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1.0INTRODUCTION

Intended Use: The Quantitative Determination of Cancer
Antigen (CA 15-3) Concentration in Human Serum by a
Microplate Enzyme Immunoassay, Colorimetric

2.0SUMMARY AND EXPLANATION OF THE TEST

Although multiple serum based tumor markers have been
described for breast cancer, such as CA 15-3, BR 27-29,
carcinoembryonic antigen (CEA), tissue polypeptide antigen
(TPA), tissue polypeptide specific antigen, and HER-2 (the
extracellular domain), the most widely used are CA 15-3 and
CEA. CA 15-3 is considered to be one of the first circulating
prognostic factors for breast cancer." Preoperative concentrations
thus might be combined with prognostic factors for predicting
outcome in patients with newly diagnosed breast cancer.” At
present the most important clinical application of CA 15-3 is in
monitoring therapy in patients with advanced breast cancer that is
not accessible by existing clinical or radiologic procedures.3

The CA 15-3 assay measures the protein product of MUC1 gene.
MUCT1 protein is a large transmembrane glycosylated molecule
containing three main domains, a large extracellular region, a
membrane spanning sequence, and a cytoplasmic domain.*
Although the physiologic function of MUCT is unclear, the
glycoprotein has been implicated in cell adhesion, immunity and
metastasis. Compared with healthy breast tissue, MUCT is
present in higher concentrations but less glycosylated in breast
carcinoma.”®

In this method, a prediluted CA15-3 calibrator diluted patient
specimen or control is first added to a streptavidin coated well.
Biotinylated monoclonal antibody (specific for CA15-3) is added
and the reactants mixed. Reaction between the CA15-3
antibodies and native CA15-3 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 antibody
specific for a different epitopic recognition of CA15-3 is added to
the wells. The enzyme labeled antibody binds to the CA15-3
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 CA15-3 in the sample.

3.0 PRINCIPLE

Immunoenzymometric sequential assay (TYPE 4):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-CA15-3 antibody.

Upon mixing monoclonal biotinylated antibody, and a serum
containing the native antigen, a 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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B'"Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)
Ag(cats-3 = Native Antigen (Variable Quantity)

Ag(cats3) ~"Ab(y) = Antigen-antibody complex (Variable Quantity)
k, = Rate Constant of Association

k., = Rate Constant of Disassociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

A cars3) - ""Aby + Streptavidingy = Immobilized complex (IC)
Streptavidingy = 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
free 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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E”’Ab(x_cmm) = Enzyme labeled Antibody (Excess Quantity)
E"Abiy.cats.3) - IC = Antigen-Antibodies Complex
k, = Rate Constant of Association
k., = Rate Constant of Dissociation
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Materials Provided:

A. CA 15-3 Calibrators — 1.0 ml/vial - Icons A-F
Six (6) vials of human serum based reference calibrators at
concentrations of 0 (A), 10 (B), 40 (C), 100 (D), 200 (E) and
400 (F) U/ml. Store at 2-8°C. A preservative has been added.
Note 1: The calibrators are provided prediluted.
Note 2: The calibrators, human serum based, were made
using a purified preparation of CA 15-3. The preparation was
calibrated against Centocor CA 15-3 IRMA test.

B. CA 15-3 Biotin Reagent — 12 ml/vial — lcon V
One (1) vial contains biotinylated anti-human CA15-3 migG in
a protein-stabilized matrix. A preservative has been added.
Store at 2-8°C.

C. CA15-3 Enzyme Reagent — 12 ml/vial - Icon ®
One (1) vial contains horseradish peroxidase incorporated
anti-human CA15-3 migG in a protein-stabilized matrix. A
preservative has been added. Store at 2-8°C.

D. Streptavidin Coated Plate — 96 wells — Icon U
One 96-well microplate coated with 1 ug/ml streptavidin and
packaged in an aluminum bag with a drying agent. Store at
2-8°C.

E. Wash Solution Concentrate — 20ml - Icon ¢
One (1) vial contains surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. CA 15-3 Dilution Matrix — 50 ml
One (1) vial of serum diluent contains buffer salts, protein,
surfactants. Store at 2-8°C.

G. Substrate Solution — 12ml/vial - Icon S"
One (1) vial contains tetramethylbenzidine (TMB) and
hydrogen peroxide (H,0O,) in buffer. Store at 2-8°C.

H. Stop Solution — 8miiviaDigatally signed by Ceaicovschi Tudor
One (1) vial contains a[34teg 20R3(0.M 51891 £66 BET

2-8°C.
I.  Product Instructions

Reason: MoldSign Signature
Location: Moldova
Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at 2-8°C.
Kit and component stability are identified on the label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:
1. Pipette capable of delivering 0.050ml (25ul) and 0.050ml (50pl)
with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%.

. Pipette (1000ul) used for serum diluent in patient dilutions.

. Microplate washer 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.

0. Quality control materials.
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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 required tests. 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 componenets must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood serum or heparanised plasma in
type and taken with the usual precautions in the collection of
venipuncture samples. For accurate comparison to establish
normal values, a fasting morning serum sample should be
obtained. The blood should be collected in a redtop (with or
without gel additives) venipuncture tube or for plasma use
evacuated tube(s) containing heparin. Allow the blood to clot for
serum samples. Centrifuge the specimen to separate the serum or
plasma from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid repetitive freezing and thawing. When assayed
in duplicate, 0.050ml (50pl) of the diluted 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 reaggm-for the variations.

8.0 REAGHNTPREFAHATION
1. Wash B
Dilute co solution to 1000ml with distilled or

ble storage container. Diluted buffer

can be stored T temperature (2-30°C) for up to 60 days.

2. Patient Sample Dilution (1:21)
Dispense 0.025ml (25pl) of each control and/or patient
specimen into 0.50ml (500ul) of CA 15-3 dilution matrix
appropriately labeled, clean container(s) and mix thoroughly
before use. Store refrigerated at 2-8°C for up to 48 hours.

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 (25 pl) of the appropriate diluted calibrator,
control or specimen into the assigned well.

3. Add 0.100 ml (100pl) of the biotinylated labeled antibody to
each well. It is very important to dispense all reagents
close to the bottom of the coated well.

4. Swirl the microplate gently for 20-30 seconds to mix and cover.

5. Incubate 60 minutes at room temperature.

6. 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 (100pl) of the Ca15-3 Enzyme Reagent to each
well.

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITION

9. Cover and incubate 60 minutes at room temperature.

10.Discard the contents of the microplate by decantation or

aspiration. If decanting, blot the plate dry with absorbent
paper.

.Add 350yl of wash buffer (see Reagent Preparation Section),

decant (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 (100ul) of substrate reagent to all wells. 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 twenty (20) 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

CA15-3 in unknown specimens.

1. Record the absorbance obtained from the printout of the

microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference versus
the corresponding CA 15-3 concentration in U/ml on linear
graph paper (do not average the duplicates of the serum
references before plotting).

. Connect the points with a best-fit curve.

. To determine the concentration of CA 15-3 for an unknown,
locate the average absorbance of the duplicates for each
unknown on the vertical axis of the graph, find the intersecting
point on the curve, and read the concentration (in U/ml) from
the horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (0.721) intersects the dose response
curve at (58.4U/ml) CA 15-3 concentration (See Figure 1).
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EXAMPLE 1
Sample Well Mean Value
1.D. Number Abs (A) Abs (B) (U/ml)
A1 0.044
Cal A B1 0.042 0.043 0
C1 0.204
CalB D1 0191 0.198 10
E1 0.560
CalC 1 0.525 0.543 40
G1 1.103
CalD m 1024 1.064 100
A2 1.784
CalE 82 1770 1.777 200
C2 2.431
CalF D2 2445 2.438 400
. A3 0.737
Patient B3 0.705 0.721 58.4
Figure 1
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*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator F should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available

on request from Monobind Inc.

12 1 Assay Performance

. 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
substrate and stop solution should be added in the same
sequence to eliminate any time-deviation during reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Patient specimens (diluted) with CA 15-3 concentrations above
400 U/ml may be further diluted (1/10 or higher) with CA15-3
diluted serum diluent and re-assayed. The sample’s
concentration is obtained by multiplying the result by the
dilution factor.

10. 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.

11.All applicable national standards, regulations and laws,

grossly  contaminated

including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12 2 Interpretation
. Measurement 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. CA 15-3 has a low clinical sensitivity and specificity as a tumor
marker. Clinically an elevated CA 15-3 value alone is not of
diagnostic value as a test for cancer and should only be
used in conjunction with other clinical manifestations
(observations) and diagnostic parameters.

13.0 EXPECTED RANGES OF VALUES

The serum CA 15-3 is elevated in 2% of normal healthy women
and 7% of patients with non-neoplastic conditions. Also, it has
been reported to be elevated in cases of liver, lung, ovarian and
colorectal cancers. No definitive ranges have been reported for
those conditions.

TABLE |
Expected Values for the CA 15-3 Elisa Test System

TABLE 3
Between Assay Precision* (Values in U/ml)
Sample N X o C.V.
Level 1 10 222 2.0 9.1%
Level 2 10 58.5 3.85 6.6%
Level 3 10 104.6 9.33 8.9%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The CA 15-3 procedure has a analytical sensitivity of 0.2 U/ml at
three (3) SD from the zero calibrator. The functional sensitivity
(20% CV) was found to be 1.25U/ml.

14.3 Accuracy

The CA 15-3 AccuBind® ELISA test system was compared with a
reference method. Biological specimens from low, normal, and
elevated concentrations were assayed. The total number of such
specimens was 43. The least square regression equation and the
correlation coefficient were computed for the CA 15-3 in
comparison with the reference method. The data obtained is
displayed in Table 4.

TABLE 4
Method Mean Least Square Correlation
Regression Analysis  Coefficient
Monobind (y) 180.2 y=-0.219+1.008(x) 0.99
Reference (x) 178.6

Healthy Females [ <37 U/ml

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal"-persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precision of the CA 15-3
AccuBind® ELISA test system were determined by analyses on
three different levels of control sera. The number, mean value,
standard deviation (o) and coefficient of variation for each of these
control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in U/ml)
Sample N X o C.V.
Level 1 20 20.9 1.91 9.1%
Level 2 20 61.7 2.03 3.3%
Level 3 20 96.9 2.67 2.8%

14.4 Specificity

In order to test the specificity of the antibody pair used massive
concentrations of possible cross-reactants were added to known
serum pools and assayed in parallel with the base sera. No cross
reaction was found. Percent cross-reactions for some of these
additions are listed below in Table 5.

TABLE 5

Analyte Concentration Interference
CA 15-3 - 1.000
CA 125 10000 U/ml 0.001
CA 19-9 5000 U/ml 0.001
PSA 1000 ng/ml 0.026
AFP 30,000 ng/ml ND*
CEA 5,000ng/ml ND*
HCG 125,000mIU/ml ND*
RF 12,500 1U/ml 0.001
Bilirubin 200 pg/ml ND*
Hemolysis 30 pl/ml ND*
Lipids 50 pg/ml -0.009

15.0 REFERENCES

1. Duffy MJ, ‘Serum tumor markers in breast cancer: Are they of
clinical value?’, Clin Chem, 52:3, 345-351(2006).

2. Duffy MJ, ‘CA 15-3 and related mucins as circulating markers
for breast cancer’, Ann Clin Biochem, 36, 579-586 (1999).

3. Elston CW, Ellis 10, Pinder SE, 'Pathologic prognostic factors
in breast cancer’, Cri Rev Oncol Hematol, 31, 209-223 (1999).

4. Duffy MJ, Shering S, Sherry F, McDermott E, O'Higgins N, “CA
15-3: a prognostic marker in breast cancer” Int J Biol Markers
15, 330-334 (2000).

5. Duffy MJ, ‘Biochemical markers in breast cancer: which ones
are clinically useful’, Clin Biochem; 34, 347-352 (2001).

6. Gion M, Boracchi P, Dittadi R, Biganzoli E, Peloso L, Mione R,
et al, 'Prognostic role of serum CA 15-3 in node negative
breast cancer. An old player for a new game’, Eur J Cancer;
38,1181-1188 (2002).

. Zamcheck, N, Adv Intern Med, 19, 413 (1974).

. Harrison, Principles of Internal Medicine, McGraw Hill Book
Company, New York, 12" Ed.

9. Wild D, The Immunoassay Handbook, Stockton Press, 444
(1994).

10. Ali SM, Leitzel K, Vernon M, Chinchilli, Eagle L, Demers L,
Harvey HA, Carney W, Allard JW and Lipton A,” Relationship
of serum Her-2/neu and serum CA 15-3 in patients with
metastatic breast cancer’, Clin Chem,.48;8,1314-1320 (2002).

11. Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories,"
2nd Edition, 1988, HHS Publication No. (CDC) 88-8395.

12. NCCLS. ‘Assessment of Laboratory Tests When Proficiency
Testing is Not Available; Approved Guidelines.’2008.

© ~N

Revision: 4
MP5625

Date: 2019-Jul-16

96(A) | 192(B) |
A) 1ml set 1ml set
. B) 1 (12ml) 2 (12ml)
z C) 1 (12ml) 2 (12ml)
:E’ D) 1 plate 2 plates
> E) 1 (20ml) 1 (20ml)
§ F) 1 (50ml) 2 (50ml)
G) 1 (12ml) 2 (12ml)
H) 1 (8ml) 2 (8ml)

For Orders and Inquires, please contact

@8 Monobind Inc.
100 North Pointe Drive
Lake Forest, CA 92630 USA

Tel: +1 949.951.2665  Mail: info@monobind.com

Fax: +1 949.951.3639

Fax: www.monobind.com

& C€
[ EC [REP | 555 oot o roamocs

Please visit our website to learn more
about our services.

products and

Glossary of Symbols
(EN 980/1SO 15223)

4 [H

In Vitro - T:irnimﬁ:m“a
Diagnostic
Medical e for Use
o Condition (2-8°C)
Contains
Cotmingue Sufficient Batch Code
Test for £
Used By Date of Manufacturer
(Exp Day)
Authorized Rep in European
European Country Conformity

DCO: 1353
Product Code: 5625-300


mailto:Monobind@monobind.com

Instructions for Use

TM-CA 72-4
ELISA

REF| EIA-5071

V 96

M Legal Manufacturer:

DRG €&

DRG Instruments GmbH, Germany

Division of DRG International, Inc

Frauenbergstr. 18, D-35039 Marburg

Telefon: +49 (0)6421-17000 Fax: +49-(0)6421-1700 50
Internet: www.drg-diagnostics.de

E-mail: drg@drg-diagnostics.de

C€

IVD

Distributed by:




DRG TM-CA 72-4 ELISA EIA-5071

Contents / Inhaltsverzeichnis / Contenuti / Contenido / Contenu

1 INTRODUCTION ... 2 1 INTRODUCCION ....covviiiiicicieie e 25
2 PRINCIPLE OF THE TEST .....cccoooiiiiiiiec e 2 2 FUNDAMENTO DEL ENSAYO.......ccooiiiiiie. 25
3 WARNINGS AND PRECAUTIONS............cceeen 3 3 PRECAUCIONES ........cccoiiiiieeee, 25
4 REAGENTS ... 4 4 COMPONENTES DEL KIT.....coooiiiiiiiiiieee 26
5 SPECIMEN COLLECTION AND PREPARATION...6 5 MUESTRAS ... 28
6 ASSAY PROCEDURE.........ccoooiiiiiiciicceeeee 6 6 PROCEDIMIENTO DE ENSAYO.......cccceiiiiennen. 28
7 EXPECTED NORMAL VALUES..........cccoiin. 8 7 VALORES ESPERADOS .........cccoiiiiieie 30
8 QUALITY CONTROL......ooiiiiiiiiiiiccne 8 8 CONTROL DE CALIDAD ........ccoiiiiiiiiice 30
9 PERFORMANCE CHARACTERISTICS................. 8 9 CARACTERISTICAS DEL ENSAYO........c.ccocu..... 30
10 LIMITATIONS OF USE........ccoiiiiiiiiiiicccee, 9 10  LIMITACIONES DE USO......ccccoiiiiiiiiiiiiiices 31
11 LEGAL ASPECTS ... 10 11 ASPECTOS LEGALES ..., 31
12 REFERENCES/LITERATURE........ccccoiiiiiiiee 10 12 REFERENCIAS / BIBLIOGRAFIA........ccccccevvnne. 31
1 EINLEITUNG ..o 11 1 INTRODUCTION.......cciiiiiiiiiiiic e 32
2 TESTPRINZIP ... 1" 2 PRINCIPE DU TEST ..o 32
3 VORSICHTSMARNAHMEN..........ocoiiiiiii, 11 3 PRECAUTIONS D'UTILISATION..........cccceiinnen. 32
4 BESTANDTEILE DES KITS .....cccooiiiiiiie 12 4 COMPOSITION DU KIT ... 33
5 PROBENVORBEREITUNG..........ccoieiiiiice 14 5 ECHANTILLON ....oooiiiii e 35
6 TESTDURCHFUHRUNG.........coviriiiiiciciciines 14 6 REALISATION DU TEST ..o 35
7 ERWARTETE WERTE ..o 16 7 VALEURS ATTENDUES..........cccoiiiiiie 37
8 QUALITATS-KONTROLLE ........coooveuiriririinciceeenn. 16 8 CONTROLE DE QUALITE ..o 37
9 ASSAY CHARACTERISTIKA ..o, 16 9 CARACTERISTIQUES DU TEST .....ccccooviieinee 37
10 GRENZENDESTESTS .......coooiiiiiiiceeee 17 10  LIMITES D’UTILISATION......ccoooiiiiiiiciiicicee 38
11 RECHTLICHE GRUNDLAGEN ........ccccoiiiiie 17 11 ASPECTS LEGAUX.....ccoiiiiiiiiiiiec e 38
12 REFERENZEN/LITERATUR .....ccocciiiiiiiie 17 12 REFERENCES/BIBLIOGRAPHIE ....................... 38
1 INTRODUZIONE ........cooiiiiiiiei e 18 SYMBOLS USED WITHDRG ELISAS............ccoi 39
2 PRINCIPIO DEL TEST ....ooiiiiiiiieieeeeeeee 18
3 PRECAUZIONI ..o 18
4 COMPONENTIDEL KIT....oooiiiiiiiiiii e 19
5 CAMPIONI ...t 21
6 ATTUAZIONE DEL TEST ......ocooiiiiiiiiceee, 21
7 VALORI NORMALLI ..o 23
8 CONTROLLO QUALITA ... 23
9 CARATTERISTICHE DEL TEST ......ccccoiiiiiieins 23
10  LIMITAZIONE DEL TEST ....cccoiiiiiiiiecece 24
11 ASPETTILEGALI ....oooiiii e 24
12 BIBLIOGRAFIA. ... 24

Vers. 8.0 2015/03 — vk -1-



1 INTRODUCTION

DRG TM-CA 72-4 ELISA EIA-5071 m
1.1 Intended Use

The DRG TM-CA 72-4 ELISA is an enzyme immunoassay for the quantitative in vitro diagnostic measurement of
CA 72-4 (TAG-72) in serum and plasma.

1.2 Summary and Explanation

CA 72-4 (Cancer antigen 72-4) was originally described as an antigenic determinant recognized by B 72.3, a murine
monoclonal antibody raised against a membrane extract of mammary carcinoma metastases (1). CA 72-4 was
identified as a 1 MDa mucine-like Glycoprotein complex termed TAG-72 (tumor associated antigen 72) (2). The
molecular weight of the TAG-72 protein is 48 kD. Elevated CA 72-4 levels in serum and plasma have been reported in
various malignant diseases including carcinomas of pancreas, stomach, gall, colon, breast, ovaries, cervix and
endometrium (3). The highest diagnostic sensitivities are found for carcinomas of the gastrointestinal tract and
ovaries. Although some benign diseases such as rheumatic diseases or ovary cysts may also result in elevated levels
of CA 72-4, clinical studies demonstrated diagnostic specificities of more than 95% for gastrointestinal and ovarian
malignancies (4). There is a good correlation between CA 72-4 levels and tumor stage and size (3). CA 72-4 is the
marker of choice for the therapeutic monitoring and follow-up care of gastrointestinal cancer patients. Suitable second
markers are CA 19-9 or CEA. Additionally, CA 72-4 has been used as an independent marker for the therapeutic
monitoring and follow-up care of ovarian cancer patients, in particular in CA 125 negative patients (3, 5).

2 PRINCIPLE OF THE TEST*

The DRG TM-CA 72-4 ELISA Kit is a solid phase enzyme-linked immunosorbent assay (ELISA) based on the
sandwich principle.

The microtiter wells are coated with a monoclonal mouse antibody (Clone CC49) directed towards a unique antigenic
site on a CA 72-4 molecule. An aliquot of patient sample containing endogenous CA 72-4 is incubated in the coated
well with enzyme conjugate, which is an anti-CA 72-4 antibody (Clone B72.3) conjugated with horseradish
peroxidase. After incubation the unbound conjugate is washed off.

The amount of bound peroxidase is proportional to the concentration of CA 72-4 in the sample.

Having added the substrate solution, the intensity of colour developed is proportional to the concentration of CA 72-4
in the patient sample.

* The antibodies used in this assay are patented by:

1. U.S. Patent No. 5,512,443, issued April 4, 1996 entitled “Second generation monoclonal antibodies having
binding specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-US-18)

2. Canadian Patent No. 1339980, issued August 4, 1998 entitled “Second generation monoclonal antibodies having
binding specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-CA-04)

3. U.S. Patent No. 4,522,918, issued June 11, 1985 (now expired) entitled “Process for Producing Monoclonal
Antibodies Reactive with Human Breast Cancer”
(HHS Reference No. E-185-1981/0-US-01)
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WARNINGS AND PRECAUTIONS

This kit is for in vitro diagnostic use only. For professional use only.

All reagents of this test kit which contain human serum or plasma have been tested and confirmed negative for
HIV I/ll, HBsAg and HCV by FDA approved procedures. All reagents, however, should be treated as potential
biohazards in use and for disposal.

Before starting the assay, read the instructions completely and carefully. Use the valid version of the package
insert provided with the kit. Be sure that everything is understood.

The microplate contains snap-off strips. Unused wells must be stored at 2 °C to 8 °C in the sealed foil pouch and
used in the frame provided.

Pipetting of samples and reagents must be done as quickly as possible and in the same sequence for each step.
Use reservoirs only for single reagents. This especially applies to the substrate reservoirs. Using a reservoir for
dispensing a substrate solution that had previously been used for the conjugate solution may turn solution
colored. Do not pour reagents back into vials as reagent contamination may occur.

Mix the contents of the microplate wells thoroughly to ensure good test results. Do not reuse microwells.

Do not let wells dry during assay; add reagents immediately after completing the rinsing steps.

Allow the reagents to reach room temperature (21 °C to 26 °C) before starting the test. Temperature will affect
the absorbance readings of the assay. However, values for the patient samples will not be affected.

Never pipet by mouth and avoid contact of reagents and specimens with skin and mucous membranes.

Do not smoke, eat, drink or apply cosmetics in areas where specimens or kit reagents are handled.

Wear disposable latex gloves when handling specimens and reagents. Microbial contamination of reagents or
specimens may give false results.

Handling should be done in accordance with the procedures defined by an appropriate national biohazard safety
guideline or regulation.

Do not use reagents beyond expiry date as shown on the kit labels.

All indicated volumes have to be performed according to the protocol. Optimal test results are only obtained when
using calibrated pipettes and microtiter plate readers.

Do not mix or use components from kits with different lot numbers. It is advised not to exchange wells of different
plates even of the same lot. The kits may have been shipped or stored under different conditions and the binding
characteristics of the plates may result slightly different.

Avoid contact with Stop Solution containing 0.5 M H,SO,. It may cause skin irritation and burns.

immediately with water.

TMB substrate has an irritant effect on skin and mucosa. In case of possible contact, wash eyes with an
abundant volume of water and skin with soap and abundant water. Wash contaminated objects before reusing
them. If inhaled, take the person to open air.

Chemicals and prepared or used reagents have to be treated as hazardous waste according to the national
biohazard safety guideline or regulation.

For information on hazardous substances included in the kit please refer to Safety Data Sheets.

Safety Data Sheets for this product are available upon request directly from DRG.
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4 REAGENTS

41 Reagents provided

1. Microtiterwells, 12 x 8 (break apart) strips, 96 wells;
Wells coated with anti-CA 72-4 antibody (monoclonal).

2. Standard (Standard 0-4), 5 vials, 0.5 mL, ready to use
Concentration: 0, 3, 20, 50, 100 U/mL
Contain non-mercury preservative.

3. Control Low & High, 2 vials, (lyophilized) 0.5 mL each,
see ,Reagent Preparation®
Control values and ranges please refer to vial label or QC-Datasheet.
Contains non-mercury preservative.

4. Sample Diluent, 1 vial, 3 mL, ready to use,

Contains non-mercury preservative.

5. Enzyme Conjugate 10X concentrate, 1 vial, 1.4 mL,
anti-CA 72-4 antibody conjugated to horseradish peroxidase;
see ,Reagent Preparation®
Contains non-mercury preservative.

6. Conjugate Diluent, 1 vial, 14 mL, ready to use
Contains non-mercury preservative.

7. Substrate Solution, 1 vial, 14 mL, ready to use,
Tetramethylbenzidine (TMB).

8. Stop Solution, 1 vial, 14 mL, ready to use,
contains 0.5M H,SO,,

Avoid contact with the stop solution. It may cause skin irritations and burns.

9. Wash Solution, 1 vial, 30 mL (40X concentrated),
see ,Preparation of Reagents®.

Note: Additional Sample Diluent for sample dilution is available upon request.

4.2 Materials required but not provided

— A microtiter plate calibrated reader (450 + 10 nm) (e.g. the DRG Instruments Microtiter Plate Reader).
— Calibrated variable precision micropipettes.

— Absorbent paper.

— Distilled or deionized water

— Timer

— Graph paper or software for data reduction

4.3 Storage Conditions

When stored at 2 °C to 8 °C unopened reagents will retain reactivity until expiration date. Do not use reagents beyond
this date.

Opened reagents must be stored at 2 °C to 8 °C. Microtiter wells must be stored at 2 °C to 8 °C. Once the foil bag
has been opened, care should be taken to close it tightly again.

Opened kits retain activity for two months if stored as described above.

4.4 Reagent Preparation
Bring all reagents and required number of strips to room temperature prior to use.

Control

Reconstitute the lyophilized content with 0.5 mL distilled water and let stand for 10 minutes in minimum.
Mix the controls several times before use.

Note: The reconstituted controls should be apportioned and stored at -20 °C.

Wash Solution

Add deionized water to the 40X concentrated Wash Solution.

Dilute 30 mL of concentrated Wash Solution with 1170 mL distilled water to a final volume of 1200 mL.
The diluted Wash Solution is stable for 2 weeks at room temperature.
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Enzyme Conjugate
Dilute Enzyme Conjugate concentrate 1:10 in Conjugate Diluent.
Stability of the prepared Enzyme-Conjugate: 1 week at 2 °C to 8 °C in a sealed container.

Example:

If the whole plate is used, dilute 1.2 mL Enzyme Conjugate with 10.8 mL Conjugate Diluent to a total volume of

12 mL.

If the whole plate is not used at once prepare the required quantity of Enzyme Conjugate by mixing 100 uL of Enzyme
Conjugate 10X conc. with 0.9 mL of Conjugate Diluent per strip (see table below):

No. of strips | Enzyme Conjugate 10X conc. (UL) | Conjugate Diluent (mL)
1 100 0.9
2 200 1.8
3 300 2.7
4 400 3.6
5 500 4.5
6 600 5.4
7 700 6.3
8 800 7.2
9 900 8.1
10 1000 9.0
11 1100 9.9
12 1200 10.8

4.5 Disposal of the Kit

The disposal of the kit must be made according to the national regulations. Special information for this product is
given in the Safety Data Sheets (see chapter 13).

4.6 Damaged Test Kits

In case of any severe damage to the test kit or components, DRG has to be informed in writing, at the latest, one
week after receiving the kit. Severely damaged single components should not be used for a test run. They have to be
stored until a final solution has been found. After this, they should be disposed according to the official regulations.
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5 SPECIMEN COLLECTION AND PREPARATION
Serum or plasma (EDTA-, Heparin- or citrate plasma) can be used in this assay.
Do not use haemolytic, icteric or lipaemic specimens.
Please note: Samples containing sodium azide should not be used in the assay.

5.1 Specimen Collection

Serum:

Collect blood by venipuncture (e.g. Sarstedt Monovette for serum), allow to clot, and separate serum by centrifugation
at room temperature. Do not centrifuge before complete clotting has occurred. Patients receiving anticoagulant
therapy may require increased clotting time.

Plasma:
Whole blood should be collected into centrifuge tubes containing anti-coagulant (e.g. Sarstedt Monovette with the
appropriate plasma preparation) and centrifuged immediately after collection.

5.2 Specimen Storage and Preparation

Specimens should be capped and may be stored for up to 5 days at 2 °C to 8 °C prior to assaying.
Specimens held for a longer time (up to 12 months) should be frozen at -20 °C prior to assay. Thawed samples
should be inverted several times prior to testing.

5.3 Specimen Dilution

If in an initial assay, a specimen is found to contain more than the highest standard, the specimens can be diluted
with Sample Diluent and reassayed as described in Assay Procedure.
For the calculation of the concentrations this dilution factor has to be taken into account.

Example:
a) dilution 1:10: 10 yL sample + 90 yL Sample Diluent (mix thoroughly)
b) dilution 1:100: 10 pL dilution a) 1:10 + 90 yL Sample Diluent (mix thoroughly).

6 ASSAY PROCEDURE

6.1 General Remarks

— All reagents and specimens must be allowed to come to room temperature before use. All reagents must be mixed
without foaming.

— Once the test has been started, all steps should be completed without interruption.

— Use new disposal plastic pipette tips for each standard, control or sample in order to avoid cross contamination

— Absorbance is a function of the incubation time and temperature. Before starting the assay, it is recommended that
all reagents are ready, caps removed, all needed wells secured in holder, etc. This will ensure equal elapsed time
for each pipetting step without interruption.

— As a general rule the enzymatic reaction is linearly proportional to time and temperature.
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6.2 Test Procedure
Each run must include a standard curve.

1. Secure the desired number of Microtiter wells in the holder.
2. Dispense 20 pL of each Standard, Control and samples with new disposable tips into appropriate wells.

3. Dispense 100 pL freshly diluted Enzyme Conjugate (see “Reagent Preparation”) into each well.
Thoroughly mix for 10 seconds. It is important to have a complete mixing in this step.

4. Incubate for 120 minutes at room temperature.

5. Briskly shake out the contents of the wells.

Rinse the wells 5 times with diluted Wash Solution (400 pL per well). Strike the wells sharply on absorbent paper
to remove residual droplets.

Important note:

The sensitivity and precision of this assay is markedly influenced by the correct performance of the washing
procedure!

Add 100 uL of Substrate Solution to each well.

Incubate for 30 minutes at room temperature.

Stop the enzymatic reaction by adding 100 uL of Stop Solution to each well.

Determine the absorbance (OD) of each well at 450 * 10 nm with a microtiter plate reader.
It is recommended that the wells be read within 10 minutes after adding the Stop Solution.

© © N

6.3 Calculation of Results

Calculate the average absorbance values for each set of standards, controls and patient samples.
Manual method: Using linear graph paper, construct a standard curve by plotting the mean absorbance obtained
from each standard against its concentration with absorbance value on the vertical (Y) axis and concentration on
the horizontal (X) axis.
3. Using the mean absorbance value for each sample determine the corresponding concentration from the standard
curve.
4. Automated method: The results in the Instructions for Use have been calculated automatically using a
4 Parameter curve fit. (4 Parameter Rodbard or 4 Parameter Marquardt are the preferred methods.)
Other data reduction functions may give slightly different results.
5. The concentration of the samples can be read directly from this standard curve. Samples with concentrations
higher than that of the highest standard have to be further diluted or reported as > 100 U/mL. For the calculation
of the concentrations this dilution factor has to be taken into account.

N —

6.3.1 Example of Typical Standard Curve
The following data is for demonstration only and cannot be used in place of data generations at the time of assay.

Standard Optical Units (450 nm)
Standard 0 (0 U/mL) 0.08
Standard 1 (3 U/mL) 0.19
Standard 2 (20 U/mL) 0.59
Standard 3 (50 U/mL) 1.16
Standard 4 (100 U/mL) 2.02
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7 EXPECTED NORMAL VALUES
It is strongly recommended that each laboratory should determine its own normal and abnormal values.

In a study conducted with apparently normal healthy adults, using the DRG TM-CA 72-4 ELISA the following values
are observed:

Population Valid N | Median Mean 5™ - 95" Percentile
apparently healthy subjects 65 0.72U/mL | 0.86 U/mL | O U/mL -2.68 U/mL

The results are in good agreement with published cut-offs between 4 U/mL - 6 U/mL (Reference/Literature 3-6).

The results alone should not be the only reason for any therapeutic consequences. The results should be correlated
to other clinical observations and diagnostic tests.

8 QUALITY CONTROL

Good laboratory practice requires that controls be run with each calibration curve. A statistically significant number of
controls should be assayed to establish mean values and acceptable ranges to assure proper performance.

It is recommended to use control samples according to state and federal regulations. The use of control samples is
advised to assure the day to day validity of results. Use controls at both normal and pathological levels.

The controls and the corresponding results of the QC-Laboratory are stated in the QC certificate added to the kit. The
values and ranges stated on the QC sheet always refer to the current kit lot and should be used for direct comparison
of the results.

It is also recommended to make use of national or international Quality Assessment programs in order to ensure the
accuracy of the results.

Employ appropriate statistical methods for analysing control values and trends. If the results of the assay do not fit to
the established acceptable ranges of control materials patient results should be considered invalid.

In this case, please check the following technical areas: Pipetting and timing devices; photometer, expiration dates of
reagents, storage and incubation conditions, aspiration and washing methods.

After checking the above mentioned items without finding any error contact your distributor or DRG directly.

9 PERFORMANCE CHARACTERISTICS

9.1 Assay Dynamic Range
The range of the assay is between 0.79 U/mL — 100 U/mL.

9.2 Specificity of Antibodies (Cross Reactivity)
No cross reactivity was observed with related proteins.

9.3 Sensitivity

The analytical sensitivity was calculated by adding 2 standard deviations to the mean of 20 replicate analyses of
Standard 0 and was found to be 0.79 U/mL.

9.4 Reproducibility

9.4.1 Intra Assay
The within assay variability is shown below:

Sample | n | Mean (U/mL) | CV (%)
1 20 1.4 2.2
2 20 1.6 1.6
3 20 1.6 2.4
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9.4.2 Inter Assay
The between assay variability is shown below:
Sample | n | Mean (U/mL) | CV (%)
1 40 10.1 4.4
2 40 18.9 4.8
3 40 29.6 4.2
9.5 Recovery

Samples have been spiked by adding CA 72-4 solutions with known concentrations in a 1:1 ratio.
The expected values were calculated by addition of half of the values determined for the undiluted samples and half
of the values of the known solutions. The % Recovery has been calculated by multiplication of the ratio of the

measurements and the expected values with 100.

Sample 1 | Sample 2 | Sample 3
Concentration [U/mL] 3.6 8.1 94
Average Recovery [%] 99.3 98.2 98.8
from 96.6 92.5 88.2
Range of Recovery [%]
to 102.1 105.8 106.8
9.6 Linearity
Sample 1 | Sample 2 | Sample 3
Concentration [U/mL] 51.0 94.0 10.0
Average Recovery [%] 91.2 108.5 97.8
from 86.3 106.4 86.0
Range of Recovery [%]
to 99.6 112.3 112.0

10 LIMITATIONS OF USE

Reliable and reproducible results will be obtained when the assay procedure is performed with a complete
understanding of the package insert instruction and with adherence to good laboratory practice.

Any improper handling of samples or modification of this test might influence the results.

10.1 Interfering Substances

Haemoglobin (up to 4 mg/mL), Bilirubin (up to 0.5 mg/mL) and Triglyceride (up to 7.5 mg/mL) have no influence on
the assay results.
Triglycerides > 7.5 mg/mL will result in decreased values.

The assay contains reagents to minimize interference of HAMA and heterophilic antibodies. However, extremely high
titers of HAMA or heterophilic antibodies may interfere with the test results.

10.2 Drug Interferences

Until today no substances (drugs) are known to us, which have an influence to the measurement of CA 72-4 in a
sample.

10.3 High-Dose-Hook Effect
No hook effect was observed in this test up to 6,400 U/mL of CA 72-4.
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11 LEGAL ASPECTS

11.1 Reliability of Results

The test must be performed exactly as per the manufacturer’s instructions for use. Moreover the user must strictly
adhere to the rules of GLP (Good Laboratory Practice) or other applicable national standards and/or laws. This is
especially relevant for the use of control reagents. It is important to always include, within the test procedure, a
sufficient number of controls for validating the accuracy and precision of the test.

The test results are valid only if all controls are within the specified ranges and if all other test parameters are also
within the given assay specifications. In case of any doubt or concern please contact DRG.

11.2 Therapeutic Consequences

Therapeutic consequences should never be based on laboratory results alone even if all test results are in agreement
with the items as stated under point 11.1. Any laboratory result is only a part of the total clinical picture of a patient.
Only in cases where the laboratory results are in acceptable agreement with the overall clinical picture of the patient
should therapeutic consequences be derived.

The test result itself should never be the sole determinant for deriving any therapeutic consequences.

11.3 Liability

Any modification of the test kit and/or exchange or mixture of any components of different lots from one test kit to
another could negatively affect the intended results and validity of the overall test. Such modification and/or
exchanges invalidate any claim for replacement.

Claims submitted due to customer misinterpretation of laboratory results subject to point 11.2. are also invalid.
Regardless, in the event of any claim, the manufacturer’s liability is not to exceed the value of the test kit. Any
damage caused to the test kit during transportation is not subject to the liability of the manufacturer.
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1 EINLEITUNG

Der DRG TM-CA 72-4 ELISA wird zur quantitativen Bestimmung von CA 72-4 in Serum und Plasma eingesetzt.
Nur fiir In-vitro Diagnostik.

2 TESTPRINZIP*

Der DRG TM-CA 72-4 ELISA ist ein Festphasen-Enzymimmunoassay, der auf der Sandwichtechnik basiert.

Die Wells der Mikrotiterplatten sind mit einem monoklonalen Antikérper (Clone CC49) beschichtet, der gegen eine
definierte Antikérper-Bindungsstelle des CA 72-4-Molekils gerichtet ist.

Die Proben werden in die beschichteten Wells gegeben und mit einem Enzymkonjugat inkubiert. Das Konjugat enthalt
einen monoklonalen anti-CA 72-4-Antikorper (Clone B72.3), der mit Meerrettichperoxidase konjugiert ist. Es wird ein
Sandwichkomplex gebildet.

Das nicht gebundene Konjugat wird durch Waschen der Wells entfernt. Anschlie3end wird die Substratlésung
zugegeben und die Farbentwicklung nach einer definierten Zeit gestoppt. Die Intensitat der gebildeten Farbe ist
proportional der CA 72-4-Konzentration in der Probe. Die Extinktion wird bei 450 nm mit einem Mikrotiterplattenleser
gemessen.

* Die in diesem Assay eingesetzten Antikdrper sind durch folgende Patente geschitzt:

1. U.S. Patent No. 5,512,443, issued April 4, 1996 entitled “Second generation monoclonal antibodies having binding specificity
to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-US-18)

2. Canadian Patent No. 1339980, issued August 4, 1998 entitled “Second generation monoclonal antibodies having binding
specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-CA-04)

3. U.S. Patent No. 4,522,918, issued June 11, 1985 (now expired) entitled “Process for Producing Monoclonal Antibodies
Reactive with Human Breast Cancer” (HHS Reference No. E-185-1981/0-US-01)

3 VORSICHTSMARNAHMEN

— Dieser Kit ist nur zum in vitro diagnostischen Gebrauch geeignet.

— Nur die giiltige, im Testkit enthaltene, Arbeitsanleitung verwenden.

— Informationen zu im Kit enthaltenen gefahrlichen Substanzen entnehmen Sie bitte dem
Materialsicherheitsdatenblatt.

— Alle Bestandteile dieses Testkits, die humanes Serum oder Plasma enthalten, wurden mit FDA-geprtiften
Methoden auf HIV I/ll, HbsAg und HCV getestet und als negativ bestatigt. Jedoch sollten alle Bestandteile im
Umgang und bei der Entsorgung wie mogliche Gefahrenstoffe betrachtet werden.

— Der Kontakt mit der Stop Solution sollte vermieden werden, da sie 0.5 M H,SO,4 enthalt. Schwefelsdure kann
Hautreizungen und Verbrennungen verursachen.

— Nicht mit dem Mund pipettieren und den Kontakt von Kitbestandteilen und Proben mit Haut und Schleimhauten
vermeiden.

— In den Bereichen, in denen Proben oder Kitbestandteile verwendet werden, nicht rauchen, essen oder Kosmetika
verwenden.

— Beim Umgang mit Proben oder Reagenzien Einweg-Latexhandschuhe tragen. Die Verunreinigung von
Reagenzien oder Proben mit Mikroben kann zu falschen Ergebnissen fiihren.

— Der Gebrauch sollte gemal der Vorschriften einer entsprechenden nationalen Gefahrenstoff-Sicherheitsrichtlinie
erfolgen.

— Reagenzien nicht nach dem auf dem Kit-Etikett angegebenen Verfallsdatum verwenden.

— Alle im Kit-Protokoll angegebenen Mengen miissen genau eingehalten werden. Optimale Ergebnisse kdnnen nur
durch Verwendung kalibrierter Pipetten und Mikrotiterplatten-Lesegerate erreicht werden.

— Komponenten von Kits mit unterschiedlichen Lotnummern nicht untereinander vertauschen. Es wird empfohlen,
keine Wells von verschiedenen Platten zu verwenden, auch nicht, wenn es sich um das gleiche Lot handelt. Die
Kits kdnnen unter anderen Bedingungen gelagert oder versendet worden sein, so dass die Bindungscharakteristik
der Platten leicht unterschiedlich ausfallt.

— Chemikalien und zubereitete oder bereits benutzte Reagenzien missen gemaf den nationalen
Gefahrenstoffvorschriften wie gefahrlicher Abfall behandelt werden.

— Sicherheitsdatenblatter fiir dieses Produkt sind auf Anfrage direkt von der Firma DRG Instruments GmbH
erhaltlich.
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4 BESTANDTEILE DES KITS

41 Kitinhalt

1. Microtiterwells, 96 Wells, 12 x 8 Wells (einzeln brechbar);
Mit anti- CA 72-4 -Antikdrper (monoklonal) beschichtet.
2. Standard (Standard 0-4), 5 Flaschchen, je 0,5 mL, gebrauchsfertig;
Konzentrationen: 0; 3, 20, 50, 100 U/mL.
Enthalt quecksilberfreies Konservierungsmittel.
3. Control Low & High (Kontrolle), 2 Flaschchen (lyophilisiert), je 0,5 mL;
Siehe ,Vorbereitung der Reagenzien®.
Kontrollwerte und —bereiche entnehmen Sie bitte dem Flaschchenetikett oder dem QC-Datenblatt.
Enthalt quecksilberfreies Konservierungsmittel.

4. Sample Diluent (Probenverdiinnungsmedium), 1 Flaschchen, 3 mL, gebrauchsfertig;
Enthalt quecksilberfreies Konservierungsmittel.
5. Enzyme Conjugate (Enzymkonjugat)70X konzentriert, 1 Fldschchen, 1,4 mL;
Anti- CA 72-4 -Antikérper, mit Meerrettichperoxidase konjugiert ,
siehe ,Vorbereitung der Reagenzien®.
Enthalt quecksilberfreies Konservierungsmittel.
6. Conjugate Diluent (Konjugatverdiinnungsmedium), 1 Fldschchen, 14 mL, gebrauchsfertig.
Enthalt quecksilberfreies Konservierungsmittel.
7. Substrate Solution (Substratiésung), 1 Flaschchen, 14 mL, gebrauchsfertig;
Substratlésung TMB.
8. Stop Solution (Stoppldsung), 1 Flaschchen, 14 mL, gebrauchsfertig;
enthalt 0,5M H,SO,,
Kontakt mit der Stopplésung vermeiden! Kann Hautreizungen und Verbrennungen verursachen.
9. Wash Solution (Waschlésung), 1 Flaschchen, 30 mL, 40X konzentriert;
Siehe ,Vorbereitung der Reagenzien®.

Anmerkung: Zusatzliches Sample Diluent zur Probenverdinnung ist auf Anfrage erhaltlich.

4.2 Nicht im Kit enthaltene aber erforderliche Gerate und Materialien

Kalibriertes Mikrotiterplattenlesegerat mit 450 £ 10 nm Filter), (z.B. das DRG Instruments
Mikrotiterplattenlesegerat)

Kalibrierte variable Prazisions-Mikropipette

Saugfahiges Papier

Aqua dest.

4.3 Lagerung und Haltbarkeit des Kits

Die ungedéffneten Reagenzien behalten bei Lagerung um 2 °C - 8 °C ihre Reaktivitat bis zum Verfallsdatum. Nach
dem Verfallsdatum die Reagenzien nicht mehr verwenden.

Nach dem Offnen sollten alle Reagenzien bei 2 °C - 8 °C gelagert werden.

Die Mikrotiterwells sollten bei 2 °C - 8 °C gelagert werden. Der einmal gedtffnete Folienbeutel sollte stets sehr
sorgfaltig wieder verschlossen werden.

Unter den beschriebenen Lagerbedingungen behalten gedffnete Kits zwei Monate ihre Reaktivitat.
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4.4 Vorbereitung der Reagenzien

Alle Reagenzien sowie die bendtigte Anzahl von Wells sollen vor dem Gebrauch auf Raumtemperatur gebracht
werden.

Control

Rekonstituieren Sie den lyophilisierten Inhalt der Flaschchen mit 0,5 mL destilliertem Wasser und lassen Sie die
Flaschchen mindestens 10 Minuten ruhen. Vor Gebrauch die Kontrollen mehrmals vorsichtig schiitteln.
Achtung: Die rekonstituierten Kontrollen miissen portioniert und bei -20 °C eingefroren werden.

Wash Solution

Die 40-fach konzentrierte Waschlésung (30 mL) mit 1170 mL destilliertem Wasser auf ein Gesamtvolumen von
1200 mL verdiinnen.

Die verdiinnte Waschlésung ist bei Raumtemperatur fiir 2 Wochen stabil.

Enzyme Conjugate
VerdUnnen Sie das Enzymkonjugat-Konzentrat 1:10 mit Conjugate Diluent.
Stabilitat der Enzymkonjugat-Arbeitsiésung: 1 Woche bei 2 °C - 8 °C in einem verschlossenen Behélter.

Beispiel:

Wird die ganze Platte verwendet, verdiinnen Sie 1,2 mL Enzyme Conjugate mit 10,8 mL Conjugate Diluent
(Gesamtvolumen 12 mL).

Wird nur ein Teil der Platte bendtigt, setzen Sie nur das erforderliche Volumen des Konjugates an. Verdinnen Sie
daflr pro Streifen 100 uL Enzyme Conjugate-Konzentrat mit 0,9 mL Conjugate Diluent (siehe Tabelle):

Anzahl der Streifen | Enzyme Conjugate 10X konz. (uL) | Conjugate Diluent (mL)
1 100 0,9
200 1,8
3 300 2,7
4 400 3,6
5 500 4,5
6 600 54
7 700 6,3
8 800 7,2
9 900 8,1
10 1000 9,0
11 1100 9,9
12 1200 10,8

4.5 Entsorgung des Kits

Die Entsorgung des Kits muss gemafR den nationalen gesetzlichen Vorschriften erfolgen. Spezielle Informationen fur
dieses Produkt finden Sie im Sicherheitsdatenblatt, Kapitel 13.

4.6 Beschadigte Testkits

Im Falle einer starken Beschadigung des Testkits oder der Komponenten muss die Firma DRG in schriftlicher Form
spatestens eine Woche nach Erhalt des Kits informiert werden. Stark beschadigte Einzelkomponenten sollten nicht
fur den Testlauf verwendet werden. Sie mussen gelagert werden bis eine endgultige Losung gefunden wurde.
Danach sollten Sie gemaR den offiziellen Richtlinien entsorgt werden.
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5 PROBENVORBEREITUNG

Serum oder Plasma (EDTA-, Heparin- oder Citratplasma) kann in diesem Test als Probenmaterial eingesetzt werden.
Lipamische, ikterische und/oder stark hamolysierte Proben sollten nicht verwendet werden.

Achtung: Proben, die Natriumazid enthalten, sollten nicht verwendet werden.

5.1 Probenentnahme

Serum:

Blut durch Venenpunktion entnehmen (z.B. mit Sarstedt Monovette fiir Serum), gerinnen lassen und das Serum durch
Zentrifugation bei Raumtemperatur abtrennen. Vor der Zentrifugation muss die Gerinnung vollstandig abgeschlossen
sein. Bei Patienten, die Antikoagulantien erhalten, kann die Gerinnungszeit langer dauern.

Plasma:
Die Blutentnahme erfolgt mit Rohrchen, die ein Antikoagulanz enthalten (z.B.: Sarstedt Monovette — mit
entsprechender Plasma-Praparierung). Das Plasma wird als Uberstand nach einer Zentrifugation gewonnen.

5.2 Probenaufbewahrung

Proben sollten stets gut verschlossen sein und kénnen vor Testbeginn bis zu 5 Tage bei 2 °C - 8 °C gelagert werden.
Fir eine langere Aufbewahrung (bis zu 12 Monaten) sollten die Proben eingefroren bei -20 °C bis zum Testbeginn
gelagert werden. Nur einmal einfrieren. Aufgetaute Proben sollten vor Testbeginn vorsichtig durchmischt werden,
ohne Schaumbildung.

5.3 Probenverdiinnung

Wenn in einem ersten Testdurchlauf bei einer Probe eine Konzentration hoher als der hochste Standard gefunden
wird, kann diese Probe mit Sample Diluent weiter verdinnt und nochmals bestimmt werden. Die Verdiinnung muss
jedoch bei der Berechnung der Konzentration beachtet werden.

Beispiel:

a) Verdinnung 1:10: 10 pL Probe + 90 uL Sample Diluent griindlich mischen)

b) Verdinnung 1:100: 10 pL Verdinnung a) 1:10 + 90 uL Sample Diluent (grindlich mischen).

6 TESTDURCHFUHRUNG

6.1 Allgemeine Hinweise

Alle Reagenzien und Proben missen vor Gebrauch auf Raumtemperatur gebracht und gut durchgemischt werden.
Dabei sollte Schaumbildung vermieden werden.

Wenn die Testdurchfiihrung einmal begonnen wurde, muss sie ohne Unterbrechung zu Ende geflihrt werden.

Fir jeden Standard, jede Kontrolle oder Probe eine neue Plastikspitze verwenden, um Verschleppungen zu
vermeiden.

Die Optische Dichte ist abhangig von Inkubationszeit und Temperatur. Deshalb ist es notwendig, vor Beginn der
Testdurchfiihrung alle Reagenzien in einen arbeitsbereiten Zustand zu bringen, die Deckel der Flaschchen zu 6ffnen,
alle bendtigten Wells in den Halter zu setzen. Nur eine solche Vorbereitung garantiert gleiche Zeiten fir jeden
Pipettiervorgang ohne Pausen.

Als generelle Regel gilt, dass die enzymatische Reaktion linear proportional zu Zeit und Temperatur ist.
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6.2

Testdurchfiihrung

Jeder Lauf muss eine Standardkurve beinhalten.

1.
2.
3.

© © N

6.3

Die bendtigte Anzahl Wells in der Halterung befestigen.
Je 20 yL Standards, Control und Proben mit neuen Plastikspitzen in die entsprechenden Wells geben.

100 pL frisch angesetztes Enzyme-Conjugate (siehe ,Vorbereitung der Reagenzien®) in jedes Well geben.
Far 10 Sekunden gut schutteln. Es ist sehr wichtig, in diesem Schritt eine komplette Durchmischung zu
erreichen.

120 Minuten bei Raumtemperatur inkubieren.

Den Inhalt der Wells kraftig ausschitteln. Wells 5-mal mit verdiinnter Wash Solution (400 uL/Well) waschen.
Verbleibende Flussigkeit durch Ausklopfen der Wells auf saugfahigem Papier entfernen.

Achtung:

Die Sensitivitat und Prazision dieses Assays wird erheblich beeinflusst von der korrekten Durchflihrung des
Waschschrittes!

100 pL Substrate Solution in jedes Well geben.
30 Minuten bei Raumtemperatur inkubieren.
Die enzymatische Reaktion durch Zugabe von 100 yL Stop Solution in jedes Well abstoppen.

Die Optische Dichte bei 450 * 10 nm mit einem Mikrotiterplatten-Lesegerat innerhalb von 10 Minuten nach
Zugabe der Stop Solution bestimmen.

Ergebnisermittiung

Die durchschnittlichen Werte der Optischen Dichte (OD) fur jedes Set von Standards, Controls und
Patientenproben bestimmen.

Eine Standardkurve ermitteln durch Auftragen der mittleren Optischen Dichte jedes Standards gegen die
Konzentration, wobei der OD-Wert auf der vertikalen (Y) Achse und die Konzentration auf der horizontalen (X)
Achse eingetragen wird.

Unter Verwendung der mittleren OD wird fiir jede Probe die entsprechende Konzentration aus der Standardkurve
ermittelt.

Automatische Methode: Die in der Gebrauchsanweisung angegebenen Werte wurden automatisch mit Hilfe der
4 Parameter Gleichung bestimmt. (4 Parameter Rodbard oder 4 Parameter Marquardt sind die bevorzugten
Methoden.) Andere Auswertungsfunktionen kénnen leicht abweichende Werte ergeben.

Die Konzentration der Proben kann direkt von der Standardkurve abgelesen werden. Proben, die eine héhere
Konzentration als die des hdchsten Standards enthalten, missen verdinnt werden. Dieser Verdinnungsfaktor
muss bei der Berechnung der Konzentration beachtet werden.

.1 Beispiel fiir eine Standardkurve

Nachfolgend wird ein typisches Beispiel fur eine Standardkurve mit dem DRG ELISA gezeigt. Diese Werte sollten
nicht zur Berechnung von Patientendaten verwendet werden.

Standard Optische Dichte (450nm)
Standard 0 (0 U/mL) 0,05
Standard 1 (3 U/mL) 0,14
Standard 2 (20 U/mL) 0,65
Standard 3 (50 U/mL) 1,25
Standard 4 (100 U/mL) 2,04
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7 ERWARTETE WERTE
Es wird empfohlen, dass jedes Labor seine eigenen normalen und abnormalen Werte ermittelt.

Die Normwertermittlung wurde durchgefihrt mit 65 gesunden Individuen.

Probanden Anzahl Median Mittelwert | 5. - 95. Perzentile
gesunde Manner und Frauen 65 0,72U/mL | 0,86 U/mL | 0 U/mL -2,68 U/mL

Die Ergebnisse stimmen gut mit Literaturangaben zum Grenzwertbereich (cut-off) fiir gesunde Personen von
4 U/mL - 6 U/mL Uberein (Reference/Literature 3-6)

8 QUALITATS-KONTROLLE

Es wird empfohlen, die Kontrollproben gemaf den nationalen gesetzlichen Bestimmungen einzusetzen. Durch die
Verwendung von Kontrollproben wird eine Tag-zu-Tag Uberprifung der Ergebnisse erzielt. Es sollten Kontrollen
sowohl mit normalem als auch pathologischem Level eingesetzt werden.

Die Kontrollen mit den entsprechenden Ergebnissen des QC-Labors sind im QC-Zertifikat, das dem Kit beiliegt,
aufgefiihrt. Die im QC-Blatt angegebenen Werte und Bereiche beziehen sich stets auf die aktuelle Kitcharge und
sollten zum direkten Vergleich der Ergebnisse verwendet werden.

Es wird ebenfalls empfohlen, an nationalen oder internationalen Qualitatssicherungs-Programmen teilzunehmen, um
die Genauigkeit der Ergebnisse zu sichern.

Es sollten geeignete statistische Methoden zur Analyse von Kontroll-Werten und Trends angewendet werden. Wenn
die Ergebnisse des Assays nicht mit den angegebenen Akzeptanzbereichen des Kontrollmaterials Gbereinstimmen,
sollten die Patientenergebnisse als ungultig eingestuft werden.

In diesem Fall Uberprufen Sie bitte die folgenden Bereiche: Pipetten und Zeitnehmer, Photometer, Verfallsdatum der
Reagenzien, Lagerungs- und Inkubationsbedingungen, Absaug- und Waschmethode.

Sollten Sie nach Uberpriifung der vorgenannten Bereiche keinen Fehler erkannt haben, setzen Sie sich bitte mit
Ihrem Lieferanten oder direkt mit der Firma DRG in Verbindung.

9 ASSAY CHARACTERISTIKA

9.1 Messbereich
Der Messbereich des Testes liegt zwischen 0,79 — 100 U/mL.

9.2 Spezifitit der Antikorper (Kreuzreaktivitat)
Die Daten entnehmen Sie bitte der ausfihrlichen englischen Arbeitsanleitung.

9.3 Analytische Sensitivitat

Die analytische Sensitivitat, definiert als Mittelwert plus der zweifachen Standardabweichung des Standards 0
(n = 20), betragt < 0,79 U/mL.

Die Daten zu:

9.4 Reproduzierbarkeit (Prazision)

9.5 Wiederfindung

9.6 Linearitat

entnehmen Sie bitte der ausfiihrlichen englischen Arbeitsanleitung.
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10 GRENZEN DES TESTS
Jede unsachgemale Behandlung von Proben oder Modifikationen dieses Tests kénnen die Ergebnisse beeinflussen.

10.1 Interferenzen

Hamoglobin (bis zu 4 mg/mL), Bilirubin (bis zu 0.5 mg/mL) und Triglyceride (bis zu 7,5 mg/mL) haben keinen Einfluss
auf das Testergebnis.
Triglyceride > 7.5 mg/mL flhren zu erniedrigten Werten.

Der Test enthalt Reagenzien, um Interferenzen mit HAMA oder heterophilen Antikdrpern zu minimieren. Dennoch ist
es moglich, dass ein sehr hoher Titer von HAMA oder heterophilen Antikérpern das Testergebnis beeinflusst.

10.2 Beeinflussung durch Medikamente

Uns sind bislang keine Stoffe (Medikamente) bekannt geworden, deren Einnahme die Messung des
CA 72-4-Gehaltes der Probe beeinflussen wiirde.

10.3 High-Dose-Hook Effekt
Ein Hook Effekt tritt bei Proben mit bis zu 6.400 U/mL CA 72-4 nicht auf.

11 RECHTLICHE GRUNDLAGEN

11.1 Zuverlassigkeit der Ergebnisse

Der Test muss exakt gemal der Testanleitung des Herstellers abgearbeitet werden. Dartiber hinaus muss der
Benutzer sich strikt an die Regeln der GLP (Good Laboratory Practice) oder andere eventuell anzuwendende Regeln
oder nationale gesetzliche Vorgaben halten. Dies betrifft besonders den Gebrauch der Kontrollreagenzien. Es ist sehr
wichtig, bei der Testdurchfiihrung stets eine ausreichende Anzahl Kontrollen zur Uberpriifung der Genauigkeit und
Prazision mitlaufen zu lassen.

Die Testergebnisse sind nur gultig, wenn alle Kontrollen in den vorgegebenen Bereichen liegen, und wenn alle
anderen Testparameter die vorgegebenen Spezifikationen fiir diesen Assay erflllen. Wenn Sie beziiglich eines
Ergebnisses Zweifel oder Bedenken haben, setzen Sie sich bitte mit der Firma DRG in Verbindung.

11.2 Therapeutische Konsequenzen

Therapeutische Konsequenzen sollten keinesfalls nur aufgrund von Laborergebnissen erfolgen, selbst dann nicht,
wenn alle Testergebnisse mit den in 11.1. genannten Voraussetzungen ubereinstimmen. Jedes Laborergebnis ist nur
ein Teil des klinischen Gesamtbildes eines Patienten.

Nur in Fallen, in denen die Laborergebnisse in akzeptabler Ubereinstimmung mit dem allgemeinen klinischen Bild des
Patienten stehen, sollten therapeutische Konsequenzen eingeleitet werden.

Das Testergebnis allein sollte niemals als alleinige Grundlage fiir die Einleitung therapeutischer Konsequenzen
dienen.

11.3 Haftung

Jegliche Veranderungen des Testkits und/oder Austausch oder Vermischung von Komponenten unterschiedlicher
Chargen von einem Testkit zu einem anderen, kdnnen die gewiinschten Ergebnisse und die Giiltigkeit des gesamten
Tests negativ beeinflussen. Solche Veranderungen und/oder Austausch haben den Ausschluss jeglicher
Ersatzanspriiche zur Folge.

Reklamationen, die aufgrund von Falschinterpretation von Laborergebnissen durch den Kunden gemaf Punkt 11.2.
erfolgen, sind ebenfalls abzuweisen. Im Falle jeglicher Reklamation ist die Haftung des Herstellers maximal auf den
Wert des Testkits beschrankt. Jegliche Schaden, die wahrend des Transports am Kit entstanden sind, unterliegen
nicht der Haftung des Herstellers.

12 REFERENZEN / LITERATUR
Angaben zu den Referenzen entnehmen Sie bitte der ausfihrlichen englischen Arbeitsanleitung.
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1 INTRODUZIONE

Il test immuno-enzimatico DRG TM-CA 72-4 ELISA contiene materiale per la determinazione quantitativa di CA 72-4
(TAG-72)in siero e plasma.
Questo test kit & adatto soltanto per I'uso diagnostico.

2 PRINCIPIO DEL TEST*

Il test kit DRG TM-CA 72-4 ELISA & un test immunologico in fase solida con enzimi ancorati su un substrato (ELISA)
basato sul principio sandwich.

| micropozzetti sono ricoperti con un anticorpo monoclinale (Clone CC49) diretto contro un unico sito antigenico su
una molecola CA 72-4. Un’aliquota di un campione di paziente contenente CA 72-4 endogeno/a viene incubato nel
pozzetto ricoperto dell’enzima coniugato, che & un anticorpo anti- CA 72-4 (Clone B72.3) coniugato alla perossidasi di
rafano. Dopo l'incubazione il coniugato non legato & eliminato attraverso lavaggi.

La quantita della perossidasi legata & proporzionale alla concentrazione CA 72-4 nel campione.

Dopo I'aggiunta della soluzione substrato I'intensita del colore sviluppato & proporzionale alla concentrazione di

CA 72-4 nel campione del paziente.

* Anticorpi utilizzati in questo test sono protetti da brevetti:

1. U.S. Patent No. 5,512,443, issued April 4, 1996 entitled “Second generation monoclonal antibodies having
binding specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-US-18)

2. Canadian Patent No. 1339980, issued August 4, 1998 entitled “Second generation monoclonal antibodies having
binding specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-CA-04)

3. U.S. Patent No. 4,522,918, issued June 11, 1985 (now expired) entitled “Process for Producing Monoclonal
Antibodies Reactive with Human Breast Cancer”
(HHS Reference No. E-185-1981/0-US-01)

3 PRECAUZIONI

— Questo kit & adatto soltanto per I'uso diagnostico in vitro.

— Si prega di usare la versione valida dell'inserto del pacco a disposizione con il kit.

— Informazioni su sostanze pericolose contenute nel kit sono riportate nel regolamento di sicurezza.

— Tutti i componenti del kit che contengono siero o plasma umano sono controllati e confermati negativi per la
presenza di HIV l/ll, HbsAg e HCV con metodi conformi alle norme FDA. Ciononostante tutti i componenti
dovrebbero essere trattati come potenziali sostanze nocive nella manutenzione e nello smaltimento.

— Il contatto con la Stop Solution dovrebbe essere evitato perché contiene 0.5 M H,SO,. L’acido solforico pud
provocare irritazioni cutanee e ustioni.

— Non pipettare con la bocca ed evitare il contatto con componenti del kit con la pelle o con le mucose.

— Nelle aree in cui il test viene utilizzato non fumare, mangiare, bere o fare uso di prodotti cosmetici.

— Nella manutenzione dei campioni o reagenti del kit portare guanti di latex monouso. La contaminazione dei
reagenti o dei campioni con microbi puo dare risultati falsi.

— L’utilizzo dovrebbe avvenire secondo regole che seguono le rispettive norme di sicurezza nazionali sulle sostanze
nocive.

— Non utilizzare i reagenti dopo la scadenza indicata sul kit.

— Ogni indicazione sulla quantita indicata del protocollo del kit deve essere accuratamente seguito. Risultati ottimali
possono essere ottenuti soltanto con I'uso di pipette calibrate e spettrofotometro calibrato.

— Componenti del kit con numeri di lotto diversi non devono essere combinati. E consigliabile di non utilizzare
pozzetti di piastre diversi, anche se si tratta dello stesso lotto. | kit potrebbero essere stati magazzinati o spediti a
condizioni diverse, cosicché le caratteristiche di legame potrebbero divergere leggermente.

— | componenti chimici e reagenti preparati o gia utilizzati devono essere trattati e smaltiti secondo le norme di
sicurezza nazionali sulle sostanze nocive.

— | regolamenti di sicurezza di questo prodotto possono essere richiesti direttamente dalla ditta
DRG Instruments GmbH.
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4 COMPONENTI DEL KIT

4.1 Contenuto del kit

1. Microtiterwells (Micropozetti), 12 x 8 file (separatamente staccabili), 96 pozzetti;
Pozzetti ricoperti con I'anti-CA 72-4 anticorpo (monoclinale)

2. Standard (Standard 0-4), 5 flaconi, 0,5 mL; pronto all'uso
Concentrazione: 0; 3, 20, 50, 100 U/mL.
Contiene conservante senza mercurio.

3. Control Low & High (Controllo), 2 flaconi (liofillizzato), 0,5 mL
vedi ,preparazione dei reagenti*
| valori dei controlli sono indicati sull’etichetta dei flaconi o sulla descrizione QC.
Contiene conservante senza mercurio.

4. Sample Diluent (Diluente dei campioni), 1 flacone, 3 mL, pronto all'uso
Contiene conservante senza mercurio.

5. Enzyme Conjugate Concentrate 10X (tracciante enzimatico concentrato 10X), 1 flacone, 1.4 mL,
anti- CA 72-4 anticorpo coniugato alla perossidasi di rafano
vedi ,preparazione dei reagenti”.
Contiene conservante senza mercurio.

6. Conjugate Diluent (Diluente del tracciante), 1 flacone, 14 mL, pronto all’'uso
Contiene conservante senza mercurio.

7. Substrate Solution (Soluzione di substrato), 1 flacone, 14 mL, pronto all’'uso;
TMB (benzidine tetrametilico).

8. Stop Solution (Soluzione d’arresto), 1 flacone, 14 mL, pronto all’'uso;
contiene 0.5M H,SO,
Evitare il contatto con la soluzione d’arresto. Pud causare irritazioni cutanee e ustioni.

9. Wash Solution (Soluzione di lavaggio), 1 flacone, 30 mL (concentrata 40X);
vedi ,preparazione dei reagenti”.

Nota: Ulteriore Sample Diluent puo essere richiesto alla ditta.

4.2 Materiali richiesti ma non contenuti nel kit

— Uno spettrofotometro calibrato per micropozzetti (450+10 nm) (p.es. il DRG Instruments Microtiterplate Reader).
Micropipette calibrate di precisione a volume variabile.

Carta assorbente.

Acqua distillata.

4.3 Magazzinaggio e stabilita del kit

A 2 °C - 8 °C i reagenti non aperti rimangono reattivi fino alla data di scadenza indicata. Non usare reagenti oltre
questa data.

Tutti i reagenti aperti devono essere magazzinati a 2 °C - 8 °C. | micropozzetti devono essere magazzinati a

2 °C - 8 °C. Una volta aperti i pacchi, questi devono essere richiusi accuratamente.

Test kits aperti rimangono attivi per due mesi se magazzinati alle condizioni sopra descritte.
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4.4 Preparazione dei reagenti
Prima dell’'uso portare tutti i reagenti e il numero necessario di pozzetti a temperatura ambiente.

Control

Ricostituire il contenuto liofillizzato con 0,5 mL acqua distillata e far riposare per almeno 10 minuti. Mescolare alcune
volte prima dell’'uso.

Nota: | controlli ricostituiti dovrebbe essere aliquotati e magazzinati a -20 °C.

Wash Solution

Diluire 30 mL della soluzione di lavaggio concentrata con 1170 mL di acqua deionizzata fino ad un volume finale di
1200 mL.

La soluzione di lavaggio diluita & stabile per 2 settimane a temperatura ambiente.

Enzyme Conjugate
Diluire il tracciante enzimatico concentrato 1:10 con il diluente del tracciante.
Stabilita del tracciante enzimatico diluito: 1 settimana a 2 °C - 8 °C in un contenitore chiuso.

Esempio:
Se la piastra intera & usata, diluire 1.2 mL Enzyme Coniugate con 10.8 mL del Conjugate Diluent per avere un

volume totale di 12 mL.
Se non viene usata una piastra intera preparare la quantita del tracciante necessaria mescolando 100 uL del Enzyme

Coniugate 10X con 0.9 mL del Conjugate Diluent per ogni fila di micropozzetti (vedi tabella):

No. difile | Enzyme Conjugate 10X conc. (uL) | Conjugate Diluent (mL)
1 100 0,9
2 200 1,8
3 300 2,7
4 400 3,6
5 500 4,5
6 600 5,4
7 700 6,3
8 800 7,2
9 900 8,1
10 1000 9,0
11 1100 9,9
12 1200 10,8

4.5 Smaltimento del kit

Lo smaltimento del kit deve avvenire secondo le regole a norma di legge. Informazioni particolareggiate per questo
prodotto si trovano nel regolamento di sicurezza, capitolo 13.

4.6 Test kits danneggiati

Nel caso di gravi danneggiamenti del kit o dei suoi componenti deve avvenire una dichiarazione scritta alla ditta DRG,
al piu tardi una settimana dopo il ricevimento del kit. Componenti danneggiati non dovrebbero essere utilizzati per il
test. Questi componenti devono essere magazzinati fino ala soluzione del problema. Dopo di che essi devono essere
smaltiti secondo le norme ufficiali.
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5 CAMPIONI

Siero o plasma (EDTA-, Eparina- or citrate plasma) puo essere usato per questo test.

Non usare campioni emolitici, itterici o lipemici.

Attenzione: Se i campioni contengono sodio azide non devono essere utilizzati per questo test.

5.1 Collezione dei campioni

Siero:

Collezionare sangue tramite puntura venale (p.es. Sarstedt Monovette per siero), far coagulare e separare il siero
centrifugando a temperatura ambiente.

Non centrifugare prima che la coagulazione sia completata. Campioni di pazienti con una terapia anticoagulante
possono richiedere piu tempo per la coagulazione.

Plasma:
Il sangue dovrebbe essere collezionato in tubetti da centrifuga contenenti un anticoagulante (p. es. Sarstedt
Monovette con un'adeguata preparazione per il plasma) e centrifugando immediatamente dopo la puntura.

5.2 Magazzinaggio dei campioni

| campioni dovrebbero essere magazzinati ben chiusi fino a 5 giornia 2 °C - 8 °C.

Campioni magazzinati per un periodo piu lungo (fino a 12 mesi) dovrebbero essere congelati a -20 °C prima
dell’analisi. Congelare soltanto una volta.

Invertire campioni scongelati alcune volte prima dell’'uso.

5.3 Diluizione dei campioni

Se in un campione di siero viene trovata una concentrazione oltre lo standard piu alto, questo campione puo essere
diluito con Sample Diluent e nuovamente determinato.

Della diluizione deve essere perd tenuto conto.

Esempio:

a) diluizione 1:10: 10 yL campione + 90 yL Sample Diluent (agitare bene)

b) diluizione 1:100: 10 pL della diluizione a) + 90 yL Sample Diluent (agitare bene).

6 ATTUAZIONE DEL TEST

6.1 Indicazioni generali

— Tutti i reagenti e i campioni devono essere portati a temperatura ambiente e ben mescolati prima dell’'uso. Evitare
la formazione di schiume.

— Una volta iniziato il procedimento del test, questo deve essere portato alla fine senza interruzione.

— Per ogni componente, standard, controllo o campione & necessario utilizzare una nuova punta monouso per
evitare reazioni incrociate.

— La densita ottica dipende dal tempo d’incubazione e dalla temperatura. Percio si rende necessario di preparare
tutti i reagenti, di aprire i tappi dei flaconi e di appostare tutti i pozzetti nelle appropriate posizioni. Soltanto una tale
preparazione garantisce gli stessi tempi per ogni processo di pipettamento.

— Come regola generale vale che la reazione enzimatica si svolge linearmente proporzionale con il tempo e con la
temperatura.
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6.2

Eseguimento del test

Ogni analisi deve includere una curva standard.

1.
2.
3.

© © N

N —

Fissare i pozzetti necessari sul supporto.
Pipettare 20 L di ogni Standard, Control e campione nei pozzetti, cambiando ogni volta la punta monouso.

Pipettare 100 uL Enzyme Conjugate (vedi “preparazionedei reagenti”) in ogni pozzetto.
Agitare bene per 10 secondi. E molto importante raggiungere un completo mescolamento.

Incubare per 120 minuti a temperatura ambiente.

Rovesciare la piastra per vuotare i pozzetti.

Lavare i pozzetti 5 volte con Wash Solution diluita (400 uL in ogni pozzetto). Rimuovere le gocce d’acqua
rimanenti rivoltando la piastra su carta assorbente.

Importante:

La sensibilita e la precisazione di questo kit sono fortemente influenzate dal corretto eseguimento del lavaggio!
Aggiungere 100 pL della Substrate Solution ad ogni pozzetto.

Incubare per 30 minuti a temperatura ambiente.

Fermare la reazione enzimatica aggiungendo 100 pL della Stop Solution ad ogni pozzetto.

Determinare la densita ottica a 450 = 10 nm con un fotometro per microtiter-piastre entro 10 minuti dopo
I'aggiunta della Stop Solution.

Rilevamento dei risultati

Determinare i valori medi della densita ottica per ogni set di standard, controlli e campioni.

Costruire una curva standard: riportare i valori medi della densita ottica (OD) di ogni standard contro la rispettiva
concentrazione dove i valori delle OD si devono trovare sull’asse verticale (Y) e le concentrazioni sull’asse
orizzontale (X).

Utilizzando il valore medio delle OD per ogni campione si determina la rispettiva concentrazione dalla curva
standard.

Metodo automatico: | valori riportati in questo istruzioni per 'uso sono stati determinati tramite I'equazione a

4 parametri. (I methodi preferiti sono 4 Parameter Rodbard oppure 4 Parameter Marquardt.) Altri funzioni usati
per I'elaborazioni dei dati possono dare risultati leggermente differenti.

La concentrazione dei campioni pud essere determinata direttamente dalla curva standard. Campioni con una
concentrazione piu elevata dello standard piu concentrato devono essere diluiti. Di questo fattore di diluizione
deve essere tenuto conto per il calcolo della concentrazione.

6.3.1 Esempio di una curva standard tipica
| seguenti dati sono a scopo dimostrativo soltanto e non possono sostituire i dati generati dall'eseguimento del test.

Standard Densita ottiche (450 nm)
Standard 0 (0 U/mL) 0,05
Standard 1 (3 U/mL) 0,14
Standard 2 (20 U/mL) 0,65
Standard 3 (50 U/mL) 1,25
Standard 4 (100 U/mL) 2,04
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7 VALORINORMALI
E consigliabile che ogni laboratorio determini i propri valori normali e anormali.

In uno studio condotto su persone apparentemente sane usando il test DRG TM-CA 72-4 ELISA i seguenti valori
sono stati ottenuti:

Populazione N Valori Mediano | Valore medio | 5. - 95. Percentile
persone apparentemente sane 65 0.72 U/mL 0.86 U/mL 0 U/mL -2.68 U/mL

| risultati si accordano con dati di valore soglia publicati (cut-off 4 U/mL - 6 U/mL) (Reference/Literature 3-6).

8 CONTROLLO QUALITA

E consigliabile utilizzare i campioni controllo secondo le norme di legge. Attraverso I'utilizzo dei campioni controllo si
puo raggiungere una verifica dei risultati giorno per giorno. Dovrebbero essere adoperati campioni controllo sia con
un livello normale sia con uno patologico.

Le referenze con i rispettivi risultati del laboratorio QC sono elencati nel QC certificato, che & allegato al kit. | valori
riportati nel QC certificato si riferiscono al lotto del kit attuale e dovrebbero essere utilizzati per un raffronto dei
risultati.

E altresi consigliabile di partecipare a programmi di sicurezza sulla qualita nazionali o internazionali, per assicurarsi
dell’esattezza dei risultati.

Appropriati metodi statistici per I'analisi dei valori controllo e delle rappresentazioni grafici dovrebbero essere
adoperati. Nel caso che i risultati del test non combaciano con il campo di accettazione indicato dal materiale di
controllo, i risultati dei pazienti devono essere considerati invalidi. In questo caso si prega di controllare i seguenti
fattori d’errore: pipette, cronometri, fotometro, data di scadenza dei reagenti, condizione di magazzinaggio e
d’incubazione, metodi di aspirazione e di lavaggio.

Se dopo il controllo dei suddetti fattori non & rilevabile alcun errore, si prega di contattare il fornitore o direttamente la
ditta DRG.

9 CARATTERISTICHE DEL TEST

9.1 Assay Dynamic Range
Le concentrazioni determinabili con questo test stanno tra 0.79 U/mL — 100 U/mL.

9.2 Specificita degli anticorpi (reazioni ad incrocio)
| sieri di individui sani non erano reattivi con il DRG TM-CA 72-4 ELISA

9.3 Sensitivita analitica

La sensitivita analitica € stata calcolata dai valori medi piu’ due deviazioni standard di venti (20) repliche dello
Standard 0 ed erano 0.79 U/mL.

9.4 Precisione
Per dettagli piu precisi consultare la metodica in inglese.

9.5 Ritrovato
Per dettagli piu precisi consultare la metodica in inglese.

9.6 Linearita
Per dettagli piu precisi consultare la metodica in inglese.
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10 LIMITAZIONE DEL TEST
Ogni manutenzione impropria dei campioni o modificazione del protocollo puo influenzare | risultati.

10.1 Sostanze interferenti

Emoglobina (fino a 4 mg/mL), bilirubina (fino a 0.5 mg/mL) e trigliceridi (fino a 7.5 mg/mL) non influenzano i risultati di
questo test.
| risultati trigliceridi > 7.5 mg/mL sono diminuiti.

Il test contiene reagenti in grado di minimizzare l'interferenza di HAMA e di anticorpi eterofilici. Pero livelli
estremamente alti di HAMA o anticorpi eterofilici possono interferire con i risultati del test.

10.2 Droghe interferenti

Fino ad oggi nessuna sostanza (farmaco) & conosciuta a noi che abbia influenzato la determinazione di CA 72-4 nel
campione.

10.3 Effetto Hook di alti dosaggi
Nessun effetto hook (di aglomerazione) & stato osservato in questo test fino a 6400 U/mL di CA 72-4.

11 ASPETTI LEGALI

11.1 Affidabilita dei risultati

Il test deve essere eseguito esattamente secondo il protocollo dato dal produttore. Inoltre 'utente deve seguire le
regole del GLP (Good Laboratory Practice) o eventualmente altre regole comportamentali o disposizioni legali.
Questo vale soprattutto per 'uso delle referenze. E molto importante utilizzare un numero appropriato di referenze in
parallelo ai campioni test per poter controllare I'esattezza e la precisione del test.

| risultati del test sono validi soltanto se tutte le referenze cadono nei margini prestabiliti e se tutti gli altri parametri del
test soddisfano la specificazione per questo test. Se esistono dubbi o domande su questi risultati, si prega di
contattare la ditta DRG.

11.2 Conseguenze terapeutiche

Soltanto sulla base dei risultati dei laboratori non dovrebbero essere intraprese delle conseguenze terapeutiche di
alcun tipo, anche se i risultati del test sono d’accordo con gli aspetti articolati nel punto 11.1. Ogni risultato di
laboratorio & soltanto una parte di un quadro clinico completo di un paziente.

Soltanto in casi in cui i risultati di un test del laboratorio si accordano con il quadro clinico del’ammalato, si possono
intraprendere delle conseguenze terapeutiche.

Il risultato del test da solo non & base sufficiente per lo stabilimento di una terapia.

11.3 Responsabilita legali

Ogni cambiamento del protocollo del test e/o lo scambio o il mescolamento di componenti provenienti da cariche
diverse possono influenzare negativamente i risultati e compromettere la validita del test. Questi cambiamenti e/o
scambi annullano ogni diritto al risarcimento.

Si respingano inoltre tutti i richiami risultanti da interpretazioni sbagliate da parte dell’'utente secondo il paragrafo 11.2.
Nel caso di reclamazione, la garanzia del produttore & limitato al valore massimo del test kit. Ogni danno provocato
durante il trasporto del kit non sottosta alla responsabilita del produttore.

12 BIBLIOGRAFIA
Per dettagli piu precisi consultare la metodica in inglese.
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1 INTRODUCCION

El Kit de inmunoensayo enzimatico DRG CA 72-4 proporciona los materiales necesarios para la determinacion
cuantitativa del CA 72-4 (TAG-72) en suero y plasma
Este ensayo esta disefiado solo para diagnéstico in vitro.

2 FUNDAMENTO DEL ENSAYO*

El Kit DRG TM-CA 72-4 ELISA es un ensayo en fase sélida de inmunoadsorcion unido a enzimas (ELISA), basado
en el principio del sandwich.

Los pocillos de las placas estan recubiertos con un anticuerpo monoclonal (Clone CC49) dirigido contra un unico foci
antigénico en una molécula de CA 72-4. Se incuba una alicuota de una muestra perteneciente a un paciente que
contiene CA 72-4 enddgena en los pocillos recubiertos con el enzima conjugado, que es un anticuerpo anti- CA 72-4
(Clone B72.3) conjugado con la peroxidasa enddgena. Después de la incubacion se lava el conjugado que no se ha
unido.

La cantidad de peroxidasa unida es proporcional a la concentracion de CA 72-4 en la muestra.

Cuando se afiade la solucion del sustrato de la peroxidasa, la intensidad del color desarrollado es proporcional a la
concentracion de CA 72-4 en la muestra del paciente.

* Los anticuerpos utilizados en este ensayo estan protegidos por patentes:

1. U.S. Patent No. 5,512,443, issued April 4, 1996 entitled “Second generation monoclonal antibodies having
binding specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-US-18)

2. Canadian Patent No. 1339980, issued August 4, 1998 entitled “Second generation monoclonal antibodies having
binding specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-CA-04)

3. U.S. Patent No. 4,522,918, issued June 11, 1985 (now expired) entitled “Process for Producing Monoclonal
Antibodies Reactive with Human Breast Cancer” (HHS Reference No. E-185-1981/0-US-01)

3 PRECAUCIONES

— Este kit es solamente para diagndéstico in vitro.

— Por favor, se usa solo la version valida de la metodico técnico incluido aqui en el kit.

— Para obtener informacién de las sustancias peligrosas incluidas en el kit por favor mirar las hojas de los datos de
seguridad del material.

— Todos los reactivos en este kit de ensayo que contienen suero o plasma humano se han ensayado y confirmado
ser negativos para HIV /1, HBsAg y HCV mediante procedimientos aprobados por la FDA. Sin embargo, todos los
reactivos deben ser tratados tanto en su uso como dispensacion como potencialmente biopeligrosos.

— Evitar contacto con Stop Solution que contiene H,SO, 0,5 M. Puede provocar irritacion y quemaduras en la piel.

— Nunca pipetear con la boca y evitar el contacto de los reactivos y las muestras con la piel y con membranas
mucosas.

— No fumar, comer, beber o usar cosméticos en areas donde las muestras o los reactivos del kit estan siendo
usados.

— Usar guantes de latex cuando se utilicen las muestras y los reactivos. La contaminacién microbiana de los
reactivos o las muestras puede dar resultados erréneos.

— El' manejo debe realizarse de acuerdo a los procedimientos definidos por las guias o regulacion nacionales de
seguridad de sustancias biopeligrosas.

— No utilizar los reactivos después de su fecha de caducidad que aparece en las etiquetas del kit.

— Todos los volumenes indicados han de ser realizados de acuerdo con el protocolo. Los resultados 6ptimos del
ensayo se obtienen solo cuando se utilizan pipetas y lectores de microplacas calibrados.

— No mezclar o usar componentes de kits con distinto numero de lote. Se recomienda no intercambiar pocillos de
distintas placas incluso si son del mismo lote. Los kits pueden haber sido enviados o almacenados bajo diferentes
condiciones y las caracteristicas de union de las placas pueden resultar diferentes.

— Los compuestos quimicos y los reactivos preparados o utilizados han de tratarse como residuos peligrosos de
acuerdo con las guias o regulacion nacionales de seguridad de sustancias biopeligrosas.

— Las hojas de los datos de seguridad de este producto estan disponibles bajo pedido directamente a
DRG Instruments GmbH.
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4 COMPONENTES DEL KIT

4.1 Componentes del Kit

1. Microtiterwells (Placas multipocillo), 12 x 8 tiras separables, 96 pocillos;
Pocillos recubiertos con anticuerpo anti-CA 72-4 (monoclonal).

2. Standard (Standard 0-4), (Estandar), 5 viales, 0,5 mL, listo para usar;
Concentraciones: 0; 3, 20, 50, 100 U/mL
contiene conservante sin mercurio.

3. Control Low & High, (control) 2 viales (liofilizado), 0,5 mL,
ver “Preparacién de los Reactivos”
Referir los valores y rangos del control a la etiqueta del vial o a la Hoja de datos QC.
Contiene conservante sin mercurio.
4. Sample Diluent (Solucion para dilucion de la muestra), 1 vial, 3,0 mL, listo para usar,
Contiene conservante sin mercurio.
5. Enzyme Conjugate 10X concentrate (Conjugado enzimatico, 10X), 1 vial, 1,4 mL,
Anticuerpo anti-CA 72-4 conjugado con la Peroxidasa de rabano;
ver “Preparacioén de los Reactivos”
Contiene conservante sin mercurio.
6. Conjugate Diluent (Solucion para dilucion del conjugado), 1 vial, 14 mL, listo para usar
Contiene conservante sin mercurio.
7. Substrate Solution (Solucién de sustrato), 1 vial, 14 mL, listo para usar,
Tetrametilbencidina (TMB).
8. Stop Solution (Solucion de parada), 1 vial, 14 mL, listo para usar,
contiene 0.5M H,SO,,
Evitar el contacto con la Solucién de parada. Puede causar irritacién y quemaduras en al piel.
9. Wash Solution (Solucion de lavado), 1 vial, 30 mL (concentrado 40X),
ver “Preparacion de los Reactivos”.

Note: Se puede solicitar el Sample Diluent para la dilucién de la muestra.

4.2 Equipamiento y material requerido pero no provisto

— Lector de microplacas calibrado (450 £ 10 nm) (ej. DRG Instruments Microtiter Plate Reader).
Micropipetas de precisién variable calibradas.

Papel absorbente.

Agua destilada.

4.3 Almacenamiento y estabilidad del kit

Cuando se almacena a 2 °C - 8 °C, los reactivos sin abrir mantienen su reactividad hasta la fecha de caducidad. No
utilizar los reactivos mas alla de esta fecha.

Los reactivos abiertos han de almacenarse a 2 °C - 8 °C. Las placas multipocillo han de almacenarse a 2 °C - 8 °C.
Una vez se ha abierto la bolsa hay que tener cuidado y cerrarla de nuevo.

Los kits abiertos conservan su actividad durante dos meses si se almacenan como se ha descrito arriba.
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4.4 Preparacién de los Reactivos
Dejar que todos los reactivos y el nimero requerido de tiras alcancen la temperatura ambiente antes de usarse.

Control

Reconstituir el contenido liofilizado con 0,5 mL de agua destilada y dejar reposar como minimo durante 10 minutos.
Mezclar los controles varias veces antes de usar.

Nota: Los controles reconstituidos debe alicuotarse y almacenarse a -20 °C.

Wash Solution

Mezclar 30 mL de la solucién de lavado concentrada con 1170 mL de agua desionizada hasta un volumen final de
1200 mL.

La solucion del lavado diluida es estable durante 2 semanas a temperatura ambiente.

Enzyme Conjugate
Diluir el Enzyme Conjugate concentrado 1:10 en el Conjugate Diluent.
Estabilidad del Conjugado-Enzimatico preparado: 1 semana a 2 °C - 8 °C en un recipiente cerrado.

Ejempilo:
Si se utiliza toda la placa, mezclar 1,2 mL del Enzyme Conjugate con 10.8 mL Conjugate Diluent hasta un volumen

final de 12 mL.
Si no se utiliza toda la placa de una vez, preparar la cantidad de Conjugado-Enzimatico requerido mediante la mezcla
de 100 pL del Enzyme Conjugate 10X conc. con 0.9 mL del Conjugate Diluent por tira (ver tabla mas abajo):

No. of strips | Enzyme Conjugate 10X conc. (UL) | Conjugate Diluent (mL)
1 100 0,9
200 1,8
3 300 2,7
4 400 3,6
5 500 4,5
6 600 5,4
7 700 6,3
8 800 7,2
9 900 8,1
10 1000 9,0
11 1100 9,9
12 1200 10,8

4.5 Eliminacién del Kit
La eliminacion del kit debe realizarse de acuerdo con las leyes nacionales. En las hojas de datos de seguridad se
proporciona informacién especial de este producto (ver capitulo 13).

4.6 Kits de ensayo dafiados

En caso de que exista cualquier dafio severo del kit de ensayo o de sus componentes, ha de informarse por escrito a
DRG, no mas tarde de una semana después de recibir el kit. No deben utilizarse componentes dafiados para llevar a
cabo un ensayo. Han de almacenarse hasta que se encuentre una solucién. Después de esto, deben ser eliminados
de acuerdo con las leyes oficiales.
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5 MUESTRAS

En este ensayo pueden usarse suero o plasma (plasma EDTA, Heparina o citrato).
No usar muestras hemoliticas, ictéricas o lipémicas.

Tener en cuenta: No deben usarse muestras que contengan acida sédica.

5.1 Toma de muestras

Suero:

Recoger la sangre por puncioén en la vena (ej. Sarstedt Monovette para el suero), permitir coagulacion, y separar el
suero por centrifugacion a temperatura ambiente. No centrifugar antes de la coagulacion completa. Las muestras de
pacientes que reciben terapia anticoagulante requieren mas tiempo para coagular.

Plasma:
Toda la sangre ha de recogerse en tubos de centrifuga que contengan anticoagulante (Ej. Sarstedt Monovette con
una preparacion adecuada para el plasma) y centrifugar inmediatamente tras la recogida.

5.2 Almacenamiento de las muestras

Las muestras deben ser tapadas y pueden ser almacenadas hasta 5 dias a 2 °C - 8 °C antes del ensayo.
Las muestras almacenadas por un periodo de tiempo mas largo (hasta 12 meses) han de congelarse vez
a -20 °C antes del ensayo. Las muestras descongeladas deben invertirse varias veces antes del ensayo.

5.3 Dilucién de las muestras

Si en un ensayo inicial, se encuentra una muestra que presenta valores mayores que el estandar mas concentrado,
ha de diluirse con Sample Diluent y volver a ensayarse como se describe en el Procedimiento de Ensayo.

Para el calculo de las concentraciones habra que tener en cuenta el factor de dilucion.

Ejemplo:
a) dilucion 1:10: 10 yL muestra + 90 yL Sample Diluent (mezclar totalmente)
b) dilucién 1:100: 10 yL dilucién a) 1:10 + 90 yL Sample Diluent (mezclar totalmente).

6 PROCEDIMIENTO DE ENSAYO

6.1 Consideraciones generales

— Todos los reactivos y muestras han de estar a temperatura ambiente antes de su uso. Todos los reactivos deben
mezclarse sin formar espuma.

— Una vez se ha comenzado el ensayo deben completarse todos los pasos sin interrupcion.

— Utilizar puntas de pipeta de plastico nuevas para cada estandar, control 0 muestra para evitar combinaciones
cruzadas.

— La absorbancia es funcion del tiempo de incubacion y la temperatura. Antes de comenzar el ensayo, se
recomienda que todos los reactivos estén preparados, tapas removidas, todos los pocillos que se necesiten
asegurados en recipiente, etc. Esto asegurara un tiempo similar para cada paso de pipeteo sin que haya
interrupciones.

— Como regla general, la reaccién enzimatica es linealmente proporcional al tiempo y a la temperatura.
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6.2

Procedimiento de ensayo

Cada uno debe incluir una curva de estandares.

Rl i A

Asegurar el numero deseado de pocillos en el recipiente.

Dispensar 20 puL de cada Standard, Control y muestras con puntas nuevas en los pocillos adecuados.
Dispensar 100 pL de Enzyme Conjugate (ver “Preparacion de los Reactivos”) a cada pocillo.

Mezclar totalmente durante 10 segundos. Es importante mezclar completamente en este paso.
Incubar durante 120 minutes a temperatura ambiente.

Sacudir enérgicamente el contenido de los pocillos.

Lavar los pocillos 5 veces con Wash Solution diluida (400 pL por pocillo). Realizar un golpe seco de los pocillos
contra el papel absorbente para eliminar las gotas residuales.

Nota importante:

La sensibilidad y la precision de este ensayo se ve marcadamente influenciada por la realizacion correcta del
proceso de lavado!

Adicionar 100 pL de Substrate Solution a cada pocillo.
Incubar durante 30 minutes a temperatura ambiente.
Parar la reaccion enzimatica mediante la adicion de 100 uL de Stop Solution a cada pocillo.

. Leerla OD a 450 £ 10 nm con un lector de microplacas dentro de los 10 minutos después de la adicion de la

Stop Solution.

Calculo de los Resultados

Calcular los valores de absorbancia media para cada conjunto de estandares, controles y muestras de
pacientes.

Construir una curva estandar mediante la representacion de la absorbancia media obtenida para cada estandar
frente a su concentracion con el valor de absorbancia en el eje vertical (Y) y la concentracion en el eje horizontal
(X).

Usando el valor de absorbancia media de cada muestra determinar la concentracién correspondiente a partir de
la curva estandar.

Método automatizado: Los resultados en las instrucciones de uso se han calculado automaticamente usando
una curva de regresion 4 Parametros. (4 Parametros Rodbard o 4 Parametros Marquardt son los métodos
preferidos.) Otras funciones de regresion daran lugar a resultados sensiblemente diferentes.

La concentracion de las muestra puede leerse directamente de la curva de estandares. Las muestras con
concentraciones superiores al mayor estandar han de diluirse. Para el calculo de las concentraciones hay que
tener en cuenta el factor de dilucion.

6.3.1 Ejemplo de una Curva Estandar Tipica

Los siguientes datos son solamente para la explicacion y no pueden ser utilizados en lugar de los datos generados
en el momento del ensayo.

Estandar Unidades Opticas (450 nm)
Standard 0 (0 U/mL) 0,05
Standard 1 (3 U/mL) 0,14
Standard 2 (20 U/mL) 0,65
Standard 3 (50 U/mL) 1,25
Standard 4 (100 U/mL) 2,04
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7 VALORES ESPERADOS
Se recomienda encarecidamente que cada laboratorio determine sus valores normales e inusuales.

En un estudio con adultos aparentemente sanos utilizando el DRG TM-CA 72-4 ELISA se observaron los siguientes
valores:

Poblacion N valido | Mediana Media Percentil 5. - 95.
adultos aparentemente sanos 65 0.72U/mL | 0.86 U/mL | O U/mL - 2.68 U/mL

Los resultados corresponden bien con valores del cut-off publicados entre 4 U/mL - 6 U/mL
(ReferencelLiterature 3-6).

8 CONTROL DE CALIDAD

Se recomienda usar muestras control de acuerdo con las leyes estatales y federales. El uso de muestras control ser
recomienda para asegurar la validez diaria de los resultados. Usar controles tanto a niveles normal como patoldgico.
Los controles y los correspondientes resultados del Laboratorio de control de calidad estan fijados en el certificado de
control de calidad que acompafian al kit. Los valores y los rangos fijados en la hoja del control de calidad se refieren
siempre al kit actual y deben usarse para la comparacion directa de los resultados.

Es recomendable también hacer uso de programas de Aseguramiento de la Calidad nacionales o internacionales
para asegurar la exactitud de los resultados.

Utilizar métodos estadisticos apropiados para el analisis de los valores y tendencia de los controles. Si los resultados
del ensayo no se ajustan a los rangos aceptables establecidos en los controles, los resultados obtenidos de los
pacientes han de considerarse invalidos.

En este caso, por favor comprobar las siguientes areas técnicas: Pipeteo y tiempo empleado, fotometro, fecha de
caducidad de los reactivos, condiciones de almacenamiento e incubacion, métodos de aspiracion y lavado.

Después de comprobar los asuntos mencionados arriba sin encontrar ningun error, contactar con su distribuidor o
con DRG directamente.

9 CARACTERISTICAS DEL ENSAYO

9.1 Rango dinamico del ensayo
El rango del ensayo se encuentra entre 0,79 U/mL — 100 U/mL.

9.2 Especificidad de los Anticuerpos (Reactividad Cruzada)
Consultar el manual de usuario en inglés.

9.3 Sensibilidad Analitica

La sensibilidad analitica se calculé a partir de la media mas dos desviaciones estandar de veinte (20) réplicas del
Estandar 0y resulté ser 0,79 U/mL.

9.4 Precision
Consultar el manual de usuario en inglés.

9.5 Recuperacion
Consultar el manual de usuario en inglés.

9.6 Linealidad
Consultar el manual de usuario en inglés.
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10 LIMITACIONES DE USO
Cualquier manipulacion inadecuada de las muestras o modificaciones del ensayo pueden influenciar los resultados.

10.1 Sustancias que pueden interferir

Hemoglobina (hasta 4 mg/mL), Bilirrubina (hasta 0.5 mg/mL) y Triglicéridos (hasta 7,5 mg/mL) no influencian los
resultados del ensayo.
Triglicéridos > 7.5 mg/mL sufre disminucién de sus valores.

El ensayo contiene reactivos para minimizar la interferencia de HAMA y de anticuerpos heterofilicos. Sin embargo,
titulos extremadamente elevados de HAMA o anticuerpos heterofilicos pueden interferir con los resultados del
ensayo.

10.2 Interferencias con drogas

Hasta ahora no se han encontrado sustancias (drogas) conocidas por nosotros, que tengan influencia en la medida
de CA 72-4 en una muestra.

10.3 Efecto Gancho-Dosis-Elevada
No se ha observado efecto gancho en este ensayo hasta 6400 U/mL de CA 72-4.

11 ASPECTOS LEGALES

11.1 Fiabilidad de los Resultados

El ensayo debe realizarse exactamente de acuerdo a las instrucciones del fabricante. Mas aun, el usuario debe
ajustarse estrictamente a las reglas BPL (Buenas Practicas de Laboratorio) o a otros estandares y/o leyes nacionales
aplicables. Esto es especialmente relevante para el uso de reactivos control. Es importante incluir siempre, dentro del
procedimiento de ensayo, un numero suficiente de controles para validar la exactitud y la precision del ensayo.

Los resultados del ensayo son validos solo si todos los controles se encuentran dentro de los rangos especificados y
si todos los otros parametros del ensayo se encuentran dentro de las especificaciones dadas para el ensayo. En
cado de alguna duda o inquietud, por favor, contactar con DRG.

11.2 Consecuencias Terapéuticas

Las consecuencias terapéuticas nunca deben basarse sélo en los resultados de laboratorio incluso si todos los
resultados del ensayo estan de acuerdo con los asuntos fijados en el punto 11.1. Cualquier resultado de laboratorio
es solamente una parte del cuadro clinico de un paciente.

Solamente en los casos donde los resultados de laboratorio estan en acuerdo con todo el cuadro clinico de un
paciente, se pueden derivar consecuencias terapéuticas.

Nunca deben derivarse consecuencias terapéuticas a partir de solamente el resultado obtenido en el ensayo

11.3 Responsabilidad

Cualquier modificacion del kit y/o cambio o mezcla de cualquier componente procedentes de kits de lotes diferentes
puede afectar negativamente a los resultados esperados y en la validez de todo el test. Esas modificaciones y/o
cambios invalidad cualquier reclamacién de reposicion.

Las reclamaciones emitidas debidas a una mala interpretacién de los resultados de laboratorio por parte del
comprador referidos al punto 11.2 son también invalidas. A pesar de todo, en el caso de cualquier reclamacion, la
responsabilidad del fabricante no excede el valor del kit. Cualquier dafio provocado al kit durante su transporte no
esta sujeto a la responsabilidad del fabricante.

12 REFERENCIAS / BIBLIOGRAFIA
Consultar el manual de usuario en inglés.
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1 INTRODUCTION

Le kit de dosage immuno-enzymatique DRG TM-CA 72-4 ELISA propose les matériaux requis pour la mesure
quantitative de CA 72-4 (TAG-72) dans le sérum ou le plasma.

Ce kit est a utiliser uniquement dans le cadre de tests diagnostiques in vitro.

2 PRINCIPE DU TEST*

Le kit DRG TM-CA 72-4 ELISA est basé sur une réaction immuno-enzymatique en sandwich en phase solide.

Les microplaques sont recouvertes avec un anticorps monoclonal (Clone CC49) dirigé contre un antigéne spécifique
de la molécule CA 72-4. Un aliquot de I'échantillon contenant le (la) CA 72-4 endogéne est incubé dans un puits
avec I'enzyme conjuguée, c’est-a-dire un anticorps anti- CA 72-4 (Clone B72.3) conjuguée avec la peroxidase de
Raifort (horseradish peroxidase, HRP). Apres l'incubation, le conjugué non-lié est éliminé durant le lavage des puits.
La quantité de conjugué-HRP liée est proportionnelle a la concentration de CA 72-4 contenu(e) dans I'échantillon.
Suite a I'addition de solution substrat, I'intensité de la coloration obtenue est proportionnelle a la concentration de
CA 72-4 contenu(e) dans I'échantillon.

* Les anticorps utilisés dans ce test sont protégés par des brevets:

1. U.S. Patent No. 5,512,443, issued April 4, 1996 entitled “Second generation monoclonal antibodies having binding specificity
to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-US-18)

2. Canadian Patent No. 1339980, issued August 4, 1998 entitled “Second generation monoclonal antibodies having binding
specificity to TAG-72 and human carcinomas and methods for employing the same”
(HHS Reference No. E-160-1987/0-CA-04)

3. U.S. Patent No. 4,522,918, issued June 11, 1985 (now expired) entitled “Process for Producing Monoclonal Antibodies
Reactive with Human Breast Cancer” (HHS Reference No. E-185-1981/0-US-01)

3 PRECAUTIONS D’UTILISATION

— Ce kit est uniquement destiné aux tests diagnostiques in vitro.

— Les informations concernant la toxicité des réactifs contenus dans ce kit sont présentées dans la fiche de sécurité
(« Material Safety Data Sheets »).

— Tous les réactifs de ce kit contenant du sérum ou du plasma humain ont été testés avec des résultats négatifs
pour le VIH I/1l, le HBsAg et le HCV selon les normes FDA en vigueur. Néanmoins, lors de leur utilisation, tous les
réactifs de ce kit doivent étre manipulés avec précaution.

— Eviter les contacts avec la Stop Solution, celle-ci contient 0.5 M de H,SO,. Cela pourrait engendrer irritations ou
brdlures de la peau.

— Ne jamais pipeter avec la bouche, et éviter tout contact de la peau ou des muqueuses avec les réactifs ou les
échantillons.

— Ne pas fumer, manger, boire ou utiliser des produits cosmétiques dans les zones ou les échantillons ou le kit ont
été maniés.

— Porter des gants d’examen lors de I'utilisation des échantillons ou des réactifs. Une contamination microbienne
des échantillons ou des réactifs pourrait fausser les résultats.

— L’utilisation de ce kit devra étre en accord avec les normes ou recommandations nationales de sécurité en vigueur
concernant les produits a risque biologique.

— Ne pas utiliser les réactifs au-dela de la date d’expiration inscrite sur I'emballage.

— Tous les volumes indiqués doivent étre scrupuleusement respectés, comme indiqué dans le protocole
expérimental. Seule I'utilisation de pipettes calibrées ou d’un spectrophotomeétre lecteur de micro-plaques calibré
garantit 'obtention de résultats optimaux a ce test.

— Ne pas mélanger ou utiliser des réactifs contenus dans des kits de lots différents. Il est conseillé de ne pas
échanger les puits de différentes plaques, méme si celles-ci proviennent du méme lot. Les kits peuvent avoir été
transportés ou stockés differemment, et les caractéristiques de liaison de chaque plaque pourraient ainsi étre
modifiées.

— L’élimination des solutions chimiques et des réactifs contenus dans ce kit, utilisés ou non, doit étre en accord avec
la réglementation nationale en vigueur concernant I'élimination des déchets a risque biologique.

— La fiche de sécurité concernant ce produit peut étre obtenue en contactant directement DRG Instruments GmbH.
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4 COMPOSITION DU KIT

4.1 Contenu du kit

1. Microtiterwells (Plaques de micro-titratio), 12 x 8 (a détacher) barrettes, plaques de 96 puits;
Les puits sont recouverts avec un anticorps anti-CA 72-4 (monoclonal).

2. Standard (Standard 0-4), 5 flacons, 0,5 mL, prét a I'emploi ;
Concentrations: 0; 3, 20, 50, 100 U/mL.
contient agent de conservation sans mercure.

3. Control Low & High (Contréle), 2 flacons (lyophilisé), 0,5 mL,
voir « Préparation des réactifs »
Les valeurs contrdles et limites sont indiquées sur I'étiquette du flacon ou sur la fiche QC.
Contient agent de conservation sans mercure.

4. Sample Diluent (Solution pour dilution de I’échantillon), 1 flacon, 3,0 mL, prét a 'emploi,
contient agent de conservation sans mercure.

5. Enzyme Conjugate 10X concentrate (Conjugué enzymatique), 1 flacon, 1.4 mL,
anticorps anti-CA 72-4 conjugué a la HRP;
voir « Préparation des réactifs ».
Contient agent de conservation sans mercure.

6. Conjugate Diluent (Solution pour dilution du conjugué), 1 flacon, 14 mL, prét a 'emploi.
Contient agent de conservation sans mercure.
7. Substrate Solution (Solution substrat), 1 flacon, 14 mL, prét a I'emploi,
Tétraméthylbenzidine (TMB).
8. Stop Solution (Solution d’arrét), 1 flacon, 14 mL, prét a 'emploi,
contient 0.5M de H,SO,,
Eviter les contacts avec la solution stop. Cela pourrait engendrer irritations ou brllures de la peau.
9. Wash Solution (Solution de lavage), 1 flacon (concentré 40X),
voir « Préparation des réactifs ».

Remarque : Un Sample Diluent pour la dilution de I'échantillon peut étre fourni sur demande.

4.2 Equipement et matériel requis, mais non fournis

— Un spectrophotométre lecteur de micro-plaques calibré (450 £ 10 nm) (ex. le lecteur de microplaques de DRG
Instruments GmbH).

— Des micro-pipettes de précision variables et calibrées.

— Du papier absorbant.

— De l'eau distillée.

4.3 Stockage et stabilité du kit

Les réactifs contenus dans des flacons non-ouverts, stockés a 2 °C - 8 °C, seront stables jusqu’a la date d’expiration
inscrite sur I'étiquette. Ne pas utiliser les réactifs au-dela de cette date.

Les réactifs contenus dans des flacons ouverts doivent étre stockés a 2 °C - 8 °C. Les micro-plaques doivent étre
stockées a 2 °C - 8 °C. Une fois la capsule d’aluminium ouverte, attention a bien refermer le flacon.

Les kits ouverts conservent leur activité durant deux mois s’ils sont stockés comme précédemment mentionné.

Vers. 8.0 2015/03 — vk -33-



DRG TM-CA 72-4 ELISA EIA-5071

4.4 Préparation des réactifs
Amener tous les réactifs et le nombre de barrettes nécessaires au test a température ambiante avant utilisation.

Control

Reconstituer le contenu lyophilisé avec 0,5 mL d’eau distillée et laisser incuber au minimum 10 minutes. Mélanger les
contrdles plusieurs fois avant utilisation.

Remarque : Les contrbles reconstituté doit étre aliquoté et stocké a -20 °C.

Wash Solution

Diluer 30 mL de solution de lavage concentrée avec 1170 mL d’eau désionisée, pour un volume final
de 1200 mL.

Remarque : La solution de lavage diluée est stable deux semaines a température ambiante.

Enzyme Conjugate
Diluer 'Enzyme Conjugate concentrée a 1:10 dans le Conjugate Diluent.
Remarque : Stabilité de I'enzyme conjuguée diluée : une semaine a 2 °C - 8 °C dans un container scellé.

Exemple:
Si la plaque entiere est utilisée, diluer 1.2 mL d’Enzyme Conjugate avec 10.8 mL Conjugate Diluent, pour un volume

final de 12 mL.

Si la plaque entiére n’est pas utilisée en une seule fois, préparer la quantité nécessaire d’enzyme conjuguée en
mélangeant 100 uL d’Enzyme Conjugate 10X conc. avec 0.9 mL de Conjugate Diluent par barrette (voir la table ci-
dessous):

No. of strips | Enzyme Conjugate 10X conc. (uL) | Conjugate Diluent (mL)
1 100 0,9
2 200 1,8
3 300 2,7
4 400 3,6
5 500 4,5
6 600 54
7 700 6,3
8 800 7,2
9 900 8,1
10 1000 9,0
11 1100 9,9
12 1200 10,8

4.5 Elimination des déchets relatifs au kit

L’élimination des déchets relatifs au kit doit étre réalisée selon les régles nationales en vigueur. Les informations
spécifiques au kit sont présentées dans la fiche de sécurité (voir chapitre 13).

4.6 Kits endommagés
Dans le cas de dommages importants survenus au kit ou ses composants, informer la DRG, au plus tard une
semaine apres réception du kit. Les composants endommagés ne doivent pas étre utilisés pour le test. lls doivent
étre stockés jusqu’'a ce qu'une solution adaptée ait été trouvée. Aprés cela, ils doivent étre éliminés selon les
directives officielles en vigueur.
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5 ECHANTILLON

Sérum ou plasma (EDTA-, Héparine- ou citrate plasma) peuvent étre utilisés pour ce test.

Ne pas utiliser des échantillons hémolysés, ictériques ou lipémiques.

Remarque : Les échantillons contenant de I'azide de sodium ne doivent pas étre utilisés pour ce test.

5.1 Prélévement et préparation des échantillons

Sérum:

Prélever le sang par ponction veineuse (ex. Sarstedt Monovette pour sérum), laisser coaguler, puis séparer le sérum
par centrifugation a température ambiante. Ne pas centrifuger avant que la coagulation ne soit terminée. Les patients
sous traitement anti-coagulant peuvent demander un temps de coagulation plus important.

Plasma:
Le sang total doit étre prélevé dans des tubes de centrifugation contenant un anti-coagulant (Sarstedt Monovette
avec une préparation appropriée de plasma) et centrifugé immédiatement aprés le prélevement.

5.2 Conservation des échantillons

Les tubes contenant les échantillons doivent étre fermés et peuvent étre stockés jusqu’a cinqjoursa 2 °C -8 °C
avant d’étre testés.

Les échantillons stockés pour un temps prolongé (jusqu’a 12 mois) doivent étre congelés a -20 °C avant d’étre testés.
Les échantillons décongelés doivent étre retournés plusieurs fois avant le test.

5.3 Dilution de I’échantillon

Si, lors d’un test préliminaire, la concentration de I'échantillon se révéle étre supérieure a celle du standard le plus
concentré, alors I'échantillon doit étre dilué avec le Sample Diluent et testé de nouveau, comme décrit dans
Réalisation du test.

Pour le calcul des concentrations, ce facteur de dilution doit étre pris en considération.

Exemple:
a) dilution 1:10: 10 yL I'échantillon + 90 uL Sample Diluent (bien mélanger).
b) dilution 1:100: 10 pL dilution a) 1:10 + 90 yL Sample Diluent (bien mélanger).

6 REALISATION DU TEST

6.1 Remarques générales

— Tous les réactifs et échantillons doivent étre amenés a température ambiante avant utilisation. Tous les réactifs
doivent étre mélangés, sans formation de mousse.

— Une fois la procédure engagée, toutes les étapes doivent étre réalisées sans interruption.

— Utiliser un nouveau cbne de pipette pour chaque standard, contréle ou échantillon, ceci afin d’éviter toute
contamination.

— L’absorbance est fonction du temps d’incubation et de la température. Avant de commencer le test, il est
recommandé de préparer tous les réactifs, bouchons ouverts, de préparer les puits des microplaques, etc. Cela
garantira un intervalle de temps équivalent entre chaque étape, sans interruption.

— Enregle générale, la réaction enzymatique est linéairement proportionnelle au temps et a la température.
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6.2

Réalisation du dosage

Chaque test doit inclure une courbe étalon.

1.
2.

© © N

N —

Disposer le nombre de puits de micro-titration désiré dans le support.

Déposer 20 pL de chaque Standard, Control et les échantillons, avec de nouveaux cénes de pipette, dans les
puits appropriés.

Déposer 100 uL d’'Enzyme Conjugate (voir « Préparation des réactifs ») dans chaque puits.

Bien mélanger pendant 10 secondes. Il est important d’obtenir un mélange parfait lors de cette étape.
Incuber pendant 120 minutes a température ambiante.

Décanter le contenu des puits et rincer les puits 5 fois avec de la Wash Solution diluée (400 uL par puits).
Tapoter les puits sur du papier absorbant afin d’éliminer les gouttelettes résiduelles.

Remarque importante:

La sensibilité et la précision de ce test sont fortement dépendantes de la bonne réalisation des étapes de lavage!

Ajouter 100 puL de Substrate Solution a chaque puits.
Incuber pendant 30 minutes a température ambiante.
Stopper la réaction enzymatique en ajoutant 100 yL de Stop Solution a chaque puits.

Lire la densité optique a 450 * 10 nm a 'aide d’un spectrophotomeétre lecteur de micro-plaques dans les
10 minutes apres avoir ajouté la Stop Solution.

Calcul des résultats

Calculer les valeurs moyennes des densités optiques pour chaque série de standards, contrbles et échantillons.
Etablir la courbe étalon en reportant la densité optique moyenne de chaque valeur standard en fonction de sa
concentration, en posant la densité optique en axe des ordonnées et la concentration en axe des abscisses.
L’utilisation de la densité optique moyenne pour chaque échantillon détermine la concentration correspondante a
partir de la courbe étalon.

Méthode automatique. Les résultats dans les instructions d’utilisation ont été calculés de fagon automatique en
utilisant une courbe de régression 4 Paramétres. (4 paramétres Rodbard ou 4 paramétres Marquardt sont les
méthodes favorites.) D’autres fonctions logistiques peuvent donner des résultats légérement différents.

La concentration des échantillons peut étre lue directement a partir de cette courbe étalon. Les échantillons avec
une concentration supérieure a celle du plus haut standard doivent étre dilués de nouveau. Pour le calcul des
concentrations, ce facteur de dilution doit étre pris en considération.

6.3.1 Exemple d'une courbe standard typique
Les résultats suivants sont ici présentés a titre d'exemple et ne peuvent étre utilisés au moment de I'essai.

Standard Unités optiques (450 nm)
Standard 0 (0 U/mL) 0,05
Standard 1 (3 U/mL) 0,14
Standard 2 (20 U/mL) 0,65
Standard 3 (50 U/mL) 1,25
Standard 4 (100 U/mL) 2,04
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7 VALEURS ATTENDUES
Il est fortement recommandé a chaque laboratoire de déterminer ses propres valeurs normales ou anormales.

Dans une étude réalisée avec des adultes normaux et sains, a I'aide du kit DRG TM-CA 72-4 ELISA, les valeurs
suivantes sont observées :

Population Valid N | Médiane | Valeur moyenne | Percentile 5. - 95.
adultes normaux et sains 65 0.72 U/mL 0.86 U/mL 0 U/mL -2.68 U/mL

Les résultats correspondent bien avec les valeurs (cut-off) publiés entre 4 U/mL - 6 U/mL (Reference/Literature 3-6).

8 CONTROLE DE QUALITE

Il est recommandé d'utiliser les échantillons contréles selon les réglementations nationales en vigueur. L'utilisation
des échantillons contréles est recommandé afin de s’assurer jour apres jour de la validité des résultats. Utiliser les
contrdles de valeurs normales et pathologiques.

Les contréles et les résultats correspondants issus du laboratoire QC sont mentionnés dans le certificat QC fourni
avec le kit. Les valeurs et les limites mentionnées sur la fiche QC font toujours référence au lot de kit courant et
doivent étre utilisées pour une comparaison directe avec les résultats.

Il est également recommandé d'utiliser les programmes d’évaluation de qualité nationaux ou internationaux, afin de
s’assurer de I'exactitude des résultats.

Utiliser les méthodes d’analyses statistiques appropriées pour I'analyse des valeurs contréles et des tendances. Si
les résultats ne correspondent pas aux limites établies des contrdles, les résultats concernant ces patients doivent
étre considérées comme non valides.

Dans ce cas, tester les zones techniques suivantes : mécanisme de pipettage et temps; spectrophotométre, dates
d’expiration des réactifs, conditions de stockage et d’incubation, méthodes d’aspiration et de lavage.

Aprés avoir tester les points mentionnés, si aucune erreur n’est détectée, contacter votre distributeur ou directement
la DRG.

9 CARACTERISTIQUES DU TEST

9.1 Zone de mesure
Les limites du dosage sont comprises entre 0,79 U/mL — 100 U/mL.

9.2 Spécificité des anticorps (Réaction croisée)
Voir le manuel d'utilisateur en version anglaise.

9.3 Sensibilité de I'analyse

La sensibilité de I'analyse a été calculée a partir de la moyenne la plus élevée de deux déviations standards de
I'analyse de vingt réplicats du Standard 0 et a été mesurée a 0,79 U/mL.

9.4 Précision
Voir le manuel de I'utilisateur en version anglaise.

9.5 Recouvrement
Voir le manuel de I'utilisateur en version anglaise.

9.6 Linéarité
Voir le manuel de l'utilisateur en version anglaise.
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10 LIMITES D’UTILISATION
Toute utilisation impropre des échantillons ou toute modification du test peut influencer les résultats.

10.1 Substances parasites

L’hémoglobine (jusqu’a 4 mg/mL), la bilirubine (jusqu’a 0.5 mg/mL) et les triglycérides (jusqu’a 7,5 mg/mL) n’ont
aucune influence sur les résultats du dosage.

Triglycérides > 7.5 mg/mL engendre une diminution des valeurs,

Ce test contient des réactifs permettant de minimiser les interférences de 'HAMA ou des anticorps hétérophiliques.
Néanmoins, des titres trés élevés en HAMA ou en anticorps hétérophiliques peuvent interférer avec les résultats du
test.

10.2 Drogues parasites

Jusqu’a présent, nous ne connaissons aucune substance (drogues) capable d’'influencer la mesure de CA 72-4 dans
un échantillon.

10.3 Effet de surdosage
Jusqu’ a 6400 U/mL de CA 72-4, aucun effet de surdosage n’a été détecté avec ce test.

11 ASPECTS LEGAUX

11.1 Fiabilité des résultats

Ce test doit étre exactement utilisé selon les instructions d’utilisation du fabricant. De plus, les utilisateurs doivent
strictement respecter les régles de la bonne pratique de laboratoire, ou autres lois nationales. Cela est spécialement
le cas pour l'utilisation des réactifs contréles. Pour chaque test, il est important d’'inclure un nombre suffisant de
contrdles, afin de pouvoir valider I'exactitude et la précision du test.

Les résultats du test sont valides si et seulement si tous les contréles sont compris dans les gammes de mesure
mentionnées et si tous les autres paramétres du test sont également compris dans les instructions de ce test. En cas
de doute ou d’'inquiétude, contacter la DRG.

11.2 Conséquences thérapeutiques

Les suites thérapeutiques ne devront jamais étre basées sur les résultats de laboratoire seuls, méme si les tous les
résultats du test sont en accord avec les points mentionnés dans le paragraphe 11.1. Tout résultat n’est qu’une partie
du tableau clinique complet d’un patient.

Les suites thérapeutiques peuvent découler des résultats de laboratoire si et seulement si ceux-ci sont en accord
avec I'ensemble du tableau clinique du patient.

Le résultat du test en lui-méme ne doit en aucun cas étre le seul déterminant des suites thérapeutiques a suivre.

11.3 Responsabilité

Toute modification du kit et / ou échange ou mélange d’'un des composants de différents lots, d’'un kit a un autre,
pourrait affecter de fagon négative les résultats attendus et la validité du test dans son ensemble. De telles
modifications ou échanges invalident toute réclamation pour remplacement.

Toutes les réclamations soumises, relatives au paragraphe 11.2, et dues a une mauvaise interprétation des résultats
de laboratoire de la part du client sont également invalides. Néanmoins, en cas de réclamation, la responsabilité du
fabricant n’est pas de dépasser les limites de la valeur du kit. Tout dommage causé au kit lors de son transport n’est
pas du ressort de la responsabilité du fabricant.

12 REFERENCES / BIBLIOGRAPHIE
Voir le manuel de I'utilisateur en version anglaise.
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Monobind Inc.
Lake Forest, CA 92630, USA

AccwBind

ELISA Microwells

Calcitonin Test System
Product Code: 9325-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Calcitonin
Concentration in Human Serum by a Microplate Enzyme
Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Calcitonin is a 32 amino acid alpha helix produced by the follicular
cells of the thyroid gland. A cleavage product of procalcitonin
(PCT), calcitonin is a product of the CALC1 gene in humans and
provides support in regulating calcium homeostasis, lowering
serum calcium concentrations and preventing hypercalcemia.
Calcitonin is characterized by an N-terminal disulfide bridge,
which contributes to its biological activity, and a C-terminal proline
residue.

Calcitonin plays a role in calcium metabolism, with osteoclasts the
most significant homeostatic targets. Calcitonin binds to CT
receptors (CTRs) on osteoclasts, halting calcium resorption via
prevention of cell differentiation and motility. CTR receptors are
also found in the kidneys and hypothalamus, providing an
excretion route for excess serum calcium. Calcitonin modulates
calcium absorption via CTR receptors on renal tubules, preventing
excess calcium uptake. CTR receptors belong to the family of G-
protein coupled receptors, utilizing CAMP messengers to amplify
and transduce signals initiated by calcitonin-CTR binding.

Calcitonin  has emerged as a therapeutic avenue for
hypercalcemia patients, utilized as a biomarker PCT for its rapid
biomarker for medullary carcinoma of the thyroid (MCT), providing
a facile and direct measurement of carcinogenic activity.
Calcitonin levels are typically low in normal populations, and
elevated levels suggest the presence of hypercalcemia or
potential loss of thyroid function.

Medullary thyroid carcinoma is typically associated with elevated
levels of calcitonin. Parafollicular C cells containing mutations in
the RET gene will display elevated expression of calcitonin and
the presence of nodules in the lymph nodes, potentially disrupting
calcium homeostasis.

3.0 PRINCIPLE

Sandwich Equilibrium Method (Type 2):

The calcitonin immunoassay is an adapted two-site sandwich
ELISA. In this assay, standards and patient samples are
simultaneously incubated with the enzyme labeled detection
antibody and antibody on a coated microplate well. At the end of
the assay incubation, the microwell is washed to remove unbound
components and the enzyme bound to the solid phase is
incubated with the substrate, tetramethylbenzidine (TMB). An
acidic stopping solution is then added to stop the reaction and
converts the color to yellow. The intensity of the yellow color is
directly proportional to the concentration of calcitonin in the
sample. Standards are used to generate a dose response curve
of absorbance unit vs. concentration. Concentrations of calcitonin

present in the controls and patient samples are determined
directly from this curve.

The essential reagents required for a sandwich equilibrium assay
include high affinity and specificity antibodies (signal and capture),
with different and distinct epitope recognition, in excess, and
native antigen. In this procedure, the calibrator, control or patient
sample is added to the wells coated with anti-calcitonin antibody.
Calcitonin from the sample binds to the anti-calcitonin (MoAb) on
the wells. Subsequently an enzyme labeled anti-calcitonin is
added to the wells. Calcitonin from the sample forms a sandwich
between the two antibodies. Excess enzyme and sample is
removed via a wash step. The interaction is illustrated by the
following equation:
Ka

Enz -~ Enz
Abg) + Agcr + Abm) Ab) - Ager - Abm)
k

-a
Abyy = Anti-calcitonin (MoAb) (On the Microwells in Excess
Quantity)

Agcr = Native Antigen (Variable Quantity)

EnZAb(CT) = Enzyme labeled Mouse o CT (P) (Excess Quantity)
E%Abcr) - Ader - Abm = Ag-Antibodies Sandwich complex

ka = Rate Constant of Association

k., = Rate Constant of Dissociation

The enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

A suitable substrate is added to the wells to generate color in
varying intensity depending upon the concentration of calcitonin in
the wells. The intensity of the color in the sample can be visually
compared to the known calibrators to obtain qualitative results or
the color development can be read with the help of a microplate
spectrophotometer to obtain quantitative results.

4.0 REAGENTS

Materials Provided:

A. Calcitonin Calibrators — 1.0 ml/vial (Dried) —Icons A-F
Six (6) vials of references for Calcitonin at levels of O(A),
10(B), 40(C), 150(D), 400(E) and 1000(F) pg/ml. Store at 2-
8°C. Reconstitute each vial with 1ml of distilled or
deionized water. The reconstituted calibrators are stable for 4
hours at 2-8°C. A preservative has been added. For longer
periods after reconstitution, aliquot into smaller portions and
freeze (<-20°C) for up to 3 months. Freeze and thaw cycles
should be minimized to one time only.
Note: The calibrators are traceable against the WHO 1%
International Standard NIBSC Code 89/620. Values in pg/ml
can be converted to plU/ml by multiplying by 0.19. For
example, 40 pg/ml x 0.19 = 7.6 plU/ml calcitonin.

B. Calcitonin Control M — 1.0 ml/vial (Dried) —Icon M
One (1) vial of reference control for Calcitonin .Store at 2-8 °C.
Reconstitute each vial with 1ml of distilled or deionized
water. The reconstituted control is stable for 4 hours at 2-8°C.
A preservative has been added. For longer periods after
reconstitution, aliquot into smaller portions and freeze (<-20°C)
for up to 3 months. Freeze and thaw cycles should be
minimized to one time only.

C. Calcitonin Enzyme Reagent — 6 ml/vial — Icon @
One (1) vial containing anti-Calcitonin monoclonal antibody
coupled to HRP (horseradish peroxidase) in a protein-based
buffer and a non-mercury preservative. Store at 2-8°C.

D. PCT Antibody Coated Plate — 96 wells — Icon I
One 96-well microplate coated with anti-PCT/Calcitonin
monoclonal antibody, packaged in an aluminum bag with a
drying agent. Store at 2-8°C.

E. Wash Solution Concentrate — 20 ml/vial — Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate Reagent — 12 ml/vial — Icon sM
One (1) vial containing tetramethylbenzidine (TMB) and
hydrogen peroxide in buffer. Store at 2-8°C.

G. Stop Solution — 8 ml/vial — Icon
One (1) vial containing a strong acid (0.5M H,SO,). Store at
2-8°C.

H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Do not expose reagents to heat, sun, or strong light.
Opened reagents are stable for sixty (60) days when
stored at 2-8°C, unless otherwise specified. Kit and
component stability are identified on label.

Note 3: The above components are for a single 96-well
microplate. For other kit configurations, refer to table at the
end of insert.

4.1 Required But Not Provided:

1. Pipette capable of delivering 0.050ml (50pl) volumes with a
precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.050ml (50pl), 0.100ml
(100pl), and 0.350ml (350pl) volumes with a precision of better
than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

4. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

5. Absorbent paper for blotting the microplate wells.

6. Plastic wrap or microplate covers for incubation steps.

7. Vacuum aspirator (optional) for wash steps.

8. Timer.

9. Quality control materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
“Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood serum 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.

Samples may be refrigerated at 2-8 °C for a maximum period of
24 hours. 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, 0.100ml (100pl)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low,
medium and high ranges of the dose response curve for
monitoring assay performance. These controls should be treated
as unknowns and values determined in every test procedure
performed. Quality control charts should be maintained to follow
the performance of the supplied reagents. Pertinent statistical
methods should be employed to ascertain trends. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution concentrate to 1000ml with
distilled or deionized water in a suitable storage container.
Diluted buffer can be stored at 2-30°C for up to 60 days.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20-27 <C).
**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.050 ml (50 pl) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.050 ml (50 pl) of the Enzyme Reagent to each well. It is
very important to dispense all reagents close to the
bottom of the coated well.

4. Swirl the microplate gently for 20-30 seconds to mix (500 —

600 rpm) and cover.

. Incubate 60 minutes (1 hour) 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 0.350 ml (350 pl) 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 (100 pl) of Substrate Reagent to all wells.
Always add reagents in the same order to minimize
reaction time differences between wells.

DO NOT SHAKE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for twenty (20) minutes.

10.Add 0.050 ml (50 pl) of stop solution to each well and mix
gently for 15-20 seconds. Always add reagents in the same
order to minimize reaction time differences between wells.

11.Read the absorbance in each well at 450nm (using a reference
wavelength of 630nm to minimize well imperfections) in a
microplate reader. The results should be read within fifteen
(15) minutes of adding the stop solution.

o u

Note 1: For re-assaying specimens with concentrations
greater than 1000 pg/ml, dilution should be performed.
Note 2: Do not use reagents that are contaminated or have

bacterial growth.

Note 3: Cycle (start and stop) mixing (4 cycles) for 5-8
seconds/cycle is more efficient than one continuous (20-
30 seconds) cycle to achieve homogeneity. A plate mixer
can be used to perform the mixing cycles.

Note 3: It is extremely important to accurately dispense the
correct volume with a calibrated pipette and by adding
near the bottom of the microwells at an angle while
touching the side of the well.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

Calcitonin 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 calibrator versus the
corresponding calcitonin concentration in pg/ml on linear graph
paper.

. Connect the points with a best-fit curve.

. To determine the concentration of calcitonin 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 pg/ml) from
the horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated).

s w

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 Conc. Mean
1.D. (pg/ml) Abs
Cal A 0 0.016
Cal B 10 0.062
CalC 40 0.268
Cal D 150 0.772
Cal E 400 2.150
CalF 1000 3.347
Control M 80 0.365

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.
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*If the absorbance readout is off-scale or higher than the average
absorbance of the highest calibrator, sample should be repeated
with dilution.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator F (1000 pg/ml) should be
21.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or grossly contaminated
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

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

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 procedure have been
formulated to eliminate maximal interference; however,
potential interaction between rare serum specimens and test
reagents can cause erroneous results. Heterophilic antibodies
often cause these interactions and have been known to be
problematic 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 used in combination with
clinical examination, patient history, and all other clinical
findings.

4. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

5. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

6. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

7. The Calcitonin ELISA kit has exhibited no high dose hook
effect with samples spiked with 1,000,000 pg/ml of calcitonin.
Samples with calcitonin levels greater than the highest
calibrator, however, should be diluted and re-assayed for
correct values.

13.0 EXPECTED RANGES OF VALUES

Calcitonin levels were measured in apparently normal individuals
(N=246). The values obtained ranged from 0.455 to 12.932 pg/ml.
Based on statistical tests for skewness and kurtosis, the
population follows the normal or Gaussian distribution as shown in
histograms. The geometric mean + 2 standard deviations of the
mean (>95% Confidence) were calculated and found to be 6.2 +
5.6 pg/ml.

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal” persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the Calcitonin
AccuBind® ELISA test system were determined by analysis of
three different levels of pool control sera. The number (N), mean
(X) value, standard deviation (o) and coefficient of variation (C.V.)
of each of these control sera are presented in Table 1 and Table
2.

14.2 Sensitivity
The Calcitonin AccuBind® ELISA test system has a LoB = 1.84
pg/ml and LoD = LoQ = 2.15 pg/ml.

Table: Cross-Reactivity

SUBSTANCE Amount Tested Cross Reactivity
Procalcitonin 100 ng/ml <0.001
Katacalcin 25 ng/ml <0.001
a-CGRP 30 ng/ml <0.001
b-CGRP 30 ng/ml <0.001
Parathyroid Hormone 10 ng/ml <0.001

TABLE 1
Within Assay Precision (Values in pg/ml)
Sample N X [ C.V. %
Low 20 26.23 2.58 9.9
Normal 20 65.50 3.67 5.57
High 20 318.101 7.88 2.51
TABLE 2
Between Assay Precision (Values in pg/ml)
Sample N X g C.V.%
Low 20 26.03 3.81 14.62
Normal 20 65.97 12.24 18.55

High 20 313.73 31.02 9.89
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ELISA Microwells

Carcinoembryonic Antigen Next
Generation (CEA-Next Generation)
Test System
Product Code: 4625-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of
Carcinoembryonic Antigen (CEA) Concentration in Human
Serum by a Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Carcinoembryonic antigen (CEA) is a glycoprotein with a
molecular weight of 180 kDA. CEA is the first of the so-called
carcinoembryonic proteins that was discovered in 1965 by Gold
and Freeman.! CEA is the most widely used marker for
gastrointestinal cancer.

Although CEA is primarily associated with colorectal cancers,
other malignancies that can cause elevated levels of CEA include
breast, lung, stomach, pancreas, ovary and other organs. Benign
conditions that cause significantly higher than normal levels
include inflammation of lung and gastrointestinal (Gl) tract and
benign liver cancer.?? Heavy smokers, as a group, have higher
than normal baseline concentration of CEA.

In this method, CEA calibrator, patient specimen or control is first
added to a streptavidin coated well. Biotinylated monoclonal and
enzyme labeled antibodies (directed against distinct and different
epitopes of CEA) are added and the reactants mixed. Reaction
between the various CEA antibodies and native CEA forms a
sandwich complex that binds with the streptavidin coated to the
well.

After the completion of the required incubation period, the
enzyme-CEA antibody bound conjugate is separated from the
unbound enzyme-CEA conjugate by aspiration or decantation.
The activity of the enzyme present on the surface of the well is
quantitated by reaction with a suitable substrate to produce color.

The employment of several serum references of known
carcinoembryonic antigen (CEA) levels permits the construction of
a dose response curve of activity and concentration. From
comparison to the dose response curve, an unknown specimen's
activity can be correlated with CEA concentration.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-CEA antibody.

Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen,
reaction results between the native antigen and the antibodies,
without competition or steric hindrance, to form a soluble
sandwich complex. The interaction is illustrated by the following
equation:

Ka

—_—
EZAb + Agoea + BtnAb(m) == E"Ap - Agcea- P"Ab .

-a
B'”Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)
Agcen = Native Antigen (Variable Quantity)

E"“Ab = Enzyme labeled Antibody (Excess Quantity)

EAb - Agcea - ®"Ab ) = Antigen-Antibodies Sandwich Complex
ka = Rate Constant of Association

k., = Rate Constant of Dissociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

EAb - Agcea - ""Ab(m) + Streptavidin . = Immobilized complex
Streptavidingw. = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the well

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration. The
enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. CEA Next Generation Calibrators — 1ml/vial Icons A-F
Six (6) vials of references CEA Antigen at levels of 0(A), 5(B),
10(C), 25(D), 100(E) and 250(F) ng/ml. A preservative has
been added. Store at 2-8°C.
Note: The standards, human serum based, were calibrated
using a reference preparation, which was assayed against the
1% International Reference Preparation (IRP# 73/601).

B. CEA Next Generation Enzyme Reagent -13ml/vial -lcon
One (1) vial containing enzyme labeled antibody, biotinylated
monoclonal mouse IgG in buffer, red dye, and preservative.
Store at 2-8°C.

C. Streptavidin Coated 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.

D. Wash Solution Concentrate — 20ml/vial - Icon
One (1) vial contains a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

E. Substrate A — 7mllvial - Icon S*

One (1) vial contains tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C. See “Reagent Preparation.”

F. Substrate B — 7ml/vial - Icon S
One (1) vial contains hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C. See “Reagent Preparation.”

G. Stop Solution — 8ml/vial - Icon
One (1) vial contains a strong acid (1N HCI). Store at 2-8°C.

H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate

4.1 Required But Not Provided:

1. Pipette(s) capable of delivering 0.025 & 0.050ml (25pl & 50ul)
volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100 & 0.350ml (100 &
350ul) volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

. 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.
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9. Quality control materials
5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum 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. Centrifuge the
specimen to separate the serum from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.050ml (50ul)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, 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. Store diluted
buffer at 2-30°C for up to 60 days.

2. Working Substrate Solution — Stable for one (1) year
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

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

3. Add 0.100ml (100ul) of the CEA Enzyme Reagent to each
well. It is very important to dispense all reagents close to
the bottom of the coated well.

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

7. Add 0.350ml (350pl) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

8. Add 0.100 ml (100ul) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

11.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.

[ES

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

Carcinoembryonic antigen 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 CEA concentration in ng/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 CEA 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 ng/ml) from the
horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance 0.320 ng/ml intersects the dose response
curve at 18.1 ng/ml CEA concentration (see Figure 1).

W

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
salele Number | AbS (A) A'g:a(g) (xg;:ﬁ)
calA gl g:ggg 0.027 0
CalB 81 g:]}i 0.115 5
calc E1 g:}gg 0.196 10
calD f'} g:jgi 0.418 25
CalE gg 1:222 1.353 100
calF gg ;:ggg 2558 250
Patient Eg ggg? 0.320 18.1

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator F should be > 1.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to
repeat the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of
reagents from different batches.

9. Patient specimens with CEA concentrations above 250 ng/ml
may be diluted (for example 1/10 or higher) with normal male
serum (CEA < 5 ng/ml) and re-assayed. The sample’s
concentration is obtained by multiplying the result by the
dilution factor (10).

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

11. All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12. It is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13. Risk Analysis- as required by CE Mark IVD Directive 98/79/EC
- for this and other devices, made by Monobind, can be
requested via email from Monobind@monobind.com.

grossly contaminated

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 procedure have been
formulated to eliminate maximal interference; however,
potential interaction between rare serum specimens and test

reagents can cause erroneous results. Heterophilic
antibodies often cause these interactions and have been
known to be problems for all kinds of immunoassays.
(Boscato LM Stuart MC. ‘Heterophilic antibodies: a problem
for all immunoassays’ Clin.Chem. 1988:3427-33). For
diagnostic purposes, the results from this assay should be
used 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. CEA has a low clinical sensitivity and specificity as a tumor
marker. Clinically an elevated CEA value alone is not of
diagnostic value as a test for cancer and should only be
used in conjunction with other clinical manifestations
(observations) and diagnostic parameters. There are patients
with colorectal cancer that do not exhibit elevated CEA values
and elevated CEA values do not always change with
progression or regression of disease. Smokers demonstrate a
higher range of baseline values than non-smokers.

13.0 EXPECTED RANGES OF VALUES

Nearly 99% of non-smokers have CEA concentrations less than
5ng/ml. Similarly 99% of smokers have concentrations less than
10ng/ml.*

TABLE |
Expected Values for the CEA Next Generation
AccuBind® ELISA Test System

Non-smokers <5ng/ml
Smokers <10ng/ml

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal” persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the CEA Next
Generation AccuBind® ELISA test system were determined by
analyses on three different levels of control sera. The number (N),
mean value (X), standard deviation (o) and coefficient of variation
(C.V.) for each of these control sera are presented in Table 2 and
Table 3.

TABLE 2
Within Assay Precision (Values in ng/ml)
Sample N X o C.V.
Level 1 20 26 0.25 9.6%
Level 2 20 12.5 1.01 8.1%
Level 3 20 24.1 1.35 5.6%
TABLE 3
Between Assay Precision* (Values in ng/ml)
Sample N X o C.V.
Level 1 10 28 0.30 10.7%
Level 2 10 12.8 1.18 9.2%
Level 3 10 23.5 1.85 7.8%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The CEA Next Generation AccuBind® ELISA test system has a
sensitivity of 0.025 ng. This is equivalent to a sample containing 1
ng/ml CEA concentration. The sensitivity was ascertained by
determining the variability of the ‘0 ng/ml’ calibrator and using the
20 (95% certainty) statistic to calculate the minimum dose.

14.3 Accuracy

The CEA Next Generation AccuBind® ELISA method was
compared with a reference method. Biological specimens from
normal and elevated concentrations were assayed. The total
number of such specimens was 64. The values ranged from 0.4 —
128ng/ml. The least square regression equation and the
correlation coefficient were computed for the CEA Next
Generation AccuBind® ELISA method in comparison with the
reference method. The data obtained is displayed in Table 4.

TABLE 4
Method Mean Least Square Correlation
Regression Analysis Coefficient
Monobind (X) 10.01 y =1.17+0.977x 0.995

Reference (Y) 9.04

E. Specificity:

Highly specific antibodies to CEA molecules have been used in
the CEA Next Generation AccuBind® ELISA test system. No
interference was detected with the performance of CEA Next
Generation AccuBind® ELISA upon addition of massive amounts
of the following substances to a human serum pool.

Substance Concentration
Acetylsalicylic Acid 100 pg/ml
Ascorbic Acid 100 pg/ml
Caffeine 100 pg/ml
AFP 10 pg/ml
PSA 1.0 pg/ml
CA-125 10,000 U/ml
hCG 1000 1U/ml
hLH 10 1U/ml
hTSH 100 miU/ml
hPRL 100 pg/ml

14.5 Linearity & Hook Effect:

Three different lot preparations of the CEA Next Generation
AccuBind® ELISA reagents were used to assess the linearity and
hook effect. Massive concentrations of CEA (> 60,000 ng/ml) were
used for linear dilutions in pooled human patient sera.

The test showed no hook effect up to concentrations of 60,000
ng/ml and a within dose recovery of 92.0 to 111.4%.
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ELISA Microwells

Cortisol Test System
Product Code: 3625-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Total
Cortisol Concentration in Human Serum or Plasma by a
Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Cortisol  (hydrocortisone, compound F) is the most potent
glucocorticoid produced by the human adrenal cortex. As with other
adrenal steroids, cortisol is synthesized from cholesterol, through a
series of enzymatically mediated steps, by the adrenal cortex."? The
first and rate-limiting step in adrenal steroidogenesis, conversion of
cholesterol to pregnenolone, is stimulated by pituitary
adrenocorticotropic hormone (ACTH) which is, in turn, regulated by
hypothalamic corticotropin releasing factor (CRF). ACTH and CRF
secretion are inhibited by high cortisol levels. In plasma, the major
portion of cortisol is bound with high affinity to corticosteroid-binding
globulin (CBG, transcortin), with most of the remainder loosely bound
to albumin. Physiologically effective in anti-inflammatory activity and
blood pressure maintenance, cortisol is also involved in
gluconeogenesis. Cortisol acts through specific intracellular receptors
and has effects in numerous other physiologic systems, including
immune function, glucose-counter regulation, vascular tone, substrate
utilization and bone metabolism."® Cortisol is excreted primarily in
urine in an unbound (free) form.

Cortisol production has an ACTH-dependent circadian rhythm with
peak levels in the early morning and a nadir at night. The factors
controlling this circadian rhythm are not completely defined. The
circadian rhythm of ACTH/cortisol secretion matures gradually during
early infancy, and is disrupted in a number of physical and
psychological conditions.* Furthermore, increased amounts of ACTH
and cortisol are secreted independently of the circadian rhythm in
response to physical and psychological stress.™

Elevated cortisol levels and lack of diumal variation have been
identified in patients with Cushing's disease (ACTH hyper
secretion).z‘6 Elevated circulating cortisol levels have also been
identified in patients with adrenal tumors.” Low cortisol levels are
found in primary adrenal insufficiency (e.g. adrenal hypoplasia,
congenital adrenal hyperplasia, Addison's disease) and in ACTH
deficiency."*®° Due to the normal circadian variation of cortisol levels,
distinguishing normal and abnormally low cortisol levels can be
difficult. Therefore, various tests to evaluate the pituitary-adrenal
(ACTH-cortisol) axis, including insulin-induced hypoglycemia, short-
and long-term ACTH stimulation, CRF stimulation and artificial
blockage of cortisol synthesis with metronome have been per‘formed.&
"0 Cortisol response characteristics for each of these procedures have
been reported.

The Monobind Cortisol EIA Kit uses a specific monoclonal anti-cortisol
antibody, and does not require prior sample extraction of serum or
plasma. Cross-reactivity to other naturally-occurring steroids is low.

The employment of several serum references of known cortisol

concentration permits construction of a graph of activity and con-
centration. From comparison to the dose response curve, an
unknown specimen's activity can be correlated with cortisol
concentration.

3.0 PRINCIPLE

Competitive Enzyme Immunoassay (TYPE 7):
The essential reagents required for an enzyme immunoassay
include antibody, enzyme-antigen conjugate and native antigen.
Upon mixing biotinylated antibody, enzyme-antigen conjugate and
a serum containing the native antigen, a competition reaction
results between the native antigen and the enzyme-antigen
conjugate for a limited number of antibody binding sites. The
interaction is illustrated by the followed equation:
Ka

—_
F“Ag + Ag+ Abgn N AgAbgy, + ““AgAbgy,

-a
Abg;, = Biotinylated Antibody (Constant Quantity)

Ag = Native Antigen (Variable Quantity)

En“Ag = Enzyme-antigen Conjugate (Constant Quantity)
AgAbg, = Antigen-Antibody Complex

E"ZAgAb stn = Enzyme-antigen Conjugate -Antibody Complex
k. = Rate Constant of Association

k., = Rate Constant of Disassociation

K =k, / k.o = Equilibrium Constant

A simultaneous reaction between the biotin attached to the
antibody and the streptavidin immobilized on the microwell occurs.
This effects the separation of the antibody bound fraction after
decantation or aspiration.

AgAbg, + E"AgAbgy, + Streptavidingy => immobilized complex
Streptavidingy = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the solid surface

The enzyme activity in the antibody-bound fraction is inversely
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. Cortisol Calibrators — 1ml/vial — Icons A-F
Six (6) vials of serum reference for Cortisol at concentrations
of 0 (A), 1.0 (B), 4.0 (C), 10.0 (D), 20.0 (E) and 50.0 (F) ug/dI.
Store at 2-8°C. A preservative has been added.

B. Cortisol Enzyme Reagent — 7.0 ml/vial — Icon
One (1) ready to use vial containing Cortisol (Analog)-
horseradish peroxides (HRP) conjugate in a protein stabilizing
matrix with buffer, red dye, preservative and binding protein
inhibitors. Store at 2-8°C.
C. Cortisol Biotin Reagent — 7.0 ml — Icon V
One (1) vial containing anti-cortisol biotinylated migG
conjugate in buffer, dye and preservative. Store at 2-8°C.
D. Streptavidin Coated Plate — 96 wells — Icon )
One 96-well microplate coated with 1.0 pg/ml 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.
E. Substrate A — 7mlivial - Icon S*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.
. Substrate B — 7ml/vial — Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

G. Stop Solution — 8ml/vial — Icon .

One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
H. Product Instructions.

m

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Pipette capable of delivering 0.025ml (25pl), 0.050ml, (50pl)
and 0.100ml (100pl) volumes with a precision of better than
1.5%.

2. Dispenser(s) for repetitive deliveries of 0.050ml (50ul) 0.100ml
(100ul) and 0.350ml (350pl) volumes with a precision of better
than 1.5%.

. Microplate washer 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 covers for incubation steps.

. Vacuum aspirator (optional) for wash steps.

Timer.

. Quality control materials.

Hw
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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 required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood; serum or plasma in type and the
usual precautions in the collection of venipuncture samples should
be observed. For accurate comparison to established normal
values, a fasting morning serum sample should be obtained. The
blood should be collected in a plain redtop venipuncture tube
without additives or anti-coagulants (for serum) or evacuated
tube(s) containing EDTA or heparin. Allow the blood to clot for
serum samples. Centrifuge the specimen to separate the serum or
plasma from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of 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 high range for monitoring assay performance. These controls
should be treated as unknowns and values determined in every
test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. The individual laboratory should set acceptable assay
performance limits. In addition, maximum absorbance should be
consistent with past experience. Significant deviation from
established performance can indicate unnoticed change in
experimental conditions or degradation of kit reagents. Fresh
reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution to 1000ml with distilled or
deionized water in a suitable storage container. Diluted
reagent can be stored at 2-30°C for up to 60 days.

2. Working Substrate Solution — Stable for 1 year
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 30°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,
control and patient specimen to be assayed in duplicate.
Replace any unused microwell strips back into the

aluminum bag, seal and store at 2-8°C.

2. Pipette 0.025 ml (25pL) of the appropriate serum reference,
control or specimen into the assigned well.

. Add 0.050 ml (50ul) of the ready to use Cortisol Enzyme
Reagent to all wells

. Swirl the microplate gently for 20-30 seconds to mix.

. Add 0.050 ml (50pl) of Cortisol Biotin Reagent to all wells.

. Swirl the microplate gently for 20-30 seconds to mix.

. Cover and incubate for 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

9. 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.

10.Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION
11.Incubate at room temperature for fifteen (15) minutes.

12.Add 0.050ml (50pl) of stop solution to each well and gently mix
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

13.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.
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Note: Dilute the samples suspected of concentrations higher than
50 pg/dl 1:5 and 1:10 with cortisol ‘0’ pg/dl patient serum.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration

of cortisol 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 cortisol concentration in pg/dl on linear
graph paper (do not average the duplicates of the serum
references before plotting).

. Connect the points with a best-fit curve.

. To determine the concentration of cortisol 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 pg/dl) from
the horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (1.071) intersects the dose response
curve at (10.2 pg/dl) cortisol concentration (See Figure 1).

Hw

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

A
calA 2 2453 2543 0
calB e 2150 2.194 1.0
calc E} 12;; 1.585 4.0
calD & 1o 1.084 10
CalE £ 9720 0.725 20
calF i il 0.350 50
ctrl 1 g 1:2?‘11 1617 3.74
Ctrl 2 ﬁg g:;zg 0.760 18.57
Patient gg 1:3:2 1.071 10.24

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a standard curve prepared
with each assay.

Figure 1
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator 0 pg/dl should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.

grossly  contaminated

Any deviation from Monobind’s 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.
.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. Measur ts and interpr 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 procedure have been formulated to
eliminate maximal interference; however, potential interaction
between rare serum specimens and test reagents can cause
erroneous results. Heterophilic antibodies often cause these
interactions and have been known to be problems for all kinds
of immunoassays. (Boscato LM Stuart MC. Heterophilic
antibodies: a problem for all immunoassays’ Clin. Chem
1988:3427-33). For diagnostic purposes the results from this
assay should be used in combination with clinical examination,
patient’s 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. Total serum cortisol values may be dependent upon conditions
such as time of the day for sampling or administration of
prednisolone or prednisone (structurally related to cortisol).
Caution must be exercised while interpreting cortisol levels for
patients undergoing therapy with these and other structurally
related corticosteroids such as cortisone or corticosterone.

13.0 EXPECTED RANGES OF VALUES

A study of normal adult population was undertaken to determine
expected values for the Cortisol AccuBind® ELISA Test System.
The mean (R) values, standard deviations (6) and expected
ranges (+2c) are presented in Table 1.

TABLE |
Expected Values for the cortisol EIA Test System (in pg/dl)
Population Morning Afternoon
Adult 5-23 pg/di 3-13 pg/dl
Child 3-21 pg/di 3-10 pg/dl
Newborn 1-24 pg/dl

Please note: Normal results may vary from lab to lab

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal"-persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

141  Precision

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

TABLE 2
Within Assay Precision (Values in ug/dl )

Sample N X [ C.V.
Low 16 34 028 8.2%
Normal 16 142 091 6.4%
High 16 36.5 2.23 6.1%
TABLE 3
Between Assay Precision (Values in yg/dl )
Sampl N X G C.V.
Low 10 3.1 0.30 9.7%
Normal 10 15.1 1.06 7.0%
High 10 374 2.71 7.3%

*As measured in ten experiments in duplicate over a ten day
period.

14.2 Sensitivity

The Cortisol AccuBind® ELISA Test System has a sensitivity of
91.5 pg. This is equivalent to a sample containing a concentration
of 0.366 pg/dl. The sensitivity was ascertained by determining the
variability of the 0 pg/dl serum calibrator and using the 2c (95%
certainty) statistic to calculate the minimum dose.

14.3 Accuracy

The Cortisol AccuBind® ELISA Test System was compared with a
coated tube radioimmunoassay method. Biological specimens
from low, normal and high cortisol level populations were used.
The values ranged from 0.4 pg/dl — 95pg/dl. The total number of
such specimens was 202. The least square regression equation
and the correlation coefficient were computed for this cortisol EIA
in comparison with the reference method. The data obtained is
displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis Coefficient
Monobind (y) 16.6 y =-0.228+1.0186(x) 0.984
Reference (X) 16.8

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 % cross-reactivity of the cortisol antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity was
calculated by deriving a ratio between doses of interfering
substance to dose of cortisol needed to displace the same amount
of labeled analog.

Substance Cross Reactivity
Cortisol 1.0000
Androstenedione 0.0004
Cortisone 0.2300
Corticosterone 0.1800
11-Deoxycortisol 0.0550
Dexamethasone 0.0001
Progesterone 0.0002
17a-OH Progesterone ND
DHEA ND
Estradiol ND
Estrone ND
Danazol ND
Testosterone ND
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ELISA Microwells

C-Peptide Test System
Product Code: 2725-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Circulating
C-Peptide Concentrations in Human Serum by a Microplate
Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Diabetes is one of the leading causes of disability and death in the
U.S. It affects an estimated 16 million Americans, about one third
of them do not even know they have the disease. The causes of
diabetes are not precisely known, but both genetic and
environmental factors play a significant role. The disease is
marked by deficiencies in the body’s ability to produce and
properly use insulin. The most common forms of diabetes are type
1, in which the body’s ability to produce insulin is destroyed, and
type 2, in which the body is resistant to insulin even though some
amount of insulin may be produced.

In-vitro determination of insulin and C-Peptide levels help in the
differential diagnosis of liver disease, acromegaly, Cushing’s
syndrome, familial glucose intolerance, insulinoma, renal failure,
ingestion of accidental oral hypoglycemic drugs or insulin induced
factitious hypoglycemia. Both insulin and C-Peptide are produced
by enzymatic cleavage of proinsulin. Proinsulin is stored in the
secretory granules of pancreatic p-cells and is split into a 31
amino acid connecting peptide (C-Peptide; MW 3600) and insulin
(MW 6000). C-Peptide is devoid of any biological activity but
appears to be necessary to maintain the structural integrity of
insulin. Although insulin and C-Peptide are secreted into portal
circulation in equimolar concentrations, fasting levels of C-Peptide
are 5-10 fold higher than those of insulin owing to the longer half-
life of C-Peptide. The liver does not extract C-Peptide however; it
is removed from the circulation by degradation in the kidneys with
a fraction passing out unchanged in urine. Hence urine C-Peptide
levels correlate well with fasting C-Peptide levels in serum. The
glucagon stimulated C-Peptide determination is often used for
differential diagnosis of insulin-dependent from non-insulin-
dependent diabetic patients.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (Ab). (enzyme
conjugated and immobilized), with different and distinct epitope
recognition, in excess, and native antigen (Ag). 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 C-
peptide antibody.

Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen,
reaction results between the native antigen and the antibodies,
without competition or steric hindrance, to form a soluble

sandwich complex. The interaction is illustrated by the following
equation:
Ka

N
EnzAb(M) + Adore * BtnAb(M) — EnzAb(M) — AGcpep - Binpp w

-a
B‘"Ab(M) = Biotinylated Monoclonal Ab (Excess Quantity)
Agc.pep = Native Antigen (Variable Quantity)

E"Ab ) = Enzyme labeled Monoclonal Ab (Excess Quantity)
EAb ) — Acpep - " "Ab ) = Antigen-Antibodies complex

k. = Rate Constant of Association

k., = Rate Constant of Dissociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
iEnteraction is illustraétted below:

"ZAb(M)* Agc-pep - nAb(M)

+ Streptavidin cw.= Immobilize complex
Streptavidingw. = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the solid surface

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration. The
enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS AND MATERIALS PROVIDED

Materials Provided:

A. C-Peptide Calibrators — 2 ml/vial (Lyophilized) - Icons A-F
Six (6) vials of references for C-Peptide antigen at levels of
0(A), 0.2(B), 1.0(C), 2.0(D), 5.0(E), and 10.0(F) ng/ml.
Reconstitute each vial with 2.0ml of distilled or deionized
water. The reconstituted calibrators should be assayed
immediately and can be stored for 8 hours at 2-8°C, then
discarded. In order to store for a longer period of time, aliquot
the reconstituted calibrators in cryo vials and store at -20°C for
up to 30 days. Single use only. A preservative has been
added.

Note: The calibrators, human serum based, were calibrated
using a reference preparation, which was assayed against the
WHO 1st IRR 84/510.

B. C-Peptide Enzyme Reagent — 13ml/vial - Icon ®
One (1) vial containing enzyme labeled affinity purified
monoclonal mouse antibody, biotinylated monoclonal mouse
1gG in buffer, dye, and preservative. Store at 2-8°C.

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

D. Wash Solution Concentrate — 20 ml/vial - Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

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

F. Substrate B — 7.0ml/vial — Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

G. Stop Solution — 8.0ml/vial - Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.

H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.
Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on label.
Note 3: Above reagents are for a single 96-well microplate

4.1 Required But Not Provided:

1. Pipette(s) capable of delivering 0.050ml (50pl) volumes with a
precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%

3. Microplate washer or a squeeze bottle (optional).

4. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.
. Absorbent Paper for blotting the microplate wells.
. Plastic wrap or microplate cover for incubation steps.

o,

7. Vacuum aspirator (optional) for wash steps.
8. Timer.

9. Storage container for storage of wash buffer.
10.Distilled or deionized water.

11.Quality Control Materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface antigen, HIV 1&2 and HCV
antibodies by FDA required tests. 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.

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 red-top venipuncture tube without
additives. Allow the blood to clot. Centrifuge the specimen to
separate the serum from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
two (2) 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, 0.100ml (100pl)
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

3. Wash Buffer
Dilute contents of wash solution to 1000ml with distilled or
deionized water in a suitable storage container. Store diluted
buffer at 2-30°C for up to 60 days.

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

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 calibrator, control and patient
specimen to be assayed in duplicate. Replace any unused
microwell strips back into the aluminum bag, seal and
store at 2-8°C.

2. Pipette 0.050 ml (50pl) of the appropriate calibrators, controls
and samples into the assigned wells.

3. Add 0.100 ml (100pl) of the C-Peptide Enzyme Reagent to
each well. It is very important to dispense all reagents
close to the bottom of the microwell.

4. Swirl the microplate gently for 20-30 seconds to mix. Cover
with a plastic wrap.

5. Incubate for 120 minutes at room temperature (20-25°C).

6. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

7. Add 0350ml (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 used, fill each well to the top by squeezing the
container. Avoiding air bubbles. Decant the wash and
repeat two (2) additional times.

8. Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section).

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds. 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.

NOTE: Always add reagents in the same order to minimize
reaction time differences between wells.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

C-Peptide 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 C-Peptide concentration in ng/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 C-Peptide 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 ng/ml) from
the horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (0.433) intersects the dose response
curve at 1.03 ng/ml for the C-Peptide concentration (See
Figure 1).

»w

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.

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.



EXAMPLE 1

Sample Well Mean Value
1D Number | A0S | aps (B) (ng/ml)
A1 0.022
Cal A B1 0,023 0.022 0
C1 0.097
Cal B o1 0.107 0.103 0.2
E1 0.421
CalC 1 0439 0.429 1
G1 0.889
CalD 7] 0910 0.901 2
A2 1.976
CalE B2 1966 1.971 5
c2 2.717
CalF D2 5570 2.643 10
E2 0.429
Ctrl 1 = 0437 0.433 1.03
G2 1.861
Ctrl 2 2 1913 1.887 4.64
. A3 0.388
Patient 1 B3 0421 0.405 0.82
Figure 1
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T 2.00 1
8
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£
S 1.00 A
-
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C-Peptide Values in ng/ml|

u
11.0 QC 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 < 0.07

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
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 grossly contaminated
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to
repeat the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of
reagents from different batches.

9. 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. It is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

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. M and interpr 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.

13.0 EXPECTED VALUES

C-Peptide values are consistently higher in plasma than in serum;
Monobind advises that a serum sample be used for accurate
determination. Compared with fasting values in non-obese non-
diabetic individuals, C-Peptide levels are higher in obese non-
diabetic subjects and lower in trained athletes.

Each laboratory is advised to establish its own ranges for normal
and abnormal populations. These ranges are always dependent
upon locale, population, laboratory, technique and specificity of
the method.

It is important to keep in mind that any normal range
establishment is dependent upon a multiplicity of factors like the
specificity of the method, the locale, the population tested and the
precision of the method in the hands of technicians. 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 technicians using the
method with a population indigenous to the area in which the
laboratory is located.

Based on the clinical data gathered by Monobind in concordance
with the published literature the following ranges have been
assigned. These ranges should be used as quidelines only:

Adult (Normal) 0.7 — 1.9 ng/ml

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the C-Peptide
AccuBind® ELISA test system were determined by analyses on
three different levels of pool control sera. The number (N), mean
value(X), standard deviation (6) and coefficient of variation (C.V.)
for each of these control sera are presented in Table 1 and Table
2.

TABLE 1
Within Assay Precision (Values in ng/ml)
SAMPLE N X o C.V.
Pool 1 20 1.43 0.11 7.7%
Pool 2 20 5.07 0.46 9.0%
Pool 3 20 7.81 0.73 9.3%

TABLE 2
Between Assay Precision* (Values in ng/ml)
SAMPLE N X o C.V.
Pool 1 20 1.27 0.12 9.7%
Pool 2 20 5.40 0.54 9.9%
Pool 3 20 8.18 0.50 6.1%

*As measured in ten experiments in duplicate over ten days.

14.2 Sensitivity

The sensitivity (detection limit) was ascertained by determining
the variability of the 0 ng/ml serum calibrator and using the 2c
(95% certainty) statistic to calculate the minimum dose. The assay
sensitivity was found to be 0.020 ng/ml.

14.3 Accuracy

The C-Peptide AccuBind® ELISA test system was compared with
a predicate radioimmunoassay assay. Biological specimens from
population (symptomatic and asymptomatic) were used. (The
values ranged from 0.2 ng/ml — 11.8ng/ml). The total number of
such specimens was 124. The data obtained is displayed in Table
4 (see next column).

TABLE 4
Method Mean Least Square Correlation
(x) Regression Analysis Coefficient

Monobind (y) 1.068
Reference (x) 1.066

y = 0.2079 + 0.8036(x) _0.962

Only slight amounts of bias between the C-Peptide AccuBind®
ELISA test system 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 cross-reactivity of the C-Peptide AccuBind® ELISA test
system to selected substances was evaluated by adding the
interfering substance(s) to a serum matrix at the following
concentration(s). The cross-reactivity was calculated by deriving a
ratio between dose of interfering substance to dose of C-Peptide
needed to produce the same absorbance.

Substance Cross Reactivity Concentration
C-Peptide 1.000 -

Proinsulin 0.120 100 ng/ml
Insulin non-detectable 1.0 miU/ml
Glucagon non-detectable 150 ng/ml

15.0 REFERENCES

1. Eastham RD, Biochemical Values in Clinical Medicine, 7" Ed,
Bristol England, John Wright & Sons Ltd (1985).

2. Gerbitz VKD, “Pancreatische B-zellen Peptide: Kinetic and
Konzentration von Proinsulin insulin and C-peptide in Plasma
and Urin Probleme der Mezmethoden Klinische und
Literaturubersicht”, J Clin Chem Biochem, 18, 313-326 (1980).

3. Boehm TM, Lebovitz HE, “Statistical analysis of Glucose and
insulin responses to intravenous tolbutamide: evaluation of
hypoglycemic and hyperinsulinemic states”, Diabetes Care,
479-490, (1979).

4. National Committee for Clinical Laboratory Standards,
“Procedures for the collection of diagnostic blood specimens
by venipuncture: approved standards’, 4" Ed, NCCLS
Document H3-A4, Wayne PA (1998).

5. Turkington RW, Estkowkski A, Link M, “Secretion of insulin or
connecting peptide; a predictor of insulin dependence of obese
diabetics”, Archives of Internal Med, 142, 1102-1105 (1982).

6. Sacks BD: Carbohydrates In Burtis, C.A. and Ashwood, AR
(Eds) Tietz, Textbook of Clinical Chemistry, ond Ed,
Philadelphia, WB Saunders Co (1994).

7. Kahn CR, Rosenthal AS, “Immunologic reactions to insulin,
insulin allergy, insulin resistance and autoimmune insulin
syndrome”. Diabetes Care 2, 283-295 (1979).

Revision: 4 Date: 2019-Jul-16 DCO: 1353
MP2725 Product Code: 2725-300

192(B)

A) 2ml set 2ml set

= B) 1 (13ml) 2 (13ml)
% C) 1 plate 2 plates
S D) 1(20ml) | 1 (20ml)
§ E) 1 (7ml) 2 (7ml)
4 F) 1 (7ml) 2 (7ml)
G) 1 (8ml) 2 (8ml)

For Orders and Inquires, please contact

@8 Monobind Inc.
100 North Pointe Drive
Lake Forest, CA 92630 USA

Tel: +1 949.951.2665  Mail: info@monobind.com

Fax: +1 949.951.3639

[ivb]-§~ C€

Fax: www.monobind.com

CEpartnerdU, Esdoomiaan 13
| EC | REP | 3951 DBMaarn, Tha Nealherlanus

Please visit our website to learn more
about our products and services,

Glossary of Symbols
(EN 980/1S0 15223)

ivo] &

In Vitro -

(1]

Diagnostic Limitation
Medical it for Use
Dosia Condition (2-8°C)
Contains
Cotmingue Sufficient Batch Code
Test for £
Used By Date of
(Exp Day)

Authorized Rep in
European Country

C€

European
Conformity


mailto:Monobind@monobind.com

1

Instructions for Use

TM-CYFRA 21-1 ELISA

IVD

REF| EIA-5070

V96

ul
DRG G~

DRG Instruments GmbH, Germany
FrauenbergstralRe. 18, 35039 Marburg

Phone: +49 (0)6421-1700 0, Fax: +49 (0)6421-1700 50
Website: www.drg-diagnostics.de

E-mail: drg@drg-diagnostics.de

q

Distributed by:

DRG G

DRG International, Inc., USA

841 Mountain Ave., Springfield, NJ 07081
Phone: (973) 564-7555, Fax: (973) 564-7556
Website: www.drg-international.com

E-mail: corp@drg-international.com



TM-CYFRA 21-1 ELISA EIA-5070

= 2 OO N O, WN -

- O

_ 2 OO N O, WN -~

- O

_ 2 OO N O, WN -~

- O

Please use only the valid version of the Instructions for Use provided with the kit.
Verwenden Sie nur die jeweils giiltige, im Testkit enthaltene, Gebrauchsanweisung.
Si prega di usare la versione valida delle istruzioni per 'uso a disposizione con il kit.
Por favor, se usa solo la version valida de la metodico técnico incluido aqui en el kit.
Utilisez seulement la version valide des Instructions d’utilisation fournies avec le kit.
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1 INTRODUCTION

TM-CYFRA 21-1 ELISA EIA-5070 m
1.1 Intended Use

The DRG TM-CYFRA 21-1 ELISA is an enzyme immunoassay for the quantitative in vitro diagnostic measurement of
CYFRA 21-1 in serum or plasma (heparin- or citrate plasma).

1.2 Summary and Explanation

Cytokeratins are epithelial markers whose expression is not lost during malignant transformation. CYFRA 21-1 is a
cytokeratin-19 fragment that is soluble in serum and can be used as circulating tumor marker. Although expressed in all
body tissues, its major occurrence is in the lung, particularly in lung cancer tissues. CYFRA 21-1 is a sensitive and
specific tumor marker of non-small-cell lung cancer (NSCLC), especially of squamous cell subtype (1,2,3). It also reflects
the extent of the disease and has an independent prognostic role along with performance status and disease stage in
NSCLC (4,5,6). In addition, detection of serum CYFRA 21-1 allows for identification of high risk patients that may benefit
from adjuvant chemotherapy (7), and enables the early detection of progressive disease in recurrent NSCLC (8).
Additionally, CYFRA 21-1 has been described as a useful marker for esophageal squamous cell carcinoma (9) and for
therapy monitoring of bladder cancer (10).

The TM-CYFRA 21-1 ELISA uses the two mouse monoclonal antibodies KS19.1 and BM19.21 to determine
cytokeratin-19 fragments.

2 PRINCIPLE OF THE TEST

The DRG TM-CYFRA 21-1 ELISA is a solid phase enzyme-linked immunosorbent assay (ELISA) based on the sandwich
principle.

The microtiter wells are coated with a monoclonal (mouse) antibody directed towards a unique antigenic site of the
CYFRA 21-1 molecule.

An aliquot of patient sample containing endogenous CYFRA 21-1 is incubated in the coated well with enzyme conjugate,
which is an anti-CYFRA 21-1 antibody conjugated with horseradish peroxidase. After incubation the unbound conjugate is
washed off.

The amount of bound peroxidase conjugate is proportional to the concentration of CYFRA 21-1 in the sample.

Having added the substrate solution, the intensity of colour developed is proportional to the concentration of CYFRA 21-1
in the patient sample.

Version 8.0 2018/08 - vk -2-
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WARNINGS AND PRECAUTIONS

This kit is for in vitro diagnostic use only. For professional use only.

All reagents of this test kit which contain human serum or plasma have been tested and confirmed negative for
HIV 1/11, HBsAg and HCV by FDA approved procedures. All reagents, however, should be treated as potential
biohazards in use and for disposal.

Before starting the assay, read the instructions completely and carefully. Use the valid version of instructions for use
provided with the kit. Be sure that everything is understood.

The microplate contains snap-off strips. Unused wells must be stored at 2 °C to 8 °C in the sealed foil pouch and
used in the frame provided.

Pipetting of samples and reagents must be done as quickly as possible and in the same sequence for each step.
Use reservoirs only for single reagents. This especially applies to the substrate reservoirs. Using a reservoir for
dispensing a substrate solution that had previously been used for the conjugate solution may turn solution colored.
Do not pour reagents back into vials as reagent contamination may occur.

Mix the contents of the microplate wells thoroughly to ensure good test results. Do not reuse microwells.

Do not let wells dry during assay; add reagents immediately after completing the rinsing steps.

Allow the reagents to reach room temperature (21 °C to 26 °C) before starting the test. Temperature will affect the
absorbance readings of the assay. However, values for the patient samples will not be affected.

Never pipet by mouth and avoid contact of reagents and specimens with skin and mucous membranes.

Do not smoke, eat, drink or apply cosmetics in areas where specimens or kit reagents are handled.

Wear disposable latex gloves when handling specimens and reagents. Microbial contamination of reagents or
specimens may give false results.

Handling should be done in accordance with the procedures defined by an appropriate national biohazard safety
guideline or regulation.

Do not use reagents beyond expiry date as shown on the kit labels.

All indicated volumes have to be performed according to the protocol. Optimal test results are only obtained when
using calibrated pipettes and microtiter plate readers.

Do not mix or use components from kits with different lot numbers. It is advised not to exchange wells of different
plates even of the same lot. The kits may have been shipped or stored under different conditions and the binding
characteristics of the plates may result slightly different.

Avoid contact with Stop Solution containing 0.5 M H,SO,. It may cause skin irritation and burns.

Some reagents contain Proclin 300, BND and/or MIT as preservatives. In case of contact with eyes or skin, flush
immediately with water.

TMB substrate has an irritant effect on skin and mucosa. In case of possible contact, wash eyes with an abundant
volume of water and skin with soap and abundant water. Wash contaminated objects before reusing them. If inhaled,
take the person to open air.

Chemicals and prepared or used reagents have to be treated as hazardous waste according to the national
biohazard safety guideline or regulation.

For information on hazardous substances included in the kit please refer to Safety Data Sheets.

Safety Data Sheets for this product are available upon request directly from DRG.
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4 REAGENTS

41 Reagents provided

1. Microtiterwells, 12 x 8 (break apart) strips, 96 wells;
Wells coated with anti-CYFRA 21-1 antibody (monoclonal).

2. Standard (Standard 0 - 4), 5 vials, 1 mL each, lyophilized;
Concentrations: 0-3-10-25-50 ng/mL
See “Reagent Preparation®.
Contain non-mercury preservative.

3. Control Low & High, 2 vials, 1 mL each, lyophilized;
For control values and ranges please refer to vial label or QC-Datasheet.
See “Reagent Preparation®.
Contain non-mercury preservative.

4. Sample Diluent, 1 vial, 3 mL, ready to use;
Contains non-mercury preservative.

5. Assay Buffer, 1 vial, 7 mL, ready to use;
Contains non-mercury preservative.

6. Enzyme Conjugate, 1 vial, 1.2 mL, ready to use,
Anti-CYFRA 21-1 antibody conjugated with horseradish peroxidase;
Contains non-mercury preservative.

7. Substrate Solution, 1 vial, 14 mL, ready to use;
Tetramethylbenzidine (TMB).

8. Stop Solution, 1 vial, 14 mL, ready to use;
Contains 0.5 M H,SO,
Avoid contact with the stop solution. It may cause skin irritations and burns.

9. Wash Solution, 1 vial, 30 mL (40X concentrated);
See “Reagent Preparation®.

Note: Additional Sample Diluent for sample dilution is available upon request.

4.2 Materials required but not provided

— A microtiter plate calibrated reader (450 nm £ 10 nm) (e.g. the DRG Instruments Microtiter Plate Reader)
— Calibrated variable precision micropipettes

— Absorbent paper

— Distilled or deionized water

— Timer

— Graph paper or software for data reduction

4.3 Storage Conditions

When stored at 2 °C to 8 °C unopened reagents will retain reactivity until expiration date. Do not use reagents beyond this
date.

Opened reagents must be stored at 2 °C to 8 °C. Microtiter wells must be stored at 2 °C to 8 °C. Once the foil bag has
been opened, care should be taken to close it tightly again.
Opened kits retain activity for 8 weeks if stored as described above.
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4.4 Reagent Preparation
Bring all reagents and required number of strips to room temperature prior to use.

Standards

Reconstitute the lyophilized contents of each vial with 1 mL deionized water and let stand for at least 10 minutes at room
temperature. Mix several times before use.

Note: The reconstituted standards are stable for 8 weeks at 2 °C to 8 °C.
For longer storage freeze at -20 °C.

Controls

Reconstitute the lyophilized content each vial with 1 mL deionized water and let stand for at least 10 minutes at room
temperature. Mix the control several times before use.

Note: The reconstituted controls are stable for 8 weeks at 2 °C to 8 °C.
For longer storage freeze at -20 °C.

Wash Solution

Add deionized water to the 40X concentrated Wash Solution.
Dilute 30 mL of concentrated Wash Solution with 1170 mL deionized water to a final volume of 1200 mL.

The diluted Wash Solution is stable for 2 weeks at room temperature.

4.5 Disposal of the Kit

The disposal of the kit must be made according to the national regulations. Special information for this product is given in
the Safety Data Sheet, section 13.

4.6 Damaged Test Kits

In case of any severe damage to the test kit or components, DRG has to be informed in writing, at the latest, one week
after receiving the kit. Severely damaged single components should not be used for a test run. They have to be stored
until a final solution has been found. After this, they should be disposed according to the official regulations.

Version 8.0 2018/08 - vk -5-



TM-CYFRA 21-1 ELISA EIA-5070

5 SPECIMEN COLLECTION AND PREPARATION
Serum or plasma (heparin- or citrate plasma) can be used in this assay.
The use of EDTA plasma results in increased values.

Do not use haemolytic, icteric or lipaemic specimens.
Please note: Samples containing sodium azide should not be used in the assay.

5.1 Specimen Collection
Serum:

Collect blood by venipuncture (e.g. Sarstedt Monovette for serum), allow to clot, and separate serum by centrifugation at
room temperature. Do not centrifuge before complete clotting has occurred. Patients receiving anticoagulant therapy may
require increased clotting time.

Plasma:

Whole blood should be collected into centrifuge tubes containing anti-coagulant (e.g. Sarstedt Monovette with the
appropriate plasma preparation) and centrifuged immediately after collection.

5.2 Specimen Storage and Preparation
Specimens should be capped and may be stored for up to 5 days at 2 °C to 8 °C prior to assaying.

Specimens held for a longer time (up to 18 months) should be frozen only once at -20 °C prior to assay. Thawed samples
should be inverted several times prior to testing.

5.3 Specimen Dilution

If in an initial assay, a specimen is found to contain more than the highest standard, the specimens can be diluted with
Sample Diluent and re-assayed as described in Assay Procedure.

For the calculation of the concentrations this dilution factor has to be taken into account.

Example:
a) dilution 1:10: 10 pL sample + 90 yL Sample Diluent (mix thoroughly)
b) dilution 1:100: 10 pL dilution a) 1:10 + 90 yL Sample Diluent (mix thoroughly).

6 ASSAY PROCEDURE

6.1 General Remarks

— All reagents and specimens must be allowed to come to room temperature before use. All reagents must be mixed
without foaming.

— Once the test has been started, all steps should be completed without interruption.

— Use new disposal plastic pipette tips for each standard, control or sample in order to avoid cross contamination.

— Absorbance is a function of the incubation time and temperature. Before starting the assay, it is recommended that all
reagents are ready, caps removed, all needed wells secured in holder, etc. This will ensure equal elapsed time for
each pipetting step without interruption.

— As a general rule the enzymatic reaction is linearly proportional to time and temperature.
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6.2

Test Procedure

Each run must include a standard curve.

1

2
3.
4

o

6.3

Secure the desired number of Microtiter wells in the frame holder.
Dispense 50 pL Assay Buffer into each well.
Dispense 10 yL Enzyme Conjugate into each well.

Dispense 50 uL of each Standard, Control and samples with new disposable tips into appropriate wells.
Thoroughly mix for 10 seconds. It is important to have a complete mixing in this step.

Incubate for 60 minutes at room temperature.

Briskly shake out the contents of the wells.

Rinse the wells 3 times with 350 pL diluted Wash Solution per well. Strike the wells sharply on absorbent paper to
remove residual droplets.

Important note:

The sensitivity and precision of this assay is markedly influenced by the correct performance of the washing
procedure!

Add 100 uL of Substrate Solution to each well.
Incubate for 15 minutes at room temperature.
Stop the enzymatic reaction by adding 100 pyL of Stop Solution to each well.

Determine the absorbance (OD) of each well at 450 nm * 10 nm with a microtiter plate reader.
It is recommended that the wells be read within 10 minutes after adding the Stop Solution.

Calculation of Results

Calculate the average absorbance values for each set of standards, controls and patient samples.

Using linear graph paper, construct a standard curve by plotting the mean absorbance obtained from each standard
against its concentration with absorbance value on the vertical (Y) axis and concentration on the horizontal (X) axis.
Using the mean absorbance value for each sample determine the corresponding concentration from the standard
curve.

Automated method: The results in the Instructions for Use have been calculated automatically using a 4-Parameter
curve fit. (4 Parameter Rodbard or 4 Parameter Marquardt are the preferred methods.) Other data reduction
functions may give slightly different results.

The concentration of the samples can be read directly from this standard curve. Samples with concentrations higher
than that of the highest standard have to be further diluted or reported as > 50 ng/mL. For the calculation of the
concentrations this dilution factor has to be taken into account.

.1 Example of Typical Standard Curve
The following data is for demonstration only and cannot be used in place of data generations at the time of assay.
Standard Optical Units (450 nm)
Standard 0 (0 ng/mL) 0.05
Standard 1 (3 ng/mL) 0.23
Standard 2 (10 ng/mL) 0.63
Standard 3 (25 ng/mL) 1.37
Standard 4 (50 ng/mL) 2.35
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7 EXPECTED NORMAL VALUES
It is strongly recommended that each laboratory should determine its own normal and abnormal values.

In a study conducted with apparently healthy adults, using the DRG TM-CYFRA 21-1 ELISA the following data were
observed:

Pobulation| n Mean Median 5™ . 95" Percentile Range (min. - max.)
P (ng/mL) (ng/mL) (ng/mL) (ng/mL)
Males 121 0.61 0.60 0.10-1.33 0.00-2.53

Females 119 0.58 0.46 0.00-1.38 0.00-1.98

Several studies recommended a cut-off concentration of 3.3 ng/mL for CYFRA 21-1, since all patients without disease
and 95% of patients with benign lung diseases are found below this value (1,2,3).

The results alone should not be the only reason for any therapeutic consequences. The results should be correlated to
other clinical observations and diagnostic tests.

8 QUALITY CONTROL

Good laboratory practice requires that controls be run with each calibration curve. A statistically significant number of
controls should be assayed to establish mean values and acceptable ranges to assure proper performance.

It is recommended to use control samples according to state and federal regulations. The use of control samples is
advised to assure the day to day validity of results. Use controls at both normal and pathological levels.

The controls and the corresponding results of the QC-Laboratory are stated in the QC certificate added to the kit. The
values and ranges stated on the QC sheet always refer to the current kit lot and should be used for direct comparison of
the results.

It is also recommended to make use of national or international Quality Assessment programs in order to ensure the
accuracy of the results.

Employ appropriate statistical methods for analysing control values and trends. If the results of the assay do not fit to the
established acceptable ranges of control materials patient results should be considered invalid.

In this case, please check the following technical areas: Pipetting and timing devices; photometer, expiration dates of
reagents, storage and incubation conditions, aspiration and washing methods.

After checking the above mentioned items without finding any error contact your distributor or DRG directly.
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9 PERFORMANCE CHARACTERISTICS

9.1 Assay Dynamic Range
The range of the assay is between 0.079 ng/mL - 50 ng/mL.

9.2 Specificity of Antibodies (Cross Reactivity)
The antibodies used for the DRG TM-CYFRA 21-1 ELISA are specific for Keratin 19.

9.3 Sensitivity

The Limit of Blank (LoB) is 0.079 ng/mL.

The Limit of Detection (LoD) is 0.185 ng/mL.
The Limit of Quantification (LoQ) is 0.343 ng/mL.

9.4 Reproducibility

9.4.1 Intra Assay
The within assay variability is shown below:

Sample | n | Mean (ng/mL) [ CV (%)
1 80 1.90 6.4
2 80 4.31 3.5
3 80 12.68 2.7
4 80 33.89 3.4
9.4.2 Inter Assay
The between assay variability is shown below:
Sample | n | Mean (ng/mL) | CV (%)
1 80 1.90 11.7
2 80 4.31 7.1
3 80 12.68 5.5
4 80 33.89 5.7
9.4.3 Inter-Lot
The inter-assay (between-lots) variation was determined by repeated measurements of samples with 3 different kit lots.
Sample | n | Mean (ng/mL) | CV (%)
1 18 2.62 25
2 18 8.68 5.1
3 18 11.07 2.5
4 18 32.75 5.2

9.5 Recovery
Samples have been spiked by adding CYFRA 21-1 solutions with known concentrations in a 1:1 ratio.

The % recovery has been calculated by multiplication of the ratio of the measurements and the expected values with 100
(expected value = (endogenous CYFRA 21-1 + added CYFRA 21-1)/2; because of a 1:2 dilution of serum with spike
material).

Sample 1 | Sample 2 | Sample 3 | Sample 4 | Sample 5 | Sample 6
Concentration (ng/mL) 2.24 5.90 10.06 15.98 23.14 38.67
Average Recovery (%) 91.7 94.5 95.4 94.1 94.9 94.8
from 87.7 89.1 89.3 91.4 91.3 90.9
Range of Recovery (%)
101.8 105.5 104 .1 98.6 100.1 98.1
Version 8.0 2018/08 - vk -9-




TM-CYFRA 21-1 ELISA EIA-5070

9.6 Linearity
Sample 1 | Sample 2 | Sample 3 | Sample 4 | Sample 5 | Sample 6
Concentration (ng/mL) 11.60 26.95 45.05 15.55 22.52 37.62
Average Recovery (%) 99.8 103.8 101.8 103.8 104.3 100.1
from 95.5 100.8 95.9 101.8 99.8 95.8
Range of Recovery (%)
to 104.0 108.3 109.1 108.7 107.2 104.6

10 LIMITATIONS OF USE

Reliable and reproducible results will be obtained when the assay procedure is performed with a complete understanding
of the package insert instruction and with adherence to good laboratory practice.

Any improper handling of samples or modification of this test might influence the results.

10.1 Interfering Substances

Haemoglobin (up to 4 mg/mL), Bilirubin (up to 0.5 mg/mL) and Triglyceride (up to 7.5 mg/mL) have no influence on the
assay results.

The assay contains reagents to minimize interference of HAMA and heterophilic antibodies.

10.2 Drug Interferences

Until today no substances (drugs) are known to us, which have an influence to the measurement of CYFRA 21-1in a
sample.

10.3 High-Dose-Hook Effect
Hook effect was not observed in this test up to a concentration of 1000 ng/mL of CYFRA 21-1.

11 LEGAL ASPECTS

11.1 Reliability of Results

The test must be performed exactly as per the manufacturer’s instructions for use. Moreover the user must strictly adhere
to the rules of GLP (Good Laboratory Practice) or other applicable national standards and/or laws. This is especially
relevant for the use of control reagents. It is important to always include, within the test procedure, a sufficient number of
controls for validating the accuracy and precision of the test.

The test results are valid only if all controls are within the specified ranges and if all other test parameters are also within
the given assay specifications. In case of any doubt or concern please contact DRG.

11.2 Therapeutic Consequences
Therapeutic consequences should never be based on laboratory results alone even if all test results are in agreement
with the items as stated under point 11.1. Any laboratory result is only a part of the total clinical picture of a patient.

Only in cases where the laboratory results are in acceptable agreement with the overall clinical picture of the patient
should therapeutic consequences be derived.

The test result itself should never be the sole determinant for deriving any therapeutic consequences.

11.3 Liability

Any modification of the test kit and/or exchange or mixture of any components of different lots from one test kit to another
could negatively affect the intended results and validity of the overall test. Such modification and/or exchanges invalidate
any claim for replacement.

Claims submitted due to customer misinterpretation of laboratory results subject to point 11.2 are also invalid.
Regardless, in the event of any claim, the manufacturer’s liability is not to exceed the value of the test kit. Any damage
caused to the test kit during transportation is not subject to the liability of the manufacturer.
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1 EINLEITUNG

Der DRG TM-CYFRA 21-1 ELISA wird zur quantitativen Bestimmung von CYFRA 21-1 in Serum oder Plasma (Heparin-
oder Zitratplasma) eingesetzt.

Nur fiir In-vitro Diagnostik.

1.1 Zusammenfassung und Erkldrung

Zytokeratine sind epitheliale Marker, deren Expression im Zuge maligner Transformationen nicht verloren geht. CYFRA
21-1 ist ein Fragment des Cytokeratin-19, das in geléster Form im Serum vorliegt und deshalb als zirkulierender
Tumormarker verwendet werden kann. Prinzipiell wird CYFRA 21-1 in allen Geweben exprimiert, vor allem jedoch in
Tumorgewebe der Lunge. Deshalb ist CYFRA 21-1 ein sensitiver und spezifischer Tumormarker des nicht-kleinzelligen
Lungenkarzinoms (NSCLC), vor allem des squamdsen Subtyps (1,2,3). Es spiegelt auch das Ausmal} der Krankheit
wieder, gilt als unabhangiger prognostischer Faktor und reflektiert das Tumorstaging bei NSCLC (4,5,6). Weiterhin
ermoglicht CYFRA 21-1 die Identifizierung von Hochrisiko-Patienten, die von einer adjuvanten Chemotherapie profitieren
kénnten (7) und erlaubt die Detektion eines fortschreitenden Rezidivs bei NSCLC (8). Ferner wurde CYFRA 21-1 als
Marker fiir das squamése Osophaguskarzinom beschrieben (9) sowie als Marker zum Therapiemonitoring bei
Blasentumoren (10).

Zur Bestimmung der Zytokeratin-19 Fragmente werden im CYFRA 21-1 ELISA die zwei monoklonalen Antikérper KS19.1
und BM19.21 verwendet.

2 TESTPRINZIP

Der DRG TM-CYFRA 21-1 ELISA ist ein Festphasen-Enzymimmunoassay, der auf der Sandwichtechnik basiert.

Die Wells der Mikrotiterplatten sind mit einem monoklonalen Antikdrper beschichtet, der gegen eine definierte Antikdrper-
Bindungsstelle des CYFRA 21-1-Molekiils gerichtet ist.

Die Proben werden in die beschichteten Wells gegeben und mit einem Enzymkonjugat inkubiert. Das Konjugat enthalt
einen anti-CYFRA 21-1-Antikérper, der mit Meerrettichperoxidase konjugiert ist. Es wird ein Sandwichkomplex gebildet.
Das nicht gebundene Konjugat wird durch Waschen der Wells entfernt. AnschlieRend wird die Substratlésung zugegeben
und die Farbentwicklung nach einer definierten Zeit gestoppt. Die Intensitat der gebildeten Farbe ist proportional der
CYFRA 21-1-Konzentration in der Probe. Die Extinktion wird bei 450 nm mit einem Mikrotiterplattenleser gemessen.

3 VORSICHTSMARNAHMEN

— Dieser Kit ist nur zum in vitro diagnostischen Gebrauch geeignet.

— Nur die gultige, im Testkit enthaltene, Gebrauchsanweisung verwenden.

— Informationen zu im Kit enthaltenen gefahrlichen Substanzen entnehmen Sie bitte dem Sicherheitsdatenblatt.

— Alle Bestandteile dieses Testkits, die humanes Serum oder Plasma enthalten, wurden mit FDA-gepriiften Methoden
auf HIV I/ll, HbsAg und HCV getestet und als negativ bestatigt. Jedoch sollten alle Bestandteile im Umgang und bei
der Entsorgung wie mégliche Gefahrenstoffe betrachtet werden.

— Der Kontakt mit der Stop Solution sollte vermieden werden, da sie 0,5 M H,SO,4 enthalt. Schwefelsdure kann
Hautreizungen und Verbrennungen verursachen.

— Nicht mit dem Mund pipettieren und den Kontakt von Kitbestandteilen und Proben mit Haut und Schleimh&uten
vermeiden.

— In den Bereichen, in denen Proben oder Kitbestandteile verwendet werden, nicht rauchen, essen oder Kosmetika
verwenden.

— Beim Umgang mit Proben oder Reagenzien Einweg-Latexhandschuhe tragen. Die Verunreinigung von Reagenzien
oder Proben mit Mikroben kann zu falschen Ergebnissen fiihren.

— Der Gebrauch sollte gemaf der Vorschriften einer entsprechenden nationalen Gefahrenstoff-Sicherheitsrichtlinie
erfolgen.

— Reagenzien nicht nach dem auf dem Kit-Etikett angegebenen Verfallsdatum verwenden.

— Alle im Kit-Protokoll angegebenen Mengen missen genau eingehalten werden. Optimale Ergebnisse kénnen nur
durch Verwendung kalibrierter Pipetten und Mikrotiterplatten-Lesegerate erreicht werden.

— Komponenten von Kits mit unterschiedlichen Lotnummern nicht untereinander vertauschen. Es wird empfohlen, keine
Wells von verschiedenen Platten zu verwenden, auch nicht, wenn es sich um das gleiche Lot handelt. Die Kits kdnnen
unter anderen Bedingungen gelagert oder versendet worden sein, so dass die Bindungscharakteristik der Platten
leicht unterschiedlich ausfallt.

— Chemikalien und zubereitete oder bereits benutzte Reagenzien missen gemaf den nationalen
Gefahrenstoffvorschriften wie gefahrlicher Abfall behandelt werden.

— Sicherheitsdatenblatter fir dieses Produkt sind auf Anfrage direkt von der Firma DRG Instruments GmbH erhaltlich.
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4 BESTANDTEILE DES KITS

41 Kitinhalt

1. Microtiterwells, 96 Wells, 12 x 8 Wells (einzeln brechbar);
Mit anti-CYFRA 21-1-Antikérper (monoklonal) beschichtet.

2. Standard (Standard 0 - 4), 5 Flaschchen, je 1 mL, lyophilisiert;
Konzentrationen: 0-3-10-25 - 50 ng/mL
Siehe ,Vorbereitung der Reagenzien®.
Enthalt quecksilberfreies Konservierungsmittel.

3. Control Low & High (Kontrolle), 2 Flaschchen, je 1 mL, lyophilisiert
Kontrollwerte und -bereiche entnehmen Sie bitte dem Flaschchenetikett oder dem QC-Datenblatt.
Siehe ,Vorbereitung der Reagenzien®.
Enthalt quecksilberfreies Konservierungsmittel.

4. Sample Diluent (Probenverdinnungsmedium), 1 Flaschchen, 3 mL, gebrauchsfertig;
Enthalt quecksilberfreies Konservierungsmittel.

5. Assay Buffer (Assaypuffer), 1 Flaschchen, 7 mL, gebrauchsfertig;
Enthalt quecksilberfreies Konservierungsmittel.

6. Enzyme Conjugate (Enzymkonjugat), 1 Flaschchen, 1,2 mL, gebrauchsfertig;
Anti-CYFRA 21-1-Antikdrper mit Meerrettichperoxidase konjugiert;
Enthalt quecksilberfreies Konservierungsmittel.

7. Substrate Solution (Substratlésung), 1 Flaschchen, 14 mL, gebrauchsfertig;
Substratldsung TMB.

8. Stop Solution (Stopplosung), 1 Flaschchen, 14 mL, gebrauchsfertig;
enthalt 0,5 M H2804’
Kontakt mit der Stopplésung vermeiden! Kann Hautreizungen und Verbrennungen verursachen.

9. Wash Solution (Waschlésung), 1 Flaschchen, 30 mL, 40X konzentriert;
Siehe ,Vorbereitung der Reagenzien®.

Anmerkung: Zuséatzliches Sample Diluent zur Probenverdiinnung ist auf Anfrage erhaltlich.

4.2 Erforderliche aber nicht enthaltene Gerate und Materialien

— Kalibriertes Mikrotiterplattenlesegerat mit 450 nm = 10 nm Filter), (z.B. das DRG Instruments
Mikrotiterplattenlesegerat)

— Kalibrierte variable Prazisions-Mikropipette

— Saugfahiges Papier

— Destilliertes Wasser

— Laborwecker

— Millimeterpapier oder Software zur Datenauswertung

4.3 Lagerung und Haltbarkeit des Kits

Die ungedffneten Reagenzien behalten bei Lagerung um 2 °C bis 8 °C ihre Reaktivitat bis zum Verfallsdatum. Nach dem
Verfallsdatum die Reagenzien nicht mehr verwenden.

Nach dem Offnen sollten alle Reagenzien bei 2 °C bis 8 °C gelagert werden.

Die Mikrotiterwells sollten bei 2 °C bis 8 °C gelagert werden. Der einmal gedffnete Folienbeutel sollte stets sehr sorgfaltig
wieder verschlossen werden.

Unter den beschriebenen Lagerbedingungen behalten gedffnete Kits 8 Wochen ihre Reaktivitat.

Version 8.0 2018/08 - vk -12 -



TM-CYFRA 21-1 ELISA EIA-5070

4.4 Vorbereitung der Reagenzien
Alle Reagenzien sowie die bendtigte Anzahl von Wells sollen vor dem Gebrauch auf Raumtemperatur gebracht werden.

Standards

Das Lyophilisat in jedem Fladschchen mit 1 mL destilliertem Wasser aufldsen und mindestens 10 Minuten bei
Raumtemperatur stehen lassen. Vor der Verwendung mehrere Male mischen.

Achtung: Bei 2 °C bis 8 °C sind die rekonstituierten Standards 8 Wochen haltbar.
Fiir eine ldngere Aufbewahrung bei -20 °C einfrieren.

Control

Das Lyophilisat in jedem Flaschchen mit 1 mL destilliertem Wasser aufldsen und mindestens 10 Minuten bei
Raumtemperatur stehen lassen. Vor der Verwendung mehrere Male mischen.

Achtung: Bei 2 °C bis 8 °C sind die rekonstituierten Kontrollen 8 Wochen haltbar.
Fiir eine ldngere Aufbewahrung bei -20 °C einfrieren.

Wash Solution

Die 40-fach konzentrierte Wash Solution (30 mL) mit 1170 mL destilliertem Wasser auf ein Gesamtvolumen von 1200 mL
verdinnen.

Die verdiinnte Waschlésung ist bei Raumtemperatur fiir 2 Wochen stabil.

4.5 Entsorgung des Kits

Die Entsorgung des Kits muss gemal den nationalen gesetzlichen Vorschriften erfolgen. Spezielle Informationen fur
dieses Produkt finden Sie im Sicherheitsdatenblatt, Abschnitt 13.

4.6 Beschadigte Testkits

Im Falle einer starken Beschadigung des Testkits oder der Komponenten muss die Firma DRG in schriftlicher Form
spatestens eine Woche nach Erhalt des Kits informiert werden. Stark beschadigte Einzelkomponenten sollten nicht fur
den Testlauf verwendet werden. Sie missen gelagert werden bis eine endglltige Lésung gefunden wurde. Danach
sollten Sie gemal den offiziellen Richtlinien entsorgt werden.
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5 PROBENVORBEREITUNG
Serum oder Plasma (Heparin- oder Zitratplasma) kann in diesem Test als Probenmaterial eingesetzt werden.
EDTA-Plasma fuhrt zu erhdhten Werten.

Lipamische, ikterische und/oder stark hdmolysierte Proben sollten nicht verwendet werden.
Achtung: Proben, die Natriumazid enthalten, sollten nicht verwendet werden.

5.1 Probenentnahme
Serum:

Blut durch Venenpunktion entnehmen (z.B. mit Sarstedt Monovette flir Serum), gerinnen lassen und das Serum durch
Zentrifugation bei Raumtemperatur abtrennen. Vor der Zentrifugation muss die Gerinnung vollstéandig abgeschlossen
sein. Bei Patienten, die Antikoagulantien erhalten, kann die Gerinnungszeit langer dauern.

Plasma:

Die Blutentnahme erfolgt mit Rohrchen, die ein Antikoagulanz enthalten (z.B.: Sarstedt Monovette — mit entsprechender
Plasma-Praparierung). Das Plasma wird als Uberstand nach einer Zentrifugation gewonnen.

5.2 Probenaufbewahrung
Proben sollten stets gut verschlossen sein und kdnnen vor Testbeginn bis zu 5 Tage bei 2 °C bis 8 °C gelagert werden.

Fir eine langere Aufbewahrung (bis zu 18 Monate) sollten die Proben eingefroren bei -20 °C bis zum Testbeginn gelagert
werden. Nur einmal einfrieren. Aufgetaute Proben sollten vor Testbeginn vorsichtig durchmischt werden, ohne
Schaumbildung.

5.3 Probenverdiinnung

Wenn in einem ersten Testdurchlauf bei einer Probe eine Konzentration hdher als der héchste Standard gefunden wird,
kann diese Probe mit Sample Diluent weiter verdiinnt und nochmals bestimmt werden. Die Verdiinnung muss jedoch bei
der Berechnung der Konzentration beachtet werden.

Beispiel:
a) Verdinnung 1:10: 10 uL Probe + 90 uL Sample Diluent griindlich mischen)
b) Verdinnung 1:100: 10 pL Verdinnung a) 1:10 + 90 yL Sample Diluent (griindlich mischen).

6 TESTDURCHFUHRUNG

6.1 Allgemeine Hinweise

— Alle Reagenzien und Proben missen vor Gebrauch auf Raumtemperatur gebracht und gut durchmischt werden.
Dabei sollte Schaumbildung vermieden werden.

— Wenn die Testdurchflihrung einmal begonnen wurde, muss sie ohne Unterbrechung zu Ende gefiihrt werden.

— Fur jeden Standard, jede Kontrolle oder Probe eine neue Plastikspitze verwenden, um Verschleppungen zu
vermeiden.

— Die Optische Dichte ist abhangig von Inkubationszeit und Temperatur. Deshalb ist es notwendig, vor Beginn der
Testdurchfiihrung alle Reagenzien in einen arbeitsbereiten Zustand zu bringen, die Deckel der Flaschchen zu 6ffnen,
alle bendtigten Wells in den Halter zu setzen. Nur eine solche Vorbereitung garantiert gleiche Zeiten fur jeden
Pipettiervorgang ohne Pausen.

— Als generelle Regel gilt, dass die enzymatische Reaktion linear proportional zu Zeit und Temperatur ist.
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6.2

Testdurchfihrung

Jeder Lauf muss eine Standardkurve beinhalten.

1

2
3.
4

o

Die bendtigte Anzahl Wells in der Halterung befestigen.
50 pL Assay Buffer in jedes Well geben.
10 pL Enzyme Conjugate in jedes Well geben.

Je 50 uL Standard, Control und Proben mit neuen Plastikspitzen in die entsprechenden Wells geben
Fur 10 Sekunden gut schiitteln. Es ist sehr wichtig, in diesem Schritt eine komplette Durchmischung zu erreichen.

60 Minuten bei Raumtemperatur inkubieren.

Den Inhalt der Wells kraftig ausschitteln. Wells 3-mal mit 350 pyL verdlinnter Wash Solution waschen. Verbleibende
Flussigkeit durch Ausklopfen der Wells auf saugfahigem Papier entfernen.

Achtung: Die Sensitivitdt und Prazision dieses Assays wird erheblich beeinflusst von der korrekten Durchfihrung
des Waschschrittes!

100 uL Substrate Solution in jedes Well geben.
15 Minuten bei Raumtemperatur inkubieren.
Die enzymatische Reaktion durch Zugabe von 100 uL Stop Solution in jedes Well abstoppen.

Die Optische Dichte bei 450 nm * 10 nm mit einem Mikrotiterplatten-Lesegerat innerhalb von 10 Minuten nach
Zugabe der Stop Solution bestimmen.

Ergebnisermittlung

Die durchschnittlichen Werte der Optischen Dichte (OD) fiir jedes Set von Standards, Controls und Patientenproben
bestimmen.

Eine Standardkurve ermitteln durch Auftragen der mittleren Optischen Dichte jedes Standards gegen die
Konzentration, wobei der OD-Wert auf der vertikalen (Y) Achse und die Konzentration auf der horizontalen (X) Achse
eingetragen wird.

Unter Verwendung der mittleren OD wird fiir jede Probe die entsprechende Konzentration aus der Standardkurve
ermittelt.

Automatische Methode: Die in der Gebrauchsanweisung angegebenen Werte wurden automatisch mit Hilfe der

4 Parameter-Gleichung bestimmt. (4 Parameter Rodbard oder 4 Parameter Marquardt sind die bevorzugten
Methoden.) Andere Auswertungsfunktionen kénnen leicht abweichende Werte ergeben.

Die Konzentration der Proben kann direkt von der Standardkurve abgelesen werden. Proben, die eine héhere
Konzentration als die des hdchsten Standards enthalten, missen verdiinnt werden. Dieser Verdiinnungsfaktor muss
bei der Berechnung der Konzentration beachtet werden.

6.3.1 Beispiel fiir eine Standardkurve

Nachfolgend wird ein typisches Beispiel fir eine Standardkurve mit dem DRG ELISA gezeigt. Diese Werte sollten nicht
zur Berechnung von Patientendaten verwendet werden.

Standard Optische Dichte (450 nm)
Standard 0 (0 ng/mL) 0,05
Standard 1 (3 ng/mL) 0,23
Standard 2 (10 ng/mL) 0,63
Standard 3 (25 ng/mL) 1,37
Standard 4 (50 ng/mL) 2,35
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7 ERWARTETE WERTE
Es wird empfohlen, dass jedes Labor seine eigenen normalen und abnormalen Werte ermittelt.

In einer Studie mit dem DRG TM-CYFRA 21-1 ELISA wurden die Proben von scheinbar gesunden Erwachsenen
untersucht. Dabei ergaben sich folgende Werte:

Pooulation| n Mittelwert Median 5. - 95. Perzentile Bereich (min. - max.)
P (ng/mL) (ng/mL) (ng/mL) (ng/mL)
Manner 121 0,61 0,60 0,10-1,33 0,00 - 2,53
Frauen 119 0,58 0,46 0,00 - 1,38 0,00 - 1,98

Mehrere unabhangige Studien empfehlen fiir CYFRA 21-1 als sogenannten Entscheidungswert (Cut-off) eine
Konzentration von 3,3 ng/mL, da alle Patienten ohne Erkrankung und 95 % der Patienten mit benigner
Lungenerkrankungen unterhalb diese Wertes liegen (1,2,3).

Die mit diesem Testkit erzielten Ergebnisse sollten niemals als alleinige Grundlage flr therapeutische Konsequenzen
dienen. Die Ergebnisse miissen zusammen mit anderen klinischen Befunden und diagnostischen Tests des Patienten
interpretiert werden.

8 QUALITATSKONTROLLE

Es wird empfohlen, die Kontrollproben gemaf den nationalen gesetzlichen Bestimmungen einzusetzen. Durch die
Verwendung von Kontrollproben wird eine Tag-zu-Tag Uberpriifung der Ergebnisse erzielt. Es sollten Kontrollen sowohl
mit normalem als auch pathologischem Level eingesetzt werden.

Die Kontrollen mit den entsprechenden Ergebnissen des QC-Labors sind im QC-Zertifikat, das dem Kit beiliegt,
aufgefihrt. Die im QC-Blatt angegebenen Werte und Bereiche beziehen sich stets auf die aktuelle Kitcharge und sollten
zum direkten Vergleich der Ergebnisse verwendet werden.

Es wird ebenfalls empfohlen, an nationalen oder internationalen Qualitatssicherungs-Programmen teilzunehmen, um die
Genauigkeit der Ergebnisse zu sichern.

Es sollten geeignete statistische Methoden zur Analyse von Kontroll-Werten und Trends angewendet werden. Wenn die
Ergebnisse des Assays nicht mit den angegebenen Akzeptanzbereichen des Kontrollmaterials ibereinstimmen, sollten
die Patientenergebnisse als ungultig eingestuft werden.

In diesem Fall Gberpriifen Sie bitte die folgenden Bereiche: Pipetten und Zeithehmer, Photometer, Verfallsdatum der
Reagenzien, Lagerungs- und Inkubationsbedingungen, Absaug- und Waschmethode.

Sollten Sie nach Uberpriifung der vorgenannten Bereiche keinen Fehler erkannt haben, setzen Sie sich bitte mit lhrem
Lieferanten oder direkt mit der Firma DRG in Verbindung.

9 ASSAY-CHARAKTERISTIKA

9.1 Messbereich
Der Messbereich des Testes liegt zwischen 0,079 ng/mL - 50 ng/mL.

9.2 Spezifitat der Antikorper (Kreuzreaktivitat)
Die Daten entnehmen Sie bitte der ausfuhrlichen englischen Arbeitsanleitung.

9.3 Sensitivitat

Der ,Limit of Blank® (LoB) ist 0,079 ng/mL.

Die Nachweisgrenze (LoD) ist 0,185 ng/mL.

Die Quantifizierungsgrenze (LoQ) ist 0,343 ng/mL.

Die Daten zu:

9.4 Reproduzierbarkeit (Prazision)
9.5 Wiederfindung

9.6 Linearitat

entnehmen Sie bitte der ausfiihrlichen englischen Version der Gebrauchsanweisung.

Version 8.0 2018/08 - vk -16 -



TM-CYFRA 21-1 ELISA EIA-5070

10 GRENZEN DES TESTS

Zuverlassige und reproduzierbare Ergebnisse werden erzielt, wenn das Testverfahren mit vollstdndigem Verstandnis der
Anweisungen in der Gebrauchsanleitung und unter Befolgung der GLP (Good Laboratory Practice)-Richtlinien
durchgefiihrt wird.

Jede unsachgemalle Behandlung von Proben oder Modifikation dieses Tests kdnnen die Ergebnisse beeinflussen.

10.1 Interferenzen

Hamoglobin (bis zu 4 mg/mL), Bilirubin (bis zu 0,5 mg/mL) und Triglyceride (bis zu 7,5 mg/mL) haben keinen Einfluss auf
das Testergebnis.

Der Test enthdlt Reagenzien, um Interferenzen mit HAMA oder heterophilen Antikérpern zu minimieren.

10.2 Beeinflussung durch Medikamente

Bislang sind uns keine Substanzen (Medikamente) bekannt geworden, die einen Einfluss auf die Bestimmung von
CYFRA 21-1 in einer Probe haben.

10.3 High-Dose-Hook Effekt
Ein Hook-Effekt tritt in diesem Test bis zu einer Konzentration von 1000 ng/mL CYFRA 21-1 nicht auf

11 RECHTLICHE GRUNDLAGEN

11.1 Zuverlassigkeit der Ergebnisse

Der Test muss exakt gemaR der Testanleitung des Herstellers abgearbeitet werden. Darliber hinaus muss der Benutzer
sich strikt an die Regeln der GLP (Good Laboratory Practice) oder andere eventuell anzuwendende Regeln oder
nationale gesetzliche Vorgaben halten. Dies betrifft besonders den Gebrauch der Kontrollreagenzien. Es ist sehr wichtig,
bei der Testdurchfiihrung stets eine ausreichende Anzahl Kontrollen zur Uberpriifung der Genauigkeit und Prézision
mitlaufen zu lassen.

Die Testergebnisse sind nur gultig, wenn alle Kontrollen in den vorgegebenen Bereichen liegen, und wenn alle anderen
Testparameter die vorgegebenen Spezifikationen fir diesen Assay erflllen. Wenn Sie beziiglich eines Ergebnisses
Zweifel oder Bedenken haben, setzen Sie sich bitte mit der Firma DRG in Verbindung.

11.2 Therapeutische Konsequenzen

Therapeutische Konsequenzen sollten keinesfalls nur aufgrund von Laborergebnissen erfolgen, selbst dann nicht, wenn
alle Testergebnisse mit den in 11.1 genannten Voraussetzungen Ubereinstimmen. Jedes Laborergebnis ist nur ein Teil
des klinischen Gesamtbildes eines Patienten.

Nur in Fallen, in denen die Laborergebnisse in akzeptabler Ubereinstimmung mit dem allgemeinen klinischen Bild des
Patienten stehen, sollten therapeutische Konsequenzen eingeleitet werden.

Das Testergebnis allein sollte niemals als alleinige Grundlage fiir die Einleitung therapeutischer Konsequenzen dienen.

11.3 Haftung

Jegliche Veranderungen des Testkits und/oder Austausch oder Vermischung von Komponenten unterschiedlicher
Chargen von einem Testkit zu einem anderen, kénnen die gewiinschten Ergebnisse und die Giiltigkeit des gesamten
Tests negativ beeinflussen. Solche Veranderungen und/oder Austausch haben den Ausschluss jeglicher
Ersatzanspruche zur Folge.

Reklamationen, die aufgrund von Falschinterpretation von Laborergebnissen durch den Kunden gemaf Punkt 11.2
erfolgen, sind ebenfalls abzuweisen. Im Falle jeglicher Reklamation ist die Haftung des Herstellers maximal auf den Wert
des Testkits beschrankt. Jegliche Schaden, die wahrend des Transports am Kit entstanden sind, unterliegen nicht der
Haftung des Herstellers.
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1 INTRODUZIONE

Il test immuno-enzimatico DRG TM-CYFRA 21-1 ELISA contiene materiale per la determinazione quantitativa di
CYFRA 21-1 in siero o plasma (plasma eparina o citrato).

Questo test kit & adatto soltanto per I'uso diagnostico.

2 PRINCIPIO DEL TEST

Il test kit DRG TM-CYFRA 21-1 ELISA & un test immunologico in fase solida con enzimi ancorati su un substrato (ELISA)
basato sul principio sandwich.

I micropozzetti sono ricoperti con un anticorpo monoclonale diretto contro un unico sito antigenico su una molecola
CYFRA 21-1. Un’aliquota di un campione di paziente contenente CYFRA 21-1 endogeno/a viene incubato nel pozzetto
ricoperto dell’enzima coniugato, che € un anticorpo anti CYFRA 21-1 monoclonale coniugato alla perossidasi di rafano.
Dopo I'incubazione il coniugato non legato € eliminato attraverso lavaggi.

La quantita della perossidasi legata & proporzionale alla concentrazione CYFRA 21-1 nel campione.

Dopo I'aggiunta della soluzione substrato, I'intensita del colore sviluppato & proporzionale alla concentrazione di

CYFRA 21-1 nel campione del paziente.

3 PRECAUZIONI

— Questo kit & adatto soltanto per I'uso diagnostico in vitro.

— Siprega di usare la versione valida dell'inserto del pacco a disposizione con il kit.

— Informazioni su sostanze pericolose contenute nel kit sono riportate nel regolamento di sicurezza.

— Tutti i componenti del kit che contengono siero o plasma umano sono controllati e confermati negativi per la presenza
di HIV I/ll, HbsAg e HCV con metodi conformi alle norme FDA. Ciononostante tutti i componenti dovrebbero essere
trattati come potenziali sostanze nocive nella manutenzione e nello smaltimento.

— Il contatto con la Stop Solution dovrebbe essere evitato perché contiene 0,5 M H,SO,. L’acido solforico pud provocare
irritazioni cutanee e ustioni.

— Non pipettare con la bocca ed evitare il contatto con componenti del kit con la pelle o con le mucose.

— Nelle aree in cui il test viene utilizzato non fumare, mangiare, bere o fare uso di prodotti cosmetici.

— Nella manutenzione dei campioni o reagenti del kit portare guanti di latex monouso. La contaminazione dei reagenti o
dei campioni con microbi pud dare risultati falsi.

— L’utilizzo dovrebbe avvenire secondo regole che seguono le rispettive norme di sicurezza nazionali sulle sostanze
nocive.

— Non utilizzare i reagenti dopo la scadenza indicata sul kit.

— Ogni indicazione sulla quantita indicata del protocollo del kit deve essere accuratamente seguito. Risultati ottimali
possono essere ottenuti soltanto con l'uso di pipette calibrate e spettrofotometro calibrato.

— Componenti del kit con numeri di lotto diversi non devono essere combinati. E consigliabile di non utilizzare pozzetti di
piastre diversi, anche se si tratta dello stesso lotto. | kit potrebbero essere stati magazzinati o spediti a condizioni
diverse, cosicché le caratteristiche di legame potrebbero divergere leggermente.

— | componenti chimici e reagenti preparati o gia utilizzati devono essere trattati e smaltiti secondo le norme di sicurezza
nazionali sulle sostanze nocive.

— | regolamenti di sicurezza di questo prodotto possono essere richiesti direttamente dalla ditta
DRG Instruments GmbH.
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4 COMPONENTI DEL KIT

4.1 Contenuto del kit

1. Microtiterwells (Micropozetti), 12 x 8 file (separatamente staccabili), 96 pozzetti;
Pozzetti ricoperti con I'anti-CYFRA 21-1 anticorpo (monoclonale)

2. Standard (Standard 0 - 4), 5 flaconi, 1 mL ognuno, liofilizzato;
Concentrazione: 0-3-10-25-50ng/mL
Vedi “Preparazione dei reagenti”.
Contiene conservante senza mercurio.

3. Control Low & High (Controllo), 2 flaconi, 1 mL ognuno, liofilizzato;
| valori dei controlli sono indicati sull’'etichetta dei flaconi o sulla descrizione QC.
vedi ,Preparazione dei reagenti*
Contiene conservante senza mercurio.

4. Sample Diluent (Diluente dei campioni), 1 flacone, 3 mL, pronto all’'uso;
Contiene conservante senza mercurio.

5. Assay Buffer (Tampone del test), 1 flacone, 7 mL, pronto all’'uso;
Contiene conservante senza mercurio

6. Enzyme Conjugate (Tracciante enzimatico), 1 flacone, 1,2 mL, pronto all’'uso;
Anti-CYFRA 21-1 anticorpo coniugato alla perossidasi di rafano;
Contiene conservante senza mercurio.

7. Substrate Solution (Soluzione di substrato), 1 flacone, 14 mL, pronto all’'uso;
TMB (benzidine tetrametilico).

8. Stop Solution (Soluzione d’arresto), 1 flacone, 14 mL, pronto all’'uso;
contiene 0,5 M H,SO,4
Evitare il contatto con la soluzione d’arresto. Pud causare irritazioni cutanee e ustioni.

9. Wash Solution (Soluzione di lavaggio), 1 flacone, 30 mL (concentrata 40X);
vedi ,preparazione dei reagenti”.

Nota: Ulteriore Sample Diluent per la diluizione dei campioni pud essere richiesto alla ditta.

4.2 Materiali richiesti ma non contenuti nel kit

Uno spettrofotometro calibrato per micropozzetti (450 nm £ 10 nm) (p.es. il DRG Instruments Microtiterplate Reader)
Micropipette calibrate di precisione a volume variabile

— Carta assorbente

Acqua distillata

4.3 Magazzinaggio e stabilita del kit

A 2 °C a 8 °C i reagenti non aperti rimangono reattivi fino alla data di scadenza indicata. Non usare reagenti oltre questa
data.

Tutti i reagenti aperti devono essere magazzinati a 2 °C a 8 °C. | micropozzetti devono essere magazzinatia 2 °C a 8 °C.
Una volta aperti i pacchi, questi devono essere richiusi accuratamente.

Test kits aperti rimangono attivi per 8 settimane se magazzinati alle condizioni sopra descritte.
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4.4 Preparazione dei reagenti
Prima dell’'uso portare tutti i reagenti e il numero necessario di pozzetti a temperatura ambiente.

Standards

Ricostituire il contenuto liofilizzato di ogni flacone con 1 mL acqua distillata e lasciare per almeno 10 minuti a temperatura
ambiente. Mescolare alcune volte prima dell’'uso.

Nota: Gli standard ricostituiti sono stabili per 8 settimane a 2 °C a 8 °C.
Per una conservazione pit lunga i standardi ricostituiti devono essere aliquotati e conservati a -20 °C.

Control

Ricostituire il contenuto liofilizzato di ogni flacone con 1 mL acqua distillata e lasciare per almeno 10 minuti a temperatura
ambiente. Mescolare alcune volte prima dell’'uso.

Nota: |l controlli ricostituiti sono stabili per 8 settimane a 2 °C a 8 °C.
Per una conservazione pit lunga i controlli ricostituiti devono essere aliquotati e conservati a -20 °C.

Wash Solution
Diluire 30 mL Wash Solution concentrata con 1170 mL di acqua deionizzata fino ad un volume finale di 1200 mL.
La soluzione di lavaggio diluita é stabile per 2 settimane a temperatura ambiente.

4.5 Smaltimento del kit

Lo smaltimento del kit deve avvenire secondo le regole a norma di legge. Informazioni particolareggiate per questo
prodotto si trovano nel regolamento di sicurezza, capitolo 13.

4.6 Test kits danneggiati

Nel caso di gravi danneggiamenti del kit o dei suoi componenti deve avvenire una dichiarazione scritta alla ditta DRG, al
piu tardi una settimana dopo il ricevimento del kit. Componenti danneggiati non dovrebbero essere utilizzati per il test.
Questi componenti devono essere magazzinati fino ala soluzione del problema. Dopo di che essi devono essere smaltiti
secondo le norme ufficiali.
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5 CAMPIONI
Siero o plasma (plasma eparina o citrato) pud essere usato per questo test.
Il plasma EDTA produce valori aumentati.

Non usare campioni emolitici, itterici o lipemici.
Attenzione: Se i campioni contengono sodio azide non devono essere utilizzati per questo test.

5.1 Collezione dei campioni
Siero:

Collezionare sangue tramite puntura venale (p.es. Sarstedt Monovette per siero), far coagulare e separare il siero
centrifugando a temperatura ambiente.

Non centrifugare prima che la coagulazione sia completata. Campioni di pazienti con una terapia anticoagulante possono
richiedere piu tempo per la coagulazione.

Plasma:

Il sangue dovrebbe essere collezionato in tubetti da centrifuga contenenti un anticoagulante (p. es. Sarstedt Monovette
con un'adeguata preparazione per il plasma) e centrifugando immediatamente dopo la puntura.

5.2 Magazzinaggio dei campioni
| campioni dovrebbero essere magazzinati ben chiusi fino a 5 giornia 2 °C a 8 °C.

Campioni magazzinati per un periodo piu lungo (fino a 18 mesi) dovrebbero essere congelati solo una volta a -20 °C
prima dell’analisi. Congelare soltanto una volta. Invertire campioni scongelati alcune volte prima dell’'uso.

5.3 Diluizione dei campioni

Se in un campione di siero viene trovata una concentrazione oltre lo standard piu alto, questo campione puo essere
diluito con Sample Diluent e nuovamente determinato.

Della diluizione deve essere perd tenuto conto.

Esempio:
a) diluizione 1:10: 10 yL campione + 90 yL Sample Diluent (agitare bene)

b) diluizione 1:100: 10 uL della diluizione a) + 90 yL Sample Diluent (agitare bene)

6 ATTUAZIONE DEL TEST

6.1 Indicazioni generali

— Tutti i reagenti e i campioni devono essere portati a temperatura ambiente e ben mescolati prima dell’'uso. Evitare la
formazione di schiume.

— Una volta iniziato il procedimento del test, questo deve essere portato alla fine senza interruzione.

— Per ogni componente, standard, controllo o campione & necessario utilizzare una nuova punta monouso per evitare
reazioni incrociate.

— La densita ottica dipende dal tempo d’incubazione e dalla temperatura. Percid si rende necessario di preparare tutti i
reagenti, di aprire i tappi dei flaconi e di appostare tutti i pozzetti nelle appropriate posizioni. Soltanto una tale
preparazione garantisce gli stessi tempi per ogni processo di pipettamento.

— Come regola generale vale che la reazione enzimatica si svolge linearmente proporzionale con il tempo e con la
temperatura.
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6.2 Eseguimento del test
Ogni analisi deve includere una curva standard.

1. Fissare i pozzetti necessari sul supporto.

2. Pipettare 50 yL Assay Buffer in ogni pozzetto.

3. Pipettare 10 yL Enzyme Conjugate in ogni pozzetto.
4

Pipettare 50 uL di ogni Standard, Control e campione nei pozzetti, cambiando ogni volta la punta monouso.
Agitare bene per 10 secondi. E molto importante raggiungere un completo mescolamento.

o

Incubare per 60 minuti a temperatura ambiente.

Rovesciare la piastra per vuotare i pozzetti.

Lavare i pozzetti 3 volte con 350 L Wash Solution diluita in ogni pozzetto. Rimuovere le gocce d’acqua rimanenti
rivoltando la piastra su carta assorbente.

Importante:

La sensibilita e la precisazione di questo kit sono fortemente influenzate dal corretto eseguimento del lavaggio!

Aggiungere 100 uL della Substrate Solution ad ogni pozzetto.
Incubare per 15 minuti a temperatura ambiente.
Fermare la reazione enzimatica aggiungendo 100 uL della Stop Solution ad ogni pozzetto.

10. Determinare la densita ottica a 450 = 10 nm con un fotometro per microtiter-piastre entro 10 minuti dopo I'aggiunta
della Stop Solution.

6.3 Rilevamento dei risultati

Determinare i valori medi della densita ottica per ogni set di standard, controlli e campioni.

2. Costruire una curva standard: riportare i valori medi della densita ottica (OD) di ogni standard contro la rispettiva
concentrazione dove i valori delle OD si devono trovare sull’asse verticale (Y) e le concentrazioni sull’asse
orizzontale (X).

3. Utilizzando il valore medio delle OD per ogni campione si determina la rispettiva concentrazione dalla curva standard.

4. Metodo automatico: | valori riportati in questo istruzioni per 'uso sono stati determinati tramite I'equazione a
4 parametri. (I methodi preferiti sono 4 Parameter Rodbard oppure 4 Parameter Marquardt.) Altri funzioni usati per
I'elaborazioni dei dati possono dare risultati leggermente differenti.

5. La concentrazione dei campioni pud essere determinata direttamente dalla curva standard. Campioni con una
concentrazione piu elevata dello standard piu concentrato devono essere diluiti. Di questo fattore di diluizione deve
essere tenuto conto per il calcolo della concentrazione.

—_

6.3.1 Esempio di una curva standard tipica
| seguenti dati sono a scopo dimostrativo soltanto e non possono sostituire i dati generati dall'eseguimento del test.

Standard Densita ottiche (450 nm)
Standard 0 (0 ng/mL) 0,05
Standard 1 (3 ng/mL) 0,23
Standard 2 (10 ng/mL) 0,63
Standard 3 (25 ng/mL) 1,37
Standard 4 (50 ng/mL) 2,35
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7 VALORI NORMALI
E consigliabile che ogni laboratorio determini i propri valori normali e anormali.

In uno studio condotto con adulti apparentemente sani, usando il DRG TM-CYFRA 21-1 ELISA, i seguenti valori sono
stati trovati:

Popolazione| n Media Mediano 5. - 95. percentile Intervallo (min. - max.)
P (ng/mL) (ng/mL) (ng/mL) (ng/mL)

Uomini 121 0,61 0,60 0,10-1,33 0,00 - 2,53

Donne 119 0,58 0,46 0,00 - 1,38 0,00 - 1,98

Diversi studi raccomandano una concentrazione di cut-off di 3.3 ng/mL per CYFRA 21-1, dato che in pazienti non malati e
in 95% dei pazienti con una malattia polmonare benigna & stato trovato un valore inferiore a questo valore (1,2,3).

Come per tutti i test diagnostici, una diagnosi clinica definitiva non dovrebbe basarsi sui risultati di un singolo dosaggio.

Una diagnosi clinica dovrebbe essere formulata dal medico in seguito ad un’attenta valutazione di tutti gli aspetti clinici
assieme ai dati di laboratorio.

8 CONTROLLO QUALITA

E consigliabile utilizzare i campioni controllo secondo le norme di legge. Attraverso I'utilizzo dei campioni controllo si pu®
raggiungere una verifica dei risultati giorno per giorno. Dovrebbero essere adoperati campioni controllo sia con un livello
normale sia con uno patologico.

Le referenze con i rispettivi risultati del laboratorio QC sono elencati nel QC certificato, che & allegato al kit. | valori
riportati nel QC certificato si riferiscono al lotto del kit attuale e dovrebbero essere utilizzati per un raffronto dei risultati.

E altresi consigliabile di partecipare a programmi di sicurezza sulla qualita nazionali o internazionali, per assicurarsi
dell’'esattezza dei risultati.

Appropriati metodi statistici per I'analisi dei valori controllo e delle rappresentazioni grafici dovrebbero essere adoperati.
Nel caso che i risultati del test non combaciano con il campo di accettazione indicato dal materiale di controllo, i risultati
dei pazienti devono essere considerati invalidi. In questo caso si prega di controllare i seguenti fattori d’errore: pipette,
cronometri, fotometro, data di scadenza dei reagenti, condizione di magazzinaggio e d’incubazione, metodi di aspirazione
e di lavaggio.

Se dopo il controllo dei suddetti fattori non ¢ rilevabile alcun errore, si prega di contattare il fornitore o direttamente la ditta
DRG.

9 CARATTERISTICHE DEL TEST

9.1 Assay Dynamic Range
Le concentrazioni determinabili con questo test stanno tra 0,079 ng/mL - 50 ng/mL.

9.2 Specificita degli anticorpi (reazioni ad incrocio)
Gli anticorpi utilizzati per il DRG TM-CYFRA 21-1 ELISA sono specifici per Keratin 19.

9.3 Sensitivita

Il limite del bianco (LoB) € 0,079 ng/mL.

[l limite di rilevabilita (LoD) & 0,185 ng/mL.

Il limite di quantificazione (LoQ) & 0,343 ng/mL.

Dati dettagliati su
9.4 Precisione
9.5 Recupero
9.6 Linearita

si prega di consultare le dettagliate istruzioni per 'uso in inglese.
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10 LIMITAZIONE DEL TEST

Risultati affidabili e riproducibili saranno ottenuti quando il procedimento del test &€ seguito con una comprensione
completa delle istruzioni all’'uso e seguendo una buona pratica di laboratorio (GLP).

Ogni manutenzione impropria dei campioni o modificazione al saggio pu¢ influenzare i risultati.

10.1 Sostanze interferenti

Emoglobina (fino a 4 mg/mL), bilirubina (fino a 0,5 mg/mL) e trigliceridi (fino a 7,5 mg/mL) non influenzano i risultati di
questo test.

Il test contiene reagenti in grado di minimizzare l'interferenza di HAMA e di anticorpi eterofilici.

10.2 Droghe interferenti

Fino ad oggi nessuna sostanza (farmaco) € conosciuta a noi che abbia influenzato la determinazione di CYFRA 21-1 nel
campione.

10.3 Effetto Hook (Gancio) ad alto dosaggio
Nessun effetto Hook (gancio) & stato osservato in questo prodotto fino a 1000 ng/mL di CYFRA 21-1.

11 ASPETTI LEGALI

11.1 Affidabilita dei risultati

Il test deve essere eseguito esattamente secondo il protocollo dato dal produttore. Inoltre I'utente deve seguire le regole
del GLP (Good Laboratory Practice) o eventualmente altre regole comportamentali o disposizioni legali. Questo vale
soprattutto per I'uso delle referenze. E molto importante utilizzare un numero appropriato di referenze in parallelo ai
campioni test per poter controllare I'esattezza e la precisione del test.

| risultati del test sono validi soltanto se tutte le referenze cadono nei margini prestabiliti e se tutti gli altri parametri del

test soddisfano la specificazione per questo test. Se esistono dubbi o domande su questi risultati, si prega di contattare la
ditta DRG.

11.2 Conseguenze terapeutiche

Soltanto sulla base dei risultati dei laboratori non dovrebbero essere intraprese delle conseguenze terapeutiche di alcun
tipo, anche se i risultati del test sono d’accordo con gli aspetti articolati nel punto 11.1. Ogni risultato di laboratorio &
soltanto una parte di un quadro clinico completo di un paziente.

Soltanto in casi in cui i risultati di un test del laboratorio si accordano con il quadro clinico dellammalato, si possono
intraprendere delle conseguenze terapeutiche.

Il risultato del test da solo non & base sufficiente per lo stabilimento di una terapia.

11.3 Responsabilita legali

Ogni cambiamento del protocollo del test e/o lo scambio o il mescolamento di componenti provenienti da cariche diverse
possono influenzare negativamente i risultati e compromettere la validita del test. Questi cambiamenti e/o scambi
annullano ogni diritto al risarcimento.

Si respingano inoltre tutti i richiami risultanti da interpretazioni sbagliate da parte dell’'utente secondo il paragrafo 11.2.
Nel caso di reclamazione, la garanzia del produttore & limitato al valore massimo del test kit. Ogni danno provocato
durante il trasporto del kit non sottosta alla responsabilita del produttore.
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1 INTRODUCCION

El Kit de inmunoensayo enzimatico DRG TM-CYFRA 21-1 ELISA proporciona los materiales necesarios para la
determinacion cuantitativa del CYFRA 21-1 en suero o plasma (plasma con heparina o citrato).

Este ensayo esta disefiado solo para diagndstico in vitro.

2 FUNDAMENTO DEL ENSAYO

El Kit DRG TM-CYFRA 21-1 ELISA es un ensayo en fase sdlida de inmunoadsorcion unido a enzimas (ELISA), basado
en el principio del sandwich.

Los pocillos de las placas estan recubiertos con un anticuerpo monoclonal/policlonