology: Detection of antibodies by ELISA

2. INTENDED USE

The Trichinella spiralis IgG ELISA is intended for the qualitative determination of IgG class antibodies against Trichinella spiralis
in human serum or plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on the ELISA (Enzyme-linked Immunosorbent
Assay) technique.

Microtiterplates are coated with specific antigens to bind corresponding antibodies of the sample. After washing the wells to
remove all unbound sample material a horseradish peroxidase (HRP) labelled conjugate is added. This conjugate binds to the
captured antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound
conjugate is visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product.

The intensity of this product is proportional to the amount of specific antibodies in the sample. Sulphuric acid is added to stop
the reaction. This produces a yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA Microtiterplate reader.

4. MATERIALS

41. Reagents supplied

] Microtiterplate: 12 break-apart 8-well snap-off strips coated with Trichinella spiralis antigens; in resealable aluminium
foil.

] IgG Sample Dilution Buffer: 1 bottle containing 100 mL of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2;
coloured yellow; ready to use; white cap; < 0.0015% (v/v) CMIT/ MIT (3:1).

] Stop Solution: 1 bottle containing 15 mL sulphuric acid, 0.2 mol/L; ready to use; red cap.

] Washing Buffer (20x conc.): 1 bottle containing 50 mL of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 £ 0.2, for washing the wells; white cap.

] Conjugate: 1 bottle containing 20 mL of peroxidase labelled Protein A in phosphate buffer (10 mM); coloured blue;
ready to use; black cap.

= TMB Substrate Solution: 1 bottle containing 15 mL 3,3',5,5'-tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow
cap.

] Positive Control: 1 vial containing 2 mL control; coloured yellow; ready to use; red cap; < 0.02% (v/v) MIT.

] Cut-off Control: 1 vial containing 3 mL control; coloured yellow; ready to use; green cap; < 0.02% (v/v) MIT.

] Negative Control: 1 vial containing 2 mL control; coloured yellow; ready to use; blue cap; < 0.0015% (v/v) CMIT/ MIT
(3:1).

For hazard and precautionary statements see 12.1
For potential hazardous substances please check the safety data sheet.



4.2. Materials supplied

1 Cover foll
1 Instruction for use (IFU)
1 Plate layout
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Materials and Equipment needed

ELISA Microtiterplate reader, equipped for the measurement of absorbance at 450/620 nm
Incubator 37 °C

Manual or automatic equipment for rinsing Microtiterplate

Pipettes to deliver volumes between 10 and 1000 pL

Vortex tube mixer

Distilled water

Disposable tubes

5. STABILITY AND STORAGE

Store the kit at 2...8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2...8 °C.
6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Microtiterplate

The break-apart snap-off strips are coated with Trichinella spiralis antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foil along with the desiccant supplied and stored at 2...8 °C.

6.2. Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 mL Washing Buffer + 190 mL distilled water. The diluted buffer is stable for 5 days at
room temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37 °C e.g. in a water bath.
Mix well before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2...8 °C, away from the light. The solution should be colourless or could
have a slight blue tinge. If the substrate turns into blue, it may have become contaminated and should be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (citrate, heparin) samples with this assay. If the assay is performed within 5 days after sample
collection, the samples should be kept at 2...8 °C; otherwise they should be aliquoted and stored deep-frozen (-70...-20 °C). If
samples are stored frozen, mix thawed samples well before testing. Avoid repeated freezing and thawing.

Heat inactivation of samples is not recommended.

7.1. Sample Dilution

Before assaying, all samples should be diluted 1+100 with IgG Sample Dilution Buffer. Dispense 10 puL sample and 1 mL 1gG
Sample Dilution Buffer into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.



8. ASSAY PROCEDURE

Please read the instruction for use carefully before performing the assay. Result reliability depends on strict adherence to the
instruction for use as described. The following test procedure is only validated for manual procedure. If performing the test on
ELISA automatic systems we recommend increasing the washing steps from three up to five and the volume of Washing Buffer
from 300 pL to 350 pL to avoid washing effects. Pay attention to chapter 12. Prior to commencing the assay, the distribution and
identification plan for all samples and standards/controls (duplicates recommended) should be carefully established on the plate
layout supplied in the kit. Select the required number of microtiter strips or wells and insert them into the holder.

Perform all assay steps in the order given and without any delays.
A clean, disposable tip should be used for dispensing each standard/control and sample.
Adjust the incubator to 37 + 1 °C.

1. Dispense 100 pL standards/controls and diluted samples into their respective wells. Leave well Al for the Substrate
Blank.

2. Cover wells with the foil supplied in the kit.
3. Incubate for 1 hour 5 min at 37 + 1 °C.

4. When incubation has been completed, remove the foil, aspirate the content of the wells and wash each well three times
with 300 puL of Washing Buffer. Avoid overflows from the reaction wells. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing results in poor precision and false results.
Dispense 100 pL Conjugate into all wells except for the Substrate Blank well Al.

Incubate for 30 min at room temperature (20...25°C). Do not expose to direct sunlight.
Repeat step 4.

Dispense 100 uL TMB Substrate Solution into all wells.

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 100 pL Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution.

© ©o N oGO

8.1. Measurement
Adjust the ELISA Microtiterplate reader to zero using the Substrate Blank.

If - due to technical reasons - the ELISA Microtiterplate reader cannot be adjusted to zero using the Substrate Blank, subtract its
absorbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1. Run Validation Criteria

In order for an assay run to be considered valid, these Instructions for Use have to be strictly followed and the following criteria
must be met:

] Substrate Blank:  Absorbance value < 0.100

] Negative Control:  Absorbance value < 0.200 and < Cut-off

] Cut-off Control: Absorbance value 0.150 — 1.300

] Positive Control:  Absorbance value > Cut-off

If these criteria are not met, the test is not valid and must be repeated.

9.2. Calculation of Results
The Cut-off is the mean absorbance value of the Cut-off Control determinations.

Example: Absorbance value Cut-off Control 0.44 + absorbance value Cut-off control 0.42 =0.86 /2 =0.43
Cut-off = 0.43
9.2.1. Results in Units [NTU]
Sample (mean) absorbance value x 10 = [NovaTec Units = NTU]
Cut-off
Example: 1.591x10 = 37NTU
0.43



9.3. Interpretation of Results

Cut-off 10 NTU -
. Antibodies against the pathogen are present.

Positive >11NTU There has been a contact with the antigen (pathogen resp. vaccine).
Antibodies against the pathogen could not be detected clearly.

Equivocal 9-11 NTU It is recommended to repeat the test with a fresh sample in 2 to 4 weeks. If the result is
equivocal again the sample is judged as negative.

Negative <9NTU The sa_mple contains no antlbo_dles against the pathogen: _ _
A previous contact with the antigen (pathogen resp. vaccine) is unlikely.

Diagnosis of an infectious disease should not be established on the basis of a single test result. A precise diagnosis should

take into consideration clinical history, symptomatology as well as serological data.

In immunocompromised patients and newborns serological data only have restricted value.

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications.
For further information about the specific performance characteristics please contact NovaTec Immundiagnostica GmbH.

10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0.748 6.37
#2 24 1.225 4.21
#3 24 1.570 5.13
Interassay n Mean (NTU) CV (%)
#1 12 17.50 8.38
#2 12 21.33 13.08
#3 12 3.69 10.38

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the specific analyte.
Itis 94.81% (95% confidence interval: 87.23% - 98.57%).

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the specific analyte.
It is 100% (95% confidence interval: 79.41% - 100%).

10.4. Interferences

Interferences with hemolytic, lipemic or icteric samples are not observed up to a concentration of 10 mg/mL hemoglobin,
5 mg/mL triglycerides and 0.5 mg/mL bilirubin.

10.5. Cross Reactivity

Investigation of a sample panel with antibody activities to potentially cross-reacting parameters did not reveal significant
evidence of false-positive results due to cross-reactions.

11.LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.




12. PRECAUTIONS AND WARNINGS

=  The test procedure, the information, the precautions and warnings in the instructions for use have to be strictly followed.
The use of the testkits with analyzers and similar equipment has to be validated. Any change in design, composition and
test procedure as well as for any use in combination with other products not approved by the manufacturer is not
authorized; the user himself is responsible for such changes. The manufacturer is not liable for false results and incidents
for these reasons. The manufacturer is not liable for any results by visual analysis of the patient samples.

= Only for in-vitro diagnostic use.

=  All materials of human or animal origin should be regarded and handled as potentially infectious.

=  All components of human origin used for the production of these reagents have been tested for anti-HIV antibodies, anti-

HCV antibodies and HBsAg and have been found to be non-reactive.

Do not interchange reagents or Microtiterplates of different production lots.

No reagents of other manufacturers should be used along with reagents of this test kit.

Do not use reagents after expiry date stated on the label.

Use only clean pipette tips, dispensers, and lab ware.

Do not interchange screw caps of reagent vials to avoid cross-contamination.

Close reagent vials tightly immediately after use to avoid evaporation and microbial contamination.

After first opening and subsequent storage check conjugate and standard/control vials for microbial contamination prior to

further use.

=  To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the wells.

=  The ELISA is only designed for qualified personnel following the standards of good laboratory practice (GLP).

] For further internal quality control each laboratory should additionally use known samples.

12.1. Safety note for reagents containing hazardous substances

Reagents may contain CMIT/MIT (3:1) or MIT (refer to 4.1)
Therefore, the following hazard and precautionary statements apply.

Warning H317 May cause an allergic skin reaction.
P261 Avoid breathing spray.
P280 Wear protective gloves/ protective clothing.

P302+P352 IF ON SKIN: Wash with plenty of soap and water.
P333+P313 If skin irritation or rash occurs: Get medical advice/ attention.
P362+P364 Take off contaminated and Wash it before reuse.

Further information can be found in the safety data sheet.

12.2. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of waste is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION

Prod. No.: TRIG0480 Trichinella spiralis IgG ELISA (96 Determinations)



DEUTSCH
1. EINLEITUNG

Trichinella spiralis ist der Erreger der Trichinose, einer weltweit verbreiteten Erkrankung des Menschen und zahlreicher Tiere.
Trichinellen gehoéren zu den Fadenwirmern (Nematoden). Sie sind Gewebeparasiten primar von karnivoren (Fleischfresser)
und omnivoren (Allesfresser) Saugetieren, einschliellich des Menschen. Nebst Trichinella spiralis sind verschiedene Arten und
Unterarten von Trichinellen bekannt: T. britovi parasitiert in Luchs und Fuchs, T. nativa in Polarbdar und Meeressaugern,
T. nelsoni in Hyane und Léwe und T. pseudospiralis in Vdgeln und Nagern.

Adulte, geschlechtsreife Darmtrichinellen sind wenige mm lang und leben bevorzugt in der Schleimhaut des Dinndarmes. Das
Weibchen setzt nach der Befruchtung laufend Larven frei, die sich durch die Darmwand bohren und tUber Blut- und Lymphweg
in der Skelettmuskulatur des Wirtes einnisten. Diese Muskeltrichinellen stellen die infektidse Form im Zyklus dar und bleiben in
den wirtseigenen Fibrinkapseln der Muskulatur jahrelang infektiés. Mit einer Fleischmahlzeit gelangen die Muskeltrichinellen in
neue Wirte, wo sie sich wiederum im Dinndarm einnisten und so den Zyklus als adulte, geschlechtsreife Stadien schliel3en.

Der klinische Verlauf der Erkrankung ist abhangig von der Anzahl der inkorporierten Trichinenlarven. Ab einer Aufnahme von
ca. 50-70 Larven kdnnen Symptome auftreten, ab 3000 Muskeltrichinellen werden die Auswirkungen bereits bedrohlich. Als
erste Symptome treten Nausea, Erbrechen, gastrointestinale Stérungen mit Durchfall und leichtem Fieber auf, spater Myositis
mit Muskelschmerzen und -steifheit, Atem- und Schluckbeschwerden, Fieber, Lid- und Gesichtsddem und Hautexanthem.
Gefirchtete Komplikationen sind Myokarditis und Meningoenzephalitis. Sobald die eingekapselten Trichinellen ihren
Stoffwechsel reduzieren, klingen die Symptome ab. Eine gewisse Leistungsbeeintrachtigung der Muskulatur sowie rheumatoide
Beschwerden koénnen jedoch dauernd bestehen bleiben.

Spezies Erkrankung Symptome (z.B.) Infektionsweg
Trichinella Trichinose Ubelkeit, Durchfall, Erbrechen, Miidigkeit, Fieber Infektion kann auftreten durch
spiralis (Trichinellose) und abdominal Beschwerden. den Verzehr von rohem oder
Larvale Migration in Muskelgewebe kann Odem, nicht durchgebratenem
Konjunktivitis, Myalgien, Splitterblutung, Schweinefleisch und
Hautausschlage und Blut Eosinophilie verursachen | Wildprodukten, die mit den
Larven von Trichinella Wirmern
infiziert sind.

Nachweis des Erregers bzw. der Infektion durch:

= Mikroskopie, Muskelbiopsie
=  Serologie: Nachweis spezifischer Antikdrper mittels ELISA

2. VERWENDUNGSZWECK

Der Trichinella spiralis IgG ELISA ist fur den qualitativen Nachweis spezifischer 1gG-Antikdrper gegen Trichinella spiralis in
humanem Serum oder Plasma (Citrat, Heparin) bestimmt.

3. TESTPRINZIP

Die qualitative immunenzymatische Bestimmung von spezifischen Antikérpern beruht auf der ELISA (Enzyme-linked
Immunosorbent Assay) Technik.

Die Mikrotiterplatten sind mit spezifischen Antigenen beschichtet, an welche die korrespondierenden Antikdrper aus der Probe
binden. Ungebundenes Probenmaterial wird durch Waschen entfernt. Anschlieend erfolgt die Zugabe eines Meerettich-
Peroxidase (HRP) Konjugates. Dieses Konjugat bindet an die an der Mikrotiterplatte gebundenen spezifischen Antikdrper. In
einem zweiten Waschschritt wird ungebundenes Konjugat entfernt. Die Immunkomplexe, die durch die Bindung des Konjugates
entstanden sind, werden durch die Zugabe von Tetramethylbenzidin (TMB)-Substratldsung und eine resultierende Blaufarbung
nachgewiesen.

Die Intensitat des Reaktionsproduktes ist proportional zur Menge der spezifischen Antikdrper in der Probe. Die Reaktion wird
mit Schwefelsdure gestoppt, wodurch ein Farbumschlag von blau nach gelb erfolgt. Die Absorption wird bei 450/620 nm mit
einem Mikrotiterplatten-Photometer gemessen.




4. MATERIALIEN

41. Mitgelieferte Reagenzien

. Mikrotiterplatte: 12 teilbare 8er-Streifen, beschichtet mit Trichinella spiralis Antigenen; in wieder verschlieBbarem
Aluminiumbeutel.

. IgG-Probenverdinnungspuffer: 1 Flasche mit 100 mL Phosphatpuffer (10 mM) zur Probenverdiinnung; pH 7,2 + 0,2;
gelb geférbt; gebrauchsfertig; weiRe Verschlusskappe; < 0,0015% (v/v) CMIT/ MIT (3:1).

. Stoppldsung: 1 Flasche mit 15 mL Schwefelsaure, 0,2 mol/L; gebrauchsfertig; rote Verschlusskappe.

- Waschpuffer (20x konz.): 1 Flasche mit 50 mL eines 20-fach konzentrierten Phosphatpuffers (0,2 M), zum Waschen
der Kavitaten; pH 7,2 + 0,2; weil3e Verschlusskappe.

. Konjugat: 1 Flasche mit 20 mL Peroxidase-konjugiertem Protein A in Phosphatpuffer (10 mM); blau gefarbt;
gebrauchsfertig; schwarze Verschlusskappe.

. TMB-Substratldsung: 1 Flasche mit 15 mL 3,3",5,5"-Tetramethylbenzidin (TMB), < 0,1 %; gebrauchsfertig; gelbe
Verschlusskappe.

- Positivkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geféarbt; rote Verschlusskappe; gebrauchsfertig; < 0,02% (v/v)
MIT.

. Cut-off Kontrolle: 1 Flaschchen mit 3 mL Kontrolle; gelb geférbt; grine Verschlusskappe; gebrauchsfertig; < 0,02%
(vIv) MIT.

. Negativkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geférbt; blaue Verschlusskappe; gebrauchsfertig; < 0,0015%

(v/v) CMIT/ MIT (3:1).

Fur Gefahren- und Sicherheitshinweise siehe 12.1.
Fur potenzielle Gefahrstoffe tiberprifen Sie bitte das Sicherheitsdatenblatt

4.2. Mitgeliefertes Zubehor

= 1 selbstklebende Abdeckfolie

] 1 Arbeitsanleitung

] 1 Plattenlayout

4.3 Erforderliche Materialien und Gerate

Mikrotiterplatten-Photometer mit Filtern 450/620 nm

Inkubator 37 °C

Manuelle oder automatische Waschvorrichtung fir Mikrotiterplatten
Mikropipetten (10 - 1000 pL)

Vortex-Mischer

Destilliertes Wasser

Plastikrohrchen fiir den einmaligen Gebrauch

5. STABILITAT UND LAGERUNG

Testkit bei 2...8 °C lagern. Die geéffneten Reagenzien sind bis zu den auf den Etiketten angegebenen Verfallsdaten
verwendbar, wenn sie bei 2...8 °C gelagert werden.

6. VORBEREITUNG DER REAGENZIEN

Es ist sehr wichtig, alle Reagenzien und Proben vor ihrer Verwendung auf Raumtemperatur (20...25 °C) zu bringen
und zu mischen!
6.1. Mikrotiterplatte

Die abbrechbaren Streifen sind mit Trichinella spiralis Antigenen beschichtet. Nicht verbrauchte Vertiefungen im
Aluminiumbeutel zusammen mit dem Trockenmittel sofort wieder verschliel3en und bei 2...8 °C lagern.

6.2. Waschpuffer (20x konz.)

Der Waschpuffer ist im Verhéltnis 1 + 19 zu verdunnen; z.B. 10 mL Waschpuffer + 190 mL destilliertes Wasser.
Der verdiinnte Puffer ist bei Raumtemperatur (20...25°C) 5 Tage haltbar. Sollten Kristalle im Konzentrat auftreten, die Ldsung
z.B. in einem Wasserbad auf 37 °C erwarmen und vor dem Verdiinnen gut mischen.

6.3. TMB-Substratlésung

Die gebrauchsfertige L6sung ist bei 2...8 °C vor Licht geschitzt aufzubewahren. Die Losung ist farblos, kann aber auch leicht
hellblau sein. Sollte die TMB-Substratldsung blau sein, ist sie kontaminiert und kann nicht im Test verwendet werden.



7. ENTNAHME UND VORBEREITUNG DER PROBEN

Es sollten humane Serum- oder Plasmaproben (Citrat, Heparin) verwendet werden. Werden die Bestimmungen innerhalb von
5 Tagen nach Blutentnahme durchgefiihrt, kénnen die Proben bei 2...8 °C aufbewahrt werden, sonst aliquotieren und
tiefgefrieren (-70...-20 °C). Wieder aufgetaute Proben vor dem Verdinnen gut schitteln. Wiederholtes Tiefgefrieren und
Auftauen vermeiden!

Hitzeinaktivierung der Proben wird nicht empfohlen.

7.1. Probenverdiinnung

Proben vor Testbeginn im Verhaltnis 1 + 100 mit IgG-Probenverdiinnungspuffer verdiinnen, z. B. 10 yL Probe und 1 mL IgG-
Probenverdiinnungspuffer in die entsprechenden Roéhrchen pipettieren, um eine Verdinnung von 1 + 100 zu erhalten; gut
mischen (Vortex).

8. TESTDURCHFUHRUNG

Arbeitsanleitung vor Durchfiihrung des Tests sorgfaltig lesen. Fur die Zuverlassigkeit der Ergebnisse ist es notwendig, die
Arbeitsanleitung genau zu befolgen. Die folgende Testdurchfuihrung ist fir die manuelle Methode validiert. Beim Arbeiten mit
ELISA Automaten empfehlen wir, um Wascheffekte auszuschlieRen, die Zahl der Waschschritte von drei bis funf und das
Volumen des Waschpuffers von 300 pL auf 350 pL zu erhdhen. Kapitel 12 beachten. Vor Testbeginn auf dem mitgelieferten
Plattenlayout die Verteilung bzw. Position der Proben und der Standards/Kontrollen (Doppelbestimmung empfohlen) genau
festlegen. Die bendtigte Anzahl von Mikrotiterstreifen (Kavitaten) in den Streifenhalter einsetzen.

Den Test in der angegebenen Reihenfolge und ohne Verzdgerung durchfihren.
Fur jeden Pipettierschritt der Standards/Kontrollen und Proben saubere Einmalspitzen verwenden.
Den Inkubator auf 37 + 1 °C einstellen.

1. Je 100 pL Standards/Kontrollen und vorverdiinnte Proben in die entsprechenden Vertiefungen pipettieren. Vertiefung
Al ist fir den Substratleerwert vorgesehen.

2. Die Streifen mit der mitgelieferten Abdeckfolie bedecken.
3. 1h=5min bei 37 £ 1 °Cinkubieren.

4. Am Ende der Inkubationszeit Abdeckfolie entfernen und die Inkubationsfliissigkeit aus den Teststreifen absaugen.
AnschlieRend dreimal mit 300 uL Waschpuffer waschen. UberflieRen von Fliissigkeit aus den Vertiefungen vermeiden.
Das Intervall zwischen Waschen und Absaugen sollte >5 sec betragen. Nach dem Waschen die Teststreifen auf
FlieRBpapier ausklopfen, um die restliche Flissigkeit zu entfernen.

Beachte: Der Waschvorgang ist wichtig, da unzureichendes Waschen zu schlechter Prazision und falschen
Messergebnissen fiihrt!

5. 100 pL Konjugat in alle Vertiefungen, mit Ausnahme der fir die Berechnung des Leerwertes Al vorgesehenen,
pipettieren.

30 min bei Raumtemperatur (20...25 °C) inkubieren. Nicht dem direkten Sonnenlicht aussetzen.
Waschvorgang gemaR Punkt 4 wiederholen.
100 pL TMB-Substratlésung in alle Vertiefungen pipettieren.

Genau 15 min im Dunkeln bei Raumtemperatur (20...25 °C) inkubieren. Bei enzymatischer Reaktion findet eine
Blaufarbung statt.

10. In alle Vertiefungen 100 pL Stopplosung in der gleichen Reihenfolge und mit den gleichen Zeitintervallen wie bei
Zugabe der TMB-Substratlésung pipettieren, dadurch erfolgt ein Farbwechsel von blau nach gelb.

11. Die Extinktion der Lésung in jeder Vertiefung bei 450/620 nm innerhalb von 30 min nach Zugabe der Stopplosung
messen.

© © N o

8.1. Messung
Mit Hilfe des Substratleerwertes den Nullabgleich des Mikrotiterplatten-Photometers vornehmen.

Falls diese Eichung aus technischen Grinden nicht méglich ist, muss nach der Messung der Extinktionswert des
Substratleerwertes von allen anderen Extinktionswerten subtrahiert werden, um einwandfreie Ergebnisse zu erzielen!

Extinktion aller Kavitaten bei 450 nm messen und die Messwerte der Standards/Kontrollen und Proben in das Plattenlayout
eintragen.

Eine bichromatische Messung mit der Referenzwellenlange 620 nm wird empfohlen.
Falls Doppel- oder Mehrfachbestimmungen durchgefiihrt wurden, den Mittelwert der Extinktionswerte berechnen.



9. BERECHNUNG DER ERGEBNISSE

9.1. Testgultigkeitskriterien

Damit ein Testlauf als valide betrachtet werden kann, muss diese Gebrauchsanweisung strikt befolgt werden, und die folgenden
Kriterien missen erfillt sein:

. Substrat-Leerwert: Extinktionswert < 0,100

. Negativkontrolle: Extinktionswert < 0,200 und < Cut-off
. Cut-off Kontrolle: Extinktionswert 0,150 — 1,300

. Positivkontrolle: Extinktionswert > Cut-off

Sind diese Kriterien nicht erfillt, ist der Testlauf ungiltig und muss wiederholt werden.

9.2. Messwertberechnung
Der Cut-off ergibt sich aus dem Mittelwert der gemessenen Extinktionen der Cut-off Kontrolle.
Beispiel: 0,44 OD Cut-off Kontrolle + 0,42 OD Cut-off Kontrolle = 0,86 : 2 = 0,43

Cut-off = 0,43
9.2.1. Ergebnisse in Einheiten [NTU]
Mittlere Extinktion der Probe x 10 = [NovaTec Einheiten = NTU]
Cut-off
Beispiel: 1,591 x10 = 37 NTU
0,43

9.3. Interpretation der Ergebnisse

Cut-off 10 NTU -
. Es liegen Antikdrper gegen den Erreger vor. Ein Kontakt mit dem Antigen
Positiv >11NTU (Erreger bzw. Impfstoff) hat stattgefunden.
Antikérper gegen den Erreger konnen nicht eindeutig nachgewiesen
. werden. Es wird empfohlen den Test nach 2 bis 4 Wochen mit einer frischen
Grenzwertig 9-11NTU . X . . . . -
Patientenprobe zu wiederholen. Finden sich die Ergebnisse erneut im
grenzwertigen Bereich, gilt die Probe als negativ.
Negativ <9NTU Es liegen keine Antikdrper gegen den Erreger vor. Ein vorausgegangener
9 Kontakt mit dem Antigen (Erreger bzw. Impfstoff) ist unwahrscheinlich.
Die Diagnose einer Infektionskrankheit darf nicht allein auf der Basis des Ergebnisses einer Bestimmung gestellt werden.
Die anamnestischen Daten sowie die Symptomatologie des Patienten missen zusétzlich zu den serologischen
Ergebnissen in Betracht gezogen werden. Bei Immunsupprimierten und Neugeborenen besitzen die Ergebnisse
serologischer Tests nur einen begrenzten Wert.

10. TESTMERKMALE

Die Ergebnisse beziehen sich auf die untersuchten Probenkollektive; es handelt sich nicht um garantierte Spezifikationen.
Fur weitere Informationen zu den Testmerkmalen kontaktieren Sie bitte NovaTec Immundiagnostica GmbH.

10.1. Prazision

Intraassay n Mittelwert (E) VK (%)
#1 24 0,748 6,37
#2 24 1,225 4,21
#3 24 1,570 5,13
Interassay n Mittelwert (NTU) VK (%)
#1 12 17,50 8,38
#2 12 21,33 13,08
#3 12 3,69 10,38

10.2. Diagnostische Spezifitat

Die diagnostische Spezifitat ist definiert als die Wahrscheinlichkeit des Tests, ein negatives Ergebnis bei Fehlen des
spezifischen Analyten zu liefern. Sie betragt 94,81% (95% Konfidenzintervall: 87,23% - 98,57%).

10.3. Diagnostische Sensitivitat

Die diagnostische Sensitivitat ist definiert als die Wahrscheinlichkeit des Tests, ein positives Ergebnis bei Vorhandensein des
spezifischen Analyten zu liefern. Sie ist 100% (95% Konfidenzintervall: 79,41% - 100%).

10.4. Interferenzen

Hamolytische, lipAmische und ikterische Proben ergaben bis zu einer Konzentration von 10 mg/mL Hamoglobin, 5 mg/mL
Triglyceride und 0,5 mg/mL Bilirubin keine Interferenzen im vorliegenden ELISA.
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10.5. Kreuzreaktivitat

Die Untersuchung eines Probenpanels mit Antikdrperaktivitditen gegen potenziell kreuzreagierende Parameter liel3 keine
signifikanten Anzeichen von falsch-positiven Ergebnissen aufgrund von Kreuzreaktivitdten erkennen.

11. GRENZEN DES VERFAHRENS

Kontamination der Proben durch Bakterien oder wiederholtes Einfrieren und Auftauen kdnnen zu einer Veranderung der
Messwerte fuihren.

12. SICHERHEITSMASSNAHMEN UND WARNHINWEISE

Die Testdurchfuhrung, die Information, die SicherheitsmaBhahmen und Warnhinweise in der Arbeitsanleitung sind strikt zu
befolgen. Bei Anwendung des Testkits auf Diagnostika-Geréaten ist die Testmethode zu validieren. Jede Anderung am
Aussehen, der Zusammensetzung und der Testdurchfiihrung sowie jede Verwendung in Kombination mit anderen
Produkten, die der Hersteller nicht autorisiert hat, ist nicht zulassig; der Anwender ist fir solche Anderungen selbst
verantwortlich. Der Hersteller haftet fur falsche Ergebnisse und Vorkommnisse aus solchen Griinden nicht. Auch fir
falsche Ergebnisse aufgrund von visueller Auswertung wird keine Haftung tilbernommen.

Nur fur in-vitro-Diagnostik.

Alle Materialien menschlichen oder tierischen Ursprungs sind als potentiell infektiés anzusehen und entsprechend zu
behandeln.

Alle verwendeten Bestandteile menschlichen Ursprungs sind auf Anti-HIV-AK, Anti-HCV-AK und HBsAQ nicht-reaktiv
getestet.

Reagenzien und Mikrotiterplatten unterschiedlicher Chargen nicht untereinander austauschen.

Keine Reagenzien anderer Hersteller zusammen mit den Reagenzien dieses Testkits verwenden.

Nicht nach Ablauf des Verfallsdatums verwenden.

Nur saubere Pipettenspitzen, Dispenser und Labormaterialien verwenden.

Verschlusskappen der einzelnen Reagenzien nicht untereinander vertauschen, um Kreuzkontaminationen zu vermeiden.
Flaschen sofort nach Gebrauch fest verschlie3en, um Verdunstung und mikrobielle Kontamination zu vermeiden.

Nach dem ersten Offnen Konjugat und Standards/Kontrollen vor weiterem Gebrauch auf mikrobielle Kontamination priifen.
Zur Vermeidung von Kreuzkontamination und falsch erhdhten Resultaten, Reagenzien sorgféltig in die Kavitaten
pipettieren.

Der ELISA ist nur fur qualifiziertes Personal bestimmt, das den Standards der Guten Laborpraxis (GLP) folgt.

Zur weiteren internen Qualitatskontrolle sollte jedes Labor zuséatzlich bekannte Proben verwenden.

12.1. Sicherheitshinweis fiir Reagenzien, die Gefahrstoffe enthalten

Die Reagenzien kénnen CMIT/MIT (3:1) oder MIT enthalten (siehe 4.1)
Daher gelten die folgenden Gefahren- und Sicherheitshinweise.

Achtung H317 Kann allergische Hautreaktionen verursachen.
P261 Einatmen von Aerosol vermeiden.
P280 Schutzhandschuhe/ Schutzkleidung tragen.

P302+P352 BEI BERUHRUNG MIT DER HAUT: Mit viel Seife und Wasser waschen.

P333+P313 Bei Hautreizung oder -ausschlag: Arztlichen Rat einholen/ arztliche Hilfe
hinzuziehen.

P362+P364 Kontaminierte Kleidung ausziehen und vor erneutem Tragen waschen.

Weitere Informationen kdnnen dem Sicherheitsdatenblatt enthommen werden.

12.2. Entsorgungshinweise

Chemikalien und Zubereitungen sind in der Regel Sonderabfélle. Deren Beseitigung unterliegt den nationalen abfallrechtlichen
Gesetzen und Verordnungen. Die zustandige Behorde informiert tiber die Entsorgung von Sonderabféllen.

13. BESTELLINFORMATIONEN

Produktnummer: TRIG0480 Trichinella spiralis IgG ELISA (96 Bestimmungen)

11



FRANGAIS
1. INTRODUCTION

La trichinose (également appelée trichinellose) est causée par des nématodes (ascarides lombricoides) du genre Trichinella. En
plus de l'agent classique Trichinella spiralis, qu'on trouve dans le monde entier dans beaucoup d'animaux carnivores et
omnivores, quatre autres espeéeces (T. pseudospiralis, T. nativa, T. nelsoni, et T. britovi) sont connues. La trichinose est
transmise par ingestion de viande qui contient des kystes de Trichinella. Aprés avoir été exposées a l'acide gastrique et a la
pepsine, les kystes libérent des larves qui envahissent la muqueuse de l'intestin gréle ou elles se développent en vers adultes
(femelle: 2.2 millimetres en longueur; males: 1.2 millimétre). Aprés une semaine, les femelles libérent des larves qui migrent aux
muscles striés ou elles s’enkystent. L’enkystement est accompli en 4 a 5 semaines et les larves enkystées peuvent rester
vivantes pendant plusieurs années. L'ingestion des larves enkystées perpétue le cycle.

L'infection de trichinose se produit dans le monde entier, mais surtout dans certaines régions d'Europe et des Etats-Unis. Les
infections Iégéres peuvent étre asymptomatiques.

La plupart des symptémes d’une infection modérée passe dans quelques mois, tandis que la fatigue, la faiblesse, et la diarrhée
peuvent durer plus longtemps. Des cas graves, peuvent méme étre mortels.

Espece La maladie Symptémes (p.ex.) Modes de transmission

Trichinella | Trichinose Nausée, diarrhée, vomissement, fatigue, fievre et malaise L'infection peut se produire en

spiralis abdominale. mangeant du porc infecté cru
La migration larvaire dans les muscles peut causer des ou pas assez cuit et du gibier
cedémes, la conjonctivite, les myalgies, des hémorragies, des | infecté des larves de
éruptions et I'éosinophilie. Trichinella

L'infection ou la présence d'un agent pathogéne peut étre identifiée par:

=  Microscopie, biopsie de muscles
= Sérologie: Détection des anticorps par ELISA

2. INDICATION D’UTILISATION

La trousse Trichinella spiralis IgG ELISA est prévue pour la détection qualitative des anticorps 1gG anti-Trichinella spiralis dans
le sérum humain ou plasma (citrate, héparine).

3. PRINCIPE DU TEST

La détermination immunoenzymatique qualitative des anticorps spécifiques est basée sur le la technique ELISA (du anglais,
Enzyme-Linked Immunosorbent Assay).

Plaques de Microtitrage sont recouvertes d'antigénes spécifiques pour lier les anticorps correspondants de I'échantillon. Apres
le lavage des puits pour éliminer I'échantillon détaché, le conjugué peroxydase de raifort (HRP) est ajouté. Ce conjugué se lie
aux anticorps capturés. Dans une deuxieme étape de lavage, le conjugué non lié est éliminé. Le complexe immun formé par le
conjugué lié est visualisé par I'addition tétraméthylbenzidine (TMB) qui donne un produit de réaction bleu.

L'intensité de ce produit est proportionnelle a la quantité d'anticorps spécifiques dans I'échantillon. L'acide sulfurique est ajouté
pour arréter la réaction. Cela produit un changement du bleu au jaune. L'absorbance a 450/620 nm est lue en utilisant un
photometre de Plaques de Microtitrage ELISA.
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4. MATERIEL

4.1. Reéactifs fournis

. Plague de Microtitrage: 12 barrettes de 8 puits sécables revétus d’antigéne d'Trichinella spiralis; en sachets
d'aluminium refermables.

] Tampon de Dilution d’Echantillon 1gG: 1 flacon contenant 100 mL de tampon phosphaté (10 mM) pour la dilution de
I'échantillon; pH 7,2 £ 0,2; prét a 'emploi; couleur jaune; bouchon blanc; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solution d’Arrét: 1 flacon contenant 15 mL d'acide sulfurique, 0,2 mol/L; prét a I'emploi; bouchon rouge.

] Tampon de Lavage (concentré x 20): 1 flacon contenant 50 mL d'un tampon phosphaté (0,2 M) concentré 20 fois
(pH 7,2 £ 0,2) pour laver les puits; bouchon blanc.

] Conjugué: 1 flacon contenant 20 mL de Protein A conjuguées a de la peroxydase du raifort dans le tampon phosphaté
(10 mM); prét a I'emploi; couleur bleue, bouchon noir.

] Solution de Substrat TMB: 1 flacon contenant 15 mL de 3,3',5,5'-tétraméthylbenzidine (TMB), < 0,1%; prét a 'emploi;
bouchon jaune.

] Contréle Positif: 1 flacon contenant 2 mL contrdle; prét a I'emploi; couleur jaune; bouchon rouge; < 0,02% (v/v) MIT.

= Contréle Cut-off: 1 flacon contenant 3 mL contréle; prét a 'emploi; couleur jaune; bouchon vert; < 0,02% (v/v) MIT.

= Contréle Négatif: 1 flacon contenant 2 mL contrdle; prét a 'emploi; couleur jaune; bouchon bleu; < 0,0015% (v/v)

CMIT/ MIT (3:1).

Pour les mentions de danger et les conseils de prudence voir chapitre 12.1
Pour les substances potentiellement dangereuses s'il vous plait vérifiez la fiche de données de sécurité.

4.2. Matériel fourni

] 1 couvercle autocollante

L] 1 instructions d’utilisation

] 1 présentation de la plaque

4.3 Matériel et équipement requis

Photomeétre de Plaque de Microtitrage ELISA, pour mesurer I'absorbance a 450/620 nm
Incubateur 37 °C

Laveur manuel ou automatique pour le lavage des Plaque de Microtitrage

Pipettes pour utilisation entre 10 et 1000 pL

Mélangeur Vortex

Eau distillée

Tubes jetables

5. STABILITE ET CONSERVATION

Conserver le kit a 2...8 °C. Les réactifs ouverts sont stables jusqu'a la date de péremption indiquée sur I'étiquette lorsqu'il est
conservé a 2...8°C.

6. PREPARATION DES REACTIFS

Il est trés important porter tous les réactifs et échantillons a température ambiante (20...25 °C) et les mélanger
avant de commencer le test!

6.1. Plaque de Microtitrage

Les barrettes sécables sont revétues d’antigene d'Trichinella spiralis. Immédiatement aprés avoir prélevé les barrettes
nécessaires, les barrette restantes doivent étre scellés le vide dans de feuille d'aluminium avec le sac de silicium (le
déshydratant) fourni et emmagasiner a 2...8 °C.

6.2. Tampon de Lavage (conc. x 20)

Diluer le Tampon de Lavage 1+19; par exemple 10 mL du Tampon de Lavage + 190 mL d'eau distillée. Le Tampon de Lavage
diluée est stable pendant 5 jours a la température ambiante (20...25 °C). Cas apparaissent des cristaux dans le concentré,
chauffer la solution a 37 °C par exemple dans un bain-marie mélangez bien avant dilution.

6.3. Solution de Substrat TMB

La solution est préte a utiliser et doit étre emmagasiné a 2...8 °C, a I'abri de la lumiére. La solution doit étre incolore ou pourrait
avoir une légére couleur bleu clair. Si le substrat devient bleu, il peut avoir été contaminé et ne peut pas étre utilisé dans le test.

7. PRELEVEMENT ET PREPARATION DES ECHANTILLONS

Utiliser des échantillons humains de sérum ou plasma (citrate, héparine) pour ce test. Si le test est réalisé dans les 5 jours
apres le prélevement, les échantillons doivent étre conservés a 2...8 °C; autrement ils doivent étre aliquotés et conservés
surgelés (-70...-20 °C). Si les échantillons sont conservés congelés, bien mélanger les échantillons décongelés avant le test.
Eviter les cycles répétés de congélation et décongélation.

L’inactivation par la chaleur des échantillons n’est pas recommandée.
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7.1. Dilution de I’échantillon

Avant du test, tous les échantillons doivent étre dilués 1 + 100 avec Tampon de Dilution d’Echantillon I1gG. Diluer 10 pL
d'échantillon avec 1 mL | Tampon de Dilution d’Echantillon IgG dans des tubes pour obtenir une dilution 1 + 100 et mélanger
soigneusement sur un Vortex.

8. PROCEDE DE TEST

Lire attentivement les instructions d'utilisation avant de réaliser le test. La fiabilité des résultats dépend du suivi strict
d'utilisation comme décrit. La technique de test suivante a été validée uniquement pour une procédure manuelle. Si le test doit
étre effectué sur un systeme automatique pour ELISA, nous conseillons d’augmenter le nombre d’étapes de lavage de trois a
cing et le volume du Tampon de Lavage de 300 a 350 uL. Faites attention au chapitre 12. Avant de commencer le test, le plan
de distribution et d'identification de tous les échantillons et les étalons/contrbles (il est recommandé déterminer en double)
doivent étre soigneusement établi sur la feuille présentation de la plaque prévue dans le conseil de kit. Sélectionner le nombre
de barrettes ou de puits nécessaires et les placer sur le support.

Réaliser toutes les étapes du test dans I'ordre donné et sans délai.
Un embout de pipette propre et jetable doit étre utilisé pour distribuer chaque étalon/contrdle et échantillon.
Régler l'incubateur a 37 £ 1 °C.
1. Pipeter 100 pL de étalons/contréles et d’échantillons dilués dans leurs puits respectifs. Garder le puits A1 pour le blanc
substrat.
2. Couvrir les puits avec le couvercle, fourni dans le kit.
Incuber pendant 1 heure =5 minutes 4 37 £ 1 °C.

4. Alafin de l'incubation, enlever le couvercle, aspirer le contenu des puits et laver chaque puits trois fois avec 300 pL du
Tampon de Lavage. Eviter les débordements des puits de réaction. L'intervalle entre le cycle de lavage et l'aspiration
doit étre > 5 sec. A la fin, enlever soigneusement le liquide restant en tapotant les barrettes sur du papier absorbant
avant la prochaine étape.

Note: L'‘étape de lavage est trés importante! Un lavage insuffisant peut conduire a une précision faible et de faux
résultats!

Pipeter 100 pL du conjugué dans tous les puits sauf le puits Blanc Al.

Incuber pendant 30 minutes a température ambiante (20...25°C). N'exposer pas a la lumiere directe du soleil.
Répéter I'étape numéro 4.

Pipeter 100 pL de la Solution de Substrat TMB dans tous les puits.

Incuber pendant exactement 15 minutes a température ambiante (20...25 °C) dans |'obscurité. Une couleur
bleue se produit en raison d'une réaction enzymatique.

10. Pipeter 100 pL de la Solution d’Arrét dans tous les puits dans le méme ordre et a la méme vitesse que pour la Solution
de Substrat TMB, ainsi, il y a un changement du bleu au jaune.

11. Mesurer l'absorbance a 450/620 nm dans les 30 minutes aprées |'addition de la Solution d’Arrét.

w
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8.1. Mesure

Réglez le Photométre de Plaque de Microtitrage ELISA & zéro en utilisant le Blanc substrat.

Si - pour des raisons techniques - le Photométre de Plaque de Microtitrage ELISA ne peut pas étre ajusté a zéro en utilisant le
Blanc substrat, la valeur d’absorbance de cette doit étre soustraire la valeur d'absorbance de toutes les autres valeurs
d’absorbance mesurées afin d'obtenir des résultats fiables!

Mesurer I'absorbance de tous les puits a 450 nm et enregistrer les valeurs d'absorbance pour chaque étalon/controle et
échantillon dans la présentation de la plaque.

Il est recommandé d'effectuer la mesure dichromatique utilisant 620 nm comme longueur d'onde de référence.

Si doubles déterminations ont été effectuées, calculer les valeurs moyennes d'absorbance.

9. RESULTATS

9.1. Criteres de validation

Pour qu'une série d'analyses soit considérée comme valide, ces instructions d'utilisation doivent étre strictement suivies, et les
criteres suivants doivent étre respectés:

. Blanc Substrat: Valeur d’absorbance < 0,100

. Contrdle Négatif: Valeur d’absorbance < 0,200 et < Cut-off
. Contrble Cut-off: Valeur d’absorbance 0,150 - 1,300

. Contréle Positif: Valeur d'absorbance > Contréle Cut-off

Lorsque ces critéres ne sont pas remplis, le test n'est pas valide et doit étre recommencé.

9.2. Calcul des résultats

La valeur seuil correspond a la moyenne des valeurs d’absorbance du Contrdle Cut-off.

Exemple: 0,44 DO Contréle Cut-off + 0,42 DO Contréle Cut-off = 0,86 : 2 = 0,43
Cut-off = 0,43

14



9.2.1. Résultats en unités [NTU]

Valeur (moyenne) d'absorbance de I' échantillon x 10= [unités NovaTec = NTU]
Cut-off

Exemple: 1,591 x10 = 37 NTU
0,43

9.3. Interprétation des résultats

Cut-off 10 NTU -
Positif > 11 NTU Les antlcorpsl dlr!ggs contre Ia}gent pathogepe sont présents. Il ya eu un
contact avec I'antigéne (pathogéne resp. vaccin).
Les anticorps dirigés contre l'agent pathogéne ne pouvaient pas étre
. détectés clairement. Il est recommandé de répéter le test avec un échantillon
Zone grise 9-11 NTU . s - : . .
frais dans 2 a 4 semaines. Si le résultat est encore dans la zone grise
I'échantillon est jugé négatif.
. L'échantillon ne contient pas d'anticorps contre l'agent pathogéne. Un
Negatif <9 NTU . SNt . 2
contact préalable avec l'antigéne (pathogéne resp. vaccin) est peu probable.
Le diagnostic d'une maladie infectieuse ne devrait pas étre établi sur la base du résultat d’'une seule analyse. Un diagnostic
précis devrait prendre en considération ['histoire clinique, la symptomatologie ainsi que les données sérologiques. Les
données sérologiques sont de valeur limité dans le cas des patients immunodéprimeés et des nouveaux-nés.

10. PERFORMANCES DU TEST

Ces résultats s’appuient sur les groupes d’échantillons étudiés; il n’agit pas de caractéristiques techniques garanties.
Pour plus d'informations sur les performances du test s'il vous plait contactez NovaTec Immundiagnostica GmbH.

10.1. Précision

Intra-essai n moyenne (E) CV (%)
#1 24 0,748 6,37
#2 24 1,225 4,21
#3 24 1,570 5,13
Inter-essai n moyenne (NTU) CV (%)
#1 12 17,50 8,38
#2 12 21,33 13,08
#3 12 3,69 10,38

10.2. Spécificité diagnostique

La spécificité diagnostique est définie comme la probabilité d’obtenir un résultat négatif en I'absence d'un analyte spécifique.
Elle est 94,81% (95% Intervalle de confiance: 87,23% - 98,57%).

10.3. Sensibilité diagnostique

La sensibilité diagnostique est définie comme la probabilité d’obtenir un résultat positif en présence d'un analyte spécifique.
Elle est 100% (95% Intervalle de confiance: 79,41% - 100%).

10.4. |Interférences

Des échantillons hémolytiques ou lipémiques ou ictériques n’ont pas montré d’interférences, avec des concentrations jusqu’'a
10 mg/mL de hémoglobine, 5 mg/mL de triglycérides et 0,5 mg/mL de bilirubine.

10.5. Réaction croisée

L’étude d’un panel d’échantillons avec des anticorps dirigés contre différents paramétres interférents n’a pas révélé de preuves
significatives de résultats faussement positifs dus & des réactions croisées.

11.LIMITES DE LA TECHNIQUE

Une contamination bactérienne ou des cycles de congélation/décongélation répétés de I'échantillon peuvent affecter les valeurs
d'absorption.
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12. PRECAUTIONS ET AVERTISSEMENTS

] La procédure de test, I'information, les précautions et mises en garde de la notice d’emploi, doivent étre suivies de fagon
stricte. L'utilisation de ces trousses avec des automates ou dispositifs similaires doit étre validée. Aucun changement de la
conception, composition et procédure de test, ainsi que I'utilisation avec d’autres produits non approuveés par le fabricant,
ne sont pas autorisés; seul I'utilisateur est responsable de tels changements. Le fabricant n’est pas responsable des faux
résultats et des incidents dus a ces motifs. Le fabricant n’est pas responsable des résultats fournis par analyse visuelle des
échantillons des patients.

] Uniquement pour diagnostic in vitro.

=  Tous les matériaux d’origine humaine ou animale doivent étre considérés et traités comme étant potentiellement infectieux.

=  Tous les composants d’origine humaine utilisés pour la fabrication de ces réactifs ont été analysés et ont été trouvés non

réactifs en Ag HBs, en anticorps anti-VHI 1 et 2 et en anticorps anti-VHC.

Ne pas échanger les réactifs ou les Plaque de Microtitrage provenant de différents lots de production.

Ne pas utiliser de réactifs provenant d’autres fabricants avec les réactifs de cette trousse.

Ne pas utiliser les réactifs aprés la date de péremption indiquée sur I'étiquette.

Utiliser seulement des embouts de pipette, des distributeurs et du matériel de laboratoire propres.

] Ne pas échanger les bouchons des flacons, pour éviter la contamination croisée.

] Fermer soigneusement les flacons apres utilisation pour éviter I'évaporation et la contamination microbienne.

= Avant une nouvelle utilisation, vérifier les flacons de conjugué et de étalon/contrble, déja utilisés, pour exclure une
contamination microbienne.

=  Pour éviter la contamination croisée et des résultats faussement élevés, introduire les échantillons de patients et les
réactifs exactement au fond des puits sans éclabousser.

=  L'ELISA est uniquement congu pour le personnel qualifié suivant les normes de bonnes pratiques de laboratoire (Good
Laboratory Practice, GLP).

] Pour un contréle de qualité interne plus poussé, chague laboratoire doit en outre utiliser des échantillons connus.

12.1. Note de sécurité pour les réactifs contenant des substances dangereuses

Les réactifs peuvent contenir du CMIT/MIT (3 :1) ou du MIT (voir chapitre 4.1)
Par conséquent, les mentions de danger et les conseils de prudence suivants s’appliquent.

Attenttion H317 Peut provoquer une allergie cutanée.
P261 Eviter de respirer les aérosols.
P280 Porter des gants de protection/ des vétements de protection.
P302+P352 EN CAS DE CONTACT AVEC LA PEAU: Laver abondamment savon a
I'eau.

P333+P313 En cas d'irritation ou d'éruption cutanée: consulter un médecin.
P362+P364 Enlever les vétements contaminés et les laver avant réutilisation.

De plus amples informations peuvent étre trouvées dans la fiche de données de sécurité.

12.2. Elimination des déchets

Les résidus des produits chimiques et des préparations sont considérés en général comme des déchets dangereux.
L’élimination de ce type de déchet est réglementée par des lois et réglementations nationales et régionales. Contacter les
autorités compétentes ou les sociétés de gestion des déchets pour obtenir des renseignements sur I'élimination des déchets
dangereux.

13.INFORMATION POUR LES COMMANDES

Référence: TRIG0480 Trichinella spiralis IgG ELISA (96 déterminations)
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ITALIANO
1. INTRODUZIONE

La trichinella spiralis € I'agente eziologico della trichinosi, una malattia molto diffusa tra gli essere umani ed anche numerosi
animali. La trichinella appartiene alla famiglia dei vermi nematodi. Sono parassiti di carnivori e onnivori che si dividono in vari
sottogruppi, per esempio T. britovi nelle volpi e linci, T. nativa negli orsi polare e nei mammiferi marini, T. nelsoni nei leoni e
nelle iene e T. pseudospiralis negli ucelli e nei roditori.

Le trichinelle adulte e fertili vivono preferibilmente nella mucosa dell'intestino tenue. La femmina rilascia continuamente una
grande quantita di larve. Queste perforano la parete intestinale e si diffondono per via ematica o linfatica. Infine si insediano in
cisti localizzate nei muscoli dove possono vivere per anni e rappresentano la forma contagiosa. L'uomo contrae la trichinosi
mangiando carne malcotta infestata dalle cisti larvali del parassita. | quadro clinico dipende dal numero delle larvi incorporati. |
sintomi in genere iniziano da un numero di 50-70 larve circa. Con piu di 3000 larve la malattia puo diventare pericolosa. | primi
sintomi in genere sono nausea, vomito, diarrea e febbre non molto alta. Questi sintomi possono essere seguiti da dolore e
irrigidimento muscolare, miosite, edemi nel viso e esantema della pelle. Complicazioni pericolose sono la miocardite e la
meningoencefalite. | sintomi diminuiscono nel momento in cui le trichinelle rallentano il loro metabolismo.

Specie Malattia Sintomi (p.es.) Via di trasmissione

Trichinella Trichinosi Nausea, diarrea, vomito, affaticamento, febbre e | L'infezione accade quando se

spiralis dolori addominali. mangia carne di maiale infetta cruda
Migrazione larvale nel tessuto muscolare puo 0 poco cotta e prodotti di selvaggina
causare edema, congiuntiviti, mialgie, emorragie | infettati con le larve di vermi
scheggia, eruzioni cutanee ed eosindfilia del Trichinella
sangue.

L'infezione o la presenza di un agente patogeno puo essere identificata da:
=  Microscopia: Biopsia muscolare
=  Sierologia: ELISA

2. USO PREVISTO

Il Trichinella spiralis IgG ELISA & un kit per la determinazione qualitativa degli anticorpi specifici della classe IgG per Trichinella
spiralis nel siero o plasma (citrato, eparina) umano.

3. PRINCIPIO DEL TEST

La determinazione immunoenzimatico qualitativa degli anticorpi specifici si basa sulla tecnica ELISA (d'inglese Enzyme-linked
immunosorbent assay).

Piastre di Microtitolazione sono rivestiti con antigeni specifici che si legano agli anticorpi presenti nel campione. Dopo aver
lavato i pozzetti per rimuovere tutto il materiale campione non legato, il coniugato di perossidasi di rafano (HRP) & aggiunto.
Questo coniugato si lega agli anticorpi catturati. In una seconda fase di lavaggio coniugato, non legato e rimosso. Il complesso
immunitario formato dal coniugato legato sara evidenziato aggiungendo tetrametilbenzidina (TMB) substrato che da una
colorazione blu.

L'intensita di questa colorazione € direttamente proporzionale alla quantita di anticorpi specifici presenti nel campione. Acido
solforico &€ aggiunto per bloccare la reazione. Questo produce un cambiamento di colore dal blu al giallo. Assorbanza a
450/620 nm viene letto utilizzando un fotometro di Piastre di Microtitolazione ELISA.

4. MATERIALI

4.1. Reagenti forniti

] Piastre di Microtitolazione: 12 strisce divisibili in 8 pozzetti, con adesi antigeni della Trichinella spiralis; dentro una
busta d’alluminio richiudibile.

] Tampone Diluizione del Campione IgG: 1 flacone contenente 100 mL di tampone fosfato (10 mM) per diluire i
campioni; pH 7,2 + 0,2; colore giallo; pronto all’'uso; tappo bianco; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Soluzione Bloccante: 1 flacone contenente 15 mL di acido solforico, 0,2 mol/L, pronto all’'uso; tappo rosso.

] Tampone di Lavaggio (20x conc.): 1 flacone contenente 50 mL di un tampone fosfato concentrato 20 volte (0,2 M)
per il lavaggio dei pozzetti; pH 7,2 £+ 0,2; tappo bianco.

] Coniugato: 1 flacone contenente 20 mL di Proteina A, coniugati a perossidasi in tampone fosfato (10 mM); colore
azzurro; pronto all’'uso; tappo nero.

] Soluzione Substrato TMB: 1 flacone contenente 15 mL di 3,3°,5,5-Tetrametilbenzidina (TMB), < 0,1 %; pronto
all'uso; tappo giallo.

] Controllo Positivo: 1 flacone da 2 mL controllo; colore giallo; tappo rosso; pronto all’'uso; < 0,02% (v/v) MIT.

= Controllo Cut-off: 1 flacone da 3 mL controllo; colore giallo; tappo verde; pronto all’'uso; < 0,02% (v/v) MIT.

] Controllo Negativo: 1 flacone da 2 mL controllo; colore giallo; tappo blu; pronto all'uso; < 0,0015% (v/v) CMIT/ MIT
(3:1).

Le indicazioni di pericolo e consigli di prudenza vedi capitolo 12.1.
Per le sostanze potenziali pericolose si prega di leggere la scheda di dati di sicurezza.
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4.2. Accessori forniti

1 pellicola adesiva
1 istruzione per I'uso
1 schema della piastra

»
w

Materiali e attrezzature necessari

Fotometro per Piastre di Microtitolazione con filtri da 450/620 nm
Incubatrice 37 °C

Lavatore, manuale o automatico, di Piastre di Microtitolazione
Micropipette per I'uso tra 10-1000 pL

Vortex-Mixer

Acqua distillata

Provette monouso

5. MODALITA DI CONSERVAZIONE

Conservare il kit a 2...8 °C. | reagenti aperti sono stabili fino alla data di scadenza indicata sull'etichetta quando sono conservati
a2.8°C.

6. PREPARAZIONE DEI REAGENTI

E molto importante, portare tutti i reagenti e campioni a temperatura ambiente (20...25 °C) e mescolare prima di
iniziare il test.

6.1. Piastre di Microtitolazione

Le strisce divisibili sono rivestite con l'antigeni della Trichinella spiralis. Immediatamente dopo la rimozione degli strisce
necessari, le strisce rimanenti devono essere sigillare nuovamente in un foglio di alluminio insieme con il sacchetto di gel di
silice conservati a 2...8 °C.

6.2. Tampone di Lavaggio (20x conc.)

Diluire il Tampone di Lavaggio 1+19; per esempio: 10 mL del Tampone di Lavaggio + 190 mL di acqua distillata. Il Tampone di
Lavaggio diluito & stabile per 5 giorni a temperatura ambiente (20...25 °C). Se cristalli appaiono nel concentrato, riscaldare la
soluzione a 37 °C per esempio in un bagnomaria. Mescolare bene prima della diluizione.

6.3. Soluzione Substrato TMB

La soluzione sta pronta all'uso e deve essere conservata a 2...8 °C, al riparo dalla luce. La soluzione deve essere incolore o
potrebbe avere un leggero colore blu chiaro. Se il substrato diventa blu, potrebbe essere stato contaminato e non puo essere
utilizzato nel test.

7. PRELIEVO E PREPARAZIONE DEI CAMPIONI

Per questo test si prega di usare campioni di siero o plasma (citrato, eparina) umano. Se il test & fatto entro 5 giorni dal prelievo
i campioni possono essere conservati tra 2...8 °C. Altrimenti devono essere aliquotati e congelati tra (-70...-20 °C). Se i
campioni sono conservati congelati, mescolare bene i campioni scongelati prima del test. Evitare cicli ripetuti di
congelamento/scongelamento.

L’inattivazione dei campioni per mezzo del calore non e raccomandata.

7.1. Diluizione dei campioni

Prima del test, diluire i campioni 1+100 con Tampone Diluizione del Campione IgG. Per esempio, pipettare nelle provette 10 pL
di campione + 1 mL di Tampone Diluizione del Campione IgG e mescolare bene (Vortex).
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8. PROCEDIMENTO

Leggere bene le istruzioni per 'uso prima di iniziare il teste. L’affidabilita dei risultati dipende dalla stretta aderenza le istruzioni
per I'uso di prova come descritto. La seguente procedura & stata validata per I'esecuzione manuale. Per un’esecuzione su
strumentazione automatica si consiglia di incrementare il numero di lavaggi de 3 a 5 volte e il volume del Tampone di Lavaggio
da 300 a 350 pL per evitare effetti di lavaggio. Prestare attenzione al capitolo 12. Stabilire innanzitutto il piano di distribuzione e
identificazione dei campioni e standards/controlli (¢ raccomandato determinare in duplicato) sullo schema della piastra fornito
con il kit. Inserire i pozzetti necessari nel supporto.

Eseguire il test nell’'ordine stabilito dalle istruzioni, senza ritardi.
Sul pipettaggio utilizzare puntali nuovi e puliti per ogni campione e standard/controllo.
Regolare l'incubatore a 37 + 1 °C.

1. Pipettare 100 pL di standard/controllo e di campione diluito nei relativi pozzetti. Usare il pozzetto Al per il Bianco-
substrato.

2. Coprire i pozzetti con la pellicola adesiva, fornita nel kit.
3. Incubareloratx5mina37+1°C.

4. Al termine dell'incubazione, togliere la pellicola e aspirare il liquido dai pozzetti. Successivamente lavare i pozzetti tre
volte con 300 pL di Tampone di Lavaggio. Evitare che la soluzione trabocchi dai pozzetti. L’intervallo tra il lavaggio e
I'aspirazione deve essere > 5 sec. Dopo il lavaggio picchiettare delicatamente i pozzetti su una carta assorbente per
togliere completamente il liquido, prima del passo successivo.

Attenzione: Il lavaggio € una fase molto importante. Da lavaggio insufficiente risulta una bassa precisione e
risultati falsi!

Pipettare 100 pL di Coniugato in tutti i pozzetti, escludendo quello con il Bianco-substrato (Blank) Al.
Incubare per 30 min a temperatura ambiente (20...25 °C). Non esporre a fonti di luce diretta.
Ripetere il lavaggio secondo punto 4.

Pipettare 100 pL di Soluzione Substrato TMB in tutti i pozzetti.

Incubare precisamente per 15 min a temperatura ambiente (20...25 °C) al buio. Un colore blu verifica a causa
della reazione enzimatica.

10. Pipettare 100 pL di Soluzione Bloccante in tutti i pozzetti, nello stesso ordine della Soluzione Substrato TMB, in tal
modo un cambiamento di colore dal blu al giallo si verifica.

11. Misurare I'assorbanza a 450/620 nm entro 30 min dopo I'aggiunta della Soluzione Bloccante.

© NGO

8.1. Misurazione
Regolare il fotometro per le Piastre di Microtitolazione ELISA a zero usando il substrato-Bianco (Blank).

Se, per motivi tecnici, non e possibile regolare il fotometro per le Piastre di Microtitolazione a zero usando il Bianco-substrato, il
valore de assorbanza de questo deve essere sottratto dai valori dell’assorbanza da tutti i valori delle altre assorbanze per
ottenere risultati affidabili!

Misurare I’assorbanza di tutti i pozzetti a 450 nm e inserire tutti i valori misurati nello schema della piastra.

E raccomandato fare le misurazioni delle onde bichrome (due colori). Utilizzando la lunghezza d’onda de 620 nm come misura
di riferimento.

Dove sono state misurate in doppio, calcolare la media delle assorbanze.

9. RISULTATI

9.1. Validazione del test

Affinché un test possa essere considerato valido, le presenti Istruzioni per I'uso devono essere rigorosamente seguite e devono
essere soddisfatti i seguenti criteri:

- Substrato Bianco (Blank): Valore di assorbanza < 0,100

. Controllo Negativo: Valore di assorbanza < 0,200 e < Cut-off
. Controllo Cut-off: Valore di assorbanza 0,150 — 1,300
. Controllo Positivo: Valore di assorbanza > Cut-off

Se non sono soddisfatti questi criteri, il test non & valido e deve essere ripetuto.

9.2. Calcolo dei risultati

Il Cut-off e la media dei valori di assorbanza dei Controlli Cut-off.

Esempio: Valore di assorbanza del Controllo Cut-off 0,44 + valore di assorbanza del Controllo Cut-off 0,42 = 0,86/2 = 0,43
Cut-off = 0,43
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9.2.1. Risultati in unita [NTU]

Assorbanza media del campione x 10 = [unita NovaTec = NTU]
Cut-off

Esempio: 1,591 x10 = 37 NTU
0,43

9.3. Interpretazione dei risultati

Cut-off 10 NTU -

PoSitivo > 11 NTU Antlc':orpl contro il patogeno sono  presenti. C'e stato un contatto con
I'antigene (patogeno resp. vaccino).
Anticorpi contro il patogeno non ¢ stato possibile rilevare chiaramente.

. Si consiglia di ripetere il test con un nuovo campione in 2-4 settimane.

Zona grigia 9-11NTU S \ L . . -
Se il risultato € nuovamente nella zona grigia, il campione viene giudicato
come negativo.

Negativo <9 NTU Il campione 'nor.1 contiene anticorpi contro il \p.atogeno.. Un precedente
contatto con l'antigene (patogeno resp. vaccino) € improbabile.

La diagnosi di una malattia infettiva non deve essere fatta soltanto sulla risultanza di un unico test.

E importante considerare anche I'anamnesi ed i sintomi del paziente.

| risultati del test da pazienti immunosoppressi e neonati hanno un valore limitato.

10. CARATTERISTICHE DEL TEST

| risultati si riferiscono al gruppo di campioni investigato; questi non sono specifiche garantite.
Per ulteriori informazioni su caratteristiche del test, si prega, di contattare NovaTec Immundiagnostica GmbH.

10.1. Precisione

Intradosaqggio n Media (E) CV (%)
#1 24 0,748 6,37
#2 24 1,225 4,21
#3 24 1,570 5,13
Interdosaggio n Media (NTU) CV (%)
#1 12 17,50 8,38
#2 12 21,33 13,08
#3 12 3,69 10,38

10.2. Specificita diagnostica

La specificita diagnostica € la probabilita del test di fornire un risultato negativo in assenza di analita specifici.
La specificita diagnostica € 94,81 % (95% intervallo di confidenza: 87,23% - 98,57%).

10.3. Sensibilita diagnostica

La sensibilita diagnostica € la probabilita del test di fornire un risultato positivo alla presenza di analita specifici.
La sensibilita diagnostica & 100% (95% intervallo di confidenza: 79,41% - 100%).

10.4. Possibili interferenze

Campioni emolitici, lipidici et itterici contenenti fino a 10 mg/mL di emoglobina, 5 mg/mL di trigliceridi e 0,5 mg/mL di bilirubina
non hanno presentato fenomeni d’interferenza nel presente test.

10.5. Reattivita crociata

L’investigazione di un gruppo di campioni con attivita di anticorpi contro parametri potenzialmente interferenti non ha rivelato
alcuna evidenza rilevante di risultati falsamente positivi dovuto a reattivita crociata.

11. LIMITAZIONI

Una contaminazione da microorganismi o ripetuti cicli di congelamento-scongelamento possono alterare i valori delle
assorbanze.
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12. PRECAUZIONI E AVVERTENZE

La procedura analitica, le informazioni, le precauzioni e le avvertenze contenute nelle istruzioni per 'uso devono essere
seguite scrupolosamente. L’'uso dei kit con analizzatori e attrezzature similari deve essere previamente convalidato.
Qualunque cambiamento nello scopo, nel progetto, nella composizione o struttura e nella procedura analitica, cosi come
qualunque uso dei kit in associazione ad altri prodotti non approvati dal produttore non € autorizzato; I'utilizzatore stesso e
responsabile di questi eventuali cambiamenti. Il produttore non & responsabile per falsi risultati e incidenti che possano
essere causati da queste ragioni. Il produttore non & responsabile per qualunque risultato ottenuto attraverso esame visivo
dei campioni dei pazienti.

Solo per uso diagnostico in-vitro.

Tutti i materiali di origine umana o animale devono essere considerati potenzialmente contagiosi e infettivi.

Tutti gli elementi di origine umana sono stati trovati non reattivi con Anti-HIV-Ab, Anti-HCV-Ab e HBsAQ.

Non scambiare reagenti e Piastre di Microtitolazione di lotti diversi.

Non utilizzare reagenti d’altri produttori insieme con i reagenti di questo kit.

Non usare dopo la data di scadenza.

Utilizzare soltanto punte per pipette, distributori, e articoli da laboratorio puliti.

Non scambiare i tappi dei flaconi, per evitare contaminazione crociata.

Richiudere i flaconi immediatamente dopo I'uso per evitare la vaporizzazione e contaminazione.

Una volta aperti e dopo relativo stoccaggio verificare i reagenti per una loro eventuale contaminazione prima dell’'uso.

Per evitare contaminazioni crociate e risultati erroneamente alti pipettare i campioni e reagenti con molta precisione nei
pozzetti senza spruzzi.

L'ELISA é progettato solo per il personale qualificato che segue le norme di buona pratica di laboratorio (Good Laboratory
Practice, GLP).

Per un ulteriore controllo di qualita interno ogni laboratorio dovrebbe inoltre utilizzare campioni noti.

12.1. Nota di sicurezza per i reagenti contenenti sostanze pericolose

| reagenti possono contenere CMIT/MIT (3:1) o MIT (vedi capitolo 4.1)
Pertanto, si applicano le seguenti indicazioni di pericolo e le consigli di prudenza.

Attenzione H317 Puo provocare una reazione allergica cutanea.
P261 Evitare di respirare gli aerosol.
P280 Indossare guanti/ indumenti protettivi.

P302+P352 IN CASO DI CONTATTO CON LA PELLE: lavare abbondantemente con
sapone acqua.

P333+P313 In caso di irritazione o eruzione della pelle: consultare un medico.

P362+P364  Togliere tutti gli indumenti contaminati e lavarli prima di indossarli
nuovamente.

Ulteriori informazioni sono disponibili nella scheda di dati di sicurezza.

12.2. Smaltimento

In genere tutte le sostanze chimiche sono considerati rifiuti pericolosi. Lo smaltimento é regolato da leggi nazionali. Per ulteriori
informazioni contattare 'autorita locale.

13.INFORMAZIONI PER GLI ORDINI

Numero del prodotto: TRIG0480 Trichinella spiralis IgG-ELISA (96 determinazioni)
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ESPANOL
1. INTRODUCCION

La Trichinella spirals es el agente patdégeno de la triquinosis, un nematodo de manifiestacion mundial en el humano y varios
animales. Son parasitos del tejido de mamiferos carnivoros y omnivoros incluyendo al hombre. Se conocen varios subtipos: T.
britovi que parasita en el zorro y el lince, T. nativa en el oso polar y los mamiferos marinos, T. nelsoni en el [éon y la hienay T.
pseudospiralis en las aves y los roedores.

Las Trichinellas adultas s6lo mieden unos mm y vieven preferentemente en la mucosa del intestino delgado. La hembra
segrega a menudo larvas después de su fecundacion que migran a través de la pared intestinal y el torrente sanguineo al tejido
muscular, donde forman quistes. Estos quistes presentan la forma infecciosa del ciclo de vida y son infeciosos por varios afios
dentro de las propias capsulas de fibrina del huéspued. La enfermedad se transmite al comer la carne infectada donde se
anidan de nuevo en la mucosa intestinal para cerrar el ciclo como estados adultos y maduros.

El curso clinico de la enfermedad depende del numero de larvas incorporadas. Con un numero de aprox. 50 a 70 larvas se
pueden mostrar sintomas como nausea, vomito, dificultades respiratorias y dificultad de deglucion, fiebre, edemas de la cara y
exantemas de la piel. Complicaciénes temidas son miocarditis y meningoencefalitis. A menudo cuando las Trichinellas reducen
su metabolismo, desaparecen los sintomas. Sin embargo pueden persistir una deficiencia muscular y molestias reumaticas..

Especies Enfermedad Sintomas (p.ej.) Via de transmision
Trichinella spiralis Triquinosis Nauseas, diarrea, vémitos, fatiga, fiebre y La infeccidn se produce
(triquinelosis) malestar abdominal. cuando la ingesta de carne
La migracion larvaria en el tejido muscular puede | infectada (porcino, salvaje)
causar edema, conjuntivitis, mialgias, cruda o mal cocida y
hemorragias en astillas, erupciones cutaneas y productos de caza
eosindfilia en sangre. silvestres infectados con
larvas de gusanos de
Trichinella

La infeccion o la presencia de un patégeno puede identificarse mediante:

=  Microscopia, biopsia muscular
=  Serologia: Deteccion de anticuerpos a través de ELISA

2. USO PREVISTO

El enzimoinmunoensayo Trichinella spiralis 1gG ELISA se utiliza para la determinacién cualitativa de anticuerpos IgG
especificos contra Trichinella spiralis en suero o plasma (citrato, heparina) humano.

3. PRINCIPIO DEL ENSAYO

La determinacion inmunoenzimética cualitativa de anticuerpos especificos se basa en la técnica ELISA (Enzyme-linked
Immunosorbent Assay).

Las Placas de Microtitulacion estan recubiertas con antigenos especificos unen a los anticuerpos de la muestra. Después de
lavar los pocillos para eliminar todo el material de muestra no unida, el conjugado de peroxidasa de rabano (HRP) se afiade.
Este conjugado se une a los anticuerpos capturados. En una segunda etapa de lavado se retira el conjugado no unido. El
complejo inmune formado por el conjugado unido se visualiza afladiendo substrato tetrametilbencidina (TMB), que da un
producto de reaccion azul.

La intensidad de este producto es proporcional a la cantidad de anticuerpos especificos en la muestra. se afiade acido sulfdrico
para detener la reaccion. Esto produce un cambio de color de azul a amarillo. La extincion a 450/620 nm se mide con un
fotometro de Placa de Microtitulacion ELISA.
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4. MATERIALES

4.1. Reactivos suministrados

] Placa de Microtitulacion: 12 tiras de 8 pocillos rompibles, recubiertos con antigenos de Trichinella spiralis, en bolsa
de aluminio.

] Tampén de Dilucion de Muestras IgG: 1 botella de 100 mL de solucién de tampén de fosfato (10 mM) para diluir la
muestra; pH 7,2 £ 0,2; color amarillo; listo para ser utilizado; tapa blanca; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solucién de Parada: 1 botella de 15 mL de acido sulfdrico, 0,2 mol/L, listo para ser utilizado; tapa roja.

] Tampoén de Lavado (20x conc.): 1 botella de 50 mL de una solucién de tampén de fosfato 20x concentrado (0,2 M)
para lavar los pocillos; pH 7,2 £ 0,2; tapa blanca.

] Conjugado: 1 botella de 20 mL de conjugado de proteina A con peroxidasa en tampon de fosfato (10 mM); color azul;
tapa negra; listo para ser utilizado.

. Solucién de Sustrato de TMB: 1 botella de 15 mL 3,3,5,5-tetrametilbenzindina (TMB), < 0,1 %; listo para ser
utilizado; tapa amarilla.

. Control Positivo: 1 botella de 2 mL control; color amarillo; tapa roja; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Cut-off; 1 botella de 3 mL control; color amarillo; tapa verde; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Negativo: 1 botella de 2 mL control; color amarillo; tapa azul; listo para ser utilizado; < 0,0015% (v/v) CMIT/
MIT (3:1).

Para indicaciones de peligro y consejos de prudencia consulte el cap. 12.1.
Para sustancias potencialmente peligrosas por favor revise la ficha de datos de seguridad.

4.2. Accesorios suministrados

] 1 lamina autoadhesiva
] 1 instrucciones de uso
] 1 esquema de la placa
4.3 Materiales e instrumentos necesarios

Fotometro de Placa de Microtitulacion con filtros de 450/620 hm
Incubadora 37 °C

Dispositivo de lavado manual o automatico de Placa de Microtitulacion
Micropipetas para uso de (10-1000 pL)

Mezcladora Vortex

Agua destilada

Tubos de plastico desechables

5. ESTABILIDAD Y ALMACENAJE

Almacene el kit a 2...8 °C. Los reactivos abiertos son estables hasta la fecha de caducidad indicada en la etiqueta cuando se
almacena a 2...8 °C.

6. PREPARACION DE LOS REACTIVOS

Es muy importante llevar todos los reactivos y las muestras a temperatura ambiente (20...25 °C) y mezclarlos
antes de ser utilizados!

6.1. Placa de Microtitulaciéon

Las tiras rompibles estan recubiertas con antigeno de Trichinella spiralis. Inmediatamente después de la eliminacién de las
tiras, las tiras restantes deben sellarse de nuevo en el papel de aluminio junto con la bolsita di dioxio de silicio y almacenar a
2..8°C.

6.2. Tampon de Lavado (20x conc.)

Diluir el Tampdn de Lavado 1+19; por ejemplo 10 mL del Tampén de Lavado + 190 mL de agua destilada. EI Tampon de
Lavado diluido es estable durante 5 dias a temperatura ambiente (20...25 °C). En caso de aparecer cristales en el concentrado,
calentar la solucién a 37 °C, por ejemplo, en un bafio Maria. Mezclar bien antes de la dilucién.

6.3. Solucién de Sustrato de TMB

La solucion esta lista para su uso y debe almacenarse a 2...8 °C, protegida de la luz. La soluciéon debe ser incolora o podria
tener un color ligeramente azul claro. Si el sustrato se convierte en azul, es posible que haya sido contaminado y no puede ser
utilizado en el ensayo.

7. TOMAY PREPARACION DE LAS MUESTRAS

Usar muestras de suero o plasma (citrato, heparina) humano. Si el ensayo se realiza dentro de 5 dias después de la toma de
sangre, las muestras pueden ser almacenadas a 2...8 °C, en caso contrario deben ser alicuotadas y almacenadas congeladas
(-70...-20 °C). Agitar bien las muestras descongeladas antes de diluirlas. Evitar congelaciones y descongelaciones repetidas.
No se recomienda la inactivacién por calor de las muestras.
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7.1. Diluciéon de las muestras

Antes del ensayo, las muestras tienen que estar diluidas en relacién 1 + 100 con el Tampon de Dilucion de Muestras IgG, p. e.
10 pL de la muestra con 1 mL de Tampon de Dilucion de Muestras 1gG, mezclar bien con la mezcladora Vortex.

8. PROCEDIMIENTO

Por favor, leer cuidadosamente las instrucciones de uso del ensayo antes de realizarlo. Para el buen funcionamiento de la
técnica es necesario seguir las instrucciones. El siguiente procedimiento es valido solamente para el método manual. Si se
realiza el ensayo en los sistemas automaticos de ELISA es aconsejable elevar el nimero de lavados de tres hasta cinco veces
y el volumen de Tampén de Lavado de 300 pL a 350 pL para excluir efectos de lavado. Preste atencién al capitulo 12. Antes de
comenzar, especificar exactamente la reparticion y posicién de las muestras y de los estandares/controles (se recomienda
determinar en duplicado) en el esquema de la placa suministrada. Usar la cantidad necesaria de tiras o pocillos e insertarlos en
el soporte.

Realizar el ensayo en el orden indicado y sin retraso.
Para cada paso de pipeteado en los estandares/controles y en las muestras, usar siempre puntas de pipeta de un solo uso.
Graduar la incubadora a 37 + 1°C.
1. Pipetear 100 pL de estandares/controles y muestras en los pocillos respectivos. Dejar el pocillo Al para el blanco.
2. Recubrir las tiras con los autoadhesivos suministrados.
3. Incubar1h £5mina37+1°C.
4

Después de la incubacion, retirar el autoadhesivo, aspirar el liquido de la tira y lavarla tres veces con 300 pL del
Tampon de Lavado. Evitar el rebosamiento de los pocillos. El intervalo entre lavado y aspiracion debe ser
> 5 segundos. Para sacar el liquido restante de las tiras, es conveniente sacudirlas sobre papel absorbente.

Nota:  El lavado es muy importante! Un mal lavado insuficiente provoca una baja precision y resultados falsamente
elevados!

Pipetear 100 pL de conjugado en cada pocillo con excepcion del blanco substrato Al.
Incubar 30 min a la temperatura ambiente (20...25 °C). Evitar la luz solar directa.
Repetir el lavado como en el paso numero 4.

Pipetear 100 pL de Solucion de Sustrato de TMB en todos los pocillos.

Incubar exactamente 15 min en oscuridad a temperatura ambiente (20...25 °C). Un color azul se produce en las
muestras positivas debido a la reaccién enzimatica.

10. Pipetear en todos los pocillos 100 pL de la Solucion de Parada en el mismo orden y mismo intervalo de tiempo como
con el Solucién de Sustrato de TMB, por lo tanto un cambio de color de azul a amarillo se produce.

11. Medir la extincién con 450/620 nm en un periodo de 30 min después de afiadir la Solucion de Parada.

8.1. Medicion
Ajustar el fotémetro de Placa de Microtitulacion ELISA al cero utilizando el Blanco.

Si por razones técnicas el fotdémetro de Placa de Microtitulacion de ELISA no se puede ajustar a cero utilizando el Blanco, el
valor de la absorbancia de este debe ser sustraido de los demas valores de absorbancia medidos con el fin de obtener
resultados fiables!

Medir la extincidn de todos los pocillos con 450 nm y anotar los resultados de los estandares/controles y de las muestras en el
esquema de la placa.

Es aconsejable realizar la medicion bicromética a una longitud de onda de referencia de 620 nm.

Si se efectuaron andlisis en duplicado o multiples, hay que calcular el promedio de los valores de extincidn de los pocillos
correspondientes.

9. CALCULO DE LOS RESULTADOS

© o N o’

9.1. Criterios de validez del ensayo

Para que un ensayo se considere valido, deben seguirse estrictamente las presentes instrucciones de uso y deben cumplirse
los siguientes criterios:

= Blanco: valor de la extincién < 0,100

=  Control Negativo: valor de la extincién < 0,200 y < Cut-off

=  Control Cut-off: valor de la extincién 0,150 — 1,300

] Control Positivo:  valor de la extincion > Cut-off

Si estos criterios no se cumplen, la prueba no es vaida y debera repetirse.

9.2. Célculo del valor de la medicion

El Cut-off se obtiene de los valores de la extincion de los dos controles Cut-off.

Ejemplo: 0,42 OD Control Cut-off + 0,44 OD Control Cut-off = 0,86:2 = 0,43
Cut-off = 0,43
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9.2.1. Resultados en unidades [NTU]

Promedio valor de la extincién de la muestra x 10 =[NovaTec-unidades = NTU]

Cut-off
Ejemplo:  1591x10 = 37NTU
0,43
9.3. Interpretacidn de los resultados
Cut-off 10 NTU -
PoSitivo > 11 NTU Los anticuerpos coptra el patggeno estan presentes. Ha producido un
contacto con el antigeno (patégeno resp. vacuna).
Los anticuerpos contra el patégeno no se pudieron detectar claramente.
. . Se recomienda repetir la prueba con una muestra fresca en 2 a 4 semanas.
Zona intermedia 9-11NTU . . . .
Si el resultado es de nuevo en la zona intermedia, la muestra se considera
como negativa.
Negativo <9 NTU La muestra no contiene anticuerpos contra el patégeno. Un contacto previo
con el antigeno (patégeno resp. vacuna) es poco probable.
El diagndstico de una infeccion no solamente se debe basar en el resultado del ensayo.
Es necesario considerar la anamnésis y la sintomatologia del paciente junto al resultado seroldgico.
Estos resultados sélo tienen valor restringido en pacientes inmunodeprimidos o en neonatos.

10. CARACTERISTICAS DEL ENSAYO

Los resultados estan basados en el grupo de pruebas investigado; no se trata de especificaciones garantizadas.

Para obtener mas informacion sobre las caracteristicas del ensayo, por favor, entre en contacto NovaTec Immundiagnostica
GmbH.

10.1. Precisidn

Intra ensayo n Promedio (E) CV (%)
#1 24 0,748 6,37
#2 24 1,225 4,21
#3 24 1,570 5,13
Inter ensayo n Promedio (NTU) CV (%)
#1 12 17,50 8,38
#2 12 21,33 13,08
#3 12 3,69 10,38

10.2. Especificad diagnéstica

La especificidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado negativo en ausencia del
analitico especifico. Es 94,81% (95% intervallo di confidenza: 87,23% - 98,57%).

10.3. Sensibilidad de diagnéstico

La sensibilidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado positivo en presencia del
analitico especifico. Es 100% (95% Intervalo de confianza: 79,41% - 100%).

10.4. Interferencias

Las muestras lipémicas, ictéricas e hemoliticas no mostraron interferencias con este equipo ELISA hasta una concentracion de
5 mg/mL para triglicéridos, de 0,5 mg/mL para bilirrubina y de 10 mg/mL hemoglobina.

10.5. Reactividad cruzada

La investigacion del panel de muestras con actividad de los anticuerpos en los parametros con potencial de reaccion cruzada
no reveld ninguna evidencia significativa de resultados positivos falsos debido a reacciones cruzadas.

11.LIMITACIONES DEL ENSAYO

Una contaminacion de las muestras con bacterias, 0 una congelacion y descongelacion repetida pueden producir cambios en
los valores de la extincion.
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12. PRECAUCIONES Y ADVERTENCIAS

. El procedimiento, la informacién, las precauciones y los avisos de las instrucciones de uso han de ser seguidas
estrictamente. La utilizaciéon de equipos con analizadores y equipamiento similar tiene que ser validada. No se autorizan
cambios en el disefio, composicion y procedimiento, asi como cualquier utilizaciéon en combinacién con otros productos no
aprobados por el fabricante; el usuario debe hacerse responsable de estos cambios. El fabricante no respondera ante
falsos resultados e incidentes debidos a estas razones. El fabricante no respondera ante cualquier resultado por analisis
visual de las muestras de los pacientes.

. Solo para diagnostico in vitro.

. Todos los materiales de origen humano o animal deberan ser considerados y tratados como potencialmente infecciosos.

. Todos los componentes de origen humano han sido examinados y resultaron no reactivos a anticuerpos contra el VIH,
VHC y HbsAG.

- No intercambiar reactivos y Placa de Microtitulacion de cargas diferentes.

- No usar reactivos de otro fabricante para este ensayo.

- No usar después de la fecha de caducidad.

- Solo usar recambios de pipetas, dispensadores y materiales de laboratorio limpios.

. No intercambiar las tapas de los diferentes reactivos, para evitar la contaminacion cruzada.

. Para evitar la evaporacion y una contaminacién microbiana, cierre inmediatamente las botellas después de usarlas.

. Después de abrirlas y posterior almacenaje, asegurarse de que no existe contaminaciéon microbiana antes de seguir
usandolas.

- Para evitar contaminaciones cruzadas y resultados erroneamente aumentados, Pipetear cuidadosamente las muestras y
los reactivos en los pocillos sin salpicar.

- El ELISA sélo esta disefiado para personal cualificado siguiendo las normas de buenas préacticas de laboratorio (Good
Laboratory Practice,GLP).

- Para un mayor control de calidad interno, cada laboratorio debera utilizar ademas muestras conocidas.

12.1. Nota de seguridad paralos reactivos que contienen sustancias peligrosas

Los reactivos pueden contener CMIT/MIT (3:1) o MIT (consulte el cap. 4.1)
Por lo tanto, se aplican las indicaciones de peligro y consejos de prudencia.

Atencidn H317 Puede provocar una reaccion alérgica en la piel.
P261 Evitar respirar el aerosol.
P280 Llevar guantes/ prendas de proteccion.
P302+P352 EN CASO DE CONTACTO CON LA PIEL: Lavar con abundante jabon
agua.

P333+P313 En caso de irritacion o erupcién cutanea: Consultar a un médico.
P362+P364 Quitar las prendas contaminadas y lavarlas antes de volver a usarlas.

Se puede encontrar mas informacion en la ficha de datos de seguridad.

12.2. Indicaciones parala eliminacién de residuos

Por regla general, los productos quimicos y las preparaciones son residuos peligrosos. Su eliminacion esta sometida a las
leyes y los decretos nacionales sobre la eliminacion de residuos. Las autoridades informan sobre la eliminacion de residuos
peligroso.

13.INFORMACIONES PARA PEDIDOS

N° del producto: TRIG0480 Trichinella spiralis IgG ELISA (96 determinaciones)
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PORTUGUES
1. INTRODUCAO

A triquinose (também designada por triquinelose) é causada por nematodos (vermes redondos) do género Trichinella. Além do
agente classico Trichinella spiralis, que é encontrado a nivel mundial em muitos animais carnivoros e omnivoros, séo
identificadas quatro outras espécies (T. pseudospiralis, T. nativa, T. nelsoni e T. britovi). A triquinose resulta da ingestédo de
carne que contém larvas sob a forma de quistos de Trichinella. Ap6s a exposi¢do ao acido gastrico e pepsina, as larvas séo
libertadas dos quistos e invadem a mucosa do intestino delgado onde se desenvolvem em vermes adultos (as fémeas tém
2,2 mm e os machos 1,2 mm de comprimento). Apds 1 semana, as fémeas libertam larvas que migram para os musculos
estriados onde vao enquistar. O enquistamento fica concluido ao fim de 4 a 5 semanas e as larvas enquistadas poderao

conservar-se viaveis durante varios anos. A ingestéo de larvas enquistadas vai perpetuar o ciclo.

A infeccdo por triquinose ocorre em todo o mundo, embora seja mais comum em algumas partes da Europa e nos Estados
Unidos. As infecgBes leves poderdo ser assintomaticas. No caso das infecgdes ligeiras a moderadas, a maioria dos sintomas
diminui no espaco de alguns meses, enquanto a fadiga, fraqueza e diarreia poder&o durar varios meses. Nos casos graves, a
infeccé@o pode resultar em morte.

Espécies | Doenca Sintomas (p.ex.) Via de transmisséo

Trichinella | Triquinose Nauseas, diarreia, vomitos, fadiga, febre e desconforto | A infecgdo ocorre quando ha

spiralis abdominal. ingestao de carne de porco infectada
A migracao larvar para o tecido muscular pode originar | crua ou mal cozinhada e produtos de
edema, conjuntivite, mialgias, hemorragias em lasca, caga selvagem infectados com as
erupcBes cutaneas e eosinofilia sanguinea. larvas de vermes de Trichinella

Infeccdo ou presenca de patdgeno pode ser identificada por:

=  Microscopia, biopsia muscular
=  Serologia: Deteccédo de anticorpos pelo método ELISA

2. UTILIZAGAO PRETENDIDA

O kit Trichinella spiralis IgG ELISA destina-se a determinagdo qualitativa de anticorpos da classe 1gG contra Trichinella spiralis
no soro ou plasma (citrato, heparina) humanos.

3. PRINCIiPIO DO ENSAIO

A determinagdo imunoenzimatica qualitativa de anticorpos especificos é baseado na técnica de ELISA (do inglés Enzyme-
linked Immunosorbent Assay).

As Placas de Microtitulacdo sdo revestidas com antigénios especificos que se ligam os anticorpos correspondentes da
amostra. Apés lavagem dos pogos, para remover todo o material de amostra ndo ligada, um conjugado de peroxidase de
rabano (HRP) é adicionado. Este conjugado se liga aos anticorpos capturados. Num segundo passo de lavagem o conjugado
ndo ligado é removido. O complexo imune formado pelo conjugado ligado € visualizado por adicdo de substrato de
tetrametilbenzidina (TMB), o que da um produto de reacgéo azul.

A intensidade deste produto é proporcional a quantidade de anticorpos especificos da amostra. O &cido sulfurico é adicionado
para parar a reacg¢do. Isso produz uma mudanga de cor de azul para amarelo. Absorvancia a 450/620 nm é lida utilizando um

fotdmetro de Placa de Microtitulagdo ELISA.
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4. MATERIAIS

41. Reagentes fornecidos

] Placa de Microtitulacdo: 12 tiras de 8 pogos, destacaveis e quebraveis, revestidas com antigénio de Trichinella
spiralis, em bolsas de folha de aluminio com fecho.

] Tampédo de Diluicdo de Amostra IgG: 1 frasco contendo 100 mL de tampao fosfato (10 mM) para diluicdo da
amostra, pH 7,2 + 0,2; de cor amarela; pronto a usar; tampa branca; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solucgao de Bloqueio: 1 frasco contendo 15 mL &cido sulfurico; 0,2 mol/L; pronto a usar; tampa vermelha.

] Tampéo de Lavagem (conc. 20x): 1 frasco contendo 50 mL de um tampdo fosfato (0,2 M); concentrado 20 vezes
(pH 7,2 £ 0,2) para a lavagem dos pogos; tampa branca.

] Conjugado: 1 frasco contendo 20 mL de Protein A marcados com peroxidase no tampao fosfato (10 mM); de cor azul,
pronto a usar; tampa preta.

] Solugdo Substrato TMB: 1 frasco contendo 15 mL de 3,3',5,5'-tetrametilbenzidina (TMB), < 0,1 %; pronto a usar;
tampa amarela.

= Control Positivo: 1 botella de 2 mL control; color amarillo; tapa roja; listo para ser utilizado; < 0,02% (v/v) MIT.

] Control Cut-off; 1 botella de 3 mL control; color amarillo; tapa verde; listo para ser utilizado; < 0,02% (v/v) MIT.

= Control Negativo: 1 botella de 2 mL control; color amarillo; tapa azul; listo para ser utilizado; < 0,0015% (v/v) CMIT/
MIT (3:1).

Para indicaciones de peligro y consejos de prudencia consulte el cap. 12.1.
Para substancias potencialmente perigosas verifique a ficha de dados de seguranca.

4.2. Materiais fornecidos

. 1 Pelicula de cobertura

] 1 Instrugdes de uso

L] 1 Layout da placa

4.3 Materiais e Equipamento necessarios

Fotdmetro de Placa de Microtitulagdos ELISA, equipado para a medi¢cdo da absorvancia a 450/620 nm
Incubadora 37 °C

Equipamento manual ou automético para a lavagem de Placa de Microtitulagao

Pipetas para dispensar volumes entre 10 e 1000 pL

Agitador de tubos tipo Vortex

Agua destilada

Tubos descartaveis

5. ESTABILIDADE E ARMAZENAMENTO

Armazene o kit a 2...8 °C. Os reagentes abertos sao estaveis até o prazo de validade impresso no rétulo quando armazenado a
2..8°C.

6. PREPARAGAO DOS REAGENTES

E muito importante deixar todos os reagentes e amostras estabilizar & temperatura ambiente (20...25 °C) misturéa-
los antes de iniciar o teste!

6.1. Placa de Microtitulacéo

As tiras quebraveis séo revestidas com antigénio de Trichinella spiralis. Imediatamente ap6s a remog¢éo das tiras necessarias,
as tiras restantes devem ser lacradas de novo na folha de aluminio juntamente com o saquinho de silicio fornecido e
armazenadar a 2...8 °C.

6.2. Tampéo de Lavagem (conc. 20x)

Diluir o Tamp&o de Lavagem 1+19; por exemplo: 10 mL do Tampé&o de Lavagem + 190 mL de agua destilada. O Tampdao de
Lavagem diluido é estavel durante 5 dias a temperatura ambiente (20...25 °C). Caso apareca cristais no concentrado, aquecer
a solugédo a 37 °C por exemplo, em banho Maria. Misture bem antes da diluicdo.

6.3. Solucdo Substrato TMB

A solugdo esta pronta para uso e tem de ser armazenada a 2...8 °C, protegida da luz. A solugdo deve ser incolor ou poderia ter
uma ligeira coloragéo azul claro. Se o substrato se transforma em azul, pode ter sido contaminado e ndo pode ser usado no
teste.

7. COLHEITA E PREPARAGAO DAS AMOSTRAS

Usar com este ensaio amostras de soro ou plasma (citrato, heparina) humanos. Se o ensaio for realizado dentro de 5 dias ap6s
colheita da amostra, o espécime deve ser mantido a 2...8 °C; caso contrario devem ser alicotadas e armazenadas congeladas
(-70...-20 °C). Se as amostras forem armazenadas congeladas, misturar bem as amostras descongeladas antes de testar.
Evitar congelar e descongelar repetidamente.

Nao é recomendada a inactivagéo por calor das amostras.
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7.1. Diluicdo das amostras

Antes de testar todas as amostras devem ser diluidas 1 + 100 com Tampé&o de Diluigdo de Amostra IgG. Dispensar 10 uL de
amostra e 1 mL de Tamp&o de Diluicdo de Amostra IgG em tubos para obter uma diluicdo 1 + 100 e misturar meticulosamente
com um vortex.

8. PROCEDIMENTO DO ENSAIO

Por favor, ler atentamente as instru¢cdes de uso antes de realizar o teste. A fiabilidade dos resultados depende da adesdo
estrita ao as instru¢cdes de uso, conforme descritas. O procedimento de ensaio a seguir estd validado apenas para o
procedimento manual. Se o teste for realizado em sistemas automaticos para teste ELISA é recomendavel aumentar 0s passos
de lavagem de trés até cinco e o volume da Tampao de Lavagem de 300 pL para 350 uL para evitar efeitos de lavagem. Preste
atencdo ao capitulo 12. Antes de iniciar o teste, o plano de distribuicdo e identificacdo de todas as amostras e
calibradores/controles (é recomendado determinar em duplicidade) deve ser cuidadosamente estabelecido no Layout da placa
fornecida no kit. Seleccionar o nimero necessario de tiras ou pogos e inserir 0s mesmos No suporte.

Realizar todas as etapas do teste na ordem indicada e sem atrasos significativos.
Na pipetagem deve ser utilizada uma ponta limpa e descartavel para dispensar cada controle e amostra.
Ajustar a incubadora para 37 £ 1 °C.

1. Dispensar 100 pL dos calibradores/controles e das amostras diluidas nos pogos respectivos. Deixar o pogo Al vazio
para o branco substrato.

2. Cobrir os pogos com a pelicula fornecida no kit.
3. Incubar durante 1 hora+5mina37+1°C.

4. Quando terminar a incubagao, remover a pelicula, aspirar o contetdo dos pocos e lavar cada poco trés vezes com 300
pL de Tampéo de Lavagem. Evitar que os pogos de reacgdo transbordem. O intervalo entre a lavagem e a aspiracéo
deve ser >5seg. No final, retirar cuidadosamente o fluido restante batendo delicadamente as tiras sobre papel
absorvente, antes da proxima etapa!

Nota: A lavagem é muito importante! Lavagem insuficiente resulta em baixa preciséo e falsos resultados.
Dispensar 100 uL de Conjugado em todos 0s po¢os, excepto no poco do Branco substrato Al.

Incubar durante 30 min a temperatura ambiente (20...25°C). N&o expor diretamente a luz solar.

Repetir a etapa 4.

Dispensar 100 L de Soluc¢do Substrato TMB em todos 0s poc¢os.

Incubar durante exactamente 15 min a temperatura ambiente (20...25 °C) e no escuro. A cor azul devido a uma
reaccao enzimatica.

10. Dispensar 100 puL de Solucao de Bloqueio em todos os pogos, pela mesma ordem e com a mesma velocidade a que
foi dispensada a Solucéo Substrato TMB,desse modo uma mudanga de cor de azul para amarelo ocorre.
11. Medir a absorvancia a 450/620 nm dentro de 30 min apds a adi¢do da Solugdo de Bloqueio.

8.1. Medicéo
Ajustar o fotdbmetro para Placa de Microtitulagdo ELISA a zero usando o Branco substrato .

Se - devido a razfes técnicas — o fotdbmetro para Placa de Microtitulagdo ELISA ndo puder ser ajustado a zero usando o
Branco substrato, valor da absorvancia deste deve ser subtraido de todos os outros valores de absorvancia medidos de forma
a obter resultados fiaveis!

Medir a absorvancia de todos os pocos a 450 nm e registar os valores da absorvancia para cada calibrador/controle e
amostra no Layout da placa.

E recomendado fazer a medigéo dicromaética usando como referéncia um comprimento de onda de 620 nm.
Se determinag6es duplas foram realizadas, calcular os valores médios de absorvancia.

9. RESULTADOS

© ©o N oG

9.1. Critérios de validacdo do ensaio

Para que um ensaio seja considerado valido, estas Instrugdes de Uso devem ser rigorosamente seguidas, e 0s seguintes
critérios devem ser cumpridos:

. Branco substrato: Valor de Absorvancia < 0,100

. Controle Negativo: Valor de Absorvancia < 0,200 e < Cut-off
. Controle Cut-off: Valor de Absorvancia 0,150 — 1,300

. Controle Positivo: Valor de Absorvancia > Cut-off

Se estes critérios ndo forem cumpridos, o teste n&do é valido e deve ser repetido.

9.2. Célculo dos Resultados

O Cut-off é o valor médio da absorvancia das determinag8es do Controle Cut-off.

Exemplo: Valor da absorvancia do Controle Cut-off 0,42 + valor da absorvancia do Controle Cut-off 0,44 = 0,86 : 2 = 0,43
Cut-off = 0,43
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9.2.1. Resultados em Unidades [NTU]

Valor da absorvancia (média) da amostra x 10 = [Unidades NovaTec = NTU]
Cut-off
Exemplo: 1591 x10 = 37NTU
0,43

9.3. Interpretacdo dos Resultados

Cut-off 10 NTU -

o Os anticorpos contra o agente patogénico estdo presente. Houve um

Positivo > 11 NTU p P ge palog . P
contacto com o antigénio (patégeno resp vacina).

Os anticorpos contra 0 agente patogénico ndo puderam ser claramente
detectados.

Zona cinzenta 9-11NTU Recomenda-se a repetir o teste com uma amostra fresca em 2 a 4 semanas.
Se 0 resultado estiver novamente dentro da zona cinzenta, a amostra é
julgada como negativa.

. A amostra ndo contém os anticorpos contra 0 agente patogénico.

Negativo <9 NTU & ucorpos co gente patogen .
Um contato prévio com o antigeno (patégeno resp. vacina) é improvavel.

O diagnostico de uma doenga infecciosa ndo deve ser estabelecido com base num Unico resultado do teste.

Um diagndstico preciso deve ter em consideragdo a historia clinica, a sintomatologia bem como dados serolégicos.

Em pacientes imunossuprimidos e recém-nascidos os dados seroldgicos tém apenas valor restrito.

10. CARACTERISTICAS DE DESEMPENHO ESPECIFICAS

Os resultados referem-se aos grupos de amostras investigados; estas ndo séo especificagfes garantidas.

Para mais informacdes sobre as caracteristicas de desempenho especificas, por favor, entre em contato NovaTec
Immundiagnostica GmbH.

10.1. Precisao

Intra ensaio n Média (E) CV (%)
#1 24 0,748 6,37
#2 24 1,225 4,21
#3 24 1,570 5,13
Inter ensaio n Média (NTU) CV (%)
#1 12 17,50 8,38
#2 12 21,33 13,08
#3 12 3,69 10,38

10.2. Especificidade Diagndstica

A especificidade diagnostica é definida como a probabilidade do ensaio ser negativo na auséncia do analito especifico.

E de 94,81% (95% Intervalo de confianga: 87,23% - 98,57%).

10.3. Sensibilidade Diagndstica

A sensibilidade diagnostica e definida como a probabilidade do ensaio ser positivo na presenca do analito especifico.

E de 100% (95% Intervalo de confianga: 79,41% - 100%).

10.4. Interferéncias

Nao sdo observadas interferéncias com amostras hemolisadas, lipémicas ou ictéricas até uma concentragdo de hemoglobina
de 10 mg/mL, de triglicerideos de 5 mg/mL e de bilirrubina de 0,5 mg/mL.

10.5. Reaccdao cruzada

A investigacdo do painel de amostras com atividades de anticorpos em parametros com potencial de reagdo cruzada nao
revelou nenhuma significante evidencia de resultados falso-positivos devido a reagdes cruzadas.

11.LIMITAGOES DO PROCEDIMENTO

Contaminacao bacteriana ou a repeticdo de ciclos de congelacdo-descongelacdo do espécime podem afectar os valores da
absorvancia.
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12. PRECAUGOES E AVISOS

O procedimento do teste, as informagdes, as precaucdes e avisos nas instru¢des para utilizagdo tém de ser rigorosamente
seguidas. O uso de kits de teste com analisadores e equipamento similar tem de ser validado. Qualquer alteracdo no
desenho, composi¢do e procedimento do teste bem como qualquer utilizagdo em combinagdo com outros produtos ndo
aprovados pelo fabricante néo estédo autorizados; o proprio utilizador é responsavel por tais alteragdes. O fabricante néo é
legalmente responsavel por resultados falsos e incidentes originados por estes motivos. O fabricante ndo é legalmente
responsavel por quaisquer resultados obtidos por analise visual das amostras dos pacientes.

Apenas para uso no diagnostico in-vitro.

Todos os materiais de origem humana ou animal devem ser considerados e tratados como potencialmente infectantes.
Todos os componentes de origem humana usados para a produgdo destes reagentes foram testados para anticorpos anti-
HIV, anticorpos anti-HCV e HBsAQ e foram considerados ndo-reactivos.

N&o trocar e/ou juntar reagentes ou Placa de Microtitulagdo de lotes de producéo diferentes.

Nenhuns reagentes de outros fabricantes devem ser usados juntamente com reagentes deste kit de teste.

N&o usar reagentes ap6s a data de validade indicada no rétulo.

Usar apenas pontas de pipeta, dispensadores e material de laboratério limpos.

Na&o trocar as tampas dos frascos dos reagentes para evitar contaminagéo cruzada.

Fechar firmemente os frascos dos reagentes imediatamente apds a utilizacdo para evitar evaporagdo e contaminagao
microbiana.

Apls a primeira abertura e armazenamento subsequente verificar se existe contaminagdo microbiana dos frascos do
conjugado e dos calibradores/controles antes de utiliza-los novamente.

Para evitar contaminacéo-cruzada e resultados falsamente elevados, pipetar as amostras dos pacientes e dispensar o
reagentes precisamente nos po¢os sem salpicar.

O ELISA é projetado apenas para pessoal qualificado seguindo os padrdes de boas préaticas de laboratério (Good
Laboratory Practice, GLP).

Para um controle de qualidade interno adicional cada laboratério deve utilizar amostras conhecidas.

12.1. Nota de seguranca para reagentes que contenham substancias perigosas

Os reagentes podem conter CMIT/MIT (3:1) ou MIT (ver capitulo 4.1)
Portanto, as seguintes adverténcias de perigo e recomendac¢fes de prudéncia aplicam-se.

Atencéo H317 Pode provocar uma reacgao alérgica cutanea.
P261 Evitar respirar os aerossais.
P280 Usar luvas de proteccdo/ vestuario de proteccao.
P302+P352 SE ENTRAR EM CONTACTO COM A PELE: lavar abundantemente com
sabdo agua

P333+P313 Em caso de irritagdo ou erupgdo cutanea: consulte um médico.
P362+P364 Retirar a roupa contaminada e lava-la antes de a voltar a usar.

Mais informag6es podem ser encontradas na ficha de dados de segurancga.

12.2. Considerag6es de Eliminagéo

Residuos de quimicos e preparacdes sdo geralmente considerados como residuos perigosos. A eliminagcao deste tipo de
residuos esta regulada por leis e normativas nacionais e regionais. Contactar as autoridades locais ou empresas de gestdo de
residuos as quais podem aconselhar sobre como eliminar residuos perigosos.

13.INFORMAGAO DE PEDIDO

Prod. No.: TRIG0480 Trichinella spiralis IgG ELISA (96 Determinagdes)
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Microtiterplate / Mikrotiterplatte / Plague de Microtitrage / Piastre di Microtitolazione /
Placa de Microtitulacion / Placa de Microtitulacdo
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Conjugate / Konjugat / Conjugué / Coniugato / Conjugado / Conjugado

| CONTROL| - | Negative Control / Negatlvkontrol.le / Contrdle Negatlf_/ Controllo Negativo /
Control Negativo / Controle Negativo
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concentré 20 x / Tampone di Lavaggio concentrazione x20 / Tampon de Lavado
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SUMMARY OF TEST PROCEDURE / KURZANLEITUNG TESTDURCHFUHRUN(} | RESUME DE LA
PROCEDURE DE TEST / SCHEMA DELLA PROCEDURA / RESUMEN DE LA TECNICA / RESUMO
DO PROCEDIMENTO DE TESTE

SCHEME OF THE ASSAY

Trichinella spiralis 1IgG ELISA

Test Preparation

Prepare reagents and samples as described.
Establish the distribution and identification plan for all samples and standards/controls on the plate
layout supplied in the Kkit.
Select the required number of microtiter strips or wells and insert them into the holder.

Assay Procedure

Substrate Blank | Negative Cut-off Positive Sample
(A1) Control Control Control (diluted 1+100)
Negative Control - 100 pL - - -
Cut-off Control - - 100 pL - -
Pasitive Control - - - 100 pL -
(dilieel? 1p+|§00) - - - - 100 pL

Cover wells with foil supplied in the kit
Incubate for1hat37+1°C
Wash each well three times with 300 pL of Washing Buffer

Conjugate - 100 pL 100 pL 100 pL 100 pL

Incubate for 30 min at room temperature (20...25°C)
Do not expose to direct sunlight
Wash each well three times with 300 pL of Washing Buffer

TMB Substrate

Solution 100 pL 100puL | 100pL | 100 puL 100 pL

Incubate for exactly 15 min at room temperature (20...25°C) in the dark

Stop Solution 100 pL 100 pL 100 L | 100 pL 100 pL

Photometric measurement at 450 nm
(reference wavelength: 620 nm)
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Monobind Inc.
Lake Forest, CA 92630, USA

AccwBind

ELISA Microwells

Thyroglobulin Ab (Anti-Tg) Test System
Product Code: 1025-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of
Thyroglobulin (Tg) Autoantibodies in Human Serum or
Plasma by a Microplate Enzyme Immunoassay, Colorimetric.
Measurements of Tg autoantibodies may aid in the diagnosis
of certain thyroid diseases such as Hashimoto’s and Grave’s
as well as nontoxic goiter.

2.0 SUMMARY AND EXPLANATION OF THE TEST

Antibodies to thyroglobulin have been shown to be
characteristicalla/ present from patients with thyroiditis and primary
thyrotoxicosis.1‘ This has lead to the clinical measurement
becoming a valuable tool in the diagnosis of thyroid dysfunction.
Passive Hemaglutination (PHA) methods have been employed in
the past for measurements of antibodies to Tg. PHA tests do not
have the sensitivity of enzyme immunoassay and are limited by
subjective interpretation. This procedure, with the enhanced
sensitivity of EIA, permits the detectability of subclinical levels of
antibodies to Tg. In addition, the results are quantitated by a
spectrophotometer, which eliminates subjective interpretation.

Monobind's microplate enzyme immunoassay methodology
provides the technician with optimum sensitivity while requiring
few technical manipulations. In this method, serum reference,
diluted patient specimen, or control is first added to a microplate
well. Biotinylated thyroglobulin (Tg) is added, and then the
reactants are mixed. Reaction results between the autoantibodies
to Tg and the biotinylated Tg to form an immune complex, which
is deposited to the surface of streptavidin coated wells through the
high affinity reaction of biotin and streptavidin.

After the completion of the required incubation period, aspiration
or decantation separates the reactants that are not attached to the
wells. An enzyme anti-human IgG conjugate is then added to
permit quantitation of reaction through interacting with human IgG
of the immune complex. After washing, the enzyme activity is
determined by reaction with substrate to produce color.

The employment of several serum references of known antibody
activity permits construction of a graph of enzyme and antibody
activities. From comparison to the dose response curve, an
unknown specimen's enzyme activity can be correlated with
autoimmune antibody level.

3.0 PRINCIPLE

A Sequential Sandwich ELISA Method (TYPE 1)

The reagents required for the sequential ELISA assay include
immobilized antigen, circulating autoantibody and enzyme-linked
species-specific antibody. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated thyroglobulin antigen.

Upon mixing biotinylated antigen and a serum containing the
autoantibody, reaction results between the antigen and the
antibody to form an immune-complex. The interaction is illustrated
by the following equation:

Ka

Btn = Btn
h-Ab g + "'Ad(rg) S h-Ab(xrg) - T Ad(rg)

-a
E"‘Ag (1) = Biotinylated Antigen (Constant Quantity)

h-Ab x.tg) = Human Auto-Antibody (Variable Quantity)

Ab x.7q) - “"Ag ) = Immune Complex (Variable Quantity)
ks = Rate Constant of Association

k., = Rate Constant of Disassociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antigen. This
interaction is illustrated below:

h-Ab 1) - ®"Ag (1) + Streptavidinc w. = immobilized complex (IC)
Streptavidincw. = Streptavidin immobolized on well

Immobilized complex (IC) = sandwich complex bound to the solid
surface

After the incubation time, the well is washed to separate the
unbound components by aspiration and/or decantation. The
enzyme linked species-specific antibody (anti-h-IgG) is then
added to the microwells. This conjugates binds to the immune
complex that formed.

1.C. (h-1ge) *+ #Ab (X-h-IgG) = EnzAb(X—h-lgG) -1.C. (h-1ge)

L.C. (h.1ge) = Immobilized Immune complex (Variable Quantity)
EAb x.nige = Enzyme-antibody Conjugate (Constant Quantity)
"Ab (x-tigs) - I.C. (v 19) = Ag-Ab Complex (Variable Quantity)

The anti-h-IgG enzyme conjugate that binds to the immune
complex in a second incubation is separated from unreacted
material by a wash step. The enzyme activity in this fraction is
directly proportional to the antibody concentration in the
specimen. By utilizing several different serum references of known
antibody activity, a reference curve can be generated from which
the antibody activity of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. Anti-Tg Calibrators — 1ml/vial Icons A-F
Six (6) vials of references for anti-Tg at levels of 0(A), 50(B),
125(C), 500(D), 1000(E), and 2000(F) IU/ml. Store at 2-8°C. A
preservative has been added.
Note: The calibrators, human serum based, were calibrated
using the 1% International Reference Preparation, which was
assayed against the Medical Research Council (MRC)
Research Standard A 65/93 for anti-thyroglobulin activity.

B. Tg Biotin Reagent — 13ml/vial - Ilcon V
One (1) vial of biotinylated thyroglobulin stabilized in a
buffering matrix. A preservative has been added. Store at
2-8°C.

C. x-Tg Enzyme Reagent — 13ml/vial - Icon @
One (1) vial of anti-human IgG-horseradish peroxidase (HRP)
conjugate stabilized in a bufferred matrix. A preservative has
been added. Store at 2-8°C.

D. Streptavidin Coated Plate — 96 wells — Icon {
One 96-well microplate coated with streptavidin and packaged
in an aluminum bag with a drying agent. Store at 2-8°C.

E. Serum Diluent — 20ml/vial
One (1) vial of serum diluent concentrate that containing buffer
salts and a dye. Store at 2-8°C.

F. Wash Solution Concentrate — 20ml/vial - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.
G. Substrate A — 7ml/vial - Icon S
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C. See “Reagent Preparation.”
H. Substrate B — 7ml/vial - Icon S®
One (1) vial containing hydrogen peroxide (H,O;) in buffer.
Store at 2-8°C. See “Reagent Preparation.”
l. Stop Solution — 8ml/vial - Icon é
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
J. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.
Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at

2-8°C. Kit and component stability are identified on the
label.
Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Pipette capable of delivering 0.0101ml (10.1pl) and 0.050ml
(50pl) volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100 & 0.350ml (100 &
350ul) volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

4. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

5. Absorbent Paper for blotting the microplate wells.

6. Plastic wrap or microplate cover for incubation steps.

7. Vacuum aspirator (optional) for wash steps.

8. Test tube(s) for patient dilution.

9. Timer.

10. Quality control materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum or plasma in type, and the
usual precautions in the collection of venipuncture samples should
be observed. For accurate comparison to established normal
values, a fasting morning serum sample should be obtained. The
blood should be collected in a plain redtop venipuncture tube
without additives or anti-coagulants (for serum) or evacuated
tube(s) containing EDTA or heparin. Allow the blood to clot for
serum samples. Centrifuge the specimen to separate the serum or
plasma from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminate devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.100ml (100pl)
of the diluted specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the normal,
borderline and elevated range for monitoring assay performance.
These controls should be treated as unknowns and values
determined in every test procedure performed. Quality control
charts should be maintained to follow the performance of the
supplied reagents. Pertinent statistical methods should be
employed to ascertain trends. The individual laboratory should set
acceptable assay performance limits. In addition, maximum
absorbance should be consistent with past experience. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Serum Diluent

Dilute the serum diluent to 200ml in a suitable container with
distilled or deionized water. Store at 2-8°C.

2. Wash Buffer
Dilute contents of wash concentrate to 1000 ml with distilled or
deionized water in a suitable storage container. Diluted buffer
can be stored at 2-30°C for up to 60 days.

3. Working Substrate Solution — Stable for one (1) year.
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

4. Patient Sample Dilution (1/100)
Dispense 0.0101ml (10.1pl) of each patient specimen into 1ml
(1000pl) of serum diluent. Cover and vortex or mix thoroughly
by inversion. Store at 2-8°C for up to forty-eight (48) hours.

Note 1: Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20-27°C).
**Test procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.050 ml (50pl) of the appropriate serum reference
calibrator, control or diluted patient specimen into the assigned
well.

. Add 0.100 ml (100ul) of Tg Biotin Reagent.

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 0.350ml (350l) of wash buffer (see Reagent Preparation
Section), decant (blot and tap) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

8. Add 0.100 ml (100ul) of x-Tg Enzyme Reagent to all wells.
Always add reagents in the same order to minimize
reaction time differences between wells.

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITON

9. Cover and incubate for thirty (30) minutes at room
temperature.

10.Discard the contents of the microplate by decantation or

aspiration. If decanting, blot the plate dry with absorbent

paper.

.Add 0.350ml (350ul) of wash buffer (see Reagent Preparation

Section), decant (blot and tap) or aspirate. Repeat two (2)

additional times for a total of three (3) washes. An automatic

or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.

Decant the wash and repeat two (2) additional times.

12.Add 0.100 ml (100ul) of Working Substrate Solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE
ADDITON

13.Incubate at room temperature for fifteen (15) minutes.

14.Add 0.050ml (50l) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

15.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.
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Note: For re-assaying specimens with concentrations greater than
2000 [U/ml, dilute the sample an additional 1:5 or 1:10 using



the original diluted material. Multiply by the dilution factor to
obtain the concentration of the specimen.

10.0 CALCULATION OF RESULTS

A reference curve is used to ascertain the concentration of anti-Tg

in unknown specimens.

1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference versus
the corresponding anti-Tg activity in IU/ml on linear graph
paper.

. Draw the best-fit curve through the plotted points.

. To determine the level of anti-Tg activity for an unknown,
locate the average absorbance of the duplicates for each
unknown on the vertical axis of the graph, find the intersecting
point on the curve, and read the concentration (in 1U/ml) from
the horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (1.387) intersects the dose response
curve at 790 1U/ml anti-Tg concentration (See Figure 1).

Note: Computer data reduction software designed for ELISA
assay may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.
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EXAMPLE 1
Sample Well Mean Value
1.D. Number | A0S | ApcB) | (uimI)

Al 0.022

calA 0.025 0

a B 0.028
ci 0.135

calB = R 0.133 50
El 0.280

calC = o 0.270 125
Gl 0.962

CalD o 0o 0.949 500
A2 1.709

CalE = L 1.703 1000

CalF c2 2.730 2.698 2000
D2 2.667

Patient E2 1.89 1.387 790

atlen F2 1.383 :

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a standard curve prepared
with each assay.

Figure 1
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator ‘F’ should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance
1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Very high concentration of anti-Tg in patient specimens can
contaminate samples immediately following these extreme
levels. Bad duplicates are indicative of cross contamination.
Repeat any sample, which follows any patient specimen with
over 3.0 units of absorbance.

10.Samples, which are contaminated microbiologically, should not
be used.

11.Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind’s IFU may yield inaccurate
results.

12.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

13.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

14.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. The reagents for AccuBind® ELISA procedure have been
formulated to eliminate maximal interference; however,
potential interaction between rare serum specimens and test
reagents can cause erroneous results. Heterophilic antibodies
often cause these interactions and have been known to be
problems for all kinds of immunoassays (Boscato LM, Stuart
MC. ‘Heterophilic antibodies: a problem for all immunoassays’
Clin. Chem. 1988:3427-33). For diagnostic purposes, the
results from this assay should be in combination with clinical
examination, patient history and all other clinical findings.

4. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

5. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

6. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

7. The presence of autoantibodies to Tg is confirmed when the
serum level exceeds 125 IU/ml. The clinical significance of the
result, coupled with anti-thyroid peroxidase activity, should be
used in evaluating the thyroid condition. However, clinical
inferences should not be solely based on this test but rather as
an adjunct to the clinical manifestations of the patient and
other relevant tests.

8. The cost benefits should be considered in the use of
thyroglobulin antibodies testing when performed in concert
with anti- thyroid peroxidase (TPO). The widespread practice
of performing both tests has been questioned.

grossly  contaminated

13.0 EXPECTED RANGES OF VALUES

A study of normal population was undertaken to determine
expected values for the Anti-Tg AccuBind® test system. The
number (n) mean (X) and standard deviation (o) are given in

Table 1. Values in excess of 125IU/ml are considered positive for
the presence of anti-Tg autoantibodies.

TABLE |
Expected Values for Anti-Tg AccuBind® ELISA Test System
(In IU/ml)
Number 100
Mean 743
Standard deviation 25.2
Upper 95% (+2c) level 124.7

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal"-persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the Anti-Tg
AccuBind® ELISA test system were determined by analyses on
three different levels of pool control sera. The number (N), mean
value(X), standard deviation () and coefficient of variation (C.V)
for each of these control sera are presented in Tables 2 and 3.

TABLE 2

Within Assay Precision (Values in |U/ml)
Sample N X o C.V.
Pool 1 20 65.5 3.3 5.0%
Pool 2 20 385.5 15.5 4.0%
Pool 3 20 1554.4 55.4 3.6%

TABLE 3*

Between Assay Precision (Values in 1U/ml)
Sample N X o C.V.
Pool 1 10 66.8 3.6 5.3%
Pool 2 10 374.2 18.5 4.9%
Pool 3 10 1625.5 65.2 4.0%

*As measured in ten experiments in duplicate.

12.2Sensitivity

The Anti-Tg AccuBind® ELISA has a sensitivity of 1.94 [U/ml. The
sensitivity was ascertained by determining the variability of the ‘0
IU/ml’" calibrator and using the 20 (95% certainty) statistics to
calculate the minimum dose.

12.3 Accuracy

The Anti-Tg AccuBind® ELISA test system was compared with a
reference method. Biological specimens from normals, and
disease states populations were used. The disease states
included; Hashimoto’s thyroiditis, Graves Disease, thyroid nodules
as well as thyroid carcinoma. The total number of such specimens
was 181. The least square regression equation and the correlation
coefficient were computed for the anti-Tg AccuBind® ELISA
method in comparison with the reference method. The data
obtained is displayed in Table 4.

TABLE 4

Mean Least Square Correlation
Method (x) Regression Analysis  Coefficient
Monobind  415.6 y =9.79 + 0.969 (x) 0.995
Reference  419.2

Only slight amounts of bias between the anti-Tg AccuBind®
ELISA method and the reference method are indicated by the
closeness of the mean values. The least square regression
equation and correlation coefficient indicates excellent method
agreement.

14.4 Specificity

Interferences from ANA, DNA, thyroid peroxidase (TPO) and
rheumatoid antibodies were found to be insignificant in the assay
system.
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MP1025 Product Code: 1025-300

A) 1ml set
B) 1 (13ml)
=10 1 (13ml)
§ D) 1 plate
S [E 1 (20ml)
g F) 1 (20ml)
x | G) 1 (7ml)
H) 1 (7ml)
1) 1(8ml)
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Cancer Antigen 125 (CA-125)
Test System
Product Code: 3025-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Cancer
Antigen 125 (CA-125) Concentration in Human Serum by a
Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Cancer Antigen 125 (CA-125) is a glycoprotein that occurs in
blood as high molecular weight entity (MB,g > 200,000). High
concentrations of this antigen are associated with ovarian cancer
and a range of benign and malignant diseases. Although the
specificity and sensitivity of CA-125 assays are somewhat limited,
especially in early diagnosis of ovarian cancer, the assay has
found widespread use in the differential diagnosis of adnexal
masses, in monitoring disease progression and response to
therapy in ovarian cancer, and in the early detection of recurrence
after surgery or chemotherapy for ovarian cancer. Published
literature has shown that elevated serum CA-125 levels can be
observed in patients with serious endometroid, clear cell and
undifferentiated ovarian carcinoma. The serum CA-125 is
elevated in 1% of normal healthy women, 3% of normal healthy
women with benign ovarian diseases, and 6% of patients with
non-neoplastic conditions (including, but not limited to, first
trimester pregnancy, menstruation, endometriosis uterine fibrosis,
acute salphingitis, hepatic diseases and inflammation of
peritoneum or pericardium).

In this method, CA-125 calibrator, patient specimen or control is
first added to a streptavidin coated well. Biotinylated monoclonal
and enzyme labeled antibodies (directed against distinct and
different epitopes of CA-125) are added and the reactants mixed.
Reaction between the various CA-125 antibodies and native CA-
125 forms a sandwich complex that binds with the streptavidin
coated to the well.

After the completion of the required incubation period, the
enzyme-CA-125 antibody bound conjugate is separated from the
unbound enzyme-CA-125 conjugate by aspiration or decantation.
The activity of the enzyme present on the surface of the well is
quantitated by reaction with a suitable substrate to produce color.

The employment of several serum references of CA-125 levels
permits the construction of a dose response curve of activity and
concentration. From comparison to the dose response curve, an
unknown specimen's activity can be correlated with CA-125
concentration.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in

excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-CA-125 antibody.

Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen, a
reaction results between the native antigen and the antibodies,
without competition or steric hindrance, to form a soluble
sandwich complex. The interaction is illustrated by the following
equation:

Ka

Enz Btn = Enz Btn
Ab + Agca.2s + Ab(m) 'k\_ Ab - Agca-12s - Ab(m
-a

B'”Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)
Agca-125 = Native Antigen (Variable Quantity)
E"Ab = Enzyme labeled Antibody (Excess Quantity)
E”Ab - Agcars - °"Ab(, = Antigen-Antibodies Sandwich
Complex
ka = Rate Constant of Association
k., = Rate Constant of Dissociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

EAb - Agcatss - ""Abm + Streptavidingy = Immobilized
complex

Streptavidingy = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the well

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration. The
enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. CA-125 Calibrators - 1ml/vial- Icons A-F
Six (6) vials of references CA-125 Antigen at levels of 0(A),
15(B), 50(C), 100(D), 200(E) and 400(F) U/ml. A preservative
has been added. Store at 2-8°C.

Note: The human serum based standards were made using a
>99% pure affinity purified preparation of CA-125. The
preparation was calibrated against Centocor CA-125 IRMA
test.

B. CA-125 Enzyme-Reagent — 13ml/vial - Icon @
One (1) vial containing enzyme labeled antibody, biotinylated
monoclonal mouse IgG in buffer, dye, and preservative. Store
at 2-8°C.

C. Streptavidin Coated Plate — 96 wells — Icon {
One 96-well microplate coated with streptavidin and packaged
in an aluminum bag with a drying agent. Store at 2-8°C.

D. Wash Solution Concentrate — 20ml/vial - Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.
E. Substrate A — 7ml/vial - Icon S$*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C. See “Reagent Preparation.”
F. Substrate B — 7ml/vial - Icon S
One (1) vial containing hydrogen peroxide (H,O;) in buffer.
Store at 2-8°C. See “Reagent Preparation.”
G. Stop Solution — 8ml/vial - Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate

4.1 Required But Not Provided:
1. Pipette capable of delivering 0.025 & 0.050ml (25 & 50ul)
volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100 & 0.350ml (100 &
350ul) volumes with a precision of better than 1.5%.
3. Microplate washers or a squeeze bottle (optional).

4. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

5. Absorbent Paper for blotting the microplate wells.

6. Plastic wrap or microplate cover for incubation steps.

7. Vacuum aspirator (optional) for wash steps.

8. Timer.

9. Quality control materials

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood serum and the usual precautions in
the collection of venipuncture samples should be observed. For
accurate comparison to established normal values, a fasting
morning serum sample should be obtained. The blood should be
collected in a plain redtop venipuncture tube without additives or
anti-coagulants. Allow the blood to clot. Centrifuge the specimen
to separate the serum from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.050ml (50ul)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low,
medium and elevated ranges of the dose response curve for
monitoring assay performance. These controls should be treated
as unknowns and values determined in every test procedure
performed. Quality control charts should be maintained to follow
the performance of the supplied reagents. Pertinent statistical
methods should be employed to ascertain trends. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution to 1000ml with distilled or
deionized water in a suitable storage container. Store diluted
buffer at 2-30°C for up to 60 days.

2. Working Substrate Solution — Stable for one (1) year
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Note1: Do not use the working substrate if it looks blue.
Note 2: Do not use reag that are cont: d or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20-27 C).
**Test procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.025ml (25ul) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.100ml (100pl) of the CA-125 Enzyme Reagent to each
well. It is very important to dispense all reagents close to
the bottom of the coated well.

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

7. Add 0.350ml (350pl) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

8. Add 0.100ml (100ul) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE
ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

11.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.

oo b

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

CA-125 in unknown specimens.

1. Record the absorbance obtained from the printout of the

microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference versus
the corresponding CA-125 concentration in U/ml on linear
graph paper (do not average the duplicates of the serum
references before plotting).

. Draw the best-fit curve through the plotted points.

. To determine the concentration of CA-125 for an unknown,
locate the average absorbance of the duplicates for each
unknown on the vertical axis of the graph, find the intersecting
point on the curve, and read the concentration (in U/ml) from
the horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (0.331l) intersects the dose response
curve at 29.3U/ml CA-125 concentration (See Figure 1).

Hw

Note: Computer data reduction software designed ELISA assays
may also be used for the data reduction. /f such software is
utilized, the validation of the software should be ascertained.



EXAMPLE 1
Sample Well Abs Mean Value
1.D. Number (A) Abs (B) (U/ml)
A1l 0.035
CalA B1 0,022 0.029 0
C1 0.186
CalB D1 0178 0.182 15
E1 0.536
CalC =2 0554 0.545 50
G1 0.985
CalD T 0949 0.967 100
A2 1.615
CalE B2 1616 1.615 200
C2 2.749
CalF D2 2758 2.753 400
. A3 0.336
Patient B3 0325 0.331 29.3
Figure 1
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*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator F should be > 1.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Patient specimens with CA-125 concentrations above 400
U/ml may be diluted (for example 1/10 or higher) with normal
male serum (CA-125 < 5 U/ml) and re-assayed. The sample’s
concentration is obtained by multiplying the result by the
dilution factor (10).

10.Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind’s IFU may yield inaccurate
results.

grossly  contaminated

11.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis - as required by CE Mark IVD Directive 98/79/EC
- for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12 2 Interpretation
. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

2. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

3. The reagents for the test system have been formulated to
eliminate maximal interference; however, potential interaction
between rare serum specimens and test reagents can cause
erroneous results. Heterophilic antibodies often cause these
interactions and have been known to be problems for all kinds
of immunoassays (Boscato LM, Stuart MC. ‘Heterophilic
antibodies: a problem for all immunoassays’ Clin. Chem.
1988:3427-33). For diagnostic purposes, the results from this
assay should be in combination with clinical examination,
patient history and all other clinical findings.

4. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

6. CA-125 has a low clinical sensitivity and specificity as a tumor
marker. Clinically an elevated CA-125 value alone is not of
diagnostic value as a test for cancer and should only be
used in conjunction with other clinical manifestations
(observations) and diagnostic parameters.

13.0 EXPECTED RANGE OF VALUES

The serum CA-125 is elevated in 1% of normal healthy women,
3% of normal healthy women with benign ovarian diseases and
6% of patients with non-neoplastic conditions (including but not
limited to first trimester pregnancy, menstruation, endometriosis
uterine fibrosis, acute salphingitis, hepatic diseases and
inflammation of peritoneum or pericardium).

TABLE |
Expected Values for CA-125 AccuBind® ELISA Test System
Healthy and non-pregnant subjects U<U 35 U/ml

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal" persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the CA-125
AccuBind® ELISA test system were determined by analyses on
three different levels of control sera. The number (N), mean value
(X), standard deviation (c) and coefficient of variation (C.V.) for
each of these control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in U/ml)
Sample N X o C.V.
Level 1 20 3.1 0.22 7.1%
Level 2 20 28.0 1.42 5.0%
Level 3 20 161.2 4.21 2.6%

TABLE 3
Between Assay Precision* (Values in U/ml)
Sample N X o C.V.
Level 1 10 3.7 0.44 11.8%
Level 2 10 253 1.81 7.1%
Level 3 10 154.0 5.11 3.4%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The CA-125 AccuBind® ELISA test system has a sensitivity of 1.0
U/ml. The sensitivity was ascertained by determining the
variability of the ‘0’ calibrator and using the 20 (95% certainty)
statistic to calculate the minimum dose.

14.3 Accuracy

The CA-125 AccuBind® ELISA test system was compared with a
reference method. Biological specimens from low, normal, and
elevated concentrations were assayed. The total number of such
specimens was 121. The least square regression equation and
the correlation coefficient were computed for CA-125 in
comparison with the reference method. The data obtained is
displayed in Table 4.

TABLE 4
Least Square Correlation
Method Mean Regression Analysis Coefficient
This Method (X) 5.67 =-0.116 +1.032x 0.998

Reference (Y) 5.75

14.4 Specificity

In order to test the specificity of the antibody pair used, massive
concentrations of possible cross-reactants were added to known
serum pools and assayed in parallel with the base sera. In
addition some widely used, over-the-counter, drugs and some
cytotoxic drugs (10 fold the normal dose) were tested in the
assay. No cross reaction was found. Percent recoveries for some
of these additions are listed below in Table 5.

TABLE 5
Analyte Amount Added % Recovery
Bilirubin 1 mMol/L 98 — 103%
Hemoglobin 1 mMol/L 100 — 106%
Triglycerides 10 mMol/L 96 - 110 %
RF 1000 kIU/L 97 - 107%
Biotin 25 pg/L 99 — 103%
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