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1.0INTRODUCTION

Intended Use: The Quantitative Determination of
Immunoglobulin E (IgE) Concentration in Human Serum by a
Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Allergic reactions, which are becoming more widespread, are
usually diagnosed on the basis of medical history and clinical
symptoms. In vitro and in vivo testing, however, play a key role in
confirming clinical suspicions and tailoring treatment. The
measurement of immunoglobulin E (IgE) in serum is widely used
in the diagnosis of allergic reactions and parasitic infections. Many
allergies are caused by the immunoglobulins of subclass IgE
acting as point of contact between the allergen and specialized
cells. The IgE molecules (MW 200,000) bind to the surface of the
mast cells and basophillic granulocytes. Subsequently the binding
of allergen to cell-bound IgE causes these cells to release
histamines and other vasoactive substances. The release of
histamines in the body results initiates what is commonly known
as an allergic reaction.

Before making any therapeutic determination it is important,
however, to know whether the allergic reaction is IgE mediated or
non-IgE mediated. Measurement of total IgE in serum sample,
along with other supporting diagnostic information, can help to
make that determination. Measurement of total circulating IgE
may also be of value in the early detection of allergy in infants and
as a means of predicting future atopic manifestations. Before
deciding on any therapy it is important to take into consideration
all the relevant clinical information as well as information supplied
by specific allergy testing.

IgE levels show a slow increase during childhood, reaching adult
levels in the second decade of life. In general, the total IgE levels
increase with the allergies a person has and the number of times
of exposure to the relevant allergens. Significant elevations may
be seen in the sensitized individuals, but also in cases of
myeloma, pulmonay aspergillosis, and during the active stages of
parasitic infections.

In this method, IgE calibrator, patient specimen or control is first
added to a streptavidin coated well. Biotinylated monoclonal
antibody (specific for IgE) is added and the reactants mixed.
Reaction between the IgE antibodies and native IgE forms
complex that binds with the streptavidin coated to the well. The
excess serum proteins are washed away via a wash step. Another
enzyme labeled monoclonal antibody specific to IgE is added to
the wells. The enzyme labeled antibody binds to the IgE already
immobilized on the well through its binding with the biotinylated
monoclonal antibody. Excess enzyme is washed off via a wash
step. A color is generated by the addition of a substrate. The
intensity of the color generation is directly proportional to the
concentration of the IgE in the sample.

PRINCIPLE

munoenzymometric sequential assay (TYPE 4):

essential reagents required for an immunoenzymometric
ay include high affinity and specificity antibodies (enzyme and
mobilized), with different and distinct epitope recognition, in
cess, 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-IgE antibody.

Upon mixing monoclonal biotinylated antibody, and a serum
containing the native antigen, reaction results between the native
antigen and the antibody, forming an antibody-antigen complex.
The interaction is illustrated by the following equation:
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Agige) = Native Antigen (Variable Quantity)

Ag (gg) - BnAp (m = Antigen-Antibody complex (Variable Quantity)
ka = 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 antibody. This
interaction is illustrated below:

Agge) - E“”Ab(m) + Streptavidincw. = Immobilized complex (IC)
Streptavidincw. = Streptavidin immobilized on well

Immobilized complex (IC) = Ag-Ab bound to the well

After a suitable incubation period, the antibody-antigen bound
fraction is separated from unbound antigen by decantation or
aspiration. Another antibody (directed at a different epitope)
labeled with an enzyme is added. Another interaction occurs to
form an enzyme labeled antibody-antigen-biotinylated-antibody
complex on the surface of the wells. Excess enzyme is washed off
via a wash step. A suitable substrate is added to produce color
measurable with the use of a microplate spectrophotometer. The
enzyme activity on the well is directly proportional to the native
antigen concentration. By utilizing several different serum
references of known antigen concentration, a dose response
curve can be generated from which the antigen concentration of
an unknown can be ascertained.
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4.0 REAGENTS

Materials Provided:

A. IgE Calibrators — 1.0 ml/vial - Icons A-F
Six (6) vials of human serum based reference calibrators at
concentrations of 0 (A), 5 (B), 25 (C), 50 (D), 150 (E) and 400
(F) IU/ml. Store at 2-8°C. A preservative has been added.
Note: The Calibrators are standardized against WHO's
2ndIRP 75/502 for IgE

B. IgE Biotin Reagent — 13 ml/vial — Icon V
One (1) vial containing biotinylated anti-human IgE migG
reagent presented in a protein-stabilized matrix. A preservative
has been added. Store at 2-8°C.

C. IgE Enzyme Reagent — 13 ml/vial - Icon @
One (1) vial containing anti-human IgE-HRP incorporated
complex in a protein-stabilized matrix. A preservative has been
added. Store at 2-8°C.

D. Streptavidin Plate — 96 wells — Icon U
One 96-well microplate coated with streptavidin and packaged
in an aluminum bag with a drying agent. Store at 2-8°C.

E. 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.

F. Substrate A —7.0ml/vial - Icon S*
One (1) vial containing tetramethylbenzidine (TMB) in acetate
buffer. Store at 2-8°C.

G. Substrate B — 7.0ml/vial - Icon S°
One (1) vial containing hydrogen peroxide (H,0O,) in acetate
buffer. Store at 2-8°C.
H. Stop Solution — 8.0ml/vial - Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
I. 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 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 and 0.050ml (25 & 50pl)
volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100 and 0.350ml
(100 & 350pl) 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.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate cover for incubation steps.

. Vacuum aspirator (optional) for wash steps.

Timer.

. Quality control materials.

N

©Co~No U

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 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. Allow the blood to clot for samples.
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 (50pl)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
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. 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 concentrate to 1000ml with distilled or
deionized water in a suitable storage container. Storediluted
buffer at 2-30°C for up to 60 days.

2. Working Substrate Solution — Stable for one year
Pour the contents of vial labeled Solution ‘A’ into the vial
labeled Solution ‘B’. Place the yellow cap on the mixed
reagent for easy identification. Mix and label accordingly. Store
at 2-8 °C.

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 0.025 ml (25ul) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.100 ml (100ul) of the IgE Biotin 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 30 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 0.100 ml (100ul) of the IgE Enzyme Reagent labeled
antibody to each well.

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITION

9. Cover and incubate 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.

11.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.

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.

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 gently mix
for 15-20 seconds.

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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10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

IgE 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 IgE concentration in 1U/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 IgE 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 142 |U/ml IgE concentration (See Figure 1).
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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
Sample Mean
D Well Abs Abs (B) Conc
Al 0.014
CalA BL 0.016 0.015 0
C1 0.072
Cal B D1 0.074 0.073 5
E1l 0.364
CalC =1 0.326 0.345 25
G1 0.663
Cal D I 0614 0.639 50
A2 1.340
CalE B2 1388 1.364 150
Cc2 2.601
CalF D2 > 682 2.641 400
E2 2.575
Ctrl 1 = 2549 2.562 375.3
G2 0.818
Ctrl 2 2 0.807 0.813 71.2
} A3 1.322
Patient 1 B3 1304 1.323 142.0
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 standard 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 ‘A’ should be < 0.05

2. The absorbance (OD) of calibrator ‘F’ should be > 1.3

3. 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,
terminated by the addition of the stop solution. Therefore, the

grossly  contaminated

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. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind IFU may yield inaccurate results.

10.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.

11.1t 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.

12.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 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. 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. Serum IgE concentration is dependent upon a multiplicity of
factors: including if the patient is sensitized, how many times
the patient has been exposed to a specific allergen etc. Total
IgE concentration alone is not sufficient to assess the clinical
status. All the clinical findings especially specific allergy testing
should be taken into consideration while determining the
clinical status of the patient.

8. Since all atopic reactions are not IgE mediated, all relevant
clinical information should be taken into consideration before
making any determination for patients who may be in the
normal range.

13.0 EXPECTED RANGES OF VALUES
A study of population from different age groups was conducted to

evaluate the IgE AccuBind® ELISA test system. The results are
presented in Table 1:

laboratory is located.
14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precision of the IgE AccuBind®
ELISA Test System were determined by analyses on three
different levels of pool control sera. The number, mean value,
standard deviation and coefficient of variation for each of these
control sera are presented in Table 2 and Table 3.

TABLE 2
Intra-Assay Precision (in [U/ml)
SAMPLE N X o C.V.%
Low 20 48.9 2.87 5.87
Medium 20 160.5 6.47 4.03
High 20 297.6 5.81 1.95
TABLE 3
Inter Assay Precision (in 1U/ml)
SAMPLE N X o CV.%
Low 10 46.3 3.9 8.42
Medium 10  157.0 7.3 4.64
High 10 301.0 10.6 3.52

14.2 Sensitivity

The IgE AccuBind® ELISA test system has a sensitivity of 0.125
IU/ml. The sensitivity was ascertained by determining the
variability of the 0 IU/ml serum calibrator and using the 2c (95%
certainty) statistics to calculate the minimum dose.

14.3 Accuracy

The IgE AccuBind® ELISA test system was compared with a
reference method. Biological specimens with IgE levels in the low,
medium and high ranges were used. The values ranged from 0.8
to 3100 lU/ml. The total number of such specimens was 219. The
least square regression equation and the correlation coefficient
were computed for this IgE AccuBind® ELISA method in
comparison with the predicate method (Table 4):

TABLE 4
Method Mean Least Square Correlation
Regression Analysis Coefficient
Monobind (X) 179  x=-12.9 + 1.21(Y) 0.967

Predicate (Y) 157

TABLE 1
Expected Values for the IgE (In 1U/ml)

Age (Yrs) Number (n) Median Absolute Range
0-3 31 6.4 ND - 46
3-16 43 25.0 ND - 280
Adult 145 43 0-200

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

Only slight amounts of bias between this 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

The specificity of the IgE AccuBind® ELISA test system, to closely
related immunoglobulins was evaluated by adding those at twice
the physiological concentrations to a serum matrix. No cross-
reaction between the antibodies used and the related molecules
was detected.

14.5. High Dose Effect

Since the assay is sequential in design, high concentrations of IgE
do not show the hook effect. Myeloma IgE patient samples with
concentrations over 8 million 1U/ml demonstrated extremely high
levels of absorbance.

14.6 Linearity

Two patient pools were assayed diluted (in ‘A’ Calibrator) and
undiluted with the IgE AccuBind® ELISA test system. The
observed and expected values are listed below in Table 5:

TABLE 5
Sample Observed Expected % Recovery
(O) (IU/ml)  (E) (IU/ml) (O/E)

Pool 1 106.8 - -
Pool 1/2 50.8 53.4 95.1
Pool 1/4 253 26.7 94.8
Pool 1/8 134 13.3 100.6
Pool 1/16 6.6 6.7 98.5
Pool 2 395.9 - -
Pool 2/2 189.5 197.9 95.8
Pool 2/4 106.1 98.9 107.2
Pool 2/8 48.0 49.5 96.9
Pool 2/16 25.8 24.7 104.2

14.7 Recovery

Two patient pools were spiked with known amounts of IgE and
assayed with the IgE AccuBind® ELISA test system. The
observed and expected values are listed below in Table 6.

TABLE 6
Observed Expected % Recovery
Sample (0) (IU/ml)  (E) (IU/ml) (O/E)

Pool 1 25.7 - -

Pool 1+ 25 50.7 50.7 100.0

Pool 1+ 50 74.8 75.7 101.2

Pool 1+ 100 122.7 125.7 97.6

Pool 1+ 200 232.0 225.7 102.7

Pool 2 123 - -

Pool 2 + 25 417 373 111.2

Pool 2+ 50 62.6 62.3 100.6

Pool 2+ 100 109.4 112.3 97.4

Pool 2+ 200 197.2 212.3 92.8
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1. HASHAYEHME

1.1. HaGop peareHToB mpegHasHAYeH [IJIs
BbIsIBJIeHUST nMMyHoryI00yanaoB KJi1acca G (IgG) x
aurureny pl120 Mycoplasma hominis B CBIBOPOTKE
(nniazme) KpoBU YeJIOBEKA W MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop pearenToB paccuuTas Ha IPOBee-
Hre 96 aHAJIM30B, BKIIIOYAS KOHTPOJIH. B0O3MOMKHEI
12 mesaBucuMbIx mmocTaHoBOK MDA, mpu kaskmoi
M3 KOTOPBIX 3 JIYHKH MCIIOJIB3YIOT JJIS IIOCTAHOBKH
KOHTPOJIEH.

2. XAPAKTEPUCTUKA HABOPA

2.1. Ilpusnun geicreus.

Mertos ompesiesieHHsT OCHOBAH Ha TBEpPI0das-
HOM WMMYHO(QEPMEHTHOM aHAaJIM3e C IIPUMeHEHH-
eM peKoMOMHAHTHOTO aHTUreHa. Bo Bpems miepBoii
WHKYOAINY, IPU HAJWYNN B HUCCIETyEeMBIX 00paa-
max mMmyHOTI00ymHOB Kiaacca G k Mycoplasma
hominis, IPOUCXOOUT HMX CBS3BIBAHHE C HMMMOOU-
JIM30BAHHBIM HA ITOBEPXHOCTH JIYHOK ILJIAHIIETa
pexoMmOuHaHTHEIM auntureHom pl20 Mycoplasma
hominis. He cBsizaBiuiicss matepuas yaasoT OT-
MBIBKOH.

Ha Bropoii craguu anTuresna k IgG uenosexa,
MeYeHHbIe TTePOKCHIA30M XpeHa (KOH»l02am), CBsi-
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3BIBAIOTCA C KOMILJIEKCOM «aHTHUIeH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COJIEPIKAIINX KOMILJIEKCH «aH-
TUTEeH-aHTUTEJION.

Peaxmmio  ocramaeimmBator  mobaBieHHMEM
crom-pearedra. Pesynprarer MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OIITHYE-
ckyio mwiotHocThb (OI) B 1ByXBOJIHOBOM peskmMe:
OCHOBHOI (puiabTp — 450 HM, pedepeHc-puabTP —
B numanas3oue 620-650 M. omycruma permcrpa-
YA Pe3yJIbTaTOB TOJBKO ¢ (uiabTpom 450 HM.
WuTeHCHBHOCTE KEITOTO0 OKPAIIMBAHUS IIPOIIOP-
ITIOHAJbHA KOJHWYECTBY COMEPIKAIIMXCSI B HCCIIE-
IyeMoM 00pasiie MMMYHOTJI00yIMHOB KJacca G K
Mycoplasma hominis.

ITocsie wm3MepeHUs OINTHYECKOM ILJIOTHOCTH
pacTBopa B JIYHKAX HA OCHOBAHUM PACCYUTAHHOIO
saauvenus OIl,,,, anamsupyembie oOpasIibl o1fe-
HUBAIOTCA KAaK II0JIOKUTEJIbHBIE, COMHUTEJIbHBIE
WU OTPULIATEJILHEIE.

2.2. Cocras mabopa:
° IUIAHIIET Pa30OpHBIA ¢ UMMOOMIN30BAHHBIM PEKOM-
omnanTHEIM antureHom pl20 Mycoplasma hominis
— 1 mmr.;
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[IOJIOKUTEIbHBIM  KOHTPOJbHEIA  obpaserr (K1),
VHAKTUBUPOBAHHBINA — HA OCHOBE MHAKTUBHPOBAHHON
CBIBOPOTKY KPOBH YEJIOBEKA, COJIEPIKATIINI HMMYHOTJIO-
oysmubl kinacca G k Mycoplasma hominis — mmpo3pad-
Has "KHUIKOCTD KpacHoro msera — 1 dr., 0,5 mut;
OTPHIIATEJIbHBIA  KOHTPOJLHEIA  obOpasern (K-),
WHAKTUBUPOBAHHBIA — HaA OCHOBE HWHAKTUBUPO-
BAHHOM CHIBOPOTKH KPOBU YeJOBEKAa, HE COJepIKa-
mui uMmMmyHoryo0ynuabl kiracca G k Mycoplasma
hominis — mpo3pavyHasi KUIKOCTH CBETJIO-3KEJITOTO
usera — 1 ., 1 m;

KOH'BIOraT, KOHIlEHTpaT — aHTuTena K 1gG desmoBeka,
MedYeHHbBIe MePOKCHUIA30M XpeHa — IPO3pavHas JKUJI-
KOCTh cuHero 1sera — 1 ¢r., 1,5 Mt

pactBop mia pasBemgenus xoubiorara (PK) — Gecr-
BeTHASI CJIETKA OIaJIeCIUPYIONas IKUIKOCTD —
1 1., 13 mu;

passomsamii Oydep s cesoporok (PBC) — mpospaunas
SKHIKOCTD KpPacHoro msera — 1 ¢, 13 mur;

25-KpaTHBIM KOHIIEHTPAT PochaTHO-coIeBoro oydep-
Horo pacrtsopa ¢ TBuHOM (DCB-TX25) — mpospaunas
WJIA CJIETKA OMAJIeCIIUPYIoIiasi OecIiiBeTHAa s KUIKOCTD,
BO3MOKHO BEITIAJIEHUE OCAKA COJIEH, PACTBOPSIOIIE-
rocs mipu HarpeBauwu — 1 diI., 28 Mt

pactBop TMB — mpospaunHas OecliBeTHasT WJIH C $KeJI-
TOBATHIM OTTEHKOM KHIKOCTH — 1 oJ1., 13 MuT;
CTOII-peareHT — Ipo3pavyHasi DecIiBeTHasT KUIKOCTDh —
1 da., 12 mut.

D-4352 5



Ha6op JOIIOJIHUTEJIbHO KOMIIJIEKTYETCA:
* IIEHKOM JJIA 3aKJIeMBAHUS ILIAHIIeTa — 3 IIIT.;
* BaHHOYKAMU JJIS peareHToB — 2 IIIT.;
* HaKOHEUYHMKAMU IJId nuireTku Ha 4—200 MK — 16 mrT.

3. AHANMUTUYECKUE N OUATHOCTUYECKUE
XAPAKTEPUCTUKHN

3.1. PesynbrarT KadecTBEHHOIO oIpejesie-
HusT HabOpoM WMMYyHOTJIOOyImHOB Kiaacca G K
Mycoplasma hominis moJI3eH COOTBETCTBOBATD Tpe-
oosauusam CIIII (pee. Ne 05-2-176), BRI0OYAOLIEH
00pAa3IIbl CBIBOPOTOK, COJIepIKAIIie CIelnUIecKre
IgG & Mycoplasma hominis: 9yBCTBUTEIBHOCTD
mo mMmmyHorsiobyuaam kiacca G ¥ Mycoplasma
hominis — 100%.

3.2. PesyabraT KadecTBEHHOTO OIIpejesie-
Hus HaOOpOM WMMYyHOTJIOOyImHOB Kiaacca G K
Mycoplasma hominis DOIKeH COOTBETCTBOBATH
tpeboBarusim CIIII (pee. Ne 05-2-176), BRIIO-
JaoIrel 00pasIfkl CHIBOPOTOK, HE COIep:Kkalme
IgG ® Mycoplasma hominis: cneuupUIHOCTH
mo umMmyHorobynuuaaMm kjacca G x Mycoplasma
hominis — 100%.
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4. MEPbI NPEAOCTOPOXHOCTHU

[ToTennua IbHBIN PUCK IPUMEHEHNs Habopa —
riacc 2a (Ilpuxaz M3 P® om 06.06.2012 Ne 4n).

[Ipu pabGore ¢ wmccaeayeMBbIMH CBIBOPOTKAME
M KOHTPOJIBHBIMHI 00pasiiaMu CjemyeT cOOJIINATh
MepBHI IIPESOCTOPOKHOCTH, IIPUHATEIE IIPU pabore ¢
HOTEHITNAIbHO HH(PEKIINOHHBIM MATEPHIAJIOM:

* paboTaTh B PE3MHOBEHIX IIEPUATKAX;

He IUIEeTUPOBATEL PACTBOPEL PTOM;
BCE WCIIOJIb30BAHHEIE MATEPUAJIBI IEe3UH-
dumpoBaTh B COOTBETCTBHUM C TPeOOBAHHUSIMU
¢ CII 1.3.2322-08 or 01.05.08 mw MVY-287-113 or
30.12.98;

¥ YTUIM3ALMI0 WM YHAYTOMKEHUE, Ie3WH-
deximio HabOpOB peareHToB CJeayeT IPOBOIUTE B
cooreercTBuu ¢ CaulluH 2.1.7.2790-10 «Cauurap-
HO-JIHUIEeMHOJIOTHYECKe TpeboBaHus K oOparre-
HUIO ¢ MeIUIIMHCKUMHE oTxomamm» m MY-287-113
«Metomuyueckre yKa3aHU 110 Ne3NHQEKIIUH, IIpe;I-
CTePUIN3AIIMOHHON OYMCTKE U CTEPIJIN3AIINN W3-
OeJINH MeIUITMHCKOI0 Ha3HAUYCHUI).

*
*
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5. OBOPYOOBAHUE U MATEPUAITbI

CrerxrpodoToMerp, II03BOJISIONIAN IIPOBOSUTE
M3MEePEeHUs OINTHUYECKOH IIJIOTHOCTH PacTBOPOB B
JIYHKAX IJIAHINeTa IpH JJIHHe BOIHBI 450 HM 1/
WJIN B JBYXBOJTHOBOM PEeyKUMe ITPU OCHOBHOI JJTH-
He BOJIHBI 450 HM U JIJTMHE BOJIHBI CPABHEHUS B
guara3oHe 620—-650 mm;

TEPMOCTAT, IIOJJIEPKUBAIOIINY  TeMIepaTypy
(87£1) °C;
XOJIOUIJTBHUK OBITOBOIL;

HUIETKHU II0JIyaBTOMATHUYECKHE OSHOKAHAIbHEIE
C IepeMEeHHBIM MJIN (PUKCHPOBAHHLIM 00HEMOM
CO CMEHHBIMH HAKOHEUYHHUKAMU, II03BOJISIOIINE
0TOMpPaTh 00BEMBI dKUAKOCTH OT 5 10 1000 MKJI;

MHUIIETKA II0JIyaBTOMATHYECKAS MHOTOKAHAIbHAS
CO CMEHHBIMH HAKOHEUYHHKAMH, II03BOJISIONIAA
orbupaTh 00BEMEL KHAKOCTEH 0T 5 10 300 MKJT;

IIPOMBIBOYHOE yCTpOfICTBO JJIA IIJTaHIIIeTa;

IIepYaTK MEOUIITMHCKHE IHAarHoCTHUYeCKHue Ol-
HOpAa30BEIE;

Oymara puIbTPOBAJIbHASL JIA00PATOPHAST;

IIUJIUHAP MEPHBIN 2-T0 KJIacca TOUYHOCTH BMECTH-
mocthio 100 mur;

uarHAp BMecTuMOocTh0 1000 M,
BOJA QUCTUJIJINPOBAMHAT;

JIe3UHQUITUPYIOIIHUA PACTBOD.
D-4352



6. AHAIIM3UPYEMbIE OBPA3LibI

— Jlomycraercs HCIIOJIb30BAHUE 00pasIos,
XpaHHUBIMHUXCS IIpu Temiepartype (2-8) °C He
Gosee 5 cyTok, amb0 HpU TeMIEpaType MUHYC
(20+4) °C, ecsmz HeoOX0AMMO 0OJIee HJIUTEIbHOE
XpaHeHue.

— ChBIBOpOTKH, cojepskallyie B3BEI€HHBIE YaCTHU-
IBI, MOTYT JIaTh HEIIPABUJILHBINA pedysapTarT. Ta-
Kre o0pasIbl IIepell WCIIOJIb30BAHUEM CJIEIyeT
menTpudyruporats npu 3000 06/MuH B TeueHme
10—15 muHYyT.

— Henbss wcmoian3oBaTh IIpopociimne, T1eMOJIH-
3UPOBAHHBIEC, THUIICPJIUIINIHBIE CBIBOPOTKHW HJIN
IIoaBepraBiIrecd MHOTOKPATHOMY 3aMOpaKuBa-
HWIO 1 OTTAaBAHUIO.

D-4352 9



7. NPOBEAEHUE MMMYHO®EPMEHTHOIO
AHAIU3A

7.1. BHUMAHHUE! TmarenbHOE COOGJIIO-

IJeHHe OMHCAHHBLIX HHKe TPeOOBAaHUU MO3BO-
auT n3bdeskaTh HCKaKkeHus pedyabraTtoB MDA,

10

Ilepen mocTaHOBKOM peakiimy BCe KOMIIOHEHTHI
Habopa HeoOXOOMMO BBIIEPIKATH IIPU TeMIlepa-
type (18-25)°C ue menee 30 MUHYT.

JIJ1sT TpUTOTOBJIEHUS PACTBOPOB M TIPOBEICHUS
N®A cnenyer HCIIOIB30BATH YHCTYI0 MEPHYIO
TOCYJly M aBTOMATHYECKHE MUIETKHA C ITOTPeIl-
HOCTBIO U3MepeHus 00bEMOB He bostee 5%.

Ilocme orbopa HeoOXOOZMMOIO  KOJIHMYECTBA
CTPHUIIOB OCTABIINECS CPA3y YIIAKOBATDH B IAKET C
ocyurureseM. Y IaKOBAHHBIE CTPHUIILL, ILJIOTHO 34-
KpPBITEIE DIIAKOHEL ¢ MCXOQHBIMUA KOMIIOHCHTAMN
xpauuTh pu (2—8) °C.

PactBop xombiorara B paboueMm pasBeIeHnH TOTO-
BUTH HEIIOCPEICTBEHHO IIepe ] NCIIOIb30BAHIEM.

Pacreop TMB roros mist ncrosrb3oBanusi. Heo0-
XOJIMMO WCKJIIOUNTH BO3IEHCTBHE IIPSIMOr0O CBETA
Ha pactsop TMB.

IIpu TpoMEBIBKE JIYHKH (cmpuna, NJaaHULEma)
3aIT0JIHATH ITOJTHOCTBIO, He JIOIyCKAas ITepesinBa-
HUS IIPOMBIBOYHOTO PACTBOPA Yepes3 Kpast JIYHOK,
W He KacasiCh JIYHOK HAKOHEYHWKOM ITHIIETKH.

D-4352



BpeMH MeXKOAYy 3allOJIHEeHKHEeM H OIIOPOKHEHMEM
JIYHOK OOJIZKHO OnITH He MeHee 30 CeKYH/.

— Ilpu ncmosrb30BaHUHU aBTOMATHYECKOTO UJIH PYU-
HOTO IIPOMBIBATEISI HEOOXOIUMO CJIEIUTH 3a CO-
CTOAHUEM €MKOCTH IJII IPOMBIBOYHOTO PACTBOPA
¥ COETMHUTEJIbHBIX IMIJIAHTOB: B HUX HE JOJIKHO
OBITE «3apocToB». Pa3 B HemesIo sKeIaTeIbHO EM-
KOCTH JJI ITPOMBIBOYHOTO PACTBOPA U IIIJIAHTHU
apombrBaTh 70% cmpToMm.

— He gmomyckaTth BBICBIXAQHHS JIYHOK ILTaHIIETa
MEKIY OTAEeJIbHBIMU OTIePATTHSIMHU.

— ITpu mocranoBke VMDA Henb3s HCHOJIL30BATH
KOMIIOHEHTBI 13 HAOOPOB PA3HBIX CEPUU WJIM
CMEIUBATh WX IIPU [IPUTOTOBJIEHUHM PACTBO-
POB, KpoMe HecHelnpUIecKUX KOMIIOHEHTOB
(OCB-Tx25), pacmeop TMDB, cmon-peazcenm),
KOTOpBIe B3amMo3aMeHseMbl B Habopax AQO
«Bexrop-Bec».

— Ilpu OpUroTOBJIEHUN PACTBOPOB M IIPOBECHUU
N®A cireqyer mciosb30oBaTh OJHOPA30BBIE HAa-
KOHEUHUKH ]I T03aTOPOB.

— Tlocyny (sanmouKw), HCTIOJIB3yEeMBbIE 171 PaOOThI
¢ pacrBopamu kKouboorara u TMB, e odpabdarsi-
BATh JIE3UHQUIMPYIOIINMHA PACTBOPAMH U MOIO-
IIMMH CPEICTBAMM.

— B cayuae IOBTOPHOIO MCIIOJIB30BAHUS IIOCYLY
(6aHHOUKL) OIS PACTBOPA KOH'BIOIAaTA IIPOMEITH
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IIPOTOYHOM BOJOM U TIIATEIHFHO OIIOJIOCHYTH JTUC-
THUJIJIMPOBAHHON BOHOM, OCYRY (8QAHHOUKL) NJIA
pacrBopa TMB cpaay mmocie paboThl HEOOXOI M-
MO TIPOMBITE 50% pPacTBOPOM STHJIOBOTO CIIHPTA,
a 3aTeM OJUCTUJLJIMPOBAHHOM BOJIOH.

Jlyist mesmH@EeKIINy I0CY bl 1 MaTePUAaJIOB, KOH-
TAKTUPYIOIIMX C MCCIEAYEMBIMU W KOHTPOJIb-
HBEIMHI 00pasiiaMu, PeKOMEHIyeM HCIIOJIb30BATh
IEe3UH(UIIMPYIOINIEe CPEeICTBA, He OKa3bIBalo-
IIye HeraTHBHOI'O BO3OEHCTBUSA HA KadvyecTBO
MDA, He comep:kaiiye aKTUBHBIA KHCJIOPOI U
XJIOP, HAIpHUMep, KOMOMHUPOBAHHBIE CPEICTBA
Ha ocHoBe YAC (uemeepmuuHbiX AMMOHUEBHIX
COe0uHeH L), CIIMPTOB, TPETUYHBIX AMUHOB.

INunerkn 1 paboure MOBEPXHOCTH 00padATHIBATE
ToJIbKO 70% pacTBopom atusioBoro crmpra. He wmc-
TIO0JIB30BATH IIEPEKUCH BOJIOPO/IA, XJIOPAMUH U T.]I.

7.2. IlpurorosijieHue peareHTOB.
7.2.1. IIpoMBIBOYHBIII PaCTBOP.

Basbosrrate COLIEPIKIMOe drakona c

OCB-Tx25. Ilpu BEImageHun ocagKa cojiell B KOH-
IIeHTpaTe IPOrpeThb ero Iepes pasBeldeHHeM 10
IIOJIHOT'O PACTBOPEHUSA 0CATKA.

B coorBercTBMM ¢ umcioM HCIIOJIB3YEMBIX

CTPHUIIOB  0TOOpATh HE00XOAWMOe  KOJIMYECTBO
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OCB-TX25 (em. mabauyy) u pa3BecTH JUCTUILIN-
POBAHHOM BOIOH 10 YKA3aHHOI0 B TA0/IMIIE 00BEMA
niu cogepskumoe 1 praxona — mo 700 .

Xpawnenue: npu memnepamype (2-8) °C oo 72
©Qcos.

7.2.2. KouTposibHbIE 00pPAa3IIHI.

Kourponpurie obopasmer (Kt u K-) rorosBor x
HCIIOJIE30BAHUIO.

Xpanenue: npu memnepamype (2-8) °C
8 meuenue 8ce20 CPOKa 200HOCMU HAbOPA.

7.2.3. PacrBop kKowborara B padouem
pa3BegeHUN.

Brnuwmanue! Jlna pabomer ¢ Konosiocamom
pexomendyem  UCNOb308AMb  O00HOPA308bLe
HAKOHEUHUKU OJIA NUNEMOK.

Bruwmanue! Pacmeop KoHnviocama 8 pabouem
paszeederuu 20Mmosums 8 NJAACMUK080L 8AHHOUKE,
exooaweli 8 cocmas Habopa, HenocpeocmeerHo
nepeo ucnosb3osaruem!

[Tepen mpuroroBIeHrEM pacTBOpa KOHbIOraTa
B paboueM pasBedeHNHN HeoOX0IMMO aKKypPaTHO IIe-
peMeliaTh, He JOIyCKas BCIEHUBAHUSA, COIEPIKU-
Moe (PJIAKOHOB C KOHIIeHTpaToM KoHbiorata u ¢ PK.

B mracTukoBy0 BaHHOUYKY BHECTH HEOOXOIH-
moe kosamdectBo PK, mobaBuTh cooTBeTcTBYyIOIIEE
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KOJIMYECTBO KOH'bIorara (Cm. mabnuly) i akkypar-
HO IIepeMeInaTh ITUIIeTUPOBAHUEM J0 ITOJIYYEeHUST
PaBHOMEPHOTO OKPAIIHUBAHUS.

7.2.4. Pacreop TMB.

Bruwmanue! Pacmeop TMB 2omos k ucnoJio-
308arnurw. Heobxodumo ucksiouumsv eozdeiicmeue
ceema Ha pacmaop TMB.

HemocpemcrBenHo Iepes HCIIOIB30BAHHEM
0TOOPATH B ILIACTHUKOBYI0 BAHHOYKY TOJBKO HEO00-
XOIMMO€ B COOTBETCTBHUH C UKMCJIOM MCIIOJIB3YEeMBbIX
CcTpUIIOB KoJndecTBO pactBopa TMB (em. mabau-
uy). Ocratku pacrBopa TMB u3 BamHOuYKH yTH-
JIM3UPOBATE (He CAUBAMb 80 (PJIAKOH C UCXOOHIM
pacmeopom TMBE).

Xpanenue: npu memnepamype (2-8) °C ¢ me-
yeHue 8ce20 CPoKa 200HOCmu Habopa.

7.3. IlpoBeneune anausa.

7.3.1. IloaroroBuTh HEOOXOOUMOE KOJIMIECTBO
cTpuIoB K pabore. Ocrasiimecs — cpasy yIIakoBaTh
BO m3beskaHme IyOUTeILHONO0 BO3IEeHCTBUS BJIATH.
JlJ1sg oTOrO CTPUMIBI MOMECTUTH B I1ed)JI€HOBBIN I1a-
KeT C BJIATOIIOIJIOTHUTEJIEM, TIIATEeJIbHO 3aKPBHITh
maKeT ILJIACTUKOBOM 3aCTEKKOM. YIIaKOBAHHBIE
TAaKUM 00pas3oM CcTpuIrkl Xxpauuth npu (2—8) °C mo
KOHIIA CPOKAa MOTHOCTH Habopa.
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[TpuroToBUTH TPOMBIBOUHEIHN pacTeop (n. 7.2.1),
KOHTPOJIbHEIE 00pasiel (n. 7.2.2).

7.3.2. Ilepex mocranosroit MDA smyuku cTpu-
IIOB IIPOMBITH OOWH Pa3 IIPOMBIBOYHBIM PACTBOPOM,
3aJImBas B KAXKOYI0 JIyHKY 110 400 MKJI IIPOMBIBOYHOTO
pactBopa. [lo ncredernun 5 MUHYT pacTBOp aKKYypPaTHO
YIAJIUTE B COCY/T C TE3UHMUITUPYIOIIAM PACTBOPOM.

I[To oxoHUaHWHM TIPOMBIBKA HEOOXOIHUMO
TIIATEJILHO YIAJIUTh BJAry U3 JIYHOK, IIOCTyKUBASA
IIepeBEPHYTHIMU CTPUIAMHU TII0 CJOKEHHOU B
HECKOJIBKO CJIOEB (pHiIbTpoBaJIbHOM Oymare. He
00nyCKAMb BbICLIXAHUSL JIYHOK CMPUNO8 MeHCOy
OMOCNIbHLIMU — ONEPAUUAMU  NPU  NOCMAHOBKE
pearuyuu.

7.3.3. Bo Bce JIyHKU CTPUIIOB BHECTH II0
80 Mk PBC. B ogny nyaky Buectu 20 mria K+,
B aBe npyrue jgyaku mo 20 mra K-, B ocraibubie
JOyHEH — 1m0 20 MKJI ucciiegyeMbIXx o0pas3ioB,
momyyasi TakuM ~o0pasoM, pasBemenHue  1:5.
Brecenme 00pas3rioB  JOKHO COMPOBOKIATHCS
aKKypaATHBIM IIepeMeluBaHueM (NUnemuposaHue
He meHee 4 pas). He momyckaThb BCIIeHWBaHUS U
KacaHus HAKOHEUHUKOM JHA U CTEHOK JIYHKH.

Jlyuku 3axjenTh IUIEHKOM W WHKYOMPOBATH
mpu temieparype (37+1) °C 30 munyT.

3a 5 MHHYT [0 OKOHYAHUA WHKyOAITUH
IIPUTOTOBUATH PACTBOP KOHBIOraTa B pabodem
pasBeleHun.
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7.3.4. 1o okoHUaHUY HHKYOAITUH COMTEPIKIMOE
JIYHOK COoOpaThb B COCYI C Je3WHQUITUPYIOIIUM
pacTBOpOM, TIPOMBITH JIYHKH CTPHIIOB b pas
IIPOMBIBOYHBIM PACTBOPOM U TIMATEJIHBHO YIAJIUTH
BJIATY.

Brumanue! Kaowcoyio JyHKY npu npomvigre
HeobxXo0uMO  3anoHAMbL  nosiHocmvio (400 mka
nPoOMbLEOUH020 pacmeopa,). Heobxooumo dobusamucs
NOJIH020  ONOPONCHEHUS. JIYHOK NOCJe  Kanico0020
ux 3anosninenus. Bpems medxcdy 3anosiHeHuem u
ONOPONHCHEHUEM JLYHOK 00JIHCHO 6btmb He meree 30 cek.

7.3.5. Bo Bce JIyHKHM ILTaHIIETa BHECTH IIO
100 mxa pacTBOpa KoHbBIOrara B padoueMm
pasBeneHuun.

Brumanue! Jlna emecenus pacmeopa
KOH®l02amMa 8 pabouem pazsedenull UCNOIb308aAMb
NJIACTNUKOB8YI0  8QAHHOYKY U  OOHOPA308ble
HAKOHEeUHUKU, 8X00AULle 8 cocmas Habopa.

3akgenTh JYHKHW TJIEHKOM W WHKYOHpPOBATH
mpu temiepatype (37+1) °C 30 muHyT.

[lo oxoHUaHWM WHKYOAIMH COAEPIKHMOE
JIYHOK co0paThb B cocyd C Je3UHMUIIMPYIOIIIM
pPacTBOPOM, JIVHKH IIPOMBITH 5 pa3 MPOMBIBOYHBIM
PaCTBOPOM U YIAJIUTH BJIATY, KAK OIIMCAHO BHIIIIE.

7.3.6. Bo Bce myuxku BHectm mo 100 MK
pacreopa TMB.
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Brnuwmanue! Jlna euecenus  pacmeopa
TMFE ucnosivzosamv nJAACMUKOBYI0 B6AHHOUKY U
00HOPA306ble HAKOHEWHUKU, 8X00AWUe 8 COCTNA8
nabopa.

CTpuIlbl IOMECTUTDH B 3AIIUINEHHOE OT CBETA
mecto mpu Temieparype (18-25) °C ua 30 MmuuyT.

7.3.7. OCTaHOBUTDH peaKIU0 J00ABICHNEM BO
Bce gyHKU 110 100 MKJI CcTOI-peareHTa U 4depe3
2—-3 munyTH n3meputsb OIL.

Cnedyem  uabecamv  nonadaumus  CmMon-
peazenma Ha 00excOy U OMKpbimble YUACMKU
mena. Ilpu nonadanuu — npomwvimb 6GOLULUM
KOJIU4ecmeom 600bL.

8. PETUCTPALINA PE3YJIBTATOB

Pesynbrare: MDA perrcrpupoBaTh € IIOMOIIHIO
criekTpodoromerpa, uamepss Ol B nByxBosiHOBOM
pesxmMe: ocHOBHON uibTp — 450 HM, pedeperc-
bumapTp — B mumamasome 620—650 um. Jlomycrmma
perucrpaiusi pe3yabTaToOB TOJBKO € (QHUIBTPOM
450 =M.

BriBenenue cmexTpodoToMerpa Ha HyJIEBOH
YPOBEHbB ((«6J1aHK») OCYIIECTBIIATH 10 BO3IYXY.
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9. YYET PE3YILTATOB PEAKLIUA

9.1. PesynbraThl mMcciaemoOBaHUN YYUTHIBATH
TOJIBKO IIPH COOIIONEHUN CIIEIYIONINUX YCIIOBHIA:

— cpexnee snadenne OIl B myHkax c orpuia-
TEJIbHBIM KOHTPOJILHBIM OOpasiiom He Oosiee 0,25
(OII, K~ <0,25).

— suauenne OIl B /yHKe ¢ HOJIOMKUTEIIHHBIM
KOHTPOJILHBIM 00pasiiom He meree 0,6 (OITK+ > 0,60).

Brrumcnnth KpuTUYECKOE 3HAYEHUE ONTHU-
geckoii miotHoctu (OIL,,,.,) 0 dbopmy:e:
Onnpum = OHcp(R_) +0,3,

rae OII,(K") — cpenuee snauernme OII nua
OTPHUILIATEIHLHOT0 KOHTPOJIBLHOIO 00paaIia.

Wccnemyemsrii o0paselr OIleHUTh KaK:

— oTpULAaTEeJIbHBIH, T.€. He comepskanuii [gG
K Mycoplasma hominis, eciu TOJIydYeHHOE IJIsI
nero sHavenue Oll,q, < OIl,,, —0,05;

— IOJIOYKUTEJIbHBIN, T.e. comepskarmuii 1gG
k Mycoplasma hominis, eca snauerne Ollyg, >
OIL,,ym + 0,05;

— comuuTenbHbit, ecnu Olly,,, — 0,05 <
OIl,4, < OILpym+ 0,05.
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9.2. Uurepuperanus pe3yIbTATOB.

OII oGpasma Peaynwrar 'IigT
ot 0 o (0TI, — 0,05) OTPHUIIATEIbHBIA -
ot (OIl,epym — 0,05) .

10 (OTL, o, + 0,05) COMHUTEJIBHBIA -
ot (OIl,pym, + 0,05) €1260TI0I0KH - 1:5
10 2 X OTLpm TeJIbHBIN )

ot 2 X Ol | 110
10 4% Ol TIOJIOYKATEITHHBIN
ot 4 X OIlL,pym CHUTBHOTIONOMRA- | 1.9
10 8 X OTL,pum TeJIbHBIA ’
oT 8 X Oll,pyum CHTBHOIIONIOMRA- | 1.40)
10 11 X OIL,pum TeJIbHBIA ’
CHITHHOTIOJIOMKH- .
Gosee 11 X OTL,pym p— 1:80

HaL[I/IeHTaM C COMHUTEJIBHBIMU U IIOJIO-
SJKUTEeJIbHbBIMN pe3yjJibTaTaMn PEKOMEeHOyeTCA
IIOIIOJIHUTEILHOE 00CIeI0OBAHNE (8blA8JIe e 8030Y-
oumens, obcnedosarnue nNapHvLx cbteopomok). Bee
KJIMHUYEeCKue u na60paTopHHe JaHHBbIE ITOJIXKHBI
6LITI) PaccMOTpPEHEBI B COBOKYITHOCTH.
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10. YCNOBUA XPAHEHUA N SKCIJTYATALIUU
HABOPA

10.1. TpaucmoprupoBanme HaOOpa IJOJIHKHO
npoBoauThea mpu TeMieparype (2—8) °C. Homycka-
eTcs TPaHCIIOPTUPOBAHWE NPHU TemIlepaTrype 0
25 °C me 6osee 10 cyToK.

3aMopaskuBaHUe He JOIMYCKAeTCS.

10.2. Xpamenme Habopa B YIAKOBKe
MIPeIIPUATUS-U3TOTOBUTEA  JIOJBKHO  ITPOU3BO-
IuThesa ipu Temmepatrype (2—8) °C.

BaMopaskrBaHue He JOIYCKAETC .
10.3. Cpox rommoctu Habopa peareHTOB — 12
MECSIIIEB CO JIHS BBIILYCKA.

11. TAPAHTUMHBIE OBA3ATENIbCTBA

11.1. IIpoumsBoguTenb TrapaHTHPYET COOT-
BETCTBHE BBIIIYCKAEMBIX U3IeJINi TPeOOBaAHUSIM
HOPMATUBHON U TEXHUYECKOU JIOKYyMEHTAIIUH.

Besonacuocts u KavecTBO M3/IesINS TapaHTU-
PYIOTCS B T€UEHUE BCETO CPOKA TOTHOCTH.

11.2. ITIpousBoauTe b OTBEYAET 38 HEJIOCTATKH
U3IesusI, 38 UCKIYeHneM JeeKTOB, BOSHUKIIHIX
BCJIEZICTBUE HAPYIIeHUs IIPaBUJ I0JIH30BAHUSI, YC-
JIOBUH TPAHCIIOPTUPOBAHUS U XPAHEHU, JIM0O Jeii-
CTBUS TPETHUX JIUII, TUOO0 HEIIPEOTOTUMOM CHJIHL.
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11.3. IIpomsBomuresb 00sI3yeTCsI 32 CBOM CUET
3aMEHUTH U3JejIne, TeXHUIECKNe U (PYHKIIMOHAIIb-
HBIE XAPAKTEPUCTUKHU (nompebumenvckue ceoli-
€mea) KOTOPOro He COOTBETCTBYIOT HOPMATHUBHOM U
TEeXHUYECKON NOKYMEHTAIINU, eCJIU YKa3aHHbIe He-
JIOCTATKU SIBUJINCH CJIEJCTBHEM CKPBITOTO JederTa
MaTepUaJIOB WJIM HEKaUYeCTBEHHOTO M3TOTOBJIEHUS
M3JTeJIUS TIPOU3BOTUTETIEM.

Ilo eonpocam, KacamLWUMCL KA4ecmea
nabopa  «Mycoplasma hominis-IgG-UDA-
BECT», obpawamuvcs 6 AO «Bexmop-Becm» no
aopecy:

630117, e. Hosocubupck-117, a/sa 492,
mean.: (383) 832-92-49, 227-60-30;
men./pakc: (383) 332-94-47, 332-94-44;
E-mail: plkobtk@uector-best.ru
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OOMOJIHUTENBbHAA NH®OPMALINA
OnA NOTPEBUTENEN:

— Habop pearenToB mpegHasHadyeH I IIpodec-
CHOHAJIBHOI'O IIPMMEHEHUNA 1 JOJIKEeH HCII0JIb30-
BaThCA 00YUYEHHBIM IIEPCOHATIOM;

— Ilpu wucnonbp3oBanum Habopa 00pas3ywTCsa OT-
xoxel KiaaccoB A, B u I', koropnie Kiaccudmiim-
PyIOTCA ¥ YHHUYTOMKAIOTCI (YMUJUIUPYIOMC)
B coorBerctBun ¢ CamlluH 2.1.7.2790-10 «Ca-
HUTAPHO-JIIHUIEMHUOJIOITYECKIE TpeOOBaAHMSA
K OOpallleHHI0 ¢ MEIUIIMHCKHMIU OTXOIaMI».
JlesuHpermmo HA00POB ciieayeT IIPOBOAUTL II0
MV-287-113 «Meroguyeckre ykasaHWsS II0 [e-
3UHQEKINH, IIPeICTePUIN3AIMOHHON OUNCTKE 1
CTePUJIN3ALUN M3OEJINI MeOUIIMHCKOrO Ha3Ha-
UeHHIY,

— TpeboBauusa 0e30IIaCHOCTA K MEIUIIMHCKUM Jia-
boparopusim mpuseersl B 'OCT P 52905-2007;

— He IIPMEHATH HaGOp pearedToB II0 Ha3Have-
HWIO II0CJI€e OKOHYAaHMNA CPOKAa I'OJHOCTH,

— TpamcmopTupoBaHue MOJIFKHO TPOBOIUTLCSA BCe-
MU BHIaMU KPBITOTO TPAHCIIOPTA B COOTBETCTBUU
C TpaBWJIAMU II€PEBO30K, IEHCTBYIOIIMMU Ha
TPAHCIIOPTE JAHHOTO BH/IA.

— IlpousBoguTesb rapaHTHPYET COOTBETCTBHE BBI-
IyCKAeMBbIX HM3IeJIMi TPeOOBAHMSM HOPMATHUB-
HOM M TEXHUYECKOU JOKYMEHTAITUH.
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Cxema aHanusa D-4352

T — # POMBIBOYHBIN pactsop (n. 7.2.1)
A
e
1o 20 mra K, K~
M MCCIIeAyeMBbIX 00pa3nos

PacTBOp KOHBIOraTa

R
5 pas
HPOMBIBKA o 400 mix
BHECTH 1o 100 MEJ pacTBOpa KOHBIOTATA
B pabodeM pa3BeeHHN

=
| no 100 Mk cTom-peareHTa |
L
crekTpodoToMeTpUpOBaHUEe
|P9F"°Tpﬂ“"" ::'. >| 450 HM/620 HM |
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I'PAONMYECKNE CMMBOJIBI

Homep no katanory

MeagnumHckoe
napenvie

ONs1 ANarHocTukm
in vitro

CO,EI,ep)KI/IMOFO A0CTaTO4YHO
Ona nposeneHnA
N Konn4yectBa TeCTOB

B>

He cTtepunbHo

TemnepaTtypHbIf

Lor] | Koa naptum 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-41crio

K HCTpyKUmMK
no NPUMEHEHWIO

> 00|«

OctopoxHo! O6paTutech kK MIHCTPYKLMM NO NPUMEHEHMIO

K oucynsmauuto cneyuanucma no pabome ¢ Ha-
6OPOM MONHCHO NOTLYUUMD NO Met.: (383) 3532-81-44.
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AKUMOHEPHOE OBLUECTBO
«BEKTOP-BECT»

MesxayHapoaHseiil cepTuduKaT
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/T/:

Habop peareHToB
AN UMMYHOMEPMEHTHOIO
BbISIBIIEHNS UIMMYHOTr00ynMHOB
knacca A k Mycoplasma hominis

MHCTPYKUWUA NO NPUMEHEHWIO
Ymeepxdera 10.12.14

HABOP PEATEHTOB

Mycoplasma hominis — IgA —

UDA - BECT
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1. HASHAYEHME

1.1. HaGop peareHToB mpegHasHAYeH [IJIs
BBISIBJIEHUST UMMyHOTJI00yanHOB Kaacca A (IgA) x
aurureny pl120 Mycoplasma hominis B CBIBOPOTKE
(nniazme) KpoBU YeJIOBEKA W MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop pearenToB paccuuTas Ha IPOBee-
Hre 96 aHAJIM30B, BKIIIOYAS KOHTPOJIH. B0O3MOMKHEI
12 mesaBucuMbIx mmocTaHoBOK MDA, mpu kaskmoi
M3 KOTOPBIX 3 JIYHKH MCIIOJIB3YIOT JJIS IIOCTAHOBKH
KOHTPOJIEH.

2. XAPAKTEPUCTUKA HABOPA

2.1. Ilpusnun geicreus.

Mertos ompesiesieHHsT OCHOBAH Ha TBEpPI0das-
HOM WMMYHO(QEPMEHTHOM aHAaJIM3e C IIPUMeHEHH-
eM peKoMOMHAHTHOTO aHTUreHa. Bo Bpems miepBoii
WHKYOAINY, IPU HAJWYNN B HUCCIETyEeMBIX 00paa-
ax MMMYHOIJI00yImHOB Kiacca A k Mycoplasma
hominis, IPOUCXOOUT HMX CBS3BIBAHHE C HMMMOOU-
JIM30BAHHBIM HA ITOBEPXHOCTH JIYHOK ILJIAHIIETa
pexoMmOuHaHTHEIM auntureHom pl20 Mycoplasma
hominis. He cBsizaBiuiicss matepuas yaasoT OT-
MBIBKOH.

Ha BTopoii craguu artuTena k IgA uenosexa,
MeYeHHbIe TTePOKCHIA30M XpeHa (KOH»l02am), CBsi-
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3BIBAIOTCA C KOMILJIEKCOM «aHTHUIeH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COJIEPIKAIINX KOMILJIEKCH «aH-
TUTEeH-aHTUTEJION.

Peaxmmio  ocramaeimmBator  mobaBieHHMEM
crom-pearedra. Pesynprarer MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OIITHYE-
ckyio mwiotHocThb (OI) B 1ByXBOJIHOBOM peskmMe:
OCHOBHOI (puiabTp — 450 HM, pedepeHc-puabTP —
B numanas3oue 620-650 M. omycruma permcrpa-
YA Pe3yJIbTaTOB TOJBKO ¢ (uiabTpom 450 HM.
WuTeHCHBHOCTE KEITOTO0 OKPAIIMBAHUS IIPOIIOP-
ITIOHAJbHA KOJHWYECTBY COMEPIKAIIMXCSI B HCCIIE-
IoyemMoM o0pasiie MMMYHOIVIOOYJIMHOB Kjacca A K
Mycoplasma hominis.

ITocsie wm3MepeHUs OINTHYECKOM ILJIOTHOCTH
pacTBopa B JIYHKAX HA OCHOBAHUM PACCYUTAHHOIO
saauvenus OIl,,,, anamsupyembie oOpasIibl o1fe-
HUBAIOTCA KAaK II0JIOKUTEJIbHBIE, COMHUTEJIbHBIE
WU OTPULIATEJILHEIE.

2.2. Cocras mabopa:
° IUIAHIIET Pa30OpHBIA ¢ UMMOOMIN30BAHHBIM PEKOM-
omnanTHEIM antureHom pl20 Mycoplasma hominis
— 1 mmr.;
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[IOJIOKUTEIbHBIM  KOHTPOJbHEIA  obpaserr (K1),
WHAKTUBUPOBAHHBINA — HA OCHOBE WHAKTUBUPOBAHHON
CBIBOPOTKY KPOBH YEJIOBEKA, COJIEPIKATIINI HMMYHOTJIO-
oynmubr kiaacca A k Mycoplasma hominis — mpospady-
Has "KHUIKOCTD KpacHoro msera — 1 dr., 0,5 mut;
OTPULIATEIbHBIM  KOHTPOJbHEIM  obpaserr (K-,
WHAKTUBUPOBAHHBIN — HA OCHOBE MHAKTUBUPOBAHHON
CBIBOPOTKU KPOBY UYEJIOBEKA, HE COMEPIKAIIUN UMMY-
Horo0yuHE Kaacca A k Mycoplasma hominis — mpo-
3pavHas KHUIKOCTH CBETJIO-KEJITOro Isera — 1 .,
1

KOH'BIOraT, KOHIIEHTPAT — aHTuTesa K IgA desoBeka,
MedYeHHbBIe MePOKCHUIA30M XpeHa — IPO3pavHas JKUJI-
KOCTh cuHero 1sera — 1 ¢r., 1,5 Mt

pactBop mia pasBemgenus xoubiorara (PK) — Gecr-
BETHAS CJIETKA OMAaJIeCIIUPYIONAas KUIKOCTh —1 dII.,
13 mum;

pacTBop Ui passesenus cbiBopoTok (PC) — mpospaunas
SKUIKOCTD 3KEITO-KpacHoro msera — 1 doit., 13 mur;
25-KpaTHBIM KOHIIEHTPAT PochaTHO-coIeBoro oydep-
Horo pacrtsopa ¢ TBuHOM (DCB-TX25) — mpospaunas
WJIA CJIETKA OMAJIeCIIUPYIoIiasi OecIiiBeTHAa s KUIKOCTD,
BO3MOKHO BEITIAJIEHUE OCAKA COJIEH, PACTBOPSIOIIE-
rocs mipu HarpeBauwu — 1 diI., 28 Mt

pactBop TMB — mpospaunHas OecliBeTHasT WJIH C $KeJI-
TOBATHIM OTTEHKOM KHIKOCTE — 1 poi1., 13 MuT;
CTOII-peareHT — Ipo3pavyHasi DecIiBeTHasT KUIKOCTDh —
1 da., 12 mut.

D-4358 5



Ha6op JOIIOJIHUTEJIbHO KOMIIJIEKTYETCA:
* IIEHKOM JJIA 3aKJIeMBAHUS ILIAHIIeTa — 3 IIIT.;
* BaHHOYKAMU JJIS peareHToB — 2 IIIT.;
* HaKOHEUYHMKAMU IJId nuireTku Ha 4—200 MK — 16 mrT.

3. AHANMUTUYECKUE N OUATHOCTUYECKUE
XAPAKTEPUCTUKHN

3.1. PesysprarT KayecTBEHHOIO OIIpejesie-
HUsT HAOOPOM WMMYHOIJIOOYJIMHOB KJiacca A K
Mycoplasma hominis moJI3eH COOTBETCTBOBATD Tpe-
oosauusam CIIII (pee. Ne 05-2-178), BRI0OYAOLIEH
00pAa3IThl CBIBOPOTOK, COMIEPIKATIIHE CITeITU(IUIECKIe
IgA & Mycoplasma hominis: 9yBCTBUTEILHOCTD
mo mMMmyHoryooyuHam kjgacca A x Mycoplasma
hominis — 100%.

3.2. PesyabraT KadecTBEHHOTO OIIpejesie-
HUA Ha00pOM HMMYHOIJIOOYJIMHOB KJacca A K
Mycoplasma hominis DOIKeH COOTBETCTBOBATH
tpeboBarusim CIIIT (pee. Ne 05-2-178), BrJIHOUYA-
olIell 00pasiibl CHIBOPOTOK, He comepskaimme IgA
K Mycoplasma hominis: crnenuUIHOCTDL II0
uMMyHOrJI00yanHaM EKjaacca A x  Mycoplasma
hominis — 100%.
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4. MEPbI NPEAOCTOPOXHOCTHU

[ToTennua IbHBIN PUCK IPUMEHEHNs Habopa —
riacc 2a (Ilpuxaz M3 P® om 06.06.2012 Ne 4n).

[Ipu pabGore ¢ wmccaeayeMBbIMH CBIBOPOTKAME
M KOHTPOJIBHBIMHI 00pasiiaMu CjemyeT cOOJIINATh
MepBHI IIPESOCTOPOKHOCTH, IIPUHATEIE IIPU pabore ¢
HOTEHITNAIbHO HH(PEKIINOHHBIM MATEPHIAJIOM:

* paboTaTh B PE3MHOBHIX IIEPUATKAX;

He IUIEeTUPOBATEL PACTBOPEL PTOM;

BCE MCIIOJIb30BAHHEIE MATEPUAJIbl Ie3WH-
duImpoBaTEL B COOTBETCTBHUU C TPeOOBAHUAMU
¢ CII 1.3.2322-08 or 01.05.08 mu MV-287-113 or
30.12.98;

*  YyTUIM3AIMI0 WM YHAYTOMKEHUE, Ie3WH-
deximo HabOPOB peareHToB cieayeT IPOBOIUTEL B
coorBercTBuu ¢ CaulluH 2.1.7.2790-10 «Cauurap-
HO-JIHIEeMHUOJIOTHYECKe TpeboBaHus K oOparre-
HUIO ¢ MEIUIIMHCKUMEU oTxomamm» m MY-287-113
«MeToaudueckue yKa3aHU 110 Te3NHQEeKIINT, IIPe-
CTEPUJIN3AIOHHON OUMCTKE U CTePUJIM3AIUNA H3-
eI MEeIUIITHCKOI0 HA3HAUCHUI),

*
*
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5. OBOPYOOBAHUE U MATEPUAITbI

CrerxrpodoToMerp, II03BOJISIONIAN IIPOBOSUTE
M3MEePEeHUs OINTHUYECKOH IIJIOTHOCTH PacTBOPOB B
JIYHKAX IJIAHINeTa IpH JJIHHe BOIHBI 450 HM 1/
WJIN B JBYXBOJTHOBOM PEeyKUMe ITPU OCHOBHOI JJTH-
He BOJIHBI 450 HM U JIJTMHE BOJIHBI CPABHEHUS B
guara3oHe 620—-650 mm;

TEPMOCTAT, IIOJJIEPKUBAIOIINY  TeMIepaTypy
(87£1) °C;
XOJIOUIJTBHUK OBITOBOIL;

HUIETKHU II0JIyaBTOMATHUYECKHE OSHOKAHAIbHEIE
C IepeMEeHHBIM MJIN (PUKCHPOBAHHLIM 00HEMOM
CO CMEHHBIMH HAKOHEUYHHUKAMU, II03BOJISIOIINE
0TOMpPaTh 00BEMBI dKUAKOCTH OT 5 10 1000 MKJI;

MHUIIETKA II0JIyaBTOMATHYECKAS MHOTOKAHAIbHAS
CO CMEHHBIMH HAKOHEUYHHKAMH, II03BOJISIONIAA
orbupaTh 00BEMEL KHAKOCTEH 0T 5 10 300 MKJT;

IIPOMBIBOYHOE yCTpOfICTBO JJIA IIJTaHIIIeTa;

IIepYaTK MEOUIITMHCKHE IHAarHoCTHUYeCKHue Ol-
HOpAa30BEIE;

Oymara puIbTPOBAJIbHASL JIA00PATOPHAST;

IIUJIUHAP MEPHBIN 2-T0 KJIacca TOUYHOCTH BMECTH-
mocthio 100 mur;

uarHAp BMecTuMOocTh0 1000 M,
BOJA QUCTUJIJINPOBAMHAT;

JIe3UHQUITUPYIOIIHUA PACTBOD.
D-4358



6. AHAIIM3UPYEMbIE OBPA3LibI

Jlomyckaercst wmcmosib3oBaHME 00pas3IoB, Xpa-
HuUBIIHXCS 1Tpu TeMmirepatype (2—8) °C me dostee 5
CYTOK, JTu00 mpu TeMmitepatype mumnyc (20+4) °C,
ecJi HeoOX0 1Mo OoJIee IIUTeIbHOe XpaHeHue.

CBIBOPOTKH, cojepskallie B3BEIeHHBIE YaCTHU-
IbI, MOTYT JIaTh HEIIPABWJILHBINA pe3ysabpTarT. Ta-
Kre o0pasIbl IIepell WCIIOJIb30BAHUEM CJIEIyeT
meHTpudyruporath npu 3000 06/MuH B TeueHme
10—15 muHYyT.

Henbss wmcmonp3oBaTh IIpopociimue, T1eMOJIH-
3HUPOBAHHBIEC, THUIICPJIUIINIHBIE CBIBOPOTKHW HJIN
IIoaBepraBiIrecdad MHOTOKPATHOMY 3aMOpaKuBa-
HWIO 1 OTTAaNBAHUIO.

7. NPOBEOAEHUE MMMYHO®EPMEHTHOIO
AHAJIU3A

7.1. BHUMAHHUE! TmareapHOE COOJIIIO-

JleHle OMHWCAHHBIX HUKE TPEeOOBAHUU IO3BO-
auT n3deKaTh HCKasKeHusa pedyabratos UDA.

[Tepen mocTaHOBKOM peakIIuKd BCe KOMIIOHEHTHI
Habopa HeoOXOIMMO BBHIAEPIKATh IPU TeMIlepa-
Type (18-25)°C me meuee 30 MUHYT.

Jl1si IpUrOTOBJIEHNSI PACTBOPOB W IIPOBEIIEHUS
NDA cremyer mCIIONB30BATHL YHUCTYH MEPHYIO
IOCyy W aBTOMATHYECKHE ITUIIETKU C MOrPell-
HOCTBIO B3MepeHus 00bEMOB He Oostee 5%.
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Ilocte orbopa HeoOXOOHMMOrO  KOJIHMYECTBA
CTPHUIIOB OCTABIIKECH CPA3y YIIAKOBATE B IIAKET C
ocyIInTeseM. Y IaKOBAHHEIE CTPUIILL, ILJIOTHO 34-
KpPBITEIE DIIAKOHEL ¢ MCXOQHBIMUA KOMIIOHEHTAMN
xpauuTh mpu (2—8) °C.

PacrBop xombiorara B pabouem pasBemeHNH IOTO-
BUTH HEIIOCPEICTBEHHO IIepe ] NCIIOIb30BAHMEM.

Pacreop TMB roros mist ncnoss3oBanusa. Heob-
XOJIMMO WCKJIIOUUTH BO3IEHCTBHE IIPSIMOTO CBETA
ua pacrsop TMB.

Ilpu mpombiBKEe JYHKU (cmpuna, niaHuema)
3aITOJTHATH ITOJTHOCTHIO, He JIOITyCKas ITepesinBa-
HUS TTIPOMBIBOYHOTO PACTBOPA Yepe3 Kpas JIYHOK,
W He KacasiCh JYHOK HAKOHEYHWUKOM ITUITETKH.
Bpemst mesxay 3amosiHeHmEM W OITOPOKHEHWEM
JIYHOK JIOJI?KHO OBITH He MeHee 30 CeKyH/I.

IIpu uconb3oBaHUM ABTOMATHUYECKOIO I Pyd-
HOT'O IIPOMEBIBATEJISI HEOOXOIUMO CJIEIUTH 34 CO-
CTOSTHHEM EMKOCTH JIJIsI IPOMBIBOYHOTO pacTBOpa
¥ COeTUHUTEJILHBIX IIJIAHTOB: B HUX HE JIOJIKHO
OBITE «3apocToB». Pas B Heero sejraTeIbHO EM-
KOCTh JJIsI TIPOMBIBOYHOTO PaCTBOPA U IIJIAHTU
unpombiBaThk 70% crrmprom.

He pomyckarh BBICEIXaHHS JIYHOK ILJIQHIIETA

MESKTY OTJeJIbHBIMU OTIePAITAIMH.

IIpu mocranoBke MDA mHemb3st HCIIOIB30BATH

KOMIIOHEHTHI M3 HAO0O0POB PA3HBIX CEpPUHl UInU
D-4358
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CMEIINBATh, MX IPHA IIPUTOTOBJIEHHN PACTBO-
POB, KpoMe HeCIelupUIeCKNX KOMIIOHEHTOB
(@CB-Tx25), pacmeop TMDB, cmon-peazenm),
KOTOpEIE B3amMo3aMeHsaeMbl B Habopax AQO
«Bexrrop-Becm.

[Tpu mpuroToBJieHUU PACTBOPOB W IIPOBEIECHUU
VDA crienyer UCIOIBL30BATH OQHOPA30OBBIE HA-
KOHEYHUKHU OJId ,Z[OGaTOpOB.

Ilocyny (sarnouku), ncmoyb3yeMble 4J1si padoTh
¢ pactBopamu KoHboorata u TMDB, He o0pabaTsi-
BATh Je3UHQUIINPYIOIMIUMY PACTBOPAMH U MOIO-
IIAMU CPEJCTBAMHU.

B cayuae mOBTOPHOTO WCIOJIB30BAHUS ITOCYTY
(8anHOUKL) IS PACTBOPA KOH'BIOraTa IIPOMBITH
TIPOTOYHOU BOJOU U TIIATEJILHO OIIOJIOCHYTH JIHC-
THJIJIMPOBAHHON BOHOM, IOCYHY (8QAHHOUKL) NJIS
pactBopa TMB cpaay mocsie paboThl HEOOX0IH-
MO TpoMBITH 50% pacTBOPOM ITUIIOBOTO CIIUPTA,
a 3aTeM JUCTUJLJIMPOBAHHOM BOJIOH.

Jns nesuH@EeRIMY moCcy bl U MAaTePUAJIOB, KOH-
TAKTUPYIOIIUX C HKCCJIEIYEMBIMU W KOHTPOJIb-
HBIMH 00pasiiaMu, PEKOMEHIyeM HCII0JIb30BATh
Ie3NHMUIIMPYIONIFE CPEeICTBA, He OKAa3bIBalo-
Iie HEeraTUBHOIO BO3IEWCTBHS HA KaYECTBO
VDA, He comepskaliye akTUBHBIM KHCJIOPOL U
XJIOp, HAIpuMep, KOMOMHUPOBAHHBIE CPEICTBA
Ha ocHoBe YAC (uemeepmuurbix AMMOHUCBDLY

co%dunenuzj), CITUPTOB, TPETUUHBIX AMUHOB. »
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— Iunerku u pabodre TOBEPXHOCTH 00pabATHIBATH
ToJIbKO 70% pacTBopoM atmsioBoro crumpra. He mc-
OJIE30BATH ITEPEKUCH BOJOPO/Ia, XJIOPAMUH U T.J1.

7.2. IlpuroroBjieHuEe peareHTOB.
7.2.1. IIpoMBIBOYHBII PACTBOP.

Bsbosrrate COZIEPIKIMOe draxoHa c
OCB-Tx25. Ilpu BRImageHun ocagKa cojiell B KOH-
IleHTpaTe IPOrpeThb ero Iepes] pasBeldeHHeM 0
IIOJIHOTO PACTBOPEHUSA 0CATKA.

B cooTBeTcTBMM ¢ UYHCIIOM MCIIOJIb3YEMBIX
CTPHUIIOB  0TOOPATh HE00XOAMMOe  KOJIMYECTBO
OCB-T%25 (em. mabauyy) 1 pa3BecTu JUCTUILIN-
POBAHHOM BOIOH JI0 YKA3aHHOI'0O B TA0IMIIE 00BEMA
niu cogepakumoe 1 praxona — mo 700 mut.

Xpanenue: npu memnepamype (2-8) °C oo 72
©Qcos.

7.2.2. KourposabHbie 00pas3ubl.
Kourponbusie oopaausr (Kt 1 K-) rorossr k uc-
0JIL30BAHUIO.

Xpanernue: npu memnepamype (2—8) °C ¢ me-
Yerle 6ce20 CPOKa 200HOCMU HaboPa.

7.2.3. PacrBop kKowborara B padouem
pa3BegeHUN.

Brnumanue! Jins pabomst ¢ konoviocamom
perxoMendyem UChoSIb3080Mb 00HOPA308bLe HAKO-

HeUHUKU 0218 NUNEMOK.
12 D-4358



0'cL _ 0'LL | 0'0L _ 0'6 _ 0'8 _ 0', _ 0'9 _ 0's _ o'y _ 0'e _ 0'c _ 0L _ uw ‘gL doaLoed
gL doaloed

o'zl | 0'tL JooL | 06 |08 | 0L |09 | 0S| ov | oe | oc| 0t LW Hd
. . . . . . . . . . . . W ‘(Led1HahHON)

43 [ 0L | 60| 80| L0]90]|Sso]| Yo ]| €co]| o 1’0 Le10iaLHOY

nHeareased wahoged g eleloidHoy edogLoed auHagoLoind|

009 0SS | 00S | 0S¥ | OO | 0SE | 00OE | 0S¢ | 00C | OSL | OOL | OS un ‘etfoa
or [elrg ot ot o ot ot or ot [elrg ot [elrg BseHHegoduuLMLon
ve 44 0c 8l 9l 14 cl ol 8 9 14 4 U ‘GZx1-900

edoaloed oioHhogIanodu avHaLrgoLomndy|
a2 |uw|ofe]s|sf[ofs]|v]|e]z]

goumndid xiIanaAeqaLoudu 0g.199hU oy

goiHaIead eroxoed enuIroe,

13

D-4358



Brnuwmanue! Pacmeop kownosiocama 8 pabdo-
YeM pa36e0eHuUl 20mosumb 8 NJAACMUKO80L 8QH-
HOuKe, 8x00Auell 8 cocmasg Habopa, Henocpeo-
cmeerHo nepeo ucnosb3osanuem!

Ilepen mpuroroBIeHrEM pacTBOpa KOHbIOraTa
B paboueM pasBeeHnH He0OX0IMMO AaKKYPaTHO TIe-
peMelraTb, He JOIyCKas BCIEHUBAHWS, COIEPIKU-
Moe (PJIAKOHOB C KOHIIEHTpaTOM KoHbiorara u ¢ PK.

B miacTuKoByI0 BAHHOYKY BHECTH He00XO.IH-
moe koamdectBo PK, mobaBuTh cooTBercTByIOIIEe
KOJIMYECTBO KOH'BIOraTa (Cm. mabaiuly) i akKyparT-
HO IIepeMelaTh IMUIIeTUPOBAHUEM JI0 II0JIYUCHUS
PABHOMEPHOTO OKPAIIUBAHMA.

7.2.4. Pacreop TMB.

Brumanue! Pacmeop TMBE 2comos k ucnoJib-
3osanuw. Heobxooumo uckniouums sozoeiicmaeue
ceema na pacmaop TMB.

HermocpeacTBenHo 1epes  HMCIIOJIB30BAHHEM
0T00pPAaTh B INIACTUKOBYI BAHHOYKY TOJIBKO HEO00-
XOIMMO€ B COOTBETCTBUH C YMCJIOM HCIIOJIb3yEeMbIX
CTPHUIIOB KoamdecTBo pacrBopa TMB (ecm. mabnu-
uy). Ocratku pacrsopa TMB u3 BamHOUKH yTH-
JIM3UPOBATE (He CAUBAMD 80 (PJIAKOH C UCXOOHbIM
pacmeopom TMB).

Xpanernue: npu memnepamype (2-8) °C ¢ me-
YyeHue 8ce20 cpoKa 200HoCcmu Habopa.

14 D-4358



7.3. IlpoBenenne amanusa.

7.3.1. IloaroroBuTs HEOOXOOMMOE KOJIMYECTBO
ctpuroB K pabore. Ocrasirmecss — cpasy yIrakoBaThb
BO m3beskaHme I'yOUTEIHBHOTO0 BO3IEeMCTBUS BJIATH.
JIJIst 3TOro CTPUIIBI IOMECTUTDL B IedJIeHOBBIM IIa-
KeT C BJIATOHOTJIOTHUTEJIEM, TIIATEeJIbHO 3aKpPBITH
HaKeT IJIACTHKOBOM 3aCTEMKKOM. YIIaKOBAHHBIE
TaKUM 00pas3oM cTpunbl Xpauuthk mpu (2—8) °C mo
KOHIIA CPOKa TOTHOCTH Habopa.

[TpuroroBuTE IPOMBIBOYHBINA pacTtBop (n. 7.2.1),
KOHTPOJIBHBIE 00pasiibl (n. 7.2.2).

7.3.2. Ilepen mocramosroit MDA nyHKHU cTpu-
OB IIPOMBITH OJIMH Pa3 IIPOMBIBOYHBIM PACTBOPOM,
3aJIMBast B KAKIYI0 JIYHKY 110 400 MKJI ITPOMBIBOYHOTO
pactsopa. Ilo ncrevenrn 5 MUH pacTBOpP aKKypaTHO
VIAJIUTH B COCY/T C Je3UH(UIIMPYIONINM PACTBOPOM.

ITo oxoHUYaHWM ITPOMBIBKM HEOOXOIMMO TIIA-
TEJIbHO YAAJIUTH BJIATY M3 JIYHOK, IIOCTYKHUBAS TIe-
PEBEPHYTHIMH CTPUIIAMH II0 CJIOKEHHOM B HECKOJIb-
KO CJIOEB (pUJILTPOBAJIBbHOMI Oymare. He donyckamb
BLLCLIXAHUSL JIYHOK CMPUNOE MexcOyY 0MmOeSbHbLMU
ONepalUAMU NPU NOCMAHOBKE PEAKUUL.

7.3.3. Bo Bce smyrku cTpunoB BHecTH 110 80 MKJT
PC. B oguy nyury suectu 20 mra K, B n1Be apy-
rue syaku mo 20 M K7, B ocranbHble TyHKH — 110
20 MKJI HCCIeAyeMBIX OOpPAa3IioB, IOJIydyas Ta-
KuM o0pa3om, pasBegenue 1:5. Buecenue 00pasiios

D-4358 15



JOJI3KHO COITPOBOYKIATHCS AKKYPATHBIM IIePeMeTITH-
BaHueM (nunemuposanue He mernee 4 pasz). He mo-
IyCKaTh BCIEHWBAHUSA W KACAHUS HAKOHEYHUKOM
ITHA ¥ CTEHOK JIYHKH.

Jlyuku 3axienTh IUIEHKOM W HMHKYOMPOBATDH
npu temieparype (37+1) °C 30 mumyT.

3a 5 MUH 10 OKOHYAHUSI UHKYOAIIUY IIPUTOTO-
BUTH PACTBOP KOHBIOTATa B paboueM pa3BeIeHUN.

7.3.4. Ilo okoHUAHNY MHKYOAIIUH COIEPIKIIMOE
JIYHOK cOOpaTh B COCY[ C Ie3MHMUITUPYIOIINM pac-
TBOPOM, ITPOMBITH JIYHKU CTPHUIIOB 5 Pa3 IPOMBIBOY-
HBIM PAacTBOPOM U TIIATEJIFHO YIAJIUTH BJIATY.

Bruwmanue! Kajxcoyio iynky npu npomviéke He-
00x00UMO 3anoIHAMb noJsiHocmvio (400 mK npombi-
80un020 pacmeopa). Heobxooumo dobusamucs nosHo-
20 ONOPONCHEHUS, JIYHOK NOCTIe KANCO020 UX 3AN0JIHe-
Hus. Bpemsa medxcoy sanonmeruem u onopocneHuem
JLYHOK 00J1/CHO Obimb He menee 30 ceKyHO.

7.3.5. Bo Bce nyuxu rurasmera BaectH 110 100 MK
pacrBopa KoHbOrara B padoyem pa3Be/ieHuun.

Bruwmanue! Jlns enecenus pacmeopa
KOHBI02ZAMA 8 Pabouem Pa3sedeHUl UCNOTIb308AMb
NJACMUKO8YI0 8AHHOUKY U OOHOPA306ble HAKO-
HeUHUKU, 6X00AWUe 8 COCNAE HAbOPA.

3akgenTs JYHKM IUIEHKOM M MHKYOMPOBATH
mpu temieparype (37+1) °C 30 munyT.
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[To oxoHUaHWN MHKYOAIMU COIEP:KUMOE JIy-
HOK COOpaTh B COCY/ C Je3UH(PULIMPYIOIINM PACTBO-
POM, JIVHKHK IPOMBITH 5 pa3 IPOMBIBOYHEIM PACTBO-
POM M YIOAJIUTE BJIATY, KAK OIMCAHO BBIIIIE.

7.3.6. Bo Bce nyuxu Buectu mo 100 Mk pac-
tBopa TMB.

Brumanue! Jlns snecenus pacmeopa TMB
UCNROJIL308AMb NJIACMUKOBYH) 6AHHOUKY U OOHO-
pPa306vie HAKOHEUHUKU, 6X00AULUe 8 COCMAB HA-
bopa.

CTpumbl TOMECTHUTDH B 3AIMUIIEHHOE OT CBETa
mecto pu Temireparype (18—25) °C ma 30 munyT.

7.3.7. OCTaHOBHUTL peaKIUIO T00ABJIEHHEM BO
Bce JyHKU 1m0 100 MKJI cTOI-peareHTa W 4depes
2—3 muHyTH n3meputsb OII.

Cnedyem  usbecamv  nonadarus  CmMon-
peazenma Ha 00exc0y U OMKDPbLMbLE YUACMKU
mena. Ilpu nonadanuu — npomovimov 60bULUM KO-
JLUUECME0M 800bL.

8. PETUCTPALIUA PE3YIILTATOB

Pesymprater MDA peruvcrpupoBaTh ¢ IIOMOIIBIO
crrexrpoporomerpa, uamepsas OIl B nByxBosrHOBOM
peskmMe: ocHOBHOM (myibTp — 450 HM, pedeperc-
dmsTp — B quamasorne 620—650 um. Jomycruma pe-
THUCTPAIINS PE3yJIbTATOB TOJIBKO ¢ (pryibTpoM 450 HM.

BriBenenme crexTpodoTomerpa Ha HyJIEBOM

YPOBEHB («ON1QHK)) OCYIIECTBIISATD 110 BO3IYXY.
D-4358 17



9. YYET PE3YILTATOB PEAKLINU

9.1. PesyibraThl MCCIEIOBAHUNA YYUTHIBATD
TOJIBKO IIPHU COOIIOMEHUH CIEIYIONINX YCIIOBIIMA:

— cpenuee sgauenne OII B nyHKax ¢ orpuma-
TeJIbHBIM KOHTPOJIBHBEIM oOpasitom He Oosiee 0,25
(OII., K~ <0,25).

— smavenue OIl B JyHKe ¢ IIOJIOKHUTEILHBIM
KOHTPOJILHBIM 00pasiiom He meree 0,6 (OTTK+ > 0,60).

Brruncimints kpuTHYECKOE 3HAYEHUE OITH-
geckoii mirorHoctu (OIL, ;) 10 bopmyire:

Onxpum = Oncp(R_) +0,3,
rae OII,(K") — cpennee snavenme OII na
OTPHULIATEIHFHOT0 KOHTPOJILHOTO 00paasiia.
VcenemyeMblii 00paselr OLleHUTh KaK:

— OTpHULIATEJIbHBIN, T.e. HE COIepsKaIlUil
IgA x Mycoplasma hominis, eciiu IIOJIyYeHHOE JIJIs
uero sHavenue Oll,q, < OIl,,,, —0,05;

— MOJIOKUTEJIbHBIN, T.e. comepskamuit IgA
Kk Mycoplasma hominis, ecru sHadenue Oll,q, >
OIL,.,ym + 0,055

— comuurenbubi, ecnim Oll,,, — 0,05 <
OHo6p < OHHpum+ 0,05.

18 D-4358



10. YCNIOBUA XPAHEHUA U SKCNNYATALUN
HABOPA

10.1. TpancropTrpoBanme HAbOPa TOJIHAKHO IPO-
BomuThest Tipu Temrepatype (2—8) °C. Jlomyckaercst
TPaHCIOPTUPOBaHMe IIpu Temireparype g0 25 °C He
6ostee 10 cyTok. 3amMopaskuBaHNe He JOMYCKASTCS.

10.2. Xpamenume HaOOpa B yHAKOBKE IIpej-
MIPUATHAS-U3TOTOBUTEJIST JOJLKHO ITPOU3BOTUTHCS
mpu Temmeparype (2—-8) °C. 3amopasknpamue He
JIOITYCKAETCSI.

10.3. Cpoxr rogHOoCcTH Habopa peareHToB — 12
MECSIITER CO JTHS BBIIYCKA.

11. TAPAHTUWHBIE OBA3ATENBLCTBA

11.1. TlpomsBomuTesib TapaHTUPYET COOT-
BETCTBHE BBIIMYCKAEMBIX H3JeJIUll TpeOOBAHUIM
HOPMATHUBHOU U TEXHUYECKON JOKYMEHTAIIUH.

Besomacuocts 1 xavecTBo n3aeyind rapaHTHh-
PYIOTCA B Te€UEHHE BCETr0 CPOKA I'OJJHOCTH.

11.2. IlponsBoguTe b OTBEUAET 34 HEIOCTATKH
u3neaus, 3a UCKIYeHreM qed)eKTOB, BOSHUKIITUX
BCJIeJCTBUE HAPYIIIeHUs IIPaBUJI I0JIb30BAHUS, yC-
JIOBUH TPAHCIIOPTUPOBAHUS U XpPAHEHUS, JIM00 Jeii-
CTBUS TPETHUX JIUI, JTUO0 HEIIPEOJOTUMOM CUJTHI.

11.3. IIpomsBoauTesib 006s13yeTCsT 3a CBOM CUET
3aMEHUTh U3JeJINe, TeXHUYeCKHe U PYHKITTOHAIb-
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HBIEe XapPaKTEePUCTHKU (nompedumenvckue ceoli-
cmea) KOTOpOro He COOTBETCTBYIOT HOPMATUBHOM U
TeXHUYIECKOU JOKYMEHTAIINH, eCJIU YKa3aHHbIE He-
JIOCTATKU SIBUJINCH CJIEJICTBHUEM CKPBITOTO JTedeKTa
MaTepuasioB WU HEKAYEeCTBEHHOT'O0 M3TOTOBJICHUS
U3[IeJIUS IIPOU3BOIUTEIIEM.

Ilo sonpocam, rkacarnuumcs Kauecmaea Ha-
6opa «Mycoplasma hominis-IgA-UDA-BECT»,
obpawamucsa 8 AO «Bexmop-Becm» no adpecy:
630117, e. Hosocubupck-117, a/s 492,
men.: (383) 832-92-49, 227-60-30;
men./pakc: (383) 332-94-47, 332-94-44;

E-mail: plkobtk@uector-best.ru

OOMOJNTIHUTENbHAA NH®OPMALIUA
ONns NOTPEBUTENEN:

— Habop pearenToB mpemHasHaveH OJig IIpodec-
CHOHAJILHOTO IIPUMEHEHUS 1 JTOJIKEeH UCIT0Ib30-
BATHCS 00YUYEHHBIM IIEPCOHAJIOM;

— Ilpu wucmonb3oBanum HaboOpa 00pPas3yOTCS OT-
xomel KiaaccoB A, B u I', xoroprie xiaaccudmiim-
PYIOTCA ¥ YHHYTOMXKAIOTC (YMUJUSUPYIOMCA)
B coorBerctBum ¢ CamlluH 2.1.7.2790-10 «Ca-
HUATAPHO-3IIHAIEMUOJIOTAUECKIIE TpeboBaHuI
K O0OpallleHu0 ¢ MEeIUIIMHCKHUMU OTXOIAMIN».
JleauHperimo Ha00POB CIIEAyeT IIPOBOJUTE II0
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MV-287-113 «Mertoguueckne ykasaHWs IIO [e-
3UHQEKIINH, IIPeICTePUIN3AIIMOHHON OUNCTKE 1
CTEPUJIN3AITAN U3EJTUN MeIUITMHCKOTO Ha3Ha-
UEHUSY;

— TpeboBanusa 0€30IIaCHOCTA K MEIUIIMHCKUM JIa-
ooparopusam npusegensl B [OCT P 52905-2007;

— He mpumenaTts Habop peareHTOB IO Ha3HAYe-
HUIO TI0CJIe OKOHYAHUS CPOKA TOJHOCTH;

— TpancmopTupoBaHme TOIKHO TPOBOIUTHCS BCe-
MU BUJAMHU KPBITOTO TPAHCIIOPTA B COOTBETCTBUH
C IpaBWJIAaMHU IIePeBO30K, IeHCTBYOIIUMH Ha
TpaHCIIOpPTe JAaHHOI'O BUIA.

— IlpomsBomuTesib TaPAHTUPYET COOTBETCTBUE BHI-
IyCKaeMbIX H3JeJIMA TpeOOBAHUSIM HOPMATHUB-
HOU W TEXHUYECKON JOKYMEHTAIIUN.

D-4358 21
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Cxema aHanu3a D-4358

OATOTOBUTE # IPOMBIBOYHBIN pactsop (n. 7.2.1)
1o 20 mra K, K~
¥ MCCIeAyeMBbIX 00pa3noB

PacTBOpP KOHBIOraTa

R
5 pa3
HPOMBIBKA o 400 Mk
BHECTH 1o 100 MK pacTBOpa KOHBIOTATa
B paGoveM pasBeleHuU

=
| mo 100 MKk cTom-peareHTa |
L
crnexkTpogoToMeTpupoBaHue
perucrpanua ,IZ'.>| 450 HM/620 HM |
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I'PAONMYECKNE CMMBOJIBI

Homep no katanory

MeagnumHckoe
napenvie

ONs1 ANarHocTukm
in vitro

CO,EI,ep)KI/IMOFO A0CTaTO4YHO
Ona nposeneHnA
N Konn4yectBa TeCTOB

B>

He cTtepunbHo

TemnepaTtypHbIf

Lor] | Koa naptum 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-41crio

K HCTpyKUmMK
no NPUMEHEHWIO

> 00|«

OctopoxHo! O6paTutech kK MIHCTPYKLMM NO NPUMEHEHMIO

Koncynsmayuio cneyuanucma no pabome ¢ Ha-
OOPOM MONCHO NOJLYUUMD NO met.: (383) 332-81-44.
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AKUMOHEPHOE OBLUECTBO
«BEKTOP-BECT»

MesxayHapoaHseiil cepTuduKaT
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
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EBNA IgG

A. INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of IgG antibodies to Epstein Barr Virus Nuclear
Antigen in human plasma and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Epstein Barr Virus or EBV is the principal etiological agent of
infectious mononucleosis, as well as a contributory factor in the
etiology of Burkitt's lymphoma and nasopharyngeal carcinoma,
or NPC. A member of the family Herpesviridae, it has a
worldwide distribution, such that 80 to 90% of all adults have
been infected. Primary infections usually occur during the first
decade of life. While childhood infections are mostly
asymptomatic, 50 to 70% of young adults undergoing primary
EBV infections show mild to severe illness. EBV may cause a
persistent, latent infection which can be reactivated under
immunosoppression or in AIDS affected patients. As humoral
responses to primary EBV infections are quite rapid, the level
and class of antibodies raised in most cases allow classification
as to whether the patient is still susceptible, has a current or
recent primary infection, had a past infection or may be having
reactivated EBV infection. The detection of EBV-specific I1gG,
IgM and IgA antibodies to its major immunodominant antigens
(mainly Nuclear Antigen or EBNA and Viral Capsidic Antigen or
VCA) has become therefore an important and useful
determination for the monitoring and follow-up of EBV infected
patients.

C. PRINCIPLE OF THE TEST

In order to get rid of crossreactions with other viruses of the
same family, microplates are coated with affinity purified native
EBNA antigen, capable to provide the assay with the highest
specificity.

In the 1 incubation, the solid phase is treated with diluted
samples and anti-EBNA 1gG are captured, if present, by the
antigens.

After washing out all the other components of the sample, in the
2" incubation bound anti-EBNA 1gG are detected by the
addition of anti higG antibody, labeled 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 EBNA IgG antibodies present
in the sample.

IgG in the sample may therefore be quantitated by means of a
standard curve calibrated in arbitrary units per milliliter (arbU/ml)
as no international standard is available.

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

1. Microplate: [MICROPLATE

12 strips x 8 microwells coated with affinity purified native
EBNA antigen. 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 4°C.

2. Calibration Curve:

Ready to use and color coded standard curve ranging:
4 ml CAL1 =0 arbU/ml

4 ml CAL2 =5 arbU/ml

2 ml CAL3 = 10 arbU/ml

2 ml CAL4 = 20 arbU/ml

2ml CAL 5 = 50 arbU/ml

4 ml CAL6 = 100 arbU/ml.

Standards are calibrated against an internal Gold Standard or
IGS as no international one is defined.

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
EBNA at 20 arbU/ml+20%, 0.2 mg/ml gentamicine sulphate and
0.045% ProClin 300 as preservatives.

3. 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.

4. Enzyme conjugate :

1x16ml/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 and 0.02% gentamicine sulphate as preservatives.

5. 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.

6. Sulphuric Acid: |[H2504 0.3 M

1x15ml/vial it contains 0.3 M H2SO4 solution.
Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+ P351+P338, P337+P313, P362+P363).

7. 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.

8. Plate sealing foils n°2

9. Package insert n°1

E. MATERIALS REQUIRED BUT NOT PROVIDED

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

2. EIA grade water (bidistilled 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.

and

o 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
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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-EBNA IgG antibody concentration is
expected to be higher than 100 arbU/ml should be diluted before
use, either 1:10 or 1:100 in the Calibrator 0 arbU/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
Microplate:

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

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.

Important Note: 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, 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 -
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

If skin 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 (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

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 Control Serum as reported.

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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M1. QUANTITATIVE DETERMINATION:

1. Dilute samples 1:101 into a properly defined dilution tube
(example: 1000 pl Sample Diluent + 10 pyl 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 ul 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 pyl 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 A1 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 A1 or B1 or both.

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

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 A1 well empty for the operation of blanking.

3. Dispense 100 pl of Calibrator 0 arbU/ml and Calibrator 10
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 yl Enzyme Conjugate into each well, except the
A1 well, and cover with the sealer. Check that this red
coloured component has been dispensed in all the wells,
except A1.

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 pyl 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 A1.

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
18t 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" jncubation 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.
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An example of dispensation scheme for Quantitative Analysis is
reported below:

variation > 30%

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]|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

S =8Sample CS(*)= Control Serum - Not mandatory

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 | 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 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:

CAL 2
5 arbU/ml

0OD450nm <
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 3
10 arbU/ml

0OD450nm <
OD450nm CAL1 +
0.200

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.

Check Requirements
Blank well < 0.100 OD450nm value
CAL 1 < 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 3 0OD450nm > OD450nm CAL1 +
10 arbU/ml 0.200
CAL 6 OD450nm > 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:

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:

Check

Requirements

Control Serum

Mean OD450nm CAL4 +/-20%

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

Problem

Check

Problem

Check

Blank well
> 0.100 OD450nm

1. that the Chromogen/Sustrate solution
has not got contaminated during the
assay

CAL1

0 arbU/ml

> 0.150 OD450nm
after blanking

coefficient of

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;

Control Serum

Different from
Expected value

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 has occurred.
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Anyway, if all other parameters (Blank, CAL1, CAL2, CAL 6),
match the established requirements, the test may be considered
valid.

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/620-630nm (4-
parameters interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
EBNA IgG antibody in samples.

An example of Calibration curve is reported below.

3000

2500 y'3

2000

g 150

1000

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 arbU/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):

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

Calibrator 0 arbU/ml: 0.020 - 0.024 OD450nm
Mean Value: 0.022 OD450nm
Lower than 0.150 — Accepted

Calibrator 10 arbU/ml: 0.450 — 0.470 OD450nm
Mean Value: 0.460 OD450nm
Higher than Cal 0 + 0.200 — Accepted

Calibrator 100 arbU/ml: 2.045 OD450nm
Higher than 1.000 — Accepted

The OD450nm/620-630nm of the Calibrator 10 arbU/ml is
considered the cut-off (or Co) of the system.

The ratio between the OD450nm/620-630nm value of the
sample and the OD450nm/620-630nm of the Calibrator 10
arbU/ml (or S/Co) can provide a semi-quantitative estimation of
the content of specific IgG in the sample.

Q. INTERPRETATION OF RESULTS

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

Samples with a concentration ranging 5-10 arbU/ml are
considered in the gray-zone. Samples with a concentration
higher than 10 arbU/ml are considered positive for anti EBNA
IgG antibody.

EBNA IgG results alone are not, anyway, enough to provide a
clear diagnosis of EBV infection. At least EBV VCA IgM results
are necessary in combination.

A reference range of the minimum essential serological markers
of Epstein-Barr infection, derived from Infectious Diseases
Handbook, 3 edition, published by Lexi-Comp Inc., USA, is
reported schematically below:

VCA IgM | EBNA IgG Interpretation
negative negative | No history of EBV infection
positive negative Acute primary infection
negative positive | History of previous infection
positive positive Reactivation

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. Diagnosis has to be done and released to the patient by a
suitably qualified medical doctor.

R. PERFORMANCE CHARACTERISTICS

Evaluation of Performances has been conducted in an external
clinical center on negative and positive samples with reference
to a FDA approved commercial kit.

1. Limit of detection

No international standard for EBNA IgG Antibody detection has
been defined so far by the European Community.

In its absence, an Internal Gold Standard (or IGS), derived from
a patient with an history of past mononucleosis infection, has
been defined in order to provide the device with a constant and
excellent sensitivity.

2. Diagnostic Sensitivity and Specificity:

The method is based on the use of an affinity purified native
EBNA antigen to provide the assay with the highest specificity to
EBV.

The diagnostic performances were evaluated in a performance
evaluation study conducted in an external centre, with excellent
experience in the diagnosis of infectious diseases and in
particular in EBV infection.

The Diagnostic Sensitivity was studied on more than 50
samples, pre-tested positive with two reference kits of European
origin in use at the laboratory. Positive samples were collected
from patients that experienced mononucleosis infection.

The diagnostic specificity was determined on panels of more
than 50 negative samples from normal individuals and blood
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donors, classified negative with the reference kit, including
potentially interfering specimens.

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
samples freezing interferes with the performance of the test.
No interference was observed on clean and particle free
samples.

The Performance Evaluation provided the following values :

Sensitivity | > 98 %
Specificity | > 98 %

3. Reproducibility:

Data obtained from a study conducted on three samples of
different EBNA IgG reactivity, examined in 16 replicates in three
separate runs show CV% values ranging 5-20% depending on
0OD450nm/620-630nm readings.

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

S. LIMITATIONS

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

Depending on the reference kit in use, due to some
heterogeneity among different devices, the presence of 2-5%
false reactivity may be seen.

REFERENCES

1. Engvall E. and Perimann P. J.Immunochemistry 1971 : 8,
871-874.

2. Engvall E. and Perlmann P. J.Immunol. 1971 : 109, 129-
135.

3. Remington J.S. and Klein J.O. In “Infectious diseases of
the fetus and newborn infant”. (1966) Sanders,
Philadelphia, London, Toronto.

4. Volk W.A. In “Essential of Medical Microbiology”. (1982)
Second edition pp 729. G.B.Lippincott Co., Philadelphia,
New York, S.José, Toronto.

5. Davidsohn I. and Lee C.L. In “The clinical serology of

infectious mononucleosis” Infectious mononucleosis

(1969). Carter R.L. and Pnman H.G. Edrs, Oxford,

Blackwell Scientific Publications, pp 177-200.

Evans A.S. et al. N.Engl.J.Med. 1968 : 278, 1121-1127.

Henle G. et al. Int.J.Cancer. 1976 : 17, 1-7.

Henle G. et al.. J.Infect.Dis.. 1974 : 130, 231-239.

Henle G. et al.. Cancer. 1974 : 34, 1368-1374

0. Miller G. et al.. Prog.Med.Virol. 1975 : 20, 84-112.

S0 N®

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.I.
Via G. Carducci n° 27 — Sesto San Giovanni (MI) — ltaly

C€




| Doc.: | INSVCAG.CE | Page|] 10of 7 Rev.5 Date: 09/20

VCA IgG

Enzyme ImmunoAssay (ELISA) for
the quantitative/qualitative
determination of IgG antibodies to
Epstein Barr Virus Capsidic Antigen
iIn human serum and plasma

- for “in vitro” diagnostic use only -

DIA.PRO

Diagptic Bioprobes Srl
Via Garducci n° 27
20088sto San Giovanni
(Mrla) - Italia

Telefono +39 02 27007161
Fax +39 02 26007726

e-mail;_info@diapro.it

REF VCAG.CE
96 Test




| Doc.: | INSVCAG.CE | Page| 20of 7

Rev.5

Date: 09/20

VCA IgG

A. INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of IgG antibodies to Epstein Barr Virus Capsidic
Antigen in human plasma and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Epstein Barr Virus or EBV is the principal etiological agent of
infectious mononucleosis, as well as a contributory factor in the
etiology of Burkitt's lymphoma and nasopharyngeal carcinoma,
or NPC. A member of the family Herpesviridae, it has a
worldwide distribution, such that 80 to 90% of all adults have
been infected. Primary infections usually occur during the first
decade of life. While childhood infections are mostly
asymptomatic, 50 to 70% of young adults undergoing primary
EBV infections show mild to severe illness. EBV may cause a
persistent, latent infection which can be reactivated under
immunosoppression or in AIDS affected patients. As humoral
responses to primary EBV infections are quite rapid, the level
and class of antibodies raised in most cases allow classification
as to whether the patient is still susceptible, has a current or
recent primary infection, had a past infection or may be having
reactivated EBV infection. The detection of EBV-specific IgG,
IgM and IgA antibodies to its major immunodominant antigens
(mainly Nuclear Antigen or EBNA and Viral Capsidic Antigen or
VCA) has become therefore an important and useful
determination for the monitoring and follow-up of EBV infected
patients.

C. PRINCIPLE OF THE TEST

In order to get rid of crossreactions with other viruses of the
same family, microplates are coated with affinity purified native
VCA antigen, to provide the assay with the highest specificity
and sensitivity.

In the 1% incubation, the solid phase is treated with diluted
samples and anti-VCA 1gG are captured, if present, by the
antigens.

After washing out all the other components of the sample, in the
2" incubation bound anti-VCA IgG are detected by the addition
of anti hilgG antibody, labeled 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-VCA IgG antibodies present in
the sample.

IgG in the sample may therefore be quantitated by means of a
standard curve calibrated in arbitrary units per milliliter (arbU/ml)
as no international standard is available.

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

1. Microplate :

12 strips x 8 microwells coated with affinity purified native VCA
antigen. 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 4C.

2. Calibration Curve :

6x2.0 ml/vial. Ready to use and color coded standard curve
ranging: CAL1 = 0 arbU/ml // CAL2 = 5 arbU/ml // CAL3 = 10
arbU/ml // CAL4 = 20 arbU/ml //CAL 5 = 50 arbU/ml /I CAL6 =
100 arbU/ml. Standards are calibrated against an internal Gold
Standard or IGS as no international one is defined.

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 0.1%
Kathon GC as preservatives. Standards are blue colored.

3. Control Serum :

1 vial. Lyophilized. It contains bovine serum proteins, human
IgG antibodies to VCA at 20 arbU/mil+20%, 0.2 mg/ml
gentamicine sulphate and 0.1% Kathon GC as preservatives.

3. 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 0.1% Kathon GC.

4. Enzyme conjugate :|CONJ

1x16ml/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, 0.1%
Kathon GC and 0.02% gentamicine sulphate as preservatives.

5. Chromogen/Substrate: [SUBS TMB

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.

6. Sulphuric Acid :|H2S0O4 0.3 M

1x15ml/viallt contains 0.3 M H2S0Oa4 solution.
Attention !: Irritant (Xi R36/38; S2/26/30)

7. Specimen Diluent: |DILSPE|

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 0.1% Kathon
GC as preservatives. To be used to dilute the sample.

8. Plate sealing foils n2

9. Package insert n°1

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

2. EIA grade water (bidistilled 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 (+/-0.5C tolerance).

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

and possibly 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.
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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..8C into a tem perature
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.

9. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one.

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 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°.8C for u p to five days
after collection. For longer storage periods, samples can be
stored frozen at —20C for several months. Any fr ozen samples
should not be freezed/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-VCA 1gG antibody concentration is
expected to be higher than 100 arbU/ml should be diluted before
use, either 1:10 or 1:100 in the Calibrator 0 arbU/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
Microplate :

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

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°.8C.

Important Note: 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.

Sulphuric Acid :
Ready to use. Mix well on vortex before use.
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Legenda: R 36/38 = Irritating to eyes and skin.
S 2/26/30 = In case of contact with eyes, rinse immediately with
plenty of water and seek medical advice.

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 (tole rance of +/-
0.5C) 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 and correctly optimised using the kit controls and
reference panels, before using the kit for routine laboratory
tests. Usually 4-5 washing cycles (aspiration + dispensation
of 350ul/well of washing solution = 1 cycle) are sufficient to
ensure that the assay performs as expected. A soaking time
of 20-30 seconds between cycles is suggested. In order to
set correctly their number, it is recommended to run an
assay with the kit controls and well characterized negative
and positive reference samples, and check to match the
values reported below in the section “Internal Quality
Control”. Regular calibration of the volumes delivered by,
and maintenance (decontamination and cleaning of
needles) of the washer has to be carried out according to
the instructions of the manufacturer.

Incubation times have a tolerance of +5%.

The ELISA microplate reader has to be equipped with a
reading filter of 450nm and ideally with a second filter (620-
630nm) 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 nhumber 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 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 Control Serum as reported.

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 +37C 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 found in the validation of the
instrument for its use with the kit.

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:

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
Al1+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.
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Incubate the microplate for 60 min at +37C .

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 (18-24C) for 20
minutes .

© o~

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
possibly at 620-630nm (background subtraction), blanking
the instrument on Al or B1 or both.

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

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 +37C .

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 (18-24C) 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 yellow to blue.

11. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and
possibly at 620-630nm (background subtraction), blanking
the instrument on A1.

General Important notes:

1. If the second filter is not available ensure that no finger
prints are present on the bottom of the microwell before
reading at 450nm. 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 pli
| 1% incubation 60 min
Temperature +37C
Wash step 4-5 cycles
Enzyme conjugate 100 pl
2™ incubation 60 min
Temperature +37C
Wash step 4-5 cycles
TMB/H202 100 pl
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm

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

Microp late
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 | CALS | S4
E | CAL2 | CAL6 | S5
F | CAL2 | CAL6 | S6
G | CAL3 CSs 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:
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Microplate CAL 2 1. that the procedure has been correctly
5 arbU/ml executed;
1 2 3 41 51 6] 7] 8l 9101112 2. that no mistake has been done in its
A BLK S3 |S11 0OD450nm < distribution (ex.: dispensation of a wrong
OD450nm CAL1 + calibrator instead);
B|CAL1| S4 |S12 0.100 3. that the washing procedure and the
C|CAL1| S5 | S13 washer settings are as validated in the pre
D|CAL2| S6 | S14 qualification study;
E|CAL2| S7 |S15 4. I‘Itahat nt:) externaldcontamination of the
calibrator has occurred.
FICAL6| S8 | S16 CAL 6 1. that the procedure has been correctly
G S1 S9 S17 100 arbU/ml executed;
H|] S2 | S10|S18 2. that no mistake has been done in its
Legenda: BLK = Blank CAL = Calibrators < 1.000 OD450nm distribution  (dispensation of a wrong
S = Sample calibrator instead) ;

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:

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.

Control Serum 1. that the procedure has been correctly
executed;

Different from 2. that no mistake has been done in its

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/Sustrate solution has
> 0.100 OD450nm not got contaminated during the assay
CAL1 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.

Check Requirements 20 arbU/ml dis‘tributiorj (dispensation of a wrong
calibrator instead);
Blank well < 0.100 OD450nm value 3. that the washing procedure and the
CAL 1 < 0.150 mean OD450nm value after washer settings are as validated in the pre
- qualification study;
0 arbU/mi blanl(,lr,]g L. 4. that no external contamination of the
coefficient of variation < 30% positive control has occurred.
CAL 2 OD450nm > OD450nm CAL1 +
5 arbU/ml 0.100
CAL 6 OD450nm > 1.000 Should one of these problems have happened, after checking,
100 arbU/ml report to the supervisor for further actions.
Control Serum | 20 arbU/ml +/-20%

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the guantitative 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
VCA IgG antibody in samples.

An example of Calibration curve is reported below.

3000

2500

2000

1500

op

1000

arbufmi

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

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

Calibrator 0 arbU/ml: 0.020 — 0.024 OD450nm
Mean Value: 0.022 OD450nm
Lower than 0.150 — Accepted

Calibrator 5 arbU/mil: 0.250 — 0.270 OD450nm
Mean Value: 0.260 OD450nm
Higher than Cal 0 + 0.100 — Accepted

Calibrator 100 arbU/ml: 2.045 OD450nm
Higher than 1.000 — Accepted

The OD450nm of the Calibrator 5 arbU/ml is considered the cut-
off (or Co) of the system.

The ratio between the OD450nm value of the sample and the
OD450nm of the Calibrator 5 arbU/ml (or S/Co) can provide a
semi-quantitative estimation of the content of specific IgG in the
sample.

Q. INTERPRETATION OF RESULTS

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

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

VCA IgG results alone are not, anyway, enough to provide a
clear diagnosis of EBV infection. At least EBV VCA IgM results,
possibly together with EBNA IgG, are necessary in combination.
A reference range of the minimum essential serological markers
of Epstein-Barr infection, derived from Infectious Diseases
Handbook, 3™ edition, published by Lexi-Comp Inc., USA, is
reported schematically below:

VCA IgM | EBNA (or VCA) IgG Interpretation
negative negative No history of EBV infection
positive negative Acute primary infection
negative positive History of previous infection
positive positive Reactivation

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. Diagnosis has to be done and released to the patient by a
suitably qualified medical doctor.

R. PERFORMANCE CHARACTERISTICS

Evaluation of Performances has been conducted in an external
clinical center on negative and positive samples with reference
to a FDA approved commercial kit.

1. Limit of detection

No international standard for VCA IgG Antibody detection has
been defined so far by the European Community.

In its absence, an Internal Gold Standard (or IGS), derived from
a patient with an history of past mononucleosis infection, has
been defined in order to provide the device with a constant and
excellent sensitivity.

2. Diagnostic Sensitivity and Specificity

Microplates are coated with with affinity purified native VCA
antigen capable to provide the assay with the highest specificity
and sensitivity.

The diagnostic performances were evaluated in a performance
evaluation study conducted in an external centre, with excellent
experience in the diagnosis of infectious diseases.

The diagnostic sensitivity was studied on more than 50 samples,
pre-tested positive with a different reference kit of European
origin in use at the laboratory. Positive samples were collected
from patients that experienced mononucleosis infection.

The diagnostic specificity was determined on panels of more
than 50 negative samples from normal individuals and blood
donors, classified negative with the reference kit, including
potentially interfering specimens.

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
samples freezing interferes with the performance of the test.
No interference was observed on clean and particle free
samples.

The Performance Evaluation provided the following values :

Sensitivity | > 98 %
Specificity | > 98 %

3. Reproducibility :

Data obtained from a study conducted on three samples of
different VCA IgG reactivity, examined in 16 replicates in three
separate runs show CV% values ranging 3-16% depending on
OD450nm readings.

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

S. LIMITATIONS

False positivity has been assessed as less than 2-5% of the
normal population depending on the reference kit used.

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

A. INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative or
qualitative determination of IgM class antibodies to Epstein
Barr Virus (EBV) Capsidic Antigen in human plasma and sera
with the "capture" system.

The kit is intended for the classification of the viral infective
agent and the follow-up of EBV infected patients.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Epstein Barr Virus or EBV is the principal etiological agent of
infectious mononucleosis, as well as a contributory factor in the
etiology of Burkitt's lymphoma and nasopharyngeal carcinoma,
or NPC.

A member of the family Herpesviridae, it has a worldwide
distribution, such that 80 to 90% of all adults have been
infected. Primary infections usually occur during the first decade
of life. While childhood infections are mostly asymptomatic, 50
to 70% of young adults undergoing primary EBV infections show
mild to severe illness.

EBV may cause a persistent, latent infection which can be
reactivated under immunosoppression or in AIDS affected
patients. As humoral responses to primary EBV infections are
quite rapid, the level and class of antibodies raised in most
cases allow classification as to whether the patient is still
susceptible, has a current or recent primary infection, had a past
infection or may be having reactivated EBV infection.

The detection of EBV-specific IgG, IgM and IgA antibodies to its
major immunodominant antigens has become therefore an
important and useful determination for the monitoring and
follow-up of EBV infected patients.

C. PRINCIPLE OF THE TEST

The assay is based on the “IgM Capture” method and on affinity
purified native VCA antigen.

Microplates are coated with a polyclonal anti-higM antibody that
in the 1% incubation “captures” specifically this class of
antibodies.

After washing out all the other components of the sample, in the
2" incubation bound anti EBV-VCA IgM are detected by the
addition of a complex formed by biotinilated affinity purified
native VCA antigen and Streptavidine, 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 IgM antibodies present in the
sample and can be detected by an ELISA reader.

Quantification of IgM is made possible by a standard curve
calibrated in arbitrary units, in absence of an international
standard to refer to.

D. COMPONENTS
Each kit contains sufficient reagents to carry out 96 tests.

1. Microplate:

12 strips x 8 breakable wells coated with affinity-purified anti
human IgM specific (u-chain) goat polyclonal antibody 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:

Ready to use and color coded standard curve ranging:
4 ml CAL1 =0 arbU/ml

4 ml CAL2 =10 arbU/ml

2 ml CAL3 =20 arbU/ml

2 ml CAL4 =50 arbU/ml

4 ml CAL5 = 100 arbU/ml.

Standards are calibrated against an internal Gold Standard or
IGS as no international one is defined.

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. Contains fetal bovine serum proteins, human
anti EBV VCA IgM antibodies at 20 + 20% arbU/ml, 0.2 mg/ml
gentamicine sulphate and 0.045% ProClin 300 as preservatives.
Important 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 .

3. 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.

4. Enzyme conjugate:

1x0.8 ml/vial. 20x concentrated solution. It contains peroxidase
(HRP) labeled Streptavidine, dissolved into a buffered solution
of 10 mM Tris buffer pH 6.8+/-0.1, 5% BSA, 0.045% ProClin 300
and 0.02% gentamicine sulphate as preservatives.

5.Antigen Diluent :

n° 1 vial of 16 ml. Protein buffer solution for the preparation of
the working EBV VC antigen. The solution contains 10 mM Tris
buffer pH 6.84/-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

6. EBV VCA Antigen : [Ag VCA

1x6 vials. Lyophilized reagent to be dissolved with 1.9 ml of
Antigen Diluent as reported in the proper section. It contains
biotinilated affinity purified native VCA antigen, 25 mM Tris
buffer pH 7.8+/-0.1 and 5% BSA as proteic carrier.

7. Specimen Diluent:

2x60.0 ml/vial. Buffered solution for the dilution of samples.
It contains 2% casein, 0.2 M Tris buffer pH 6.0+/-0.1, 0.2%
Tween 20, 0.045% ProClin 300 and 0.09% sodium azide as
preservatives. The component is blue color coded.

8. Chromogen/Substrate:

1x16ml/vial. Contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 0.03% tetra-methyl-benzidine or TMB
and 0.02% hydrogen peroxide of H202.

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

9. Sulphuric Acid:

1x15ml/vial. Contains 0.3 M H2S0Os solution.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

10. Plate sealing foils n° 2

11. Package insert n° 1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes in the range 10-1000 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.
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Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet) set at +37°C.

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

7. Calibrated ELISA microplate washer.

8.  Vortex or similar mixing tools.

o 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 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/H202) 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 labware 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 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 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 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 inside the aluminum
pouch, with the desiccant supplied, firmly zipped and stored at
+2°..8°C.

Important Note: 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. Mix well on vortex before use.

Control Serum:

Lyophilized reagent to be dissolved with EIA grade water as
reported in the label.

Note: In order to maintain its reactivity fully preserved, upon
dissolution keep the excess frozen in aliquots at —20°C and use
just once. Do not freeze again.

Wash buffer concentrate:

The whole content of the 20x concentrated solution has to be
diluted with bidistilled water up to 1200 ml 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.



| Doc.: |INS VCAM.CE/eng| Page | 40of 8 | Rev.: 8 |

2020/01 |

Antigen-Conjugate Complex:

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 EBV VC Ag
and mix gently on vortex.

Important Notes:

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

2. The preparation of the complex 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 on vortex before use.

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.

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 -
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.

gloves/protective  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 (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

-

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, shaking,
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 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 Kkit.

. 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/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 Control Serum as described above and gently
mix.

Prepare the Antigen/Conjugate complex as reported before.
Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.
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10. 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.

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

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

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

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

15. 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 A1 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.

2. Dilute samples 1:101 dispensing 1 ml Specimen Diluent into a
disposable tube and then 10 ul sample; mix on vortex before
use. Do not dilute the calibrators and the control serum as they
are ready-to-use.

3. Prepare the Antigen/Conjugate complex as reported in
Section H.

4. Pipette 100 pl of all the Calibrators and 100 pl of Control
Serum in duplicate; then dispense 100 pl 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.

5. Wash the microplate as reported in section 1.3.

6. In all the wells, except A1 and B1, pipette 100 pl Antigen/
Conjugate Complex. Check that the reagent has been correctly
added. Incubate the microplate at +37°C for 60 minutes.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip when dispensing the Complex.
Contamination might occur.

7. Wash the microplate as described in section 1.3.

8. Pipette 100 yl TMB/H202 mixture in each well, the blank wells
A1+B1 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.

9. Stop the enzymatic reaction by pipette 100 pl Sulphuric Acid
into each well and using the same pipetting sequence as in step
Then measure the color intensity with a microplate reader at
450nm (reading) and at 620-630nm (blanking, mandatory),
blanking the instrument on A1, or B1 or both wells.

M.2 Qualitative analysis

1. Place the required number of strips in the microplate holder.
Leave A1 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. Dilute samples 1:101 dispensing 1 ml Specimen 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. Prepare the Antigen/Conjugate complex as reported in
Section H.

4. Pipette 100 pyl CAL 1 in duplicate, 100 pl CAL 2 in
duplicate, 100 pl CAL 5 in single. Then dispense 100 pl of
samples. Check that Calibrators 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.

5. Wash the microplate as reported in section |.3.
6. In all the wells, except A, pipette 100 pl Antigen/ Conjugate
Complex. Check that the reagent has been correctly added.
Incubate the microplate at +37°C for 60 minutes.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip when dispensing the Complex.
Contamination might occur.

7. Wash the microplate as described in section I.3.

8. Pipette 100 pyl TMB/H202 mixture in each well, the blank well
A1 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.

9. Stop the enzymatic reaction by pipette 100 pl Sulphuric Acid
into each well and using the same pipetting sequence as in step
Then measure the color intensity with a microplate reader at
450nm (reading) and at 620-630nm (blanking, mandatory),
blanking the instrument on A1.

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.

N. ASSAY SCHEME

Calibrators 100 ul
Control Serum (*) 100 ul
Samples diluted 1:101 100 ul
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 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
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm/620-630nm
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(*) Important Notes: wells where it was dispensed has occurred due
e The Control Serum (CS) it does not affect the test’s to spills of positive samples  or
results calculation. Antigen/Conjugate complex;
, 5. that micropipettes have not become
® The Control Serum (CS) used' only if a laboratory contaminated with positive samples or with the
internal quality control is required by the Antigen/Conjugate complex
Management. 6. that the washer needles are not blocked or
partially obstructed.
An example of dispensation scheme in quantitative assays is CAL 2 1. that the procedure has been correctly
reported below: OD450nm performed;
’ Mi lat <Cal1+0.100 2. that no mistake has occurred during its
Icroplate distribution (ex.: dispensation of a wrong
1 2 3 4156 |7 |8[9][10]11]12 calibrator);
A BLK | CAL4 | S3 3. that the washing procedure and the washer
B | BLK | CAL4 | $4 settings are as validated in the pre qualification
C | CAL1 | CAL5 | S5 study;
D | CAL1 | CAL5 | S6 4. that no external contamination of the
E [ CAL2 | CS(*) | S7 calibrator has occurred.
F [ CAL2 | CS(*) | S8 CAL S5 1. that the procedure has been correctly
G | CAL3 S1 S9 OD450nm < 1.000 performed;
H | CAL3 S2 S10 2. that no mistake has occurred during its
Legenda: BLK = Blank / CAL = Calibrators // // S = Sample// distribution;
CS = Control Serum - Not mandatory 3. that the washing procedure and the washer
settings are as validated in the pre qualification
. . . o . study;
An example of dispensation scheme in qualitative assays is 4. that no external contamination of the
reported below: calibration has occurred.

Microplate oS .

1 2 | 3 [ 4] 5] 6] 7] 8[9f10][ 1112 Note: . .
AT BK [ s2 1510 If Control Serum has used, verify the following data:
B[ CAL1 [ S3 | S11
C| CAL1 | S4 | S12 Check Requirements
D|CAL2 | S5 | S13 Control Serum | OD450nm = OD450nm CAL 20 arbU/ml
E|[CAL2 | S6 [ S14 +/-20%
F| CALS | S7 | S15
ﬁ 2; z% 88115 If the results of the test doesn’t match the requirements stated

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:

Parameters Requirements
Blank well < 0.100 OD450nm
Calibrator 1 < 0.200 OD450nm after blanking
0 arbU/ml
Calibrator 2 0OD450nm higher than the OD450nm of
10 arbU/ml CAL 1 +0.100
Calibrator 5 > 1.000 OD450nm
100 arbU/ml
Coefficient of < 30% for the Calibrator 1
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

above, operate as follows:

Problem

Check

Control Serum

Different from
Expected value

1. that the procedure has been correctly
performed;

2. that no mistake has occurred during its
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
control has occurred.

Anyway, if all other parameters (Blank, CAL1, CAL2, CAL 5),
match the established requirements, the test may be considered

valid.

Important note:

The analysis must be done proceeding as the reading step
described in the section M, point 9.

P. RESULTS

P.1 Quantitative method

following checks:

0OD450nm > 0.200

coefficient of
variation > 30%

Problem Check
Blank well 1. that the Chromogen/Substrate solution has
> (0.100 OD450nm not become contaminated during the assay
CAL1 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 when the dispensation of calibrators
is carried out;

4. that no contamination of the Cal 1 or of the

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
EBV VCA IgM antibody in samples.

An example of Calibration curve is reported below.
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Note: Do not use these data to calculate the real assay results.
The figures above are reported only as an example.

P.2 Qualitative method
Check that the assay is valid.
An example is provided below:

An example of calculation is reported below (data obtained
proceeding as the reading step described in the section M, point
9):

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

Calibrator 0 arbU/mi: 0.020 — 0.024 OD450nm
Mean Value: 0.022 OD450nm

Lower than 0.200 — Accepted

Calibrator 10 arblU/mi: 0.250 — 0.270 OD450nm
Mean Value: 0.260 OD450nm

Higher than CAL 1 + 0.100 — Accepted

Calibrator 100 arbU/ml: 2.045 OD450nm

Higher than 1.000 — Accepted

The OD450nm/620-630nm of the Calibrator 10 arbU/ml is
considered the cut-off (or Co) of the system.

The ratio between the OD450nm/620-630nm value of the
sample and the OD450nm/620-630nm of the Calibrator 10
arbU/ml (or S/Co) can provide a semi-quantitative estimation of
the content of specific IgM in the sample.

Q. INTERPRETATION OF RESULTS

Samples with a concentration lower than 10 arbU/ml are
considered negative for anti EBV VCA IgM antibody.

Samples with a concentration higher than 10 arbU/ml are
considered positive for anti EBV VCA IgM antibody. The patient
is likely to be in the acute phase of infection (mononucleosis).

VCA IgM results alone are not, anyway, enough to provide a
clear diagnosis of EBV infection. At least EBNA IgG results are
necessary in combination.

A reference range of the minimum essential serological markers
of Eptein-Barr infection, derived from Infectious Diseases
Handbook, 3™ edition, published by Lexi-Comp Inc., USA, is
reported schematically below:

VCA IgM [ EBNA IgG Interpretation
negative negative | No history of EBV infection
positive negative Acute primary infection
negative positive | History of previous infection
positive positive Reactivation

Important notes:

1. Interpretation of results should be done under the
supervision of the laboratory supervisor to reduce the risk of
Jjudgment 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 has to be done and released to the patient by a
suitably qualified medical doctor.

R. PERFORMANCE CHARACTERISTICS

Evaluation of Performances has been conducted in an external
clinical center on panels of negative and positive samples with
reference to a commercial kit.

1. Limit of detection

No international standard for EBV VCA IgM Antibody detection
has been defined so far by the European Comunity.

In its absence, an Internal Gold Standard (or IGS), derived from
a patient in the acute phase of mononucleosis infection, has
been defined in order to provide the device with a constant and
excellent sensitivity.

2. Diagnostic Sensitivity and Specificity:

The assay is based on the “IgM Capture” method and on affinity
purified native VCA antigen in order to provide the highest
specificity and sensitivity.

The diagnostic sensitivity was studied on more than 50 samples,
pre-tested positive with the reference kit of European origin in
use at the laboratory. Positive samples were collected from
patients undergoing acute mononucleosis infection.

The diagnostic specificity was determined on panels of more
than 250 negative samples from normal individuals and blood
donors, classified negative with the reference kit, including
potentially interfering specimens.

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
samples freezing interferes with the performance of the test.
No interference was observed on clean and particle free
samples.

The Performance Evaluation provided the following values :

Sensitivity | > 98 %
Specificity | > 98 %

3. Reproducibility:

Data obtained from a study conducted on three samples of
different VCA IgM reactivity, examined in 16 replicates in three
separate runs showed CV% results ranging 2-8%, depending on
the OD450nm/620-630nm readings.

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

False positivity has been assessed as less than 2 % of the
normal population, mostly due to high titers of Rheumatoid
Factor. IgM capture systems, even if acknowledged to be more
specific than sandwich assays, may in fact be influenced by this
kind of interfering substance.

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

T. CONFIRMATION TEST

In order to provide the medical doctor with the best accuracy in
testing for EBV infection, a confirmation assay is reported.

The confirmation test has to be carried out on any positive
sample before a diagnosis of primary infection of EBV is
released to the doctor.

Proceed for confirmation as follows:

1. Prepare the Antigen/Conjugate Complex as described in
the proper section.

2. The well A1 of the strip is left empty for blanking.

3. CAL 2 (10 arbU/ml) is dispensed in the strip in positions
B1+C1.

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

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

6. After washing, the blank well A1 is left empty.

7. 100 pl of Antigen/Conjugate Complex are dispensed in
wells B1+C1+D1.

8. Then 100 pl of Enzyme Conjugate ) alone are
added to well E1. Note: This material does not contain any
VCA antigen, only the conjugate

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

10. After washing, 100 yl Chromogen/Substrate are added to
all the wells and the strip is incubated for 20 min at r.t.

11. 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 A1.

Interpretation of results is carried out as follows:

1. If the sample in position D1 shows an OD450nm/620-630nm
lower than the one of CAL 2, 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. Ifthe sample in position D1 shows an OD450nm/620-630nm
value higher than the one of CAL 2 and in position E1
shows an OD450nm/620-630nm value still higher than the
one of CAL 2, the sample is considered a false positive.
The reactivity of the sample is in fact not dependent on the
specific presence of EBV VCA antigens and a crossreaction
with the enzyme conjugate has occurred.

3. If the sample in position D1 shows an OD450nm/620-630nm
value higher than the one of CAL 2 and in position E1
shows an OD450nm/620-630nm value lower the one of CAL
2, the sample is considered a true positive. The reactivity
of the sample is in fact dependent on the specific presence
of EBV VCA antigens and not due to any crossreaction with
the conjugate alone.

The following table is reported for the interpretation of results:

Well 0OD450nm/620-630nm
D1 <CAL2 >CAL 2 >CAL 2
E1 <CAL2 > CAL 2 <CAL?2
Interpretation | Problem of | False positive True
contam. positive
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A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determination of IgM
class antibodies to Hepatitis A Virus in human plasma and sera
with the "capture" system. The kit may be used for the
identification of the viral agent causing hepatitis in the patient and
the follow up of the acute phase of the infection.

For “in vitro” diagnostic use only.

B. INTRODUCTION
The Center for Disease Control or CDC, Atlanta, USA, defines
Hepatitis A Virus as follows:

Hepatitis A continues to be one of the most frequently reported
vaccine-preventable diseases in the world, despite the licensure
of hepatitis A vaccine in 1995. Widespread vaccination of
appropriate susceptible populations would substantially lower
disease incidence and potentially eliminate indigenous
transmission of hepatitis A virus (HAV) infection.

HAV, a 27-nm RNA agent classified as a picornavirus, can
produce either asymptomatic or symptomatic infection in humans
after an average incubation period of 28 days (range, 15-50
days). The illness caused by HAV infection typically has an
abrupt onset of symptoms that can include fever, malaise,
anorexia, nausea, abdominal discomfort, dark urine, and
jaundice. The likelihood of having symptoms with HAV infection is
related to the person's age. In children less than 6 years of age,
most (70%) infections are asymptomatic; if illness does occur, it
is not usually accompanied by jaundice. Among older children
and adults, infection is usually symptomatic, with jaundice
occurring in greater than 70% of patients. Signs and symptoms
usually last less than 2 months, although 10%-15% of
symptomatic persons have prolonged or relapsing disease lasting
up to 6 months.

In infected persons, HAV replicates in the liver, is excreted in bile,
and is shed in the stool. Peak infectivity of infected persons
occurs during the 2-week period before onset of jaundice or
elevation of liver enzymes, when the concentration of virus in
stool is highest. The concentration of virus in stool declines after
jaundice appears. Children and infants can shed HAV for longer
periods than adults, up to several months after the onset of
clinical iliness. Chronic shedding of HAV in feces does not occur;
however, shedding can occur in persons who have relapsing
illness. Viremia occurs soon after infection and persists through
the period of liver enzyme elevation.

Hepatitis A cannot be differentiated from other types of viral
hepatitis on the basis of clinical or epidemiologic features alone.
Serologic testing to detect immunoglobulin M (IgM) antibody to
the capsid proteins of HAV (IgM anti-HAV) is required to confirm
a diagnosis of acute HAV infection. In most persons, IgM anti-
HAV becomes detectable 5-10 days before the onset of
symptoms and can persist for up to 6 months after infection.
Immunoglobulin G (IgG) anti-HAV, which appears early in the
course of infection, remains detectable for the person's lifetime
and confers lifelong protection against the disease. Commercial
diagnostic tests are available for the detection of IgM and total
(IgM and IgG) anti-HAV in serum.

HAV RNA can be detected in the blood and stool of most persons
during the acute phase of infection by using nucleic acid
amplification methods, and nucleic acid sequencing has been
used to determine the relatedness of HAV isolates.

HAV infection is acquired primarily by the fecal-oral route by
either person-to-person contact or ingestion of contaminated food
or water. On rare occasions, HAV infection has been transmitted
by transfusion of blood or blood products collected from donors
during the viremic phase of their infection. In experimentally
infected nonhuman primates, HAV has been detected in saliva
during the incubation period; however, transmission by saliva has
not been demonstrated.

Depending on conditions, HAV can be stable in the environment
for months. Heating foods at temperatures greater than 185 F (85

C) for 1 minute or disinfecting surfaces with a 1:100 dilution of
sodium hypochlorite (i.e., household bleach) in tap water is
necessary to inactivate HAV.

Because most children have asymptomatic or unrecognized
infections, they play an important role in HAV transmission and
serve as a source of infection for others. In one study of adults
without an identified source of infection, 52% of their households
included a child less than 6 years old, and the presence of a
young child was associated with HAV transmission within the
household. In studies where serologic testing of the household
contacts of adults without an identified source of infection was
performed, 25%-40% of the contacts less than 6 years old had
serologic evidence of acute HAV infection (IgM anti-HAV).

Hepatitis A
fypical sequence of evenis following infection
Jaundice
IgM
Virus IgG
In faeces

1 2 % 4 5 6 7 8 9 10 1 12
YWeeks after exposure

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 IgG antibodies, the specific IgM captured on the solid
phase are detected by the addition of a purified preparation of
inactivated HAV, labelled with an 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 antibodies to
HAV present in the sample.

D. COMPONENTS
The kit contains reagents for 96 tests.

1. Microplate:

12 strips of 8 breakable wells coated with anti human IgM
antibody, affinity purified, and sealed into a bag with desiccant.
Bring the microplate to room temperature before opening the
bag. Unused strips have to be returned into the bag and the bag
has to be sealed and stored back to 2..8°C, in presence of the
desiccant.

2. Negative Control:

1x4.0 ml/vial. Ready to use control. It contains goat serum
proteins, 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 colourless.

3. Positive Control: |[CONTROL +
1x4.0 ml/vial. Ready to use control. It contains anti HAV IgM,
goat serum proteins, 10 mM tris buffer pH 6.0+/-0.1, 0.1% Tween
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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 HAV IgM, 2% BSA, 10 mM
tris buffer pH 6.0+/-0.1, 0.09% sodium azide and 0.045% ProClin
300 GC 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. 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.

6. Enzyme conjugate 20X:

1x0.8 ml/vial. 20X concentrated solution. It contains Horseradish
peroxidase conjugated antibody specific to HAV in presence of
10 mM Tris buffer pH 6.8+/-0.1, 2% BSA, 0.045% ProClin 300
and 0.02% gentamicine sulphate as preservatives.

7. HAV Antigen:

1x16 ml/vial. Ready-to-use solution. It contains inactivated and
stabilised HAV in presence of 10 mM Tris buffer pH 6.8+/-0.1, 2%
BSA, 0.045% ProClin 300 and 0.02% gentamicine sulphate as
preservatives.

The reagent is red colour coded.

8. Specimen Diluent:

2x60.0 mlivial. Proteic buffered solution for the dilution of
samples. It contains goat serum proteins, 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 blue colour coded.

9. Chromogen/Substrate:

1x16ml/vial. It contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 0.03% tetra-methyl-benzidine or TMB and
0.02% hydrogen peroxide of H202.

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

10. Sulphuric Acid: H2SO4 0.3 M

1x15ml/vial.

It contains 0.3 M H2S0O4 solution.

Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

11. Plate sealing foils ne 2
12. Package insert n°1l

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes of 10ul, 100ul and 21000ul 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 (+/-0.1°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.

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/Subtrate (TMB & H202) 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. 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.

11. 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.

12. 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..

13. 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.

14. The Stop Solution is an irritant. In case of spills, wash the
surface with plenty of water

15. 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. 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 reading is
strongly recommended.
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3. 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 3 months.

1. Antibody coated microwells:

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 conservation.

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.

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

3. Positive Control:

Ready to use. Mix well on vortex before use. Handle this
component as potentially infectious, even if HAV, eventually
present in the control, has been chemically inactivated.

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

Note: When dissolved the Calibrator is not stable. Store 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.

Once diluted, the wash solution is stable for 1 week at 2-8° C.
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:

20X preparation. Mix well on vortex.

Avoid contamination of the liquid with oxidizing chemicals, dust or
microbes when the reagent is aspirated to be used.

7. HAV Antigen:

Ready to use. Mix well on vortex before use.

Handle this component as potentially infectious, even if HAV has
been chemically inactivated.

6+7. HAV Antigen/Antibody complex:

About 5-10 min before its use, dilute the 20X concentrated
Enzyme Conjugate in the proper volume of HAV Antigen,
necessary for the assay. Then mix on vortex carefully.

Example: To run 2 strips, dilute 100 ul Enzyme Conjugate 20X
into 2 ml of HAV Antigen.

Note: This immunocomplex is not stable; discard the exceeding
volume.

8. Sample Diluent:
Ready to use. Mix well on vortex before use.

9. 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.

10. 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:
advice/attention.

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

gloves/protective  clothing/eye

Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION WITH

THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume (tolerance +/-5%) 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. Its standard performances should be (a)
bandwidth < 10 nm; (b) absorbance range from 0 to 4; (c)
linearity to 4; (d) repeatability > 1%. Blanking is carried out
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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.

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 O “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 Kkit.

L. PRE ASSAY CONTROLS AND OPERATIONS

1.

2.

10.

11.

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 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 +/-0.1°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.
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 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.

1.

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

Place the required number of Microwells in the microwell
holder. Leave the 1% well empty for the operation of
blanking.

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

5.

Important note:

Dispense 100 pl diluted samples in the proper sample wells
and then check that all the samples wells are blue coloured
and that controls and calibrator have been dispensed.
Incubate the microplate for 60 min at +37°C.

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.

About 5-10 minutes before use, prepare the HAV
Antigen/Antibody immunocomplex as described previously.

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

Pipette 100 pl HAV Antigen/Antibody complex into each
well, except the 1% blanking well, and cover with the sealer.
Check that all wells are red coloured, 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.

9.

10.

11.

Important note:

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

Wash microwells as in step 7.

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.

Do not expose to strong direct illumination.

High background might be generated.

12.

13.

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

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.

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 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
1%t incubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

HAV & Tracer 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

Positive Control
<0.500
OD450nm

1. that the procedure has been correctly
performed;

2. that no mistake has occurred during the
distribution of the control (dispensation of

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 in the table

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.

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

If Calibrator has used, verify the following data:

Parameter Requirements

Calibrator S/Co>1

below:
Microplate
1 2 4 | 5|67 [8]9]10f11]12

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

CAL(*) = Calibrator - Not mandatory

PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A check is performed on the controls any time the kit is used in
order to verify whether the expected OD450nm/620-630nm or

S/Co values have been matched in the analysis.
Ensure that the following parameters are met:

Parameter

Requirements

Blank well

< 0.100 OD450nm value

Negative Control
mean value (NC)

< 0.150 OD450nm value after blanking
coefficient of variation < 30%

Positive Control

> (0.500 OD450nm

If the results of the test match the requirements stated above,

proceed with the next section.

If they do not, do not proceed any further and perform the

following checks:

Problem

Check

Blank well
> 0.100 OD450nm

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

Negative Control
(NC)

> 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 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.

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 performed;

2. that no mistake has occurred during its
distribution (e.g.: 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.

Important note:
The analysis must be done proceeding as the reading step
described in the section M, point 13.

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

<0.8 Negative
0.8-1.2 Equivocal

>1.2 Positive

A negative result indicates that the patient is not undergoing an
acute infection by HAV.
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Any patient showing an equivocal result, should be re-tested by
examining a second sample after 1-2 weeks from first testing.

A positive result is indicative of an HAV infection event and
therefore the patient should be treated accordingly.

An example of calculation is reported below (data obtained
proceeding as the the reading step described in the section M,
point 13):

The following data must not be used instead of 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: ~ 2.189 OD450nm

Higher than 0.500 — Accepted

Cut-Off = 0.060+0.250 = 0.310
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 < 0.8 = 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. Any positive result should be confirmed by an alternative
method (confirmation test) before a diagnosis of viral
hepatitis is confirmed.

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

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

R. PERFORMANCE CHARACTERISTICS

1. Limit of detection

In absence of a defined international standard for HAV IgM, the
limit of detection of the assay has been calculated by means of
the following preparations:

1. Accurun # 121 supplied by Boston Biomedica Inc. — USA
2. Accurun # 51 supplied by Boston Biomedica Inc., USA

These preparation were prepared according to the
manufacturer’s instructions, diluted in Sample Diluent (1:100) and
then further diluted in Sample Diluent to generate a limiting curve
(accurun # 121).

Results of Quality Control are given in the following table:

Preparation Dilutions S/Co
Accurun 1:100 5.4
#121 1:200 4.1
1:400 2.8

1:800 1.9

1:1600 1.0

Accurun

#51 1:100 4.2

2. Diagnostic Sensitivity:

The diagnostic sensitivity has been tested on panels of samples
classified positive by a US FDA approved kit.

Positive samples were collected from patients carrying HAV
acute infection, confirmed by clinical symptoms and analysis.

An overall value of 100% has been found in the study conducted
on a total number of more than 100 samples.

A seroconversion panel has also been studied.

Results obtained by examining a preparation supplied by Boston
Biomedica Inc., USA, are reported below.

Seroconversion Panel : PHT 902

Sample [OD450nm|S/Co(DiaSorin Refer.
S/Co [Score

CTRL (-)| 0,048 0,2

CTRL (+)| 1,736 5,8

PHT902
1 0,037 0,1 0,3 neg
2 0,042 0,1 0,3 neg
3 1,956 6,6 6,8 pos
4 1,988 6,7 6,7 pos
5 0,669 2,2 15 pos

3. Diagnostic Specificity:

The diagnostic specificity has been determined on panels of
specimens, negative with the reference kit, derived from normal
individuals and blood donors 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.

Samples derived from patients with different viral (HCV, HDV,
HBV, HEV) and non viral pathologies of the liver that may
interfere with the test were examined.

No cross reaction were observed.

The Performance Evaluation study conducted in a qualified
external reference centre on more than 500 samples has
provided a value > 98%.

3. Precision:

It has been calculated on two samples, one negative and one low
positive, examined in 16 replicates in three separate runs.
Results are reported as follows:

Test#1
Sample Negative | Low Pos.
0OD450nm 0.058 0.719
Std. Deviation | 0.008 0.052
CV % 14.3 7.2
Test#2
Sample Negative | Low Pos.
0OD450nm 0.048 0.709
Std. Deviation | 0.007 0.063
CV % 13.9 8.9
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Test#3

Sample Negative | Low Pos.
OD450nm 0.050 0.713
Std. Deviation | 0.007 0.055
CV % 13.4 7.7

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 13.

S. LIMITATIONS

False positivity has been assessed as less than 2% of the normal
population, mostly due to high titers of RF.

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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HCV Ab

A. INTENDED USE

Version 4.0 Enzyme ImmunoAssay (ELISA) for the
determination of antibodies to Hepatitis C Virus in human
plasma and sera. The kit is intended for the screening of blood
units and the follow-up of HCV-infected patients.

For “in vitro” diagnostic use only.

B. INTRODUCTION
The World Health Organization (WHO) define Hepatitis C
infection as follows:

“Hepatitis C is a viral infection of the liver which had been
referred to as parenterally transmitted "non A, non B
hepatitis" until identification of the causative agent in 1989.
The discovery and characterization of the hepatitis C virus
(HCV) led to the understanding of its primary role in post-
transfusion hepatitis and its tendency to induce persistent
infection.

HCV is a major cause of acute hepatitis and chronic liver
disease, including cirrhosis and liver cancer. Globally, an
estimated 170 million persons are chronically infected with
HCV and 3 to 4 million persons are newly infected each year.
HCV is spread primarily by direct contact with human blood.
The major causes of HCV infection worldwide are use of
unscreened blood transfusions, and re-use of needles and
syringes that have not been adequately sterilized. No
vaccine is currently available to prevent hepatitis C and
treatment for chronic hepatitis C is too costly for most
persons in developing countries to afford. Thus, from a global
perspective, the greatest impact on hepatitis C disease
burden will likely be achieved by focusing efforts on reducing
the risk of HCV transmission from nosocomial exposures (e.g.
blood transfusions, unsafe injection practices) and high-risk
behaviours (e.g. injection drug use).

Hepatitis C virus (HCV) is one of the viruses (A, B, C, D, and
E), which together account for the vast majority of cases of
viral hepatitis. It is an enveloped RNA virus in the
flaviviridae family which appears to have a narrow host
range. Humans and chimpanzees are the only known species
susceptible to infection, with both species developing similar
disease. An important feature of the virus is the
relative mutability of its genome, which in turn is probably
related to the high propensity (80%) of inducing chronic
infection. HCV is clustered into several distinct genotypes
which may be important in determining the severity of the
disease and the response to treatment.

The incubation period of HCV infection before the onset of
clinical symptoms ranges from 15 to 150 days. In acute
infections, the most common symptoms are fatigue and
jaundice; however, the majority of cases (between 60% and
70%), even those that develop chronic infection, are a
symptomatic. About 80% of newly infected patients progress
to develop chronic infection. Cirrhosis develops in about 10%
to 20% of persons with chronic infection, and liver cancer
develops in 1% to 5% of persons with chronic infection over a
period of 20 to 30 years. Most patients suffering from liver
cancer who do not have hepatitis B virus infection have
evidence of HCV infection. The mechanisms by which HCV
infection leads to liver cancer are still unclear. Hepatitis C
also exacerbates the severity of underlying liver disease
when it coexists with other hepatic conditions. In particular,
liver disease progresses more rapidly among persons with

alcoholic liver disease and HCV infection. HCV is spread
primarily by direct contact with human blood. Transmission
through blood transfusions that are not screened for HCV
infection, through the reuse of inadequately sterilized
needles, syringes or other medical equipment, or through
needle-sharing among drug-users, is well documented.
Sexual and perinatal transmission may also occur, although
less frequently. Other modes of transmission such as social,
cultural, and behavioural practices using percutaneous
procedures (e.g. ear and body piercing, circumcision,
tattooing) can occur if inadequately sterilized equipment is
used. HCV is not spread by sneezing, hugging, coughing, food
or water, sharing eating utensils, or casual contact.

In both developed and developing countries, high risk groups
include injecting drug users, recipients of unscreened blood,
haemophiliacs, dialysis patients and persons with multiple
sex partners who engage in unprotected sex. In developed
countries, it is estimated that 90% of persons with chronic
HCV infection are current and former injecting drug users
and those with a history of transfusion of unscreened blood or
blood products. In many developing countries, where
unscreened blood and blood products are still being used, the
major means of transmission are unsterilized injection
equipment and unscreened blood transfusions. In addition,
people who use traditional scarification and circumcision
practices are at risk if they use or re-use unsterilized tools.

WHO estimates that about 170 million people, 3% of the
world’s population, are infected with HCV and are at risk of
developing liver cirrhosis and/or liver cancer. The prevalence
of HCV infection in some countries in Africa, the Eastern
Mediterranean, South-East Asia and the Western Pacific
(when prevalence data are available) is high compared to
some countries in North America and Europe.

Diagnostic tests for HCV are used to prevent infection
through screening of donor blood and plasma, to establish the
clinical diagnosis and to make better decisions regarding
medical management of a patient. Diagnostic tests
commercially available today are based on Enzyme
immunosorbent assays (EIA) for the detection of HCV
specific antibodies. EIAs can detect more than 95% of
chronically infected patients but can detect only 50% to 70%
of acute infections. A recombinant immunoblot assay (RIBA)
that identifies antibodies which react with individual HCV
antigens is often used as a supplemental test for
confirmation of a positive EIA result.  Testing for HCV
circulating by amplification tests RNA (e.g. polymerase chain
reaction or PCR, branched DNA assay) is also being utilized
for confirmation of serological results as well as for assessing
the effectiveness of antiviral therapy. A positive result
indicates the presence of active infection and a potential for
spread of the infection and or/the development of chronic
liver disease.

Antiviral drugs such as interferon taken alone or in
combination with ribavirin, can be used for the treatment of
persons with chronic hepatitis C, but the cost of treatment is
very high. Treatment with interferon alone is effective in
about 10% to 20% of patients. Interferon combined with
ribavirin is effective in about 30% to 50% of patients.
Ribavirin does not appear to be effective when used alone.

There is no vaccine against HCV. Research is in progress but
the high mutability of the HCV genome complicates vaccine
development. Lack of knowledge of any protective immune
response following HCV infection also impedes vaccine
research. It is not known whether the immune system is able
to eliminate the virus.
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Some studies, however, have shown the presence of virus
neutralizing antibodies in patients with HCV infection. In
the absence of a vaccine, all precautions to prevent infection
must be taken including (a) screening and testing of blood
and organ donors; (b) Virus inactivation of plasma derived
products; (c) implementation and maintenance of infection
control practices in health care settings, including
appropriate sterilization of medical and dental equipment;
(d) promotion of behaviour change among the general public
and health care workers to reduce overuse of injections and
to use safe injection practices; and (e) Risk reduction
counselling for persons with high-risk drug and sexual
practices. ¢

The genome encodes for structural components, a nucleocapsid
protein and two envelope glycoproteins, and functional
constituents involved in the virus replication and protein
processing.

The nucleocapsid-encoding region seems to be the most
conservative among the isolates obtained all over the world.

C. PRINCIPLE OF THE TEST

Microplates are coated with HCV-specific antigens derived from
“‘core” and “ns” regions encoding for conservative and
immunodominant antigenic determinants (Core peptide,
recombinant NS3, NS4 and NS5 peptides).

The solid phase is first treated with the diluted sample and HCV
Ab are captured, if present, by the antigens.

After washing out all the other components of the sample, in the
2" incubation bound HCV antibodies, IgG and IgM as well, are
detected by the addition of polyclonal specific anti higG&M
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 HCV antibodies present in the
sample. A cut-off value let optical densities be interpreted into
HCV antibody negative and positive results.

D. COMPONENTS
Code CVAB.CE contains reagents for 192 tests.

1. Microplate

n° 2 microplates

12 strips of 8 microwells coated with Core peptide, recombinant
NS3, NS4 and NS5 peptides. Plates are sealed into a bag with
desiccant.

2. Negative Control

1x4.0ml/vial. Ready to use control. It contains 1% goat serum
proteins, 10 mM Na-citrate buffer pH 6.0 +/-0.1, 0.5% Tween 20,
0.09% Na-azide and 0.045% ProClin 300 as preservatives. The
negative control is olive green colour coded.

3. Positive Control

1x4.0ml/vial. Ready to use control. It contains 1% goat serum
proteins, human antibodies positive to HCV, 10 mM Na-citrate
buffer pH 6.0 +/-0.1, 0.5% Tween 20, 0.09% Na-azide and
0.045% ProClin 300 as preservatives. The Positive Control is
blue colour coded.

4. Calibrator

n° 2 vials. Lyophilized calibrator. To be dissolved with the
volume of EIA grade water reported on the label. It contains
foetal bovine serum proteins, human antibodies to HCV whose
content is calibrated on the NIBSC Working Standard code
99/588-003-WI, 10 mM Na-citrate buffer pH 6.0 +/-0.1, 0.3
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. Wash buffer concentrate |WASHBUF 20
2x60ml/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.

6. Enzyme Conjugate

2x16ml/vial. Ready to use and pink/red colour coded
reagent. It contains Horseradish Peroxidase conjugated goat
polyclonal antibodies to human IgG and IgM, 5% BSA, 10 mM
Tris buffer pH 6.8+/-0.1, 0.045% ProClin 300 and 0.02%
gentamicine sulphate as preservatives.

7. Chromogen/Substrate [SUBS TMB

2x16ml/vial. Ready-to-use component. 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.

8. Assay Diluent

1x15ml/vial. 10 mM tris buffered solution pH 8.0 +/-0.1
containing 0.045% ProClin 300 for the pre-treatment of samples
and controls in the plate, blocking interference.

9. Sulphuric Acid H2S04 0.3 M

1x32ml/bottle. It contains 0.3 M H2S04 solution.
Attention: Irritant (H315; H319; P280; P302+P352; P332+P313;
P305+P351+P338; P337+P313; P362+P363)

10. Sample Diluent:

2x50ml/bottle. It contains 1% goat serum proteins, 10 mM
Na-citrate buffer pH 6.0 +/-0.1, 0.5% Tween 20, 0.09% Na-azide
and 0.045% ProClin 300 as preservatives. To be used to dilute
the sample.

Note: The diluent changes colour from olive green to dark
bluish green in the presence of sample.

11. Plate sealing foils n°4
12. Package insert n°1

Important note: Only upon specific request , Dia.Pro can
supply reagents for 96, 480, 960 tests , as reported below:

1. Microplate n°1 n°5 n°10
2.NegativeControl [ 1x2.0ml/vial 1x10ml/vial 1x20.ml/vial
3.PositiveControl 1x2.0ml/vial 1x10ml/vial 1x20.ml/vial

4 Calibrator n° 1 vial n° 5 vials n° 10 vials
5.Wash buff conc 1x60ml/bottle 5x60ml/bottles | 4x150ml/bottles
6.Enz. Conjugate 1x16ml/vial 2x40ml/bottles | 4x40ml/bottles
7.Chromog/Subs 1x16ml/vial 2x40ml/bottles | 4x40ml/bottles
8.Assay Diluent 1x8ml/vial 1x40ml/bottle 1x80ml/bottle
9.Sulphuric Acid 1x15ml/vial 2x40ml/bottle 2x80ml/bottles
10.SampleDiluent | 1x50ml/vial 5x50ml/bottles | 4x125ml/bottles
11.Plate seal foils | n°2 n° 10 n° 20

12. Pack. insert n°1 n°1 n°1

Number of tests 96 480 960
Code CVAB.CE.96 CVAB.CE.480 | CVAB.CE.960
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E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (200ul and 10ul) and disposable
plastic tips.

2. EIA grade water (bidistilled 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 capable

to provide a temperature of +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.

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. When the kit is used for the screening of blood units and
blood components, it has to be used in a laboratory certified and
qualified by the national authority in that field (Ministry of Health
or similar entity) to carry out this type of analysis.

3. 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.

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

5. 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 from strong light and
avoid vibration of the bench surface where the test is
undertaken.

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

7. 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.

8. 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.

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

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

11. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels.

12. 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.

13. 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.

14. 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..
15. 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.

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 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.

2. Avoid any addition of preservatives to samples; 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. 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
several 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-use 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 is not
turned to dark green, indicating a defect of manufacturing.

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

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

When opened the first time, residual strips are stable till the
indicator of humidity 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. Handle this
component as potentially infective, even if HCV, eventually
present in the control, has been chemically inactivated.
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4. Calibrator:

Dissolve carefully the content of the lyophilised vial with the
volume of EIA grade water reported on its label.

Mix well on vortex before use.

Handle this component as potentially infective, even if HCV,
eventually present in the control, has been chemically
inactivated.

Note: When dissolved the Calibrator is not stable. Store in
aliquots at —20°C.

5. Wash buffer concentrate:

The 20x concentrated solution has to be diluted with EIA grade
water up to 1200 ml and mixed gently end-over-end before use.
As some salt crystals may be present into the vial, take care to
dissolve all the content when preparing the solution.

In the preparation avoid foaming as the presence of bubbles
could give origin to a bad washing efficiency.

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.

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.

7. 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.

8. Assay Diluent:
Ready to use. Mix well on vortex before use.

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).

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.

10. Sample Diluent:
Ready to use. Mix well on vortex before use.

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; (d)
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 O “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
liguid 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 for blood screening 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 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
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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.

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 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.

Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument aspirate 200 ul
Sample Diluent and then 10 ul sample.

All the mixture is then carefully dispensed directly into the
appropriate sample well of the microplate. Before the next
sample is aspirated, needles have to be duly washed to avoid
any cross-contamination among samples.

Do not dilute controls/calibrator as they are ready to use.
Dispense 200 ul controls/calibrator in the appropriate
control/calibration wells.

Important Note: Visually monitor that samples have been
diluted and dispensed into appropriate wells. This is simply
achieved by checking that the colour of dispensed samples has
turned to dark bluish-green while the colour of the negative
control has remained olive green.

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. Place the required number of Microwells in the microwell
holder. Leave the 1%t well empty for the operation of
blanking.

2. Dispense 200 ul of Negative Control in triplicate, 200 ul
Calibrator in duplicate and 200 ul Positive Control in single
in proper wells. Do not dilute Controls and Calibrator as
they are pre-diluted, ready to use !

3. Add 200 ul of Sample Diluent (DILSPE) to all the sample
wells; then dispense 10 ul sample in each properly
identified well. Mix gently the plate, avoiding overflowing
and contaminating adjacent wells, in order to fully disperse
the sample into its diluent.

Important note: Check that the colour of the Sample Diluent,
upon addition of the sample, changes from light green to dark
bluish green, monitoring that the sample has been really added.

4. Dispense 50 ul Assay Diluent (DILAS) into all the
controls/calibrator and sample wells. Check that the color
of samples has turned to dark blue.

5. Incubate the microplate for 45 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 by
delivering and aspirating 350ul/well of diluted washing
solution as reported previously (section 1.3).

7. Pipette 100ul Enzyme Conjugate into each well, except the
1%t blanking well, and cover with the sealer. Check that this
pink/red coloured component has been dispensed in all the
wells, except A1.

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.

8. Incubate the microplate for 45 min at +37°C.

9.  Wash microwells as in step 6.

10. Pipette 100ul Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at
room temperature (18-24°C) for 15 minutes.

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

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

12. 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), blanking the instrument on
A1 (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. Shaking at 350 +150 rpm during incubation has been
proved to increase the sensitivity of the assay of about 20%.

4. 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.
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N. ASSAY SCHEME

Method Operations
Controls & Calibrator 200 ul
Samples 200ul dil.+10ul
Assay Diluent (DILAS) 50 ul
1%t incubation 45 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 45 min
Temperature +37°C
Wash step n°® 5 cycles with 20" of soaking

OR

n° 6 cycles without soaking

TMB/H202 100 ul
3" incubation 15 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

An example of dispensation scheme is reported below:

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.

Calibrator 1. that the procedure has been correctly
executed;
S/Co< 141 2. that no mistake has been done in its

distribution (ex.: dispensation of negative
control instead of control serum)

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.

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

2. that no mistake has been done in the
distribution of controls (dispensation of negative
control instead of positive control. In this case,
the negative control will have an OD450nm
value > 0.150, too.

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 12 |13[(4|5[6]7[8]9][10]11][12
A | BLK | §2
B | NC | S3
C [ NC | S4
D [ NC [ S5
E | CAL | S6
F |CAL | S7
G | PC | S8
H| S1[89
Legenda: BLK = Blank NC = Negative Control

CAL = Calibrator ~ PC = Positive Control S = Sample

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 their OD450nm values
are as expected and reported in the table below.

Check Requirements
Blank well < 0.100 OD450nm value
Negative Control [ < 0.050 mean OD450nm value after
(NC) blanking
Calibrator S/Co>1.1
Positive Control > 1.000 OD450nm value

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:

Check
1. that the Chromogen/Sustrate solution has not
> 0.100 OD450nm got contaminated during the assay
Negative Control 1. that the washing procedure and the washer
(NC) settings are as validated in the pre qualification
>0.050 OD450nm study;
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 positive control
instead of negative control;
4. that no contamination of the negative control
or of their wells has occurred due to positive

Problem
Blank well

Should these problems happen, after checking, report any
residual problem to the supervisor for further actions.

P. CALCULATION OF THE CUT-OFF

The tests results are calculated by means of a cut-off value
determined with the following formula on the mean OD450nm
value of the Negative Control (NC):

NC + 0.350 = Cut-Off (Co)

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 done by the
operative system of an ELISA automated work station be sure
that the proper formulation is used to calculate the cut-off value
and generate the right interpretations of results.

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

S/Co | Interpretation

<0.9 Negative
09-11 Equivocal

>1.1 Positive

A negative result indicates that the patient has not been infected
by HCV or that the blood unit may be transfused.

Any patient showing an equivocal result should be tested again
on a second sample taken 1-2 weeks later from the patient and
examined. The blood unit should not be transfused.

A positive result is indicative of HCV 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 responsible of the laboratory to reduce
the risk of judgment errors and misinterpretations.

2. Any positive result should be confirmed by an alternative
method capable to detect IgG and IgM antibodies
(confirmation test) before a diagnosis of viral hepatitis is
formulated.

3. As proved in the Performance Evaluation of the product, the
assay is able to detect seroconversion to anti HCV core
antibodies earlier than some other commercial kits.
Therefore a positive result, not confirmed with these
commercial kits, does not have to be ruled out as a false
positive result | The sample has to be anyway submitted to
a confirmation test (supplied upon request by DiaPro srl,
code CCONF).

4. As long as the assay is able to detect also IgM antibodies
some discrepant results with other commercial products for
the detection of anti HCV antibodies - lacking anti higM
conjugate in the formulation of the enzyme tracer and
therefore missing IgM reactivity - may be present. The real
positivity of the sample for antibodies to HCV should be then
confirmed by examining also IgM reactivity, important for the
diagnosis of HCV infection.

5. When test results are transmitted from the laboratory to an
informatics centre, attention has to be done to avoid
erroneous data transfer.

6. Diagnosis of viral hepatitis infection has to be done and
released to the patient only by a qualified medical doctor.

An example of calculation is reported below:

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

Negative Control: 0.019 — 0.020 — 0.021 OD450nm

Mean Value: 0.020 OD450nm

Lower than 0.050 — Accepted

Positive Control: ~ 2.189 OD450nm

Higher than 1.000 — Accepted

Cut-Off = 0.020+0.350 = 0.370

Calibrator: 0.550 - 0.530 OD450nm

Mean value: 0.540 OD450nm S/Co=1.4
S/Co higher than 1.1 — Accepted

Sample 1: 0.070 OD450nm

Sample 2: 1.690 OD450nm

Sample 1 S/Co < 0.9 = negative
Sample 2 S/Co > 1.1 = positive

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 British Working Standard for anti-HCV, NIBSC
code 99/588-003-WI. The table below reports the mean
OD450nm values of this standard when diluted in negative
plasma and then examined.

Dilution Lot#1 |Lot#2
Factor S/Co S/Co
1X 2.0 2.0
2X 1.1 1.2
4X 0.7 0.8
8 X 0.5 0.5
Negative plasma 0.3 0.3

In addition the sample coded Accurun 1 — series 3000 -
supplied by Boston Biomedica Inc., USA, has been evaluated
“in toto” showing the results below:

CVAB.CE | Accurun 1 | S/Co
Lot ID Series
1201 3000 1.5
0602 3000 1.5
1202 3000 1.9

In addition, n° 7 samples, tested positive for HCV Ab with Ortho
HCV 3.0 SAVe, code 930820, lot. # EXE065-1, were diluted in
HCV Ab negative plasma in order to generate limiting dilutions
and then tested again on CVAB.CE, lot. # 1202, and Ortho.

The following table reports the data obtained.

Sample | Limit | CVAB.CE | Ortho 3.0
n° Dilution S/Co S/Co
1 256 X 1.9 1.3
2 256 X 1.9 0.7
3 256 X 24 1.0
4 128 X 2.5 3.2
5 85 X 3.3 1.4
6 128 X 2.2 0.8
7 135 X 3.2 2.2

2. DIAGNOSTIC SPECIFICITY AND SENSITIVITY
The Performance Evaluation of the device was carried out in a
trial conducted on more than total 5000 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 5043 unselected blood donors,( including 1%
time donors), 210 hospitalized patients and 162 potentially
interfering specimens (other infectious diseases, E.coli antibody
positive, patients affected by non viral hepatic diseases, dialysis
patients, pregnant women, hemolized, lipemic, etc.) were
examined, the diagnostic specificity was recently assessed by
testing a total of 2876 negative blood donors on six different
lots. A value of specificity of 100% was found.

No false reactivity due to the method of specimen preparation
has been observed. 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.

2.2 Diagnostic Sensitivity

It defined as the probability of the assay of scoring positive in
the presence of specific analyte.

The diagnostic sensitivity has been assessed externally on a
total number of 359 specimens; a diagnostic sensitivity of 100%
was found. Internally more than other 50 positive samples were
tested, providing a value of diagnostic sensitivity of again 100%.
Positive samples from infections carried out by different
genotypes of HCV were tested as well.

Furthermore, most of seroconversion panels available from
Boston Biomedica Inc., USA, (PHV) and Zeptometrix, USA,
(HCV) have been studied.

Results are reported below for some of them.
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Panel N° samples | DiaPro* | Ortho* ** Lot # 0602
PHV 901 11 9 9
PHV 904 7 2 4 Negative Sample (N = 16)
PHV 905 9 3 4 Mean values 1st run 2nd run 39 run Average
PHV 906 7 7 7 OD 450nm 0.097 0.096 0.094 0.096
PHV 907 7 3 2 Std.Deviation 0.009 0.010 0.008 0.009
PHV 908 13 10 8 CV % 8.9 10.1 8.4 9.1
PHV 909 3 2 2
PHV 910 5 3 3 Cal#2-7K (N = 16)
PHV 911 5 3 3 Mean values 1st run 2nd run 3" run Average
PHV 912 3 1 1 value
PHV 913 4 2 2 OD 450nm 0.400 0.395 0.393 0.396
PHY 914 9 5 5 Std.Deviation 0.021 0.025 0.026 0.024
PHV 915 4 3 0 CV % 54 6.2 6.6 6.1
PHV 916 8 4 3 S/Co 1.2 1.2 1.1 1.2
PHV 917 10 6 6
PHV 918 8 2 0
le;';l/\q gggg 150 g g _Negative Sample (N = 16)
HCV 6212 9 6 7 Mean values 1st run 2nd run 3" run Average
HCV 10165 9 5 2 OD 450nm 0.087 0.091 0.088 0.089
Std.Deviation 0.009 0.007 0.008 0.008
Note: * Positive samples detected **HCV v.3.0 CV % 10.0 8.2 8.6 8.9
Cal#2-7K (N =16)
Mean values 1st run 2nd run 39 run Average
Finally the Product has been tested on the panel EFS Ac HCV, OD 450nm 0.386 0.390 0.391 0.389
lot n° 01/08.03.22C/01/A, supplied by the Etablissement Std.Deviation 0.023 0.021 0.023 0.022
Francais Du Sang (EFS), France, with the following results: CV % 6.0 5.3 5.8 5.7
S/Co 1.1 1.2 1.2 1.2

EFS Panel Ac HCV

Lot # 1|Lot # 2|Lot # 2| Results

Sample| S/Co | S/Co | SICo |expected
HCV 1| 2.2 24 2.6 | positive

HCV2| 1.6 2.0 2.1 | positive

HCV3| 15 1.7 1.6 | positive

HCV4 | 5.2 6.5 5.5 | positive

HCV5| 1.6 1.8 1.6 | positive

HCV6| 04 0.4 0.4 | negative

3. PRECISION:

It has been calculated on two samples, one negative and one

low positive, examined in 16 replicates in three separate runs.
Results are reported as follows:

Lot # 1202
_Negative Sample (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.094 0.099 0.096 0.096
Std.Deviation 0.008 0.007 0.008 0.007
CV % 8.7 6.6 7.9 7.7
Cal#2—7K (N =16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.396 0.403 0.418 0.406
Std.Deviation 0.023 0.029 0.027 0.026
CV % 5.9 7.1 6.4 6.5
S/Co 1.1 1.1 1.2 1.1

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

S. LIMITATIONS

Repeatable false positive results, not confirmed by RIBA or
similar confirmation techniques, were assessed as less than
0.1% of the normal population.

Frozen samples containing fibrin particles or aggregates after
thawing have been observed to generate some false results.
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HBSAg One version ULTRA

A. INTENDED USE

Fourth generation Enzyme Immunoassay (ELISA) for the
one-step determination of  Hepatitis B surface Antigen or
HBsAg in human plasma and sera.

The kit is intended for the screening of blood units, is able to
detect HBsAg mutants and finds application in the follow-up of
HBV-infected patients.

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.

HBV 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; (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 lamivudine, 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 programs.”

Hepatitis B surface Antigen or HBsAg is the most important
protein of the envelope of Hepatitis B Virus, responsible for
acute and chronic viral hepatitis.

The surface antigen contains the determinant “a”, common to all
the known viral subtypes, immunologically distinguished by two
distinct subgroups (ay and ad).

The ability to detect HBsAg with high sensitive immunoassays in
the last years has led to an understanding of its distribution and
epidemiology worldwide and to radically decrease the risk of
infection in transfusion.

C. PRINCIPLE OF THE TEST
A mix of mouse monoclonal antibodies specific to the
determinants “a”, “d” and “y” of HBsAg is fixed to the surface of
microwells. Patient's serum/plasma is added to the microwell
together with a second mix of mouse monoclonal antibodies,
conjugated with Horseradish Peroxidase (HRP) and directed
against a different epitope of the determinant “a” and against
“preS”.

The specific immunocomplex, formed in the presence of HBsAg
in the sample, is captured by the solid phase.

At the end of the one-step incubation, microwells are washed to
remove unbound serum proteins and HRP conjugate.

The chromogen/substrate is then added and, in the presence of
captured HBsAg immunocomplex, the colorless substrate is
hydrolyzed by the bound HRP conjugate to a colored end-
product. After blocking the enzymatic reaction, its optical density
is measured by an ELISA reader.

The color intensity is proportional to the amount of HBsAg
present in the sample.

The version ULTRA is particularly suitable for automated

wQn

screenings and is able to detect “s” mutants.

D. COMPONENTS
The standard configuration contains reagents to perform 192
tests and is made of the following components:

1. Microplate |MICROPLATE
n® 2. 12 strips of 8 breakable wells coated with anti HBsAg,

affinity purified mouse monoclonal antibodies, specific to “a”, “y
and “d” determinants, and sealed into a bag with desiccant.

2. Negative Control

1x4.0ml/vial. Ready to use control. It contains goat serum, 10
mM phosphate buffer pH 7.4+/-0.1, 0.09% Na-azide and
0.045% ProClin 300 as preservatives. The negative control is
pale yellow color coded.

3. Positive Control

1x4.0ml/vial. Ready to use control. It contains goat serum,
non infectious recombinant HBsAg, 10 mM phosphate buffer pH
7.4+4/-0.1, 0.02% gentamicine sulphate and 0.045% ProClin 300
as preservatives. The positive control is color coded green.

4. Calibrator

n°® 2 vials. Lyophilized calibrator. To be dissolved with EIA
grade water as reported in the label. Contains fetal bovine
serum, non infectious recombinant HBsAg at 0.5 IU/ml (2™
WHO international standard for HBsAg, NIBSC code 00/588),
10 mM phosphate buffer pH 7.4+/-0.1, 0.02% 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. Wash buffer concentrate |WASHBUF 20
2x60ml/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.
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6. Enzyme Conjugate Diluent

2x16ml/vial. Ready to use and pink/red color coded
regent. It contains 10 mM Tris buffer pH 6.8+/-0.1, 1% normal
mouse serum, 5% BSA, 0.045% ProClin 300 and 0.02%
gentamicine sulphate as preservatives. The solution is normally
opalescent.

7. Enzyme Conjugate

2x1ml/vial. 20X concentrated reagent. It contains
Horseradish Peroxidase (HRP) labeled mouse monoclonal
antibodies to HBsAg, determinant “a” and “preS”, 10 mM Tris
buffer pH 6.8+/-0.1, 5% BSA, 0.045% ProClin 300 and 0.02%

gentamicine sulphate as preservatives.

8. Chromogen/Substrate

2x25ml/bottle. It 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.

9. Sulphuric Acid

1x25ml/bottle. It contains 0.3 M H2SO4 solution.

Note: Attention: Irritant (H315; H319; P280; P302+P352;
P332+P313; P305+P351+P338; P337+P313; P362+P363)

10. Plate sealing foils n°4

11. Package insert

Important note:
Only upon specific request , Dia.Pro can supply reagents for 96,
480, 960 tests , as reported below:

Microplates N°1 N°5 N°10
Negative Control 1x2ml/vial 1x10mlfvial | 1x20ml/vial
Positive Control 1x2ml/vial 1x10ml/vial | 1x20ml/vial
Calibrator N° 1 vial N° 5 vials N° 10 vials
Wash buffer concentrate | 1x60ml/vial 5x60ml/vial | 4x150ml/vial
Enzyme conjugate 1x0.8ml/vial | 1x4ml/vial 2x4ml/vial
Conjugate Diluent 1x16ml/vial 2x40ml/vial | 2x80ml/vial
Chromogen/Substrate 1x25ml/vial 3x42ml/vial | 2x125ml/vial
Sulphuric Acid 1x15ml/vial 2x40ml/vial | 2x80ml/vial
Plate sealing foils N° 2 N° 10 N° 20
Package insert N° 1 N° 1 N° 1
Number of tests 96 480 960
Code SAG1ULTRA.CE 96 480 960

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), capable to provide shaking at 1300 rpm+/-150, 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.

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. When the kit is used for the screening of blood units and
blood components, it has to be used in a laboratory certified and
qualified by the national authority in that field (Ministry of Health
or similar entity) to carry out this type of analysis.

3. 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.

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

5. 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.

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

7. 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.

8. 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.

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

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

11. 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 has not pointed out any relevant loss of activity
up to 6 re-use of the device and up to 6 months.

12. 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.

13. 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.

14. 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..
15. 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.

16. The Stop Solution 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.
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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. Avoid any addition of preservatives to samples; 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. When the kit is
used for the screening of blood units, bar code labeling and
electronic reading is strongly recommended.

4. Haemolysed (red) and lipemic (“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 well as they could
give rise to false positive results. Specimens with an altered
pathway of coagulation, presenting particles after blood
collection and preparation of serum/plasma as those coming
from hemodialized patients, could give origin to false positive
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 sample should not be frozen/thawed more than once as
this may generate particles that could affect the test result.

6.If some turbidity is present or presence of microparticles is
suspected after thawing, filter the sample on a disposable 0.2-
0.8u filter to clean it up for testing or use the two-steps
alternative method.

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 green, indicating a defect in conservation.

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. The positive
control does not contain any infective HBV as it is composed of
recombinant synthetic HBsAg.

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

5. Wash buffer concentrate:

The 20x concentrated solution has to be diluted with EIA grade
water up to 1200 ml and mixed gently end-over-end before use.
As some salt crystals may be present into the vial, take care to
dissolve all the content when preparing the solution.

In the preparation avoid foaming as the presence of bubbles
could give origin to a bad washing efficiency.

Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

6. Enzyme conjugate:

The working solution is prepared by diluting the 20X
concentrated reagent into the Conjugate

Mix well on vortex before use.

Avoid any contamination of the liquid with oxidizing chemicals,
dust or microbes. If this component has to be transferred, use
only plastic sterile disposable containers.

Important note: The working solution is not stable. Prepare
only the volume necessary for the work of the day. As an
example when the kit is used in combination with other
instruments or manually, dilute 0.1 ml 20X Conjugate with 1.9 ml
Conjugate Diluent into a disposable plastic vial and mix carefully
before use.

7. Chromogen/Substrate:

Ready to use. Mix well by end-over-end mixing.

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. Sulphuric Acid:

Ready to use. Mix well by end-over-end mixing.

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 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.

. 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. In case of shaking during incubations, the instrument has to
ensure 350 rpm +150. Amplitude of shaking is very
important as a wrong one could give origin to splashes and
therefore to some false positive result.

4. 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
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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.

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

6. The 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; (d) 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.

7. When using ELISA automated workstations, all critical
steps (dispensation, incubation, washing, reading, shaking,
data handling, etc.) have to be carefully set, calibrated,
controlled and regularly serviced in order to match the
values reported in the sections “Internal Quality Control”.
The assay protocol has to be installed in the operating
system of the unit and validated by checking full matching
the declared performances of the kit. In addition, the liquid
handling part of the station (dispensation and washing) has
to be validated and correctly set paying particular attention
to avoid carry over by the needles used for dispensing
samples and for washing. The carry over effect 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.

8. 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.

9. 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
essential requirements of the assay. Support is also
provided for the installation of new instruments to be used in
combination with the kit.

L. 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. 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. Dilute the 20X concentrated Enzyme Conjugate with its
Diluent as reported.

5. Dissolve the Calibrator as described above.

6. Allow all the other components to reach room temperature
(about 1 hr) and then mix as described.

7. 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.

8. Check that the ELISA reader has been turned on at least 20
minutes before reading.

9. If using an automated workstation, turn it on, check settings
and be sure to use the right assay protocol.

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

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

12. 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.

Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument dispense first 150 ul
controls & calibrator, then all the samples and finally 100 ul
diluted Enzyme Conjugate.

For the pre-washing step (point 1 of the assay procedure) and
all 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. Place the required number of strips in the plastic holder and
wash them once to hydrate wells. Carefully identify the
wells for controls, calibrator and samples.

Important note: Pre washing (1 cycle: dispensation of
350ul/well of washing solution+ aspiration) is fundamental to
obtain reliable and specific results both in the manual and in the
automatic procedures. Do not omit it !

2. Leave the A1 well empty for blanking purposes.

3. Pipette 150pl of the Negative Control in triplicate, 150ul of
the Calibrator in duplicate and then 150ul of the Positive
Control in single followed by 150ul of each of the samples.

4. Check for the presence of samples in wells by naked eye
(there is a marked color difference between empty and full
wells) or by reading at 450/620nm. (samples show OD
values higher than 0.100).

5. Dispense 100ul diluted Enzymatic Conjugate in all wells,
except for A1, used for blanking operations.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip when the conjugate is dispensed.
Contamination might occur.

6. Following addition of the conjugate, check that the color of
the samples have changed from yellowish to pink/red and
then incubate the microplate for 120 min at +37°C.

Important notes:

a. 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.

b. If the procedure is carried out on shaking, be sure to deliver
the rom reported for in Section 1.3 as otherwise intra-well
contamination could occur.
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7. When the first incubation is over, wash the microwells as
previously described (section 1.4)

8. Pipette 200 pyl Chromogen/Substrate into all the wells, A1
included.

Important note: Do not expose to strong direct light as a high
background might be generated.

9. Incubate the microplate protected from light at 18-24°C for
30 min. Wells dispensed with the positive control, the
calibrator and positive samples will turn from clear to blue.

10. Pipette 100 pl Sulphuric Acid into all the wells to stop the
enzymatic reaction, using the same pipetting sequence as in
step 8. Addition of the acid solution will turn the positive
control, the calibrator and positive samples from blue to
yellow/brown.

11. Measure the color intensity of the solution in each well, as
described in section 1.6 using a 450nm filter (reading) and a
620-630nm filter (background subtraction, mandatory),
blanking the instrument on A1.

Important general notes:

Ensure that no fingerprints or dust are present on the
external bottom of the microwell before reading. They could
generate false positive results on reading.

2. Reading should ideally be performed immediately after the
addition of the acid solution but definitely no longer than 20
minutes afterwards. Some self-oxidation of the chromogen
can occur leading to a higher background.

3. When samples to be tested are not surely clean or have
been stored frozen, the assay procedure reported below is
recommended as long as it is far less sensitive to
interferences due to hemolysis, hyperlipaemia, bacterial
contamination and fibrin microparticles. — The assay is
carried out in two-steps at +37°C on shaking at 350 rpm
+150 as follows:

e dispense 100 ul of controls, calibrator and samples
incubate 60 min at +37°C on shaking

wash according to instructions (section 1.4)

dispense 100 ul diluted enzyme tracer

incubate 30 min at +37°C on shaking

wash

dispense 100 ul TMB&H202 mix

incubate 30 min at r.t. on shaking

e stop and read
In this procedure the pre-wash can be omitted.
This method shows performances similar to the standard
one and therefore can be used in alternative.

4. 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.

e o o o o o o

N. ASSAY SCHEME

Operations Procedure
Pre-Washing step n° 1 cycle
Controls&Calibrator&samples 150 ul
Diluted Enzyme Conjugate 100 ul
1%t incubation 120 min
Temperature +37°C
Washing steps n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

Chromogen/Substrate 200ul
2" incubation 30 min
Temperature room
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

An example of dispensation scheme is reported in the following
section:

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| S7
G | PC | S8
H | S1 18S9
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 or
S/Co values have been matched in the analysis.

Ensure that the following results are met:

Parameter Requirements
Blank well < 0.100 OD450nm value
Negative Control (NC) | < 0.050 mean OD450nm value after
blanking
Calibrator 0.5 IU/ml S/Co>2

Positive Control > 1.000 OD450nm value

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 1. that the Chromogen/Substrate solution
>0.100 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
>0.050 pre qualification study;

0OD450nm 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 the negative one);

4. that no contamination of the negative
control or of the wells where the control
was dispensed has occurred due to spills
of positive samples or of 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.
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Calibrator 1. that the procedure has been correctly Important notes:
S/Co<2 performed; 1. Interpretation of results should be done under the

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

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. In this case, the
negative control will have an OD450nm
value > 0.050).

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.

Positive Control
<1.000
OD450nm

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 11.

P. CALCULATION OF THE CUT-OFF

The test results are calculated by means of a cut-off value
determined on the mean OD450nm/620-630nm value of the
negative control (NC) with the following formula:

NC + 0.050 = Cut-Off (Co)

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 (S) and the Cut-Off value (Co),
mathematically S/Co, according to the following table:
S/Co Interpretation
<0.9 Negative
0.9-1.1 Equivocal
>1.1 Positive

A negative result indicates that the patient is not infected by
HBYV and that the blood unit may be transfused.

Any patient showing an equivocal result should be retested 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.

supervision of the laboratory supervisor to reduce the risk of
Jjudgment errors and misinterpretations.

2. Any positive result must be confirmed first by repeating the
test on the sample, after having filtered it on 0.2-0.8 u filter
to remove any microparticles interference. Then, if still
positive, the sample has to be submitted to a confirmation
test before a diagnosis of viral hepatitis is released.

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

4. Diagnosis of viral hepatitis infection has to be taken 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 11):

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

Negative Control: 0.012 — 0.008 — 0.010 OD450nm
Mean Value: 0.010 OD450nm

Lower than 0.050 — Accepted

Positive Control:  2.489 OD450nm

Higher than 1.000 — Accepted

Cut-Off = 0.010+0.050 = 0.060

Calibrator: 0.350 - 0.370 OD450nm
Mean value: 0.360 OD450nm

S/Co higher than 2.0 — Accepted

Sample 1: 0.028 OD450nm

Sample 2: 1.690 OD450nm

Sample 1 S/Co < 0.9 = negative

Sample 2 S/Co > 1.1 = positive

S/Co = 6.0

R. PERFORMANCE CHARACTERISTICS

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). Version
ULTRA proved to be at least equivalent to the original design in
a study conducted for the validation of the new version.

1. Analytical Sensitivity

The limit of detection of the assay has been calculated on the
2" WHO international standard, NIBSC code 00/588.

In the following table, results are given for three lots (P1, P2 and
P3) of the version ULTRA in comparison with the reference
device (Ref.):

WHO Lot#P1 | Lot# P2 | Lot # P3 | Ref.

1U/ml SiCo SiCo S/Co [SI/Co
0.4 4.6 4.8 4.6 4.6
0.2 23 24 24 24
0.1 1.4 1.4 1.5 1.2
0.05 0.8 0.8 1.0 0.7
0.025 0.6 0.6 0.6 0.4
FCS (NC) 0.3 0.2 0.3 0.1

The assay shows an Analytical Sensitivity better than 0.1 WHO
1U/ml of HBsAg.

In addition two panels of sensitivity supplied by EFS, France,
and by SFTS, France, were tested and gave in the best
conditions the following results:
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Panel EFS Ag HBs HB1-HB6 lot n° 04 different HBV pathologies (acute, a-symptomatic and chronic

hepatitis B) or produced synthetically, and were detected
Sample ID | Characteristics | ng/ml | S/Co positive in the assay.

HB1 diluent / 0,2 All the HBsAg known subtypes, “ay” and “ad”, and isoforms “w”

HB2 adw2+ayw3 0.05 0,6 and “r’, supplied by CNTS, France, were tested in the assay and

HB3 adw2+ayw3 0.1 1,0 determined positive by the kit as expected.

HB4 adw2+ayw3 0.2 1,8 An overall value of 100% has been found in a study conducted

HBS adw2+ayw3 0.3 24 on a total number of more than 400 samples positive with the

HB6 adw2+ayw3 0.5 4,2

Sensitivity panel SFTS, France, Ag HBs 2005

original reference IVD code SAG1.CE, CE marked.

A total of 30 sero-conversions were studied, most of them
produced by Boston Biomedica Inc., USA.

Results obtained by examining eight panels supplied by Boston
Biomedica Inc., USA, are reported below for the version ULTRA

The panel # 808, supplied by Boston Biomedical Inc., USA, was
also tested to define the limit of sensitivity.
Results in the best conditions are as follows :

BBI panel PHA 808

Sample ID | Characteristics | ng/ml | S/Co
01 ad 2,49 10,2
02 ad 1,17 4,8
03 ad 1,02 4,3
04 ad 0,96 3,8
05 ad 0,69 2,9
06 ad 0,50 2,2
07 ad 0,41 1,5
08 ad 0,37 1,3
09 ad 0,30 1,2
10 ad 0,23 1,0
11 ay 2,51 11,2
12 ay 1,26 5,9
13 ay 0,97 41
14 ay 0,77 3,7
15 ay 0,63 2,0
16 ay 0,48 2,4
17 ay 0,42 2,0
18 ay 0,33 1,8
19 ay 0,23 1,6
20 ay 0,13 1,1
21 negative / 0,6

2. Diagnostic Sensitivity:

The diagnostic sensitivity was tested according to what required
by Common Technical Specifications (CTS) of the directive
98/79/EC on IVD for HBsAg testing.

Positive samples, including HBsAg subtypes and a panel of “s”
mutants from most frequent mutations, were collected from

Sample ID | Characteristics ng/ml S/Co in comparison with the reference device code SAG1.CE.

171 Adw2 + ayw3 221+015 | 15,4
172 Adw2 + ayw3 1.18 + 0.10 8,7 Panel st HBsAg | HBsAg | Version Ref.
173 Adw2 + ayw3 1.02 + 0.05 6,1 ID san_u?le subtype | ng/ml | ULTRA device
174 Adw2 + ayw3 | 0.64 + 0.04 | 4,0 positive SiCo 1 SiCo

y . PHM 906 02 ad 0.5 3.7 14
175 Adw2 +ayw3 | 049+ 0.03 | 3.4 PHM 907 (M) | 06 ay 10 4.4 29
176 Adw2 + ayw3 0.39 + 0.02 2,6 PHM 909 04 ad 0.3 12 0.8
177 Adw2 + ayw3 0.25+0.02 [ 2,0 PHM 914 04 ad 0.5 1.1 1.1
178 Adw2 + ayw3 0.11 + 0.02 1,3 PHM 918 02 ad 0.1 1.8 0.5
179 Adw2 + ayw3 0.06 + 0.01 0,9 PHM 923 03 ay <02 2.2 1.2
180 Adw2 +ayw3 | 0.03+0.01 | 08 PHM 925 03 Ind. nd. 14 0.9
181 Adw2 05-10 4,7 PHM 934 01 ad n.d. 1.0 0.8
182 Adw4 0.5-1.0 3,6
183 Adr 05-10 4,5 3. Diagnostic Specificity:
184 Aywi 05-1.0 5,1 It is defined as the probability of the assay of scoring negative in
185 Ayw2 0.5-1.0 6.4 the absence of specific analyte. In addition to the first study,
186 Ayw3 05-10 7,3 where more than 5000 negative samples from blood donors
187 Ayw3 05-10 5,8 (two blood centers), classified negative with a CE marked
188 Ayw4 05-10 6.9 device in use at the laboratory of collection were examined, the
189 Ayr 05-1.0 6,1 diagnostic specificity was recently assessed by testing a total of
190 diluent / 0,6 2288 negative blood donors on seven different lots. A value of

specificity of 100% was found.

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
samples freezing interferes with the performance of the test.
No interference was observed on clean and particle free
samples.

Samples derived from patients with different viral (HCV, HAV)
and non viral pathologies of the liver that may interfere with the
test were examined. No cross reaction were observed.

4. Precision:

It has been calculated for the version ULTRA on two samples
examined in 16 replicates in 3 different runs for three lots.
Results are reported in the following tables:

Average values Negative Calibrator
Total n =144 Sample 0.5 IU/ml
0OD450nm 0.026 0.332
Std.Deviation 0.004 0.027

CV % 16% 8%

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

Repeatable false positive results were assessed on freshly
collected specimens in less than 0.1% of the normal population,
mostly due to high titers Heterophilic Anti Mouse Antibodies
(HAMA).

Interferences in fresh samples were also observed when they
were not particles-free or were badly collected (see chapter G).
Old or frozen samples, presenting fibrin clots, crioglobulins,
lipid-containing micelles or microparticles after storage or
thawing, can generate false positive results.
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1. HASHAYEHME

1.1. HaGop pearesTos mpeaHasHavYeH IS BbI-
sABJIeHUusT UMMyHOryo0ysmHOB KJacca A (IgA)
aururenam Ureaplasma urealyticum B CBIBOPOTKE
(nniazme) KpoBU YeJIOBEKA W MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop pearenToB paccuuTas Ha IPOBee-
Hre 96 aHAJIM30B, BKIIIOYAS KOHTPOJIH. B0O3MOMKHEI
12 mesaBucuMbIx mmocTaHoBOK MDA, mpu kaskmoi
M3 KOTOPBIX 3 JIYHKH MCIIOJIB3YIOT JJIS IIOCTAHOBKH
KOHTPOJIEH.

2. XAPAKTEPUCTUKN HABOPA

2.1. Ilpusnun geicreus.

Mertox ompenesieHns OCHOBAH Ha TBEpHodaas-
HOM I/IMMyHO(bepMeHTHOM aHaJIn3e C IIPMMEHEHHU-
€M PeKOMOMHAHTHBIX aHTUTeHOB. Bo Bpemst miepBoii
MHKYOAINY, IIPpY HAJWUYNKN 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 aHTureHamMmm
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 «aHTHUIeH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COJIEPIKAIINX KOMILJIEKCH «aH-
TUTEeH-aHTUTEJION.

Peaxmmio  ocramaeimmBator  mobaBieHHMEM
crom-pearedra. Pesynprarer MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OIITHYE-
ckyio mwiotHocThb (OI) B 1ByXBOJIHOBOM peskmMe:
OCHOBHOI puibTp — 450 HM, pedeperc-puILTp — B
nuamasone 620—650 am. Jlomyctuma perucrpaiius
pe3yabpTaToB TOJBKO ¢ puiabTpoM 450 um. MuTeH-
CHBHOCTB JKEJITOT0 OKPAIITUBAHUS IIPOIIOPIIHOHAITE-
HA KOJMYECTBY COJEPIKAIINXCSI B KCCIIEIyEeMOM
obpasiie UMMYHOIVIOOYJIMHOB Kjacca A K aHTHIe-
"Ham Ureaplasma urealyticum.

[Tociie mamepenus: OII pacTBopa B JIyHKax Ha
ocHoBaHMM paccuuTaHHoro sHaveHus Olly,,, aHa-
JIM3UpyeMble 00pasIlbl OIEHUBAIOTCI KAK II0JIOMKH-
TeJIbHBIE, COMHUTEJIbHBIE UJIU OTPUIIATEILHBIE.

2.2. Cocras HabGopa:

Habop comep:xuTr Bce HeoOXOIMMEBIE JIJIS IIPO-
BeleHNS aHAJIM3a pPeareHThl, KpoMe JUCTUJIIAPO-
BaHHOM BOJBI:
® ILJIQHIIIET pa360pHBII>'I C I/IMMO6I/IJ'II/ISOB3.HHLIMI/I

PEeKOMOMHAHTHBIMA aHTUTEeHAMU Ureaplasma

urealyticum — 1 mrr.;
D-2258



* IOJOMKHUTEeJILHBIM  KOHTPOJBHEIM  obOpaserr (K1),
MHAKTUBUPOBAHHLIN — 1 1., 0,5 M

° OTPULIATEJIBHBIA  KOHTPOJbHEIM  oOpasernm  (K°),
WHAKTUBUPOBAHHBIN — 1 d1., 1 MuT;

* xombiorar — 1 ¢ur.;

° pacTBOp IJIig mpemBapuTeabHoro passemenus (PIIP) —
1 ., 3 M

* pacrtBop s passenenus korwborara (PK) — 1 ., 13 mor.

* pactBop 1151 passenerus cbieopoTok (PC) — 1 dor., 13 mur;

* KOHIIEHTpAaT pocdhaTHO-COIeBOro OyepHOro pacTeopa
¢ teuHoM (DCB-Tx25) — 1 ., 28 mu;

* pacrsop Terpamermibensuguaa (TMDB) — 1 dr., 13 mut;

* crom-pearesat — 1 ¢r., 12 Mt

Hab6op mormoaHnTe IbHO KOMILIEKTYeTCS:
* IJIEHKAMU JJId 3aKJIEMBAHUSA ILJTAHIIeTa — 3 IIT.;
* BAHHOYKAMU JJIsI PEareHTOB — 2 IIIT.;
* HaKOHEUYHHKAMH IJI1g nuireTok Ha 4—200 v — 16 mrT.

3. AHAIIMTUYECKUE N OJUATHOCTUYECKUE
XAPAKTEPUCTUKU

3.1. PesyisibraT KauecTBEHHOIO OIpeIesIeHuIs
Ha00pPOM 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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0 MMMYHOIJIOOyJIMHAM KJiacca A K aHTUreHaM
Ureaplasma urealyticum — 100%.

3.2. Pesynbprar kavecTBeHHOro ompeze-
JeHus1 HabopoM HWMMYHOTJIOOYJIMHOB KJjiacca
A x amruremam Ureaplasma urealyticum poJ-
skeH cooTBercTBoBaTh TpeboBammsam CIIIT (pee.
Ne 05-2-202 om 27.03.08), BriOUaloNiein obpas-
Il CHIBOPOTOK, He cojepskaimtme IgA K aHTHre-
Ham Ureaplasma urealyticum: crnenmupuIHOCTD
0 MMMYHOIJIOOyJIMHAM KJiacca A K aHTUreHam
Ureaplasma urealyticum — 100%.

4. MEPbI NPEAOCTOPOXHOCTHU

[ToTeHImaILHBIN PUCK TPUMeEHEeHUsT Habopa —
knace 2a (I'OCT P 51609-2000).

[Tpu moATrOTOBKE K IIPOBEIEHUI0 aHAIN3a ClIe-
IIyeT CcoOJIIIATh MePhI IIPeI0CTOPOKHOCTH, IIPUHSI-
TBIe IIPH PaboTe ¢ MOTEHIINAIbHO HHQEKIIMOHHBIM
MAaTepPUAJIOM:

— paboTaTh B PE3UMHOBBIX IEPUYATKAX;

— He IHUIIETUPOBATEH PACTBOPEL PTOM;

— BCE HCIOJIb30BAHHBIE MATEPHUAJIEL Je3NHQMUIIA-
poBaTthb B coorBercTBUH ¢ TpeboBamusamu ¢ CII
1.3.2322-08 u MY-287-113.
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5. OBOPYOOBAHUE U MATEPUAIDI,
HEOBXOAUMBbIE NMPU PABOTE C HABOPOM:

— cuerTpodOTOMETP, TTO3BOJISIONINN ITPOBOIUTH M3-
mepenns OIl pacTBopoB B IyHKaX ILJIAHIIETA IIPU
JrHe BOJTHBI 450 HM W/WJIU B IBYXBOJTHOBOM pe-
SKMIMe TIPU OCHOBHOM JJIrHe BOJIHEI 450 HM U 1JIU-
He BOJIHBI CpaBHEHUs B quamnasoHe 620—650 HwM;

— TepMOCTaT, IOJJePKUBAIONIUN 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 HAKOHEUHWKAMM, II03BOJISIONIAS
0TOMpPAaTh 00BEMEI KUIKoCTeH 0T 5 10 300 MKII;

— IIPOMBIBOYHOE YCTPOHCTRO JJIs IIJIAHIIEeTa;
— IIepYaTKU PEe3UHOBBIE XUPYPIrUYECKUE;

— Oymara puiIbTpoBaJIbHAA JIabOpaTOpHAL;
— muauHAp BMecTuMocTho 1000 mut;

— BOJIa MUCTHUJLINPOBAHHAS,

— Ne3uHQUITUPYIOIIAN PacTBOP.
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6. AHAINIM3NPYEMbIE OBPA3LbI

Jomyckaercs mcmob3oBanme o6pasIos, Xpa-
HUBIIUXCSA He 0Oosee 5 cyrok mpu (2—8) °C, ambo
mpu muHyc (20+3) °C, ecoiu Heobxo1mMO boJtee JIJIu-
TeJbHOE XpaHeHHe.

CBIBOPOTKH, CO/IEpsKATITe B3BEIIeHHbIe YACTH-
IIBI, MOT'YT JATh HEIIPABUJILHBIN pe3ysbrar. Takue
00pasIIbl TIepe;T UCII0JIH30BAHUEM CJIeyeT IIeHTPH-
dyruposars npu 3000 06/muH 10—-15 MuUHYT.

Henbasa HMCII0JIH30BATH TIPOPOCIITHE,
reMOJIN3UPOBAHHBIE, TMIIEPJIUIINIHLIE CBIBOPOTKH
WJIY TIOIBEPraBIINecs MHOTOKPATHOMY 3aMOPAKHI-
BaHUIO U OTTAUBAHHUIO.

7. NPOBEAEHME UMMYHO®EPMEHTHOIO
AHAJIU3A

7.1. BHUMAHMUE! TmarensHOoe COO0IIO-
JdeHHe ONMMCAHHBIX HHUKE TPeOOBAHUI MO3BO-
auT nu3dekaTh HCKaskeHus pedyabratos MDA,
— Ilepen mocTaHOBKO#M peakITuy BCe KOMITOHEHTBI

Habopa HeoOXOIWMO BBIAEPIKATH IIPU TeMIlepa-
Type (18-25) °C me menee 30 MUHYT.

— Jlasa IpUroToBJIEHUS PACTBOPOB M IIPOBEIEHIUS
N®A cnenyer HWCIOIb30BATH YHUCTYI0 MEPHYIO
HOCYIy 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 UCIIOJIb3OBaAHHUA.

— Ilocte orGopa HeOOXOOMMOIO  KOJIMYECTBA
CTPHUIIOB OCTaBIIHECA CPa3y YIIAKOBATH B IIAKET C
OCYyIIIUTEJIEM. YHaROBaHHBIe CTPHIIEI, IIJIOTHO 3Aa-
KPEBITEIE (bJIaROHBI C UCXOOHBIMHY KOMIIOHEHTaMN
xpauuth mnpu (2—-8) °C.

— PacrBop Kombrorara B pabouem pasBeseHnu IOTo-
BUTH HEIIOCPEACTBEHHO IIepe/ MCII0OJIb3OBaAHMEM.

— PacrBop TMB roros muisa ucmonb3oBauus. Heoo-
XOAVMO MCKJIIOUUTDH BO3IEHCTBHE IIPSMOr0O CBETa
Ha pacrsop TMB.

— Ilpu mpomMBIBKE JIYHKH (cmpuna, nJaanuema)
3aII0JIHATH IIOJHOCTBIO, He JIOIIyCKas IepesinBa-
HUS IIPOMBIBOYHOI0 PACTBOPA Yepea Kpasi JIYHOK,
¥ He Kacasch JyHOK HAKOHEYHHKOM IIAIIETKH.
Bpemsa mesmay 3amosiHeHHEM M OIIOPOsKHEHHEM
JIYHOK JOJIKHO OBITH He MeHee 30 cexyH/I.

— Ilpu ncmosrb30BaHUHU aBTOMATHYECKOTO WJIH PyU-
HOTO TIPOMBIBATEIS HEOOXOIUMO CJIETUTH 34 CO-
CTOSTHHEM €MKOCTH JIJIsI IIPOMBIBOYHOTO PacTBOPa
¥ COETMHUTEJIbHBIX 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
KOMIIOHEHTHEI M3 HA0OPOB PA3HBIX CEpPHUil WK
CMEIINBATh, MX IPHA IIPUTCOTOBJIEHHU PACTBO-
POB, KpoMe HecCIelMpUIecKnX KOMIIOHEHTOB
(OCB-Tx25, pacmeop TMB, cmon-peazenm),
KOTOpBIe B3amMo3aMeHseMbl B Habopax AQO
«Bexrrop-Becm.

— Ilpm mpuroroBJeHUN PaCTBOPOB U IIPOBEIEHUU
MDA cienyer ncmoib30BaTh OQHOPA30BbIE HA-
KOHEYHUKHU OJIA ,E[O3aTOpOB.

— IMocyny (6arHouku), uciob3yeMble QJI PAOOTHI
¢ pacrtBopamu KoHboorara u TMDB, He oOpabarTsi-
BATh [Ie3UHQUIIMPYIOIMIUMU PACTBOPAME U MOIO-
IIAMU CPEICTBAMU.

— B ciyyae mOBTOPHOTO WCIIOJIB30BAHUSA TIOCYIY
(8anHOUKL) IJI PACTBOPA KOH'BIOraTa IIPOMBITH
TIPOTOYHOM BOJOU U TIIATEIHHO OIIOJIOCHYTH JTUC-
THJLJIMPOBAHHON BOMIOM, OCYRy (8aHHOUKL) NJIA
pactBopa TMB cpaay mocite paboThl HeoOX0IH-
MO TIPoMBITE 50% pacTBOPOM STHJIOBOTO CIIUpPTA,
a 3aTeM JUCTUJLJIIMPOBAHHOM BOJION.

— Jna mesuHderIny HoCyIbl U MATEPUAJIOB, KOH-
TAKTUPYIOIIUX C HCCIAEAYEMBIMH U KOHTPOJIb-
HBEIMH 00pa3laMiu, PeKOMEHIyeM HCII0JIb30BATh
Ie3MH(PUIINPYIOIINEe CPeICTBA, He OKa3BIBalo-
e HEeraTUBHOI'O BO3OEHCTBUSA HA KadvecTBO
MDA, He comepmalye aKTUBHBIM KHCIOPOL M
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XJIOp, HAaIpuMep, KOMOMHUPOBAHHEIE CPEICTBA
Ha ocHoBe YAC (uemeepmuurbix aAMMOHUCBDLY
CcoeO0uHeHUll), CIIMPTOB, TPETUUHBIX AMHUHOB.

— Ilunmerkwn u paboume moBepxHOCTH 0OPAOATHIBATH
Tos1bKO 70% pacTBopoM aTmIoBoro crrmpra. He wc-
II0JIb30BATH MIEPEKUCH BOIOPOIA, XJIOPAMUH U T.J.

7.2. IlpuroroBjieHue peareHToB.
7.2.1. IIpOoMBIBOYHBII PACTBOP.

Bsbosrare COLIEPIKIMOe daxona c
DOCB-Tx25. Ilpu BEIIagEHNN OCagKa COJIEH B KOH-
IIeHTpaTe IIPOrPeTh ero Iepel pasBedeHHeM 10
IIOJIHOI'O PACTBOPEHUSA 0CATKA.

B coorBercrBHHM ¢ UMCIIOM HCHOJIB3yE€MBIX
CTPUIIOB  0TOOpaTh HEOOXOAUMOE  KOJIMIECTBO
DOCB-Tx25 (cm. mabnuyy) 1 pa3BecTH JUCTUILIIM-
POBAHHOI BOMOH 0 YKA3aHHOI0 B TAOJIMIIE 00BEMA
niu cogepskumoe 1 poraxona — mo 700 .

Xpanenue: npu memnepamype (2-8) °C oo 72
uacos.

7.2.2. KourponbHbie 00pa3Iihl.

Konrpoabusre obpasnsl (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. PacTrBOopsI KOHBIOTATA.

Brumanue! Jlns pabomsi ¢ KoHvio2amom
perxomendyemM UCNnoOb308amb 00HOPA308ble HAKO-
HeUHUKU OJis NUNEeMmoK.

[IpUroToBUTE KOHIIEHTPUPOBAHHLIA PACTBOP
KOHBIOTATa IIyTEM PACTBOPEHHUS COHEPIKUMOTO
draxona ¢ kouwwrorarom B 1,0 mix PIIP.

Xpanerue: KOHUEHMPUPOBAHHBLIL — PACME0D
Konwrocama npu memnepamype (2-8) °C oo 1 mecaua.

Brumanue! Pacmeop konsreama 6 pabouem
passederul 20mosums 8 NJAACMUKO80L 8aAHHOUKE,
6xo0swell 8 cocmas Habopa, HenocpeocmeeHnHo ne-
peod ucnosbzosaruem!

Ilepen mpuroroBsieHEM pacTBOpa KOHBIOraTa
B pabodeM pas3BeJeHNN HEOOXOIUMO aKKypPaTHO I1e-
peMeliaTrb, He OOIIYyCKasd BCIIEHUMBAHMNA, COOEPIKH-
Moe (PJIAKOHOB C KOHIIeHTpaToM Koubiorata u ¢ PK.

B mractukoByio BaHHOUKY orToOpaTh He-
00X0TMMOe KOJIMYECTBO (CM. mabnulyy) KOHIEH-
TPUPOBAHHOTO PAaCTBOPA KOHBIOraTa, 100aBUTH
cooTBercTBYyIOIIee KoiamuectBo PK wm axkypatmo
mepeMenaTh IUIIeTUPOBAHUEM 0 II0JyUYEeHUI PaB-
HOMEPHOTI'0 OKpAIIIUBAHUS.

7.2.4. Pacreop TMB.

Brumanue! Pacmeop TME 2omos k npume-
HeHUI.
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Heobxo00umo ucknrouums gozdeticmaue céema
na pacmeop TMB.

B mnactukoByo BaHHOYKY 0TOOpPATH TOJIB-
KO Heo0XOJMMOe B COOTBETCTBHH C YHCJIOM WC-
TOJTB3YEMBIX CTPUIIOB KoJsimuecTBO pactBopa TMB
(em. mabauyy). Ocratku pactsopa TMDB u3 Ban-
HOYKW YTHJIM3WUPOBATL (He Cueamyv 80 (hJIAKOH C
ucxoonvim pacmeopom TME).

7.3. IlpoBenenue ananusa

7.3.1. IloaroroBuTsh HEOOXOMUMOE KOJIMIECTBO
crpuIioB K pabore. Ocrasirmecss — cpasy yIakoBaTh
BO m3beskaHme ryOMTEJILHOTO BO3IEHCTBUS BJIATH.
JlJ1sa oTOrO CTPUIMBI MIOMECTUTH B Ied)JI€HOBBIN I1a-
KeT ¢ BJIATOIIOTJIOTHUTEJIEM, TIIATEJIbHO 3aKPBITh
HaKeT ILJIACTAKOBOM 3AaCTEKKOM. Y IIaKOBAHHBIE
TAaKUM 00pas3oM CTPHUITbl XpauHuTh npu (2—8) °C 1o
KOHIIA CPOKAa MOJTHOCTH Habopa.

[TpuroToBUTH TPOMBIBOUHEIHA pacTBop (. 7.2.1),
KOHIIEHTPHUPOBAHHBINA PACTBOP KOHBIorara (n. 7.2.5).

Brumarnue! Konuenmpuposannsiii  pac-
meop KoMvloeama 00JiceH 6bimb NPU20MOBGJIEH,
KaK MUHUMYM, 3a 15 murnym do 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 aKKypPATHO YIaJUTE B COCY/I C Te3UHPUITH-
PYIOIIIUM PacTBOPOM.

ITo okoHUYaHWM TIPOMBIBKM HEOOXOIHUMO TIIA-
TeJILHO yAAJIUTh BJIATY U3 JIYHOK, IIOCTYKUBAs Iiepe-
BEPHYTHIMU CTPUIIAMU II0 CJIOKEHHOM B HECKOJIBKO
cJ10€B (hrIIbTPOBAJIbHOM Oymare. He momyckaTth BbI-
CBIXaHUS JIYHOK CTPUIIOB MEIKIY OTJeJIbHBIMU OIIe-
palusaMu IIpU ITOCTAHOBKE PEaKITUU.

7.3.3. Bo Bce JIyHKH CTPUIOB BHECTH II0O
80 mrxn PC. B oguy nynky smectn 20 mra Kt
B nBe npyrue jgyHrn 1mo 20 mxa K-, B ocranbubie
JIYHEHR — 110 20 MKJI MCClIeayeMbIX 00pa3mos, I1o-
JIydasi TaKUM 00pa3om, pasBenmenne 1:5. Buecenue
00pAasIoB JOJKHO COIPOBOMKIATHCS AKKYPATHBIM
mepeMenuBanueM (hunemuposanue He menee 4
paz). He mormyckaTh BCIleHWBAHWS W KACAHUS HA-
KOHEYHUKOM JHA U CTEHOK JIYHKH.

JIyHKHM 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 Heo0x00umo 3anosiHsmby nosarocmoio (400 mrn
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npomwvLeouro20 pacmeopa). Heobxooumo 0obu-
8aMbCsL NOJIHO20 ONOPONCHEHUA JIYHOK NOCJIe KAMNC-
0020 ux aanosinerus. Bpems meocoy aanonuenuem
U ONOPONCHEHUEM JIYHOK 00JINCHO ObLmb He MeHee
30 cexyHO.

7.3.5. Bo Bce myHKM IIaHIIETa BHECTH IIO
100 MK pacTBOpa KOHBIOTAaTa B padodyeM paas-
BeJIeHUU.

Brnumanue! Jlns enecenus pacmeopa
KOHDI02AMA UCNOJIb308AMb NAACMUKOBYI0 8AHHOUY-
Ky U 00HODPA308ble HAKOHEUHUKU, 6X00AWUE 8 CO-
cmas Habopa.

3arjIenTh JYHKW IUJIEHKOM W WHKYOMpPOBATH
mpu Temmeparype (37+1) °C 30 munyT.

Ilo okoHUYaHWN WHKYOAIIUM COMEPIKUMOE JIy-
HOK co0paTh B COCY[Z C JIe3UH(PUIIUPYIOIINM pac-
TBOPOM, JIYHKHW IIPOMEITH 5 pPa3 IPOMBIBOYHEIM
PacTBOPOM M yOAJIUThH BJIATy, KAK OIIMCAHO BBIIIIE.

7.3.6. Bo Bce nynku BHectu mo 100 Mk pac-
TtBopa TMB.

Brnumanue! Jlns enecenus pacmseopa 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 N00ABIICHHIEM B
Kaskayo JIiyHky 1o 100 MKJI cTOII-peareHTa 1 ve-
pea 2—3 munyTs uameputsb OI1.

Criedyem uzbecamov nonadaHus CIMon-peazeHma

Ha 00excly u omkpvimoie yuacmku mena. Ilpu no-

nAOAHUL — NPOMBLING BOSLULUM KOJIUUECTNEOM 800bL.
8. PETUCTPALUA PE3YJIbTATOB

Pesynprater UMA peructpupoBaTh ¢ IIOMOIIBIO
crrekrpocoromerpa, uamepsiss OIl B 1ByxBoJTHOBOM
pesxmMe: OCHOBHOM mibTp — 450 HM, pedepenc-
duapTp — B numamaszone 620—650 um. Jomryckaer-
CA PETUCTPAIUa pe3yJIbTaATOB TOJIBKO ¢ (PUIBTPOM
450 =M.

BriBenenune crexkTpodoTomMerpa Ha HYJIEBOH
YPOBEHb («O71aHK») OCYIIIECTBIIATE II0 BO3IYXY.

9. YYET PE3YNIbTATOB AHANU3A

9.1. Pesynprarsl mMcCIeNOBAHUN YYUTHIBATH
TOJIBKO IIPH COOJIIONEHMHN CJIeAYIOIINX YCIOBHUIMA:

— cpenuee suavenue OIl B myurax ¢ K™ me 6o-
nee 0,25 (OII K™ < 0,25);

— suaavernne OII B nyare ¢ K* me menee 0,6

(OITK* > 0,60).

Boruncnures kpuruyeckoe 3sumauenume OII
(Ol pyuy) To hopmyTe:

OTl,pyr = OTL (K" + 0,25,
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rae OIl., K~ — cpennee snauenmne OII nmsa or-
PHIIATEIHLHOI0 KOHTPOJIBHOTO 00pasiia.

VcenemyeMsiii 00paselr OLeHUTb KaK:

— OTPULATEJIBHBIN, T.e. He comeps:rammii [gA
K auturenam Ureaplasma urealyticum, eciu moJiy-
ugenHoe J71s1 Hero sHaueHne Ollyg, < Ollyp,, — 0,05;

— MOJIOYKHUTEJIBHBIN, T.€. comepsxammii IgA &
anturenam Ureaplasma urealyticum, eciiu 3Hade-
uHue Ollyg, > Ollpu,+ 0,055

— comHuTENbHBIH, ecn Ollyp,, — 0,05 < Ollyg,
< Oll,pur + 0,05.

HaHI/IeHTaM C COMHUTEJIBHBIMU U IIOJIO-
JKUTEeJIbHbBIMN pe3yjJibTaTaMn PEKOMEeHOyeTCA
IIOIIOJIHATEILHOE 00CIeIOBAHNE (8blA6JIeHUE 8030Y-
oumens, obcnedosarnue nNapHvLx cbteopomok). Bee
KJIMHUYEeCKue u J'Ia60paTOpHBIe JaHHbIEC OOJIYKHBI
6]':>IT]':> pPaccMOTpeHEBI B COBOKYITHOCTH.

10. YCNIOBUA XPAHEHUA U SKCTNITYATALIMN HABOPA

10.1. TpancropTrpoBanme HabOpa TOJIKHO IIPO-
BomuThest mpu Temrepatype (2—8) °C. Jlomyckaercst
TPAHCIIOPTUPOBaHKe IIpu TemIiieparype 10 25 °C He
6osee 10 cyTok. 3aMopasKBaHUe He IOIIYCKACTC.

10.2. Xpauenne Habopa B yIIAKOBKE IIPEIIIPH-
SATUSI-U3TOTOBUTEJIST JTOJIKHO ITPOU3BOIUTHCS TIPU
remmeparype (2—8) °C. 3amMopasknBamme He JOIY-

CKaeTcCd.
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10.3. Cpoxk rommocTr Habopa peareHToB — 12
MECSIIIER CO JTHS BBIIYCKA.

ITo sonpocam, kacaouwumcs kawecmea Habopa,
obpawamucs 8 AO «Bexmop-Becm» no adpecy:

630559, Hosocubupcras obnnacms, Hosocubupcruii
pation, n. Konvyoso, a/s 121;
mesn.: (383) 832-92-49, 227-60-30;
men./parc: (383) 332-94-47, 332-94-44;
E-mail: plkobtk@uector-best.ru

u 6 Hnemumym cmandapmu3auyuu u KOHMpPOo-
A nekapcmeennvltx cpeocme DI'Y «HII 3CMII»
Pocsopasrnaodsopa no adpecy: 117246, Mockea, Hayu-
HoLli npoeso, 0. 14A, men. (495) 120-60-95; 120-60-96.

OONONMHUTEJNIbHAA UHOOPMALIUA
Ons NOTPEBUTENEMN:
— Habop pearenToB ImpemHasHadveH OJis Ipodec-
CHOHAJIBHOI'O IIPMMEHEHUNA 1 JOJIKEH HCII0JIB30-
BaThCA 00YUYEHHBIM II€PCOHATIOM;

— Ilpu ucrrosrb3oBarHUm HAbOPa 0OPA3YIOTCS OTXOBI
rkaaccoB A, B u I', koropeie kiraccuduiimpyores
¥ YHUUYTOKAIOTCA (YMUJUUPYIOMCA) B COOTBET-
creun ¢ CaulluH 2.1.7.2790-10 «Cauwurapso-
ATIUIEMUOIOTHUIECKIIE 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,

D-2258 19



TpeboBaHusa 0€30HACHOCTH K MEIUIIMHCKUM Jia-
ooparopusm npusegensl 8 [OCT P 52905-2007;

He mpumMensars Habop peareHTOB II0 Ha3HAUe-
HUIO TI0CJIe OKOHYAHUS CPOKA TOJHOCTH;

TpancopTUpOBaHUE TOJKHO IIPOBOIUTHCS BCe-
MU BEIAMU KPBITOTO TPAHCIIOPTA B COOTBETCTBUU
C TpaBWJIAMH II€PEBO30K, IEUCTBYIOIIUMH Ha
TpaHCHOPTE JTaHHOTO BUAA.

IIpousBoguTes b TAPAHTHPYET COOTBETCTBHUE BBI-
IyCKaeMBIX M3OeJIMi TpebOBAHMSAM HOPMATHB-
HOM M TEXHUYECKOM! JOKYMEHTAIINH;

BesonacuocTs 1 KauecTBO U3eUS TAPAHTHUPY-
IOTCSI B T€UEHUE BCETO CPOKA TOTHOCTH;

IIpousBonuTe b OTBEUAET 3 HEAOCTATKY U3 I,
3a WCKJIIOUeHUeM J1ed)eKTOB, BO3HHUKIINUX BCJIEI-
CTBUE HAPYIITEHUS IPABUT IT0JIb30BAHUS, YCIOBUI
TPAHCIIOPTUPOBAHUS U XPAHEHUs, JTU00 JeHCTBUA
TPETBhUX JIUII, JILOO HEeIIPeo 0 IMMOM CHJIBL.

[IpousBomuTens 00si3yeTcst 3a CBOM CUET 3ame-
HUTH U3/eJIHe, TeXHUYeCKHne U (PyHKITNOHAIbHBIE
XapaKTEePUCTUKHU (nompebumenvckue ceolicmaea,)
KOTOPOI0 He COOTBETCTBYIOT HOPMATHUBHON U TEX-
HIUYECKOH TOKYMEHTAITNH, eCJTH YKa3aHHbIe HeJl0-
CTATKU SBUJIUCH CJIEICTBHEM CKPBITOTO JedeKrTa
MaTepuaJoB WJIN HEKAYeCTBEHHOTO W3TOTOBJIE-
HUS U3eJTUS IIPOU3BOTUTETIEM.
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Cxema aHanusa D-2258
- IIPOMBIBOYHBIN PAacTBOP (7. 7‘42. 1),
KOHII. p-p KoHBOraTa (n. 7.2.3)
. § 1 pas
[ o> womtmuare |
mo 20 mexa K¥, K~
1 MccJIelyeMbIX 00pa3nos
PacTBOp KOHBIOraTa
TOATOTOBUTH B paGouem passemennu (n. 7.2.3)
R
5 pa3
TPOMBIBKA 10 400 MK
U
BHECTH 10 100 MK
pacTeopa KOHbIOrara

\ l
| o 100 Mk crom-peareHTta |
R
crnexTpodorome oBaHUE
S N
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TPAOMMYECKUE CUMBOJIBI

REF

Homep no katanory

MeanumHckoe
nspenvie

ONs AMarHOCTUKN
in vitro

CO,D,ep)KVIMOFO [0CTaTo4HO
Ona nposeaeHnA
N Konn4yectBa TeCTOB

A

P>

He ctepunbHo

TemnepatypHbIn

7] | Kop naptim i ManasoH
[Hata narotoBneHms: XXXX-XX-XX
dopmart gaTbl: rog-Mecsil-4mcrio d Wsrotosutens
jﬂ Obpartutecb

Ncnonb3oBatb 40: XXXX-XX-XX

dopmart gaTbl: rog-Mecsil-4mcro

K IHCTpyKLMK
no NPUMEHEHWIO

> B[ [E |

OctopoxHo! O6paTutech kK MIHCTPYKLMM MO NPUMEHEHUIO

Koncynvmauuio cneyuanucma no pabome ¢ Ha-

60POM MOHCHO NOSLYUUMB No meJt.. (383) 332-81-44.
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AKUMOHEPHOE OBLUECTBO
«BEKTOP-BECT»

MesxayHapoaHseiil cepTuduKaT
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 PEATEHTOB

UDPA - BECT
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1. HASHAYEHME

1.1. HaGop peareHToB mpegHasHAYeH [IJIs
BbIsIBJIeHUST nMMyHoryI00yanaoB KJi1acca G (IgG) x
aururenam Ureaplasma urealyticum B CBIBOPOTKE
(W1asme) KPOBU YEJI0BEKA U MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop peareHTOB paccymTaH Ha IIPOBE-
nenme 96 aHaJM30B, BRJIIOYAS KOHTPOJIbHBIE 00-
pasibl. BoaMosxHBI 12 HE3aBUCHMBIX ITOCTAHOBOK
N ®A, npu kam g0l 13 KOTOPHIX 3 JIYHKH UCIIOJIL3Y-
FOT JIJIsT TIOCTAHOBKY KOHTPOJIEH.

2. XAPAKTEPUCTUKU HABOPA

2.1. Ilpusnun geicreus.

Mertox ompenesieHns OCHOBAH Ha TBEpHodaas-
HOM I/IMMyHO(bepMeHTHOM aHaJIn3e C IIPMMEHEHHU-
€M PeKOMOMHAHTHBIX aHTUTeHOB. Bo Bpemst miepBoii
MHKYOAINY, IIPpY HAJWUYNKN 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 JIY-
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 «aHTHUIeH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COJIEPIKAIINX KOMILJIEKCH «aH-
TUTEeH-aHTUTEJION.

Peaxmmio  ocramaeimmBator  mobaBieHHMEM
crom-pearedra. Pesynprarer MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OIITHYE-
ckyio mwiotHocThb (OI) B 1ByXBOJIHOBOM peskmMe:
OCHOBHOI puibTp — 450 HM, pedeperc-puILTp — B
nuamasone 620—650 am. Jlomyctuma perucrpaiius
pe3yabpTaToB TOJBKO ¢ puiabTpoM 450 um. MuTeH-
CHBHOCTB JKEJITOT0 OKPAIITUBAHUS IIPOIIOPIIHOHAITE-
HA KOJMYECTBY COJEPIKAIINXCSI B KCCIIEIyEeMOM
obpasie MMyHOrI00yIMHOB KJacca G K amTwre-
"Ham Ureaplasma urealyticum.

[Tociie mamepenus: OII pacTBopa B JIyHKax Ha
ocHoBaHMM paccuuTaHHoro sHaveHus Olly,,, aHa-
JIM3UpyeMble 00pasIlbl OIEHUBAIOTCI KAK II0JIOMKH-
TeJIbHBIE, COMHUTEJIbHBIE UJIU OTPUIIATEILHBIE.
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2.2. Cocras mabopa.

Habop comepsxuT Bce HEOOXOIMMBIE JIST TIPO-

BeJIeHUS aHaJIn3a peareHThl, KpoMe JTUCTHUJIIIHPO-
BaHHOM BOJBI:

IUIAHIIeT Pas300pHBIE ¢  MMMOOHMIM30BAHHBIMU
PEeKOMOMHAHTHBIMU aHTUIeHAMUI Ureaplasma
urealyticum — 1 mr.;

IIOJIOYKATEILHEIA  KOHTPOJLHEIA — oOpaserr  (K7),
HMHAKTUBUPOBAHHLIN — 1 du1., 0,5 MuT;
OTPUIIATEIbHBIM  KOHTPOJbHEIN  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:
IJIEHKAMHU JJI 3aKJIEMBAHUSA IIJIaHIeTa — 3 IIIT.;
BAHHOYKAMU JIJIS PeareHToB — 2 IIIT.;
HaKOHeYHHKAMH g ouneTok Ha 4—200 MK — 16 1IT.
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3. AHAJTIUTUYHECKUE N AUATHOCTUYECKUE
XAPAKTEPUCTUKHN

3.1. PesysbpraT KauecTBEHHOIO OIIpeJeIeHUs
Ha00pOM MMMYHOIVIOOyIMHOB Kjacca G & aHTH-
reaam Ureaplasma urealyticum IOJ3KEH COOTBET-
ctBoBath TpeboBanusm CIIIT (pea. Ne 05-2-107
om 29.05.08), BRIoUaIIel 00pasibl CHIBOPOTOK,
comepsxainue cuenmduueckre IgG K aHTHreHam
Ureaplasma urealyticum: 4YyBCTBUTEIBHOCTH
o MMMyHOTJI00ysmHaM kiaacca G K aHTUreHam
Ureaplasma urealyticum — 100%.

3.2. Pesymprar KayecTBEHHOro oOIpese-
JeHuss HabOpOM  HMMYHOTJIOOYJIMHOB  KJac-
ca G x amrmrenmam Ureaplasma urealyticum
IoJKeH cooTBeTcTBOBATH TpeboBanusM CIIIT (pee.
Ne 05-2-107 om 29.05.08), BRI0UamOIIEn 00pas-
IIBI CBIBOPOTOK, He comeps:kamue IgG ® aHTHTre-
HaMm Ureaplasma urealyticum: cuemugpuaHOCTh
o MMMyHOTJIOOymHaM kjgacca G K amTUreHam
Ureaplasma urealyticum — 100%.

4. MEPbI NPEAOCTOPOXHOCTU

[ToTeHImaIbLHLIN PUCK TPpUMeHEeHUsI Habopa —
ritace 2a (I'OCT P 51609-2000).

[Tpu mOATOTOBKE K IIPOBEIEHUI0 aHAIU3A CIIe-
IIyeT CoOJIIIATh 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 JIE3UH-
duimposaTh B coorBeTcTBHU ¢ TpeboBaruamu ¢ CII
1.3.2322-08 u MY-287-113.

*
*

5. OBOPYOOBAHUE U MATEPUATDI,
HEOBXOAWMBIE NMPU PABOTE C HABOPOM:

— CmekTpodoToMeTp, ITO3BOJISIONINE TPOBOIUTH
U3MEepPEeHUs ONTUYECKON IIJIOTHOCTA PaCTBOPOB
B JIYHKaX ILJTAHIIEeTa OpU JJINHE BOJHBI 450 HM
W/Mau B JIBYXBOJIHOBOM pPEKUME IIPU OCHOBHOI
JurHe BoJIHBI 450 HM W JJIMHEe BOJIHBI CpaBHe-
Husa B quarasore 620—650 HM;

— TepMOCTAT, MOIIEPKUBAIOIIAA TeMIepaTypy
(37+1) °C;
— XOJIOOUJIBLHUK OBITOBO;

— IHUIETKU TI0JIyaBTOMATUYECKUE OJHOKAHAJIHHBIE
C TIepeMeHHBIM WU (PUKCUPOBAHHBIM 00BEMOM
CO CMEHHBIMU HAKOHEYHUKAMU, ITO3BOJISIOINIHE
oTOMpPAaTh 00BEMEI 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 gubTpoBabHAas JabopaTopHAasd;

uAnHApP BMecTuMOocTho 1000 mut;

— BOJa JUCTHUJIJIMPOBAHHAA,

JIe3UH(UITPYIOIIHUA PACTBOP.

6. AHAINTM3NPYEMbIE OBPA3LbI

Jomyckaercs mcmonb3oBanmne o6pasios, xpa-
auBmmxcsa npu (2—8)°C ue Gostee 5 cyTOK, JInOO Ipu
munyc (20+3) °C, eciiu He0OX0 MO 00JI€€e JJTUTE h-
HOE XpaHEHHe.

CBIBOPOTKH, CcOJepsKalliie B3BeIIeHHBIE dYa-
CTHIIBI, MOTYT HAaTh HEIPaBHJILHBIA pe3yJIbTar.
Tarkme 00pasIbl IIepej KCIIOJIB30BAHUEM CJIEIyeT
meurpudgyruposarts npu 3000 oo/mMur 10-15 mu-
HYT.

Henbas wmcmosb3oBaTh IIPOpPOCIIHE, T€MOJIH-
3UpPOBAHHBIE, THUIEPJIUINIHLIE CHIBOPOTKH WJIH
OIBEPraBIIrecs MHOTOKPATHOMY 3aMOpPasKHBa-
HUIO ¥ OTTAUBAHHUIO.
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7. NPOBEOEHVE UMMYHO®EPMEHTHOIO
AHAINMN3A

7.1. BHUMAHHUE! TmareasHOE COOJIO-

JE€HNEe OIINMCAaHHBbIX HHKE Tpe60BaHI/Iﬁ II03BO-
JauT n3dekaTh UCKaskeHua pe3ynbratoB MDA,

Ilepern mocTaHOBKOM peakiimy BCe KOMIIOHEHTHI
Habopa HeoOXOOMMO BBLIAEP:KATh IIPU TeMIlepa-
Type (18-25) °C ue menee 30 MUHYT.

JlJis1 ipuroToBIEHUS PACTBOPOB U IIPOBENEHUST
VDA cremyer MCIOJIB30BATH YHCTYI0 MEPHYIO
MOCY/Ty W aBTOMAaTHUYECKHE ITUIIETKU C ITOTPeIr-
HOCTBIO U3MepeHus 00hEMOB He Gostee 5%.

JInodunusnpoBaHHble KOMIIOHEHTHI JTOJIMKHBI
OBITH BOCCTAHOBJICHBI, KAK MHHHUMYM, 3a 15 Mu-
HYT JI0 UX UCII0JIb30BAHUS.

Ilocnme orbopa HEOOXOZHMMOrO  KOJIMYECTBA
CTPHUIIOB OCTABIINEC CPa3y YIIAKOBATEH B IAKET C
ocyImuTesaeM. Y IaKOBAHHBIE CTPHUIIEL, ILJIOTHO 34-
KPBITHIE (DJIAKOHEI ¢ MCXOTHBIMU KOMIIOHCHTAMU
xpaauTh 1apu (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, nJAGHUWeEmMQ)
3AII0JIHATH IOJHOCTBIO, HE JOIIyCKAsA IIepPesInBa-
HUS IIPOMBIBOYHOI'0 PACTBOPA Yepes Kpas JyHOK,
¥ HE Kacasch JIYHOK HAKOHEUYHHMKOM IIMIIETKI.
Bpemsa memxny samosHeHMeM M OIOPOKHEHIEM
JIYHOK JIOJIKHO OBITH He MeHee 30 cexyHI.

— Ilpwu ncrosrb30BaHUHT aBTOMATUYIECKOTO UJIH PyU-
HOTO ITPOMBIBATEJISI HEOOXOIMMO CJIETUTh 34 CO-
CTOSHUEM €MKOCTH JJII IIPOMBIBOYHOTO PACTBOPA
¥ COeTMHUTEJILHBIX IIIJIAHTOB: B HUX HE JIOJIKHO
OBITH «3apocToB». Pa3 B HeesIo KeIaTeJIbHO EM-
KOCTh JIJIST TIPOMBIBOYHOTO PAaCTBOPA U IMJIAHTH
npomserBaTh 70% crmpTom.

— He JOIIYCKAThb BBICBIXaHHUA JIYHOK IIJIaHIIIeTa
MeXIY OTACJIbHBIMU OIlePalluAMU.

— Ilpu mocramoBke MDA Henb3sd HCIOIH30BATH
KOMIIOHEHTHI M3 HAOOPOB PA3HBIX CEPUM WU
CMEIMBATh WX IIPU I[IPUTOTOBJIEHUHM PACTBO-
pPOB, KpoMe HecHelnpuIecKux KOMIIOHEHTOB
(OCB-Tx25, pacmeop TMB, cmon-peacenm),
KOTOpble B3amMmo3aMeHsseMbl B Habopax AQO
«Bexrrop-Bec».

— Ilpu IpPUrOTOBIEHUN PACTBOPOB M IIPOBENECHUM
N ®A cienyer ncmoib30BaTh OJHOPA30BbIE HA-
KOHEUHUKHU IJI T03aTOPOB.

— Tlocyny (sanHOuKL), NCTIOJIB3YEeMBIE 171 paOOTEI
¢ pacrBopamu kKouboorara u TMB, He odpabdarsi-
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BaTh Je3UHQUINPYOIINMNA PACTBOPAME K MOIO-
IIIUMU CPEJICTBAMH.

— B ciayyae HOBTOPHOTO HCIIOJIB30BAHUS IIOCY.IY
(6aHHOUKL) OIS PACTBOPA KOH'BIOraTa IIPOMEITH
TPOTOYHOU BOJOU U TIIATEJIHHO OIOJIOCHYTH JTHC-
THUJLJIMPOBAHHON BOHOM, IOCYLY (6QAHHOUKL) OIS
pacrBopa TMB cpasy mocsie paboThl HEOOXOIH-
MO TpoMBITE 50% PacTBOPOM ITHJIOBOTO CIIUPTA,
a 3aTeM JUCTUJLJIMPOBAHHOMN BOJIOH.

— Jlost mesmH(eKIMU MOCYIBI U MATEPHUAJIOB, KOH-
TAKTHUPYOIIUX C HCCICTYEMBIMH U KOHTPOJIb-
HBEIMU 00pas3IiiaMu, PeKOMeHyeM HCIT0JIb30BaTh
Ie3nH(UIIMPYIOIIEe CPeJICcTBA, He OKA3BIBAlo-
e HeraTWBHOTO BO3MENCTBHS Ha KAYeCTBO
VDA, He comepskallyie aKTHBHBINA KHCJIOPOL M
XJIOp, HaIlpuMep, KOMOMHUPOBAHHBIE CPEICTBA
Ha ocHoBe YAC (uemsepmuunvix AMMOHUCBHLX
COe0UuHeHUll), CIIMPTOB, TPETUUHBIX AMUHOB.

— IMumnerku u paboure IMOBepXHOCTH 00pabaTHIBATE
T0JIBKO 70% pacTBOopoM aTHUJI0BOrO crrmpra. He wmc-
TI0JIb30BATH TIEPEKUCH BOIOPOIA, XJIOPAMUH U T.JI.

7.2. IlpurorosBjieHue peareHToB.

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
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B cooTBercTBMH ¢ UYMCIIOM MCIIOJIB3YEMBIX
CTPUIIOB  0TOOpaTh HEOOXOAUMOE  KOJIMUECTBO
DOCB-TX25 (em. mabauyy) 1 pasBecTH IUCTUILIIH-
POBAHHOI BOLOH I0 YKA3aHHOI0 B TA0OJIMIIe 00BEMA
niu cogep:xumoe 1 paxora — mo 700 mut.

Xpawnenue: npu memnepamype (2-8) °C
72 uaca.

7.2.2. KouTposibHbIE O0OPA3IIHI.

KouTtposbusie oopasiisr (K+ 1 K~) TOTOBHI K HC-
OJIB30BAHUIO.

Xpanenue: npu memnepamype (2—8) °C ¢ me-
yeHue 8ce20 CPoKa 200HoCcmu Habopa.

7.2.3. PacTtBOpHI KOHBIOTaTA.

Brumanue! Jlns pabomosr ¢ Konwiocamom
perxomerndyem UCNOJIb308amb 00HOPA308ble HAKO-
HeUHUKU OJis NUNemokK.

[IpUroToBUTH KOHIIEHTPUPOBAHHBIA PACTBOP
KOHBIOTATA IIyTEM PACTBOPEHUS COMAEPIKHMOTrO
daaxona ¢ kogporarom B 1,0 mux PIIP.

Xpanenue: KOHUEHMPUPOBAHHbLIL PACMEOD
KoHsl02ama — npu memnepamype (2—8) °C do 1 me-
caua.

Brumanue! Pacmeop konsiocama é pabouem
passederul 20mosums 8 NJAACMUKO80L 8AHHOUKE,
8xooauLell 8 cocmas Habopa, HenocpeocmaeeHHo ne-
ped ucnosv3osaruem!

D-2254 13




Hepezl; IIPUTOTOBJIEHHEM paCTBOpa KOHBbIOTraTa
B pa6oqu pa3BeageHunuu HeO6XOZ[I/IMO AKKYpPaTHO IIe-
peMeniatb, He OOIIyCKad BCIIEHHMBAHHA, COOEPIKHU-
Moe (bHaKOHOB C KOHIOGHTpAaTOM KOHBbIOTaTa 1 C PK.

B mmactukoByio BaHHOUYKY oT0oOpaTh He-
00X0IMMO€e KOJIMYECTBO (CM. mabsiulyy) KOHIIEH-
TPUPOBAHHOI'O PACTBOPA KOHBIOraTa, LOOABHUTH
cooTBercTByIOIIEe KoiamduectBo PH m akkxyparHO
IIepeMelaTrsb IINIIeTUPOBaAHKUEM OO0 IIOJIYYeHUd PaB-
HOMEPHOT'0 OKpAIlIuBaHUS.

7.2.4. Pacreop TMB.
Bruwmarnue! Pacmeop TME 2omos k npume-
HeHUIO.

Heob6xo0umo ucknwouwums 8o3deticmaue ceema
na pacmeop TMB.

B mracTukoByi0 BaHHOYKY OTOOPATH TOJIBKO
Heo0X0IUMO€e B COOTBETCTBUHU C YHCJIOM HCIIOJIb3Y-
e€MBIX CTPHUIIOB KoJamdecTBO pacrsBopa TMB (cwm.
mabnuyy). Ocratku pacrsopa TMB m3 BamHOYKH
YTUIU3UPOBATE (HEe CAUBAMb 80 (PJAKOH C UCX00-
Howv pacmeopom TMB).

7.3. Ilposenenue amanusa.

7.3.1. IlogroroBUTEL HEOOXOOUMOE KOJIMUECCTBO
crpuIioB K pabore. Ocrasimecs — cpasdy yIakoBaTh
BO m30eskaHre I'yOMTeJIbHOr0 BO3EHCTBUS BJIATH.
Jlsiss oTOro CTPUIBI TOMECTUTh B 11ed)JI€HOBHIN I1a-
KeT C BJIATOIIOIJIOTHUTEJIEM, TIIATEJIbHO 3aKPBITh
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maKeT ILJIACTUKOBOM 3aCTEKKON. Ynakxosarnmvie
maxum odpazom cmpunst xparumov npu (2—8)°C do
KOHUQ CpOKa 200HOCMU Habopa.

[TpuroroBUTH TPOMBIBOYHEIHN pacTeop (n. 7.2.1),
KOHITEHTPHUPOBAHHEINM PACTBOP KOHbBIoraTa (n. 7.2.3).

Brumanue! Konuenmpuposanroiii pac-
meop KoHwvioeama 00JiHceH Gbimb NPuU0mosJieH,
KaK MUuHumym, 3a 15 murnym 0o nocmarnosku MDA
u evideporcar npu memnepamype (18—25) °C.

7.3.2. Ilepem mocranoBkoit MDA nyurm
CTPUIIOB TIPOMBITH OAWH Pa3 IIPOMBIBOYHBIM pac-
TBOPOM, 3aJIMBas B KaxkAyo JyHKY 1Mo 400 MK
IPOMBIBOYHOTO pactBopa. Ilo ucrevernnn 5 MuUHYT
PacTBOP AKKYPaTHO YIAAJIUTE B COCY/I C T€3UHPUIIH-
PYIOIIIUM PacTBOPOM.

[To oxoHUYAHWHM TPOMBIBKM HEOOXOIUMO TIIA-
TEJIbHO YIAJIUTD BJIATY U3 JIYHOK, [IOCTYKHUBAas IIepe-
BEPHYTHIMU CTPHUIIAMU 110 CJIOKEHHON B HECKOJIBKO
cJI0éB puIbTPOBAIBbHOM Oymare. He momyckaThb BbI-
CBIXAQHUS JIYHOK CTPHUIIOB MEKIY OTHEJbHBIMU OIle-
PAIMSIMHE IIPYU ITIOCTAHOBKE PEaKIIHH.

7.3.3. Bo Bce JyHKH CTPUIIOB BHECTHU II0
80 mxn PBC. B oguy nyaxy Buectuz 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

D-2254 15



mepeMeIIuBaHueM (RUNEMUPOBAHUE He MeHee
4 pas). He gormyckaTh BCIIeHWBAHUS U KACAHUS Ha-
KOHEYHUKOM JHA U CTEHOK JIYHKH.

Jlyuku 3axiienTh IIEHKOM W WHKYyOMPOBATH
mpu temirepatrype (37+1) °C 30 munyT.

3a 5 MUHYT OO0 OKOHUYAHUSA MHKYOAIIMU IIPUIO-
TOBUTH PACTBOP KOHbIOraTa B paboueM pasBeIeHuH.

7.3.4. Tlo oxoHUaHWM HMHKYOAILIUK CONEPIKU-
MOe JIYHOK co0paTh B COCY[ C Je3UHMUIIMPYIOLIIM
PacTBOPOM, IIPOMBITE JIYHKH CTPUIIOB 5 pas IIpoOMBI-
BOYHBIM PACTBOPOM M TINATEJIHFHO YIAJIUTD BJIATY.

Brumanue! Kascoyio nyHKY npu npomble-
Ke Heobxo0umo 3anosiHsmb nosnocmovio (400 mrn
npomwvteouro20 pacmeopa). Heobxooumo o0obu-
8QMbCsL NOJIHO20 ONOPONCHEHUA JLYHOK NOCJLe KadiC-
0020 ux aanosiHerus. Bpems meocoy sanonnernuem
U ONOPONHCHEHUEM JIYHOK OOJIHCHO Oblmb He MeHee
30 cerxyHO.

7.3.5. Bo Bce myHEKM ILJIQHIIIETA BHECTH IIO
100 Mk pacTBOpa KOHBIOTaTa B padbodyeM paas-
BEJIE€HUHU.

Brumanue! Jlna eHecenus pacmeopa
KOH®102AMA UCNOJIb308AMb NJIACMUKO8YI0 8AHHOU-
KY U 00HOPA308ble HAKOHEUHUKL, 8X00AULUE 8 CO-
cmas Habopa.

BakaenTh JYHKHW IUIEHKOM W MHKYOMPOBATH

mpu temiepatype (37+1) °C 30 munyT.
16 D-2254



Ilo oxoHuaHWMM MHKYOAIIUH COMIEPIKUMOE JIy-
HOK coOpaTh B COCY[I C Je3WH(MUIIUPYIOIIAM pac-
TBOPOM, JIYHKHA IIPOMBITH 5 pa3 IIPOMBIBOYHBIM
PacTBOPOM U YIAJIUTH BJIATY, KAK OIHMCAHO BEBIIIE,

7.3.6. Bo Bce nyuku Buectu o 100 Mk pac-
tBopa TMB.

Bruwmanue! Jlns suecenus pacmeopa TMB
UCNOIL308AMDb NJACTNUKO08YI0 8AHHOUKY U 00HODA-
308ble HAKOHEeUHUKU, 8X00AUUe 8 COCA8 HAbOPA.

CrpuIlbl IOMECTUTDH B 3AIIMIIMEHHOE 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 uzbecamov nonadarus Cmon-peazerma
Ha 00excOy u omkpbimbie yuwacmku mena. Ilpu no-
NAOAHUL — NPOMbLIMD OOJLULLUM KOJLUHECME80M 800bL.

8. PETMCTPALINA PE3YINIbTATOB

Pesynbrater UDA perucTpupoBaTh ¢ IIOMOIIBIO
crexTpodoromerpa, uamepaa OIl B gByxBosHOBOM
peskume: ocHOBHOU (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 YIUTHIBATDH
TOJIBKO TIPU COOJTIOIEHUH CIIEIYIOTITHX YCIIOBUIL:

— cpenuee saavernue OIl B myarax ¢ K- me Go-
aee 0,25 (Ol K™ < 0,25);

— suauenne OII B aynre ¢ K me menmee 0,6
(OIIK* > 0,60).

Beruncnurte kpurudeckoe 3Hadenme OII
(Ol pyy) O dhopMyIE:
OlIlpur = OIl,, K™ + 0,25,
rae OIl,, K™ — cpennee sravenune OII mosa K-

Wccieqyemerit oOpasels OLIEHUTh KaK:

— OTPHIIATEJIBHBIH, T.e. He comepskamnuii IgG k an-
turenam Ureaplasma urealyticum, ecijiv moJyd4eH-
Hoe muia Hero 3Hadenne Oll,s, <O Ollgy,, — 0,05;

— IIOJIOYKUTEJIBHEIN, T.e. comepskanuii 1gG k anTu-
reaam Ureaplasma urealyticum, eciin 3HavyeHume
OIl5p > OIlpurt 0,05;

— comuurenbHbi, ecan Ollxpur — 0,05 <
OIly6p < Ollypyyt 0,05.

18 D-2254



9.2, UuTepuperanus pe3yIibTaTOB.

Ol cbIBOPOTKM Pesynbrat -I;:TGp
OMy6p < OMypum — 0,05 oTpULaTenbHbI | —
OMypym — 0,05 < OMygp < OMypym + 0,05 | COMHUTENBHBIA | —
cnabononoxu-
OMypum + 0,05 < OMggp < 1,5 % OMypyr TenbHbI 1:5

1,5 x OMypym < OMggp <2 X OMypyy | MONOXKMTENBHBIA | 1:10

CUILHOMOMNOXK- | .
2 % OMypym < OMggp < 3 x OMypym TeNbHbI 1:20
CUILHOTMOMOXM-
3 x 0l <on <4 x 00N ° 1:40
pum o6p = Kpum TenbHbIA
CUIbHOMOMOXM-
n >4 x O M 1:
OMosp OMyoum TenbHbIN 80

Havyuenmam ¢ COMHUMENDHBIMI U  NOJIONCU-
MeJIbHbLMU  Pe3YJIbIAMAMU  PEeKOMEeHOYemcs 0onoJi-
HumesnvHoe obcedosanue (8visssienue 80306youmens,
06cs1e008aHUe NAPHDIX CbIBOPOMOK,). Bee knunuueckue
U 1abopamopHwie 0arHHbLe 00JIHCHbL Bbimb paccmompe-
HbL 8 COBOKYNHOCIMIL.
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10. YCNnoBuUA XPAHEHUA U SKCNNYATALUU
HABOPA

10.1. TpancrnoprupoBanue HabOpa JOJKHO IIPOBO-
muthbesa mpu Temreparype (2—8) °C. Jlomyckaercs Tpawc-
noprupoBanue mpu temieparype g0 25 °C He Gosee 10
CyTOK. 3aMOpasKUBAHNE He JIOIMYCKAETCS.

10.2. XpaHenwne HaOOpa B yIIAKOBKE IIPEIIPUATHSA-
HM3TOTOBUTEJIS IOJIPKHO IIPOU3BOTUTHCS IIPU TEMIIepaType
(2-8) °C. BamopaskuBaHue He JTOOYCKAETCS.

10.3. Cpor rogHocTu HaboOpa peareHToB — 12 mecs-
1IeB CO JTHSA BBIMYCKA.

ITo eonpocam, kacawuwumcs kawecmea Habopa,
obpauwamocs 6 AO «Bexmop-Becm» 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@vector-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 ¥

VHIAYTOKAIOTCS (YMUAUSUDYIOMCS) B COOTBETCTBUU C
20 D-2254



CaulluH 2.1.7.2790-10 «CaHuTapHO-9IIHIEMUOJIOTH-
Jeckue TpeboBaHUs K 0OPAIeHUI0 ¢ MEIUITMHCKUMU
orxomamm». Jlesuudernuo Ha0OPOB ciieayer IIPOBO-
mouth 1m0 MVY-287-113 «Merogudeckue yKasaHUsS I10
e3NHMEKITNY, IIPEICTEPUIINIAIUOHHON OYHUCTKE U
CTEePUJIN3ATIUY U3Ie TN MeIUIIUHCKOTO Ha3HAUEHUS»,

— TpeboBauust 6€30IIACHOCTA K MEIUIIMHCKAM Jabopa-
topusm npueegens B [OCT P 52905-2007;

— He npumensaTs Habop peareHTOB 0 HA3HAYEHHIO I10-
CJIe OKOHYAHUS CPOKA T'OTHOCTH;

— TpancmoptupoBaHUe [OJKHO IIPOBOIUTHCS BCEMHU
BUJAMHU KPBITOIO TPAHCIIOPTA B COOTBETCTBUU C IIpa-
BUJIAMHU II€PEBO30K, JIEHCTBYIOIIMMHA HA TPAHCIIOPTE
JIAHHOIO BUJIA.

— IlpomsBoguTesib TapaHTUPYET COOTBETCTBHE BBIIYCKA-
eMBIX H3JIeJIUi TPeOOBAHUSIM HOPMATHBHON U TEXHU-
YeCKOU JOKYMEHTAIINH,;

— BesomacHocTh ¥ KaUeCTBO MU3MeJINsA TAapAHTUPYIOTCS B
TeueHUe BCEero CPOKa I'OTHOCTH;

— IlpousBonuresib OTBEUAET 3a HENOCTATKHU W3IEJUs, 34
HCKJTIOYeHUeM Je(DeKTOB, BOSHUKIIIIX BCJIECTBIE HAPY-
IIIEHUsT TIPABUJI TI0JIH30BAHUSI, YCJIOBUI TPAHCIIOPTHPO-
BaHUS U XPAHEHWUSI, JIN0O0 TeUCTBUS TPEThUX JIUII, JINOO
HEeIIPeoJI0JIMMOM CUJIBI.

— IlpomsBomuresns 00s3yercs 3a CBOM CUET 3aMEHUTH
u3zee, TeXHUYECKHe WM (PYHKITMOHAJbHBIE Xapak-
TEPUCTURU (nompebumesibckue c8oiicmea) 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)

[weon ==>[ mommarme ]
mo 20 mexa K¥, K~
1 MccJIelyeMbIX 00pas3nos

PacTBOP KOHBIOTaTa
TOATOTOBHUTH B paGouem passemennu (n. 7.2.3)
BHECTH 1o 100 Mk
PacTBOpa KOHBIOTATA

5 pa3
1o 400 mxx

| mo 100 M1 crom-peareHTta |
R

cnexTpodoTomerpupoBanue
PperucTpanua ’IZ'. >| 450 HM/620 HM |
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I'PAONMYECKNE CMMBOJIBI

Homep no katanory

MeagnumHckoe
napenvie

ONs1 ANarHocTukm
in vitro

CO,EI,ep)KI/IMOFO A0CTaTO4YHO
Ona nposeneHnA
N Konn4yectBa TeCTOB

B>

He cTtepunbHo

TemnepaTtypHbIf

Lor] | Koa naptum 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-41crio

K HCTpyKUmMK
no NPUMEHEHWIO

> 00|«

OctopoxHo! O6paTutech kK MIHCTPYKLMM NO NPUMEHEHMIO

Koncynomauuio cneyuaniucma no pabome ¢ Ha-
6OPOM MONHCHO NOTLYUUMD NO Met.: (383) 3532-81-44.

D-2254
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AKUMOHEPHOE OBLUECTBO
«BEKTOP-BECT»

MesxayHapoaHseiil cepTuduKaT
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
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HBcAb

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 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; (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 lamivudine, 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 HBcAg 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

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.
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2. Negative Control

1x1.0ml/vial. Ready to use. Contains 5% bovine serum albumin,
10 mM phosphate buffer pH 7.4 +/-0.1, 0.09% sodium azide and
0.045% ProClin 300 as preservatives. The negative control is
pale yellow color coded.

3. Positive Control

1x1.0ml/vial. Ready to use. Contains 5% bovine serum albumin,
anti HBcAg antibodies at a concentration of about 10 PEI U/ml,
(calibrated on PEI HBc Reference Material 82), 10 mM
phosphate buffer pH 7.4 +/-0.1, 0.09% sodium azide and
0.045% ProClin 300 as preservatives. The positive control is
green color coded.

4. Calibrator

n° 1 vial. Lyophilised. To be dissolved with EIA grade water as
reported in the label. Contains fetal bovine serum, human
antibodies to HBcAg at a concentration of 2 PEI U/ml +/-10%
(calibrated on PEI HBc Reference Material 82) and 0.045%
ProClin 300 as preservative.

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. 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.

6. Enzyme Conjugate

1x16ml/vial. Ready-to-use solution. Contains 5% bovine serum
albumine, 10 mM tris buffer pH 6.8 +/-0.1, Horseradish
peroxidase conjugated mouse monoclonal antibody to HBcAg in
presence of 0.3 mg/ml gentamicine sulphate and 0.045%
ProClin 300. as preservatives. The component is red colour
coded.

7. Chromogen/Substrate

1x16ml/vial. Contains a 50 mM citrate-phosphate buffered
solution at pH 3.6 +/-0.1, 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.

8. Specimen Diluent

4x3mlfvial. 10 mM tris buffered solution pH 8.0 +/-0.1 containing
0.045% ProClin 300 for the pre-treatment of samples and
controls in the plate, blocking interference. The component is
blue colour coded.

Note: Use all the content of one vial before opening a
second one. The reagent is sensitive to oxidation.

9. Sulphuric Acid

1x15ml/vial. Contains 0.3 M H2S0Os solution.

Attention: Irritant (H315; H319; P280; P302+P352; P332+P313;
P305+P351+P338; P337+P313; P362+P363)

10. Plate sealing foil n° 2

11. Instruction manual n° 1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. 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).

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.

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.

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. When the kit is used for the screening of blood units and
blood components, it has to be used in a laboratory
certified and qualified by the national authority in that field
(Ministry of Health or similar entity) to carry out this type of
analysis.

3. 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.

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

5. 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.

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

7. 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.

8. 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.

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

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

11. Do not use the kit after the expiration date stated on
external (primary container) and internal (vials) labels.

12. 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.

13. 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.

14. 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..

15. Accidental spills have to be adsorbed with 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.

. SPECIMEN: PREPARATION AND RECOMMANDATIONS
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 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 (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
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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, 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.

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 performed according to the procedure
given below, taking care to maintain the same incubation time
for all the samples being tested.

1. Place the required number of strips in the plastic holder
and carefully identify the wells for controls, calibrator and
samples.

2. Leave the A1 well empty for blanking purposes.

3. Dispense 50 ul Specimen Diluent into all the control and
sample wells.

4. Pipette 50 yl 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.

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. Pipette 100 pl Enzyme Conjugate in all the wells, except
A1; incubate the microplate for 60 min at +37°C.

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.

8. When the second incubation is finished, wash the
microwells as previously described (section 1.3)

9. Pipette 100 pyl Chromogen/Substrate into all the wells, A1
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 negative control and negative samples will turn from
clear to blue (competitive method).

11. 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.

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 A1.

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 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 beeq ) done in the 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
p
st § 5 : wells where the control was dispensed has occurred
1% incubation 60 n:m due to positive samples, to spills or to the enzyme
Temperature +37°C conjugate;
Wash n°5 cycles with 20” of soaking 5._ that micropipettes hav_e not become contaminated
OR with positive samples or with the enzyme conjugate
o 8 . 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;
2nd bati 60 mi Co/S <1 2. that no mistake has occurred during its distribution
incubation min (ex.: dispensation of negative control instead
Temperature +37°C 3. that the washing procedure and the washer settings
° B » ; are as validated in the pre qualification study;
Wash n°5 CyC|eS ng]RZO of Soakmg 4. that no external contamination of the calibrator has
occurred.
n° 6 cycles without soakin Positive Control 1. that the procedure has been correctly performed;
Y
TMB/H202 mix 100 ul > 0.200 OD450nm 2. that no mistake has occurred during the distribution
s — = of the control (dispensation of negative control instead
3" incubation 20 min of positive control).

Temperature rt. 3. that th?desdh?ngihprocedurel_?ndt_the \{vz;sher settings
" - 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

I|®(Mmm(O|0|m|>
P4
O
(9]
a

BLK = Blank
CAL = Calibrator

NC = Negative Control

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
09-11 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
Jjudgement 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 (PElI 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).

PEIU/ml [ Lot 1001 | Lot 0702 | Lot 0702/2 | Lot 1202
5 22.6 18.0 19.0 17.7
2.5 8.0 5.5 5.4 5.0
1.25 1.1 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
Co/S 2.9 23 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% 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
Co/S 2.8 27 2.6 27
BCAB.CE: lot # 0702
Negative Control (N = 16)
Mean values 1strun 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 39 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
Col/S 2.5 2.2 2.3 2.3
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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 Managemer_ﬂ
Mean values 1st run 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
D 450nm 2278 2.098 2.130 2.169 ; ; ; ;
St Doviation e 6 R 0 mark_?t t(_)nly |fd confortmlng vytlth_ the EC technical
V% 59 6.0 75 65 specifications and acceptance criteria.
Calibrator (N =16 .
Mean values 1st run 2nd run 39 run Average . .ManUf?Ctu.rer'
s 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 % 12.1 12.3 13.5 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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HDV Ab

A. INTENDED USE

Competitive Enzyme ImmunoAssay (ELISA)  for the
qualitative determination of antibodies to Hepatitis Delta Virus
or HDV in human plasma and sera with a “two-steps”
methodology.

The kit is used for the follow-up of patients infected by HDV.

For “in vitro” diagnostic use only.

B. INTRODUCTION

The Hepatitis Delta Virus or HDV is a RNA defective virus
composed of a core presenting the delta-specific antigen,
encapsulated by HBsAg, that requires the helper function of
HBV to support its replication.

Infection by HDV occurs in the presence of acute or chronic
HBYV infection. When acute delta and acute HBV simultaneously
occur, the illness becomes severe and clinical and biochemical
features may be indistinguishable from those of HBV infection
alone. In contrast, a patient with chronic HBV infection can
support HDV replication indefinitely, usually with a less severe
illness appearing as a clinical exacerbation.

The determination of HDV specific serological markers (HDV
Ag, HDV Ab, HDV IgM and HDV IgG) represents in these cases
an important tool to the clinician for the classification of the
etiological agent, for the follow up of infected patients and their
treatment. The detection of HDV total antibodies allows the
classification of the illness and the monitoring of the
seroconversion event.

C. PRINCIPLE OF THE TEST

Anti-HDV antibodies, if present in the sample, compete with a
virus-specific polyclonal 1gG, labeled with peroxidase (HRP), for
a fixed amount of rec-HDV coated on the microplate. The test is
carried out with a two steps incubation competitive system. First
the sample is added to the plate and specific anti HDV
antibodies bind to the adsorbed antigen. After washing, an
enzyme conjugated antibody to HDV is added and binds to the
free portion of the antigen coated. After washing a
chromogen/substrate mixture is dispensed. The concentration of
the bound enzyme on the solid phase becomes inversely
proportional to the amount of anti-HDV antibodies in the sample
and its activity is detected by the added chromogen/substrate.
The concentration of HDV-specific antibodies in the sample is
determined by means of a cut-off value that allows for the semi
quantitative detection of anti-HDV antibodies.

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

1. Microplate:

8x12 microwell strips coated with recombinant HDV-specific
antigen 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. Negative Control:

1x2.0ml/vial. Ready to use. Contains goat serum proteins, 100
mM Tris-HCI buffer pH 7.4 +/-0.1, 0.09% Sodium Azide and
0.045% ProClin 300 as preservatives. The negative control is
colour coded pale yellow.

3. Positive Control:

1x2.0ml/vial. Ready to use. Contains goat serum proteins, high
titer anti HDV antibodies, 100 mM Tris-HCI buffer pH 7.4 +/-0.1,
0.09% Sodium Azide and 0.045% ProClin 300 as preservatives.
The positive control is colour coded green.

4, Calibrator:

n°® 1 vial. Lyophilised. To be dissolved with EIA grade water as
reported in the label. Contains bovine serum proteins, low titer
human antibodies to HDV, 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. 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.

6. Enzyme conjugate:

1x16ml/vial. Ready-to-use solution. Contains 5% bovine serum
albumine, 10 mM tris buffer pH 6.8 +/-0.1, Horseradish
peroxidase conjugated antibody to HDV in presence of 0.2
mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives. The component is colour coded red.

7. Chromogen/Substrate:

1x16ml/vial. Contains a 50 mM citrate-phosphate buffered
solution at pH 3.5-3.8, 4% DMSO, 0.03% tetra-methyl-benzidine
or TMB and 0.02% hydrogen peroxide of H202.

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

8. Sulphuric Acid: [H2SO4 0.3 M

1x15ml/vial. Contains 0.3 M H2SOs solution.
Attention: Irritant (H315, H319; P280, P302+P352, P332+P313,
P305+P351+P338, P337+P313, P362+P363).

Plate sealers n° 2

Instructions for Use n° 1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes in the range 10-1000 ul and
disposable plastic tips.

2. EIA grade water (double distilled or deionized, 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.

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.
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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/H202) 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 labware 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 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 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 3
months.

1. Antigen coated microwells:

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.

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:

Low positive control. Add precisely the volume of EIA grade
water, reported on its label, to the lyophilized 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. When thawed do not freeze again; discard it.

5. Wash buffer concentrate:

The whole content of the 20x concentrated solution has to be
diluted with EIA grade water up to 1200 ml 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. 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.
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Precautionary P statements:
P280 - Wear 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 irritation persists:
advice/attention.

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

gloves/protective  clothing/eye

If skin 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
+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 4; (c) linearity to 4; 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, 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

S

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 kit.

L. 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 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.

1. Place the required number of strips in the microplate holder.
Leave A1 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. Pipette 100 ul of Negative Control in triplicate, 100 ul Positive
Control in single and then 100 pl of samples. Check that
controls and samples have been correctly added.

Then incubate the microplate at +37°C for 60 min.

3. Wash the microplate as reported in section 1.3.

4. In all the wells except A1, pipette 100 yl Enzyme Conjugate.
Check that the reagent has been correctly added.
Then incubate the microplate at +37°C for 60 min.

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

5. Wash the microplate as described.
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6. Pipette 100 yl 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 min.

Important note: Do not expose to strong direct light as a high
background might be generated.

7. Pipette 100 pl Sulphuric Acid into all the wells using the same
pipetting sequence as in step n° 6 to stop the enzymatic
reaction. Addition of the stop solution will turn the negative
control and negative samples from blue to yellow.

8. 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 A1.

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 use of the Calibrator, a low positive control, is not
mandatory for the assay as the CAL does not enter into the
cut-off calculation. The CAL may be used as a low titer
positive control when a laboratory internal quality verification
is required by the management. When used for such
purpose, dispense 100 ul of it, possibly in duplicate.

N. ASSAY SCHEME

Microplate

1 [ 2383|456 |7 [8]9([10[11]12
A |BLK| S2
B | NC | S3
C | NC [S4
D | NC | S5
E [CAL| S6
F | CAL | S7
G | PC | S8
H | S1 |89
Legenda: BLK = Blank NC = Negative Control

CAL = Calibrator PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A check is performed on the negative and positive controls any
time, and on the Calibrator in addition when the kit is used for
the first time, 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 Requirements

Blank well < 0.100 OD450nm value

Negative Control (NC) | > 1.000 OD450nm after blanking

If lower carefully control the washing
procedure and decrease the number of
cycles or the soaking time

coefficient of variation < 30%

Positive Control (PC) | OD450 nm < NC/10

Calibrator (CAL) PC < OD450nm < (NC+PC)/5

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

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

An example of dispensation scheme (including CAL) is reported
in the table below:

Controls/Calibrator 100 ul Problem Check
Samples 100 ul Blank well that the Chromogen/Substrate solution has not
1! incubation 60 min >0.100 OD450nm__ | become contaminated during the assay
Temperature +37°C Negative Control 1. that the washing procedure and the washer
Washing step n° 5 cycles with 20" of soaking (NC) settings are as validated in the pre qualification
OR < 1.000 OD450nm study;
° . . after blanking 2. that the proper washing solution has been
- n° 6 cycles without soaking used and the washer has been primed with it
Enzyme Conjugate 100 ul coefficient of before use;
2" incubation 60 min variation > 30% 3. that no mistake has been done in the assay
Temperature +37°C procedure (dispensation of positive control
; B ; » : instead of negative control);
Washing step n® 5 cycles ngRZO of soaking 4. that no contamination of the negative control
o 8 X or of the wells where the control was dispensed
n° 6 cycles without soaking has occurred due to positive samples, to spills
TMB/H202 mix 100 ul or to the enzyme conjugate;
3 jncubation 20 min 5. that micropipettes have not become
Temperature It contaminated with positive samples or with the
- - enzyme conjugate;
Sulphunc Acid 100 ul 6. that the washer needles are not blocked or
Reading OD 450nm / 620-630nm partially obstructed.
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Calibrator 1.
OD450nm
Outside the range

that the procedure has been correctly
performed;

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

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

>NC/10 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.

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 8.

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:

ColS Interpretation

<0.9 Negative
09-1.1 Equivocal

>11 Positive

A negative result indicates that the patient has not been infected
by HDV.

Any patient showing an equivocal result should be re-tested on
a second sample taken 1-2 weeks after the initial sample.

A positive result is indicative of HDV infection and therefore the
patient should be treated accordingly.

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 8).

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

Negative Control: 2.100 — 2.200 — 2.000 OD450nm
Mean Value: 2.100 OD450nm
Higher than 1.000 — Accepted

Positive Control: ~ 0.100 OD450nm
Lower than NC/10 — Accepted

Cut-Off = (2.100 + 0.100) / 5 = 0.440

Calibrator: 0.300-0.260 OD450nm
Mean value: 0.280 OD450nm
Within the range PC < OD450nm < (NC+PC)/5 — Accepted

Sample 1: 0.020 OD450nm
Sample 2: 1.900 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:

In absence of an international standard, the sensitivity of the
assay has been calculated by means of the product named
Accurun n°® 127 supplied by Boston Biomedica Inc. — USA .

The table below reports the 0OD450nm shown by this
preparation when diluted in Fetal Calf Serum to prepare a
limiting dilution curve, in three different lots.

Col/S values
DAB.CE Lot# | DAB.CE Lot# | DAB.CE Lot#
1102 0103 0403
Accurun | OD450 ColS 0OD450 ColS 0OD450 Co/S
#127 nm value nm value nm value
1x 0.171 3.0 0.163 2.9 0.156 2.8
2x 0.187 2.7 0.176 2.6 0.179 2.5
4x 0.230 2.2 0.220 241 0.202 2.2
8x 0.298 1.7 0.285 1.6 0.271 1.6
16x 0417 1.2 0.405 1.1 0.402 1.1
32x 0.514 1.0 0.490 0.9 0.482 0.9
64x 0.717 0.7 0.700 0.7 0.705 0.6
128x 1.063 0.5 1.006 0.5 1.015 04
CTRL (-) 2.484 I 2.261 N 2.114 i

2. DIAGNOSTIC SPECIFICITY AND SENSITIVITY

The diagnostic performances were evaluated in a clinical trial
conducted by the Department of Gastro-Hepatology, Prof.
M.Rizzetto, S.Giovanni Battista hospital, Torino, Italy, on more
than 400 samples against a reference kit.

Negative, positive and potentially interfering samples were
examined in the trial.

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.

Results are briefly reported in the tables below:

Sensitivity | > 98 %
Specificity | > 98 %
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3. PRECISION REFERENCES
The mean values obtained from a study conducted on two 1. Engvall E. and Perimann P.. J.Immunochemistry 8: 871-
samples of different anti-HDV antibody reactivity, examined in 874, 1971
16 replicates in three separate runs for three lots of product, is 2. Engvall E. and Perlmann P.. J.Immunol.. 109: 129-135,
reported below: 1971
3. Chaggar K. Et al.. Journal of Virological Methods. 32: 193-
DAB.CE: lot #1102 199, 1991
. 4. Lazinski D.W. et al.. Journal of Virol.. 67: 2672-2680, 1993
Negative Control (N = 16) 5. Govindarajan S. et al.. Microbiol. And Immunol.. 95: 140-
Mean values 1st run 2nd run 3 run Average 141. 1990
value ’ . . .
6. Shattock A.G. et al.. J.Clin.Microbiol.. 29: 1873-1876, 1991
T 2428 2255 240 7. Forbes B.A. et al.. Clin.Microbiol.News.. 13: 52-54, 1991
CcV % 48 44 5.0 47 8. Bergmann, K. et al. J.Immunol. 143:3714-3721, 1989
9. Bergmann, K. et al. J.Infect.Dis. 154:702-706, 1986
Calibrator (N = 16 10. Buti, M. et al. Hepatology 8:1125-1129, 1988
Mean values 1st run 2nd run 39 run Average 11. Rizzetto, M. Hepatology 3729-737, 1983
value 12. Rizzetto, M. et al. Proc.Natl.Acad.Sci. USA 77:6124-6128,
OD 450nm 0.298 0.289 0.286 0.291 1980
Std.Deviation 0.023 0.027 0.026 0.025 13. Dubois, F. et al. J.Clin.Microbiol. 26:1339-1342, 1988
eV % 77 93 9.1 87 14. Wang, K. et al. Nature 323:508-514, 1986
ColS 1.6 1.7 1.7 1.7
DAB.CE: lot #0103 All the IVD Products manufactured by the company are
Negative Gontrol (N = 16) under the control of a certified Quality Management
,f,’lean ~alues Tstran ondTon T ron s System approved by.an EC Notified Body. Eagh lot is
value submitted to a quality control and released into the
OD 450nm 2.208 2.237 2.246 2.230 market only if conforming with the EC technical
Std.Deviation 0.105 0.108 0.108 0.107 specifications and acceptance criteria.
CV % 4.7 438 4.8 4.8
Calibrator (N = 16
Mean values 1st run 2nd run 39 run Average Manufacturer:
value Dia.Pro Diagnostic Bioprobes Srl
OD 450nm 0.269 0.277 0.266 0.271 Via G. Carducci n° 27 — Sesto San Giovanni (MI) — ltaly
Std.Deviation 0.026 0.024 0.025 0.025
CV % 9.8 8.5 9.5 9.3
Co/S 1.7 1.7 1.7 1.7
DAB.CE: lot # 0403 c €
Negative Control (N = 16)
Mean values 1st run 2nd run 3 run Average 031 8
value
OD 450nm 2.246 2.221 2.182 2.216
Std.Deviation 0.097 0.103 0.118 0.106
CV % 4.3 4.6 54 4.8
Calibrator (N = 16
Mean values 1strun 2nd run 39 run Average
value
OD 450nm 0.286 0.273 0.280 0.280
Std.Deviation 0.027 0.023 0.026 0.025
CV % 9.3 8.5 9.1 9.0
ColS 1.6 1.7 1.6 1.6

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 8.

S. LIMITATIONS

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.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.

HBV 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; (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 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 mlU/ml // CAL2 = 10 mIU/ml // CAL3 = 50
mlU/ml // CAL4 =100 mIU/ml // CAL 5 =250 mlU/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:

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 : |[CONJ

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: H2S04 0.3 M

1x15ml/vial. Contains 0.3 M H2SO4 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. Package insert n°1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. 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.

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 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

. 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. 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.
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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 kit.

L. PRE ASSAY CONTROLS AND OPERATIONS

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 A1 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
A1 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 100yl 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 1.3.

4. In all the wells except A1 and B1, pipette 100 pyl 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.

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 A1 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 A1. Then pipette 100pul of the Calibrator 0 mlU/ml in
duplicate, 100ul 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 A1, 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 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 A1 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)

Specimen Diluent 50 ul
Calibrators 100 ul
Control Serum 100 ul
Samples 100 ul
18t incubation 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
3" incubation 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

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

IT|@(Mmm|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 miIU/ml Calibrator 0 mlU/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 mIU/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
following checks:

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

BLK | CAL4 | S3
BLK | CAL4 | S4
CAL1 | CAL5 | S5
CAL1 | CAL5 | S6

CAL2 CS S7

CAL2 CS S8

CAL3 S1 S9

I(@(mmO(O|w|>

CAL3 S2 $10

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
mlU/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

coefficient of
variation > 30%

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
<Cal 0+ 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
mlU/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

250 2
2000
1000
500
0 T T T T T
0 50 100 150 200 250 300
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 mlU/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 mIU/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 HBsAb 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
2.5 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-HBsAg reactivity, examined in 16
replicates in three separate runs is reported below:

SAB.CE: lot # 1202

Calibrator 0 miU/ml (N = 16)

Calibrator 10 mlU/ml (N = 16)

Mean values 1st run 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 mlU/ml (N = 16)
Mean values 1st run 2nd run 3 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 miU/ml (N = 16)
Mean values 1st run 2nd run 3 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 84 11.5 9.8
Calibrator 10 mliU/ml (N = 16)
Mean values 1st run 2nd run 34 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 1st run 2nd run 34 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 31 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 mlU/ml (N = 16)
Mean values 1st run 2nd run 34 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 mlU/ml (N = 16)
Mean values 1st run 2nd run 34 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 34 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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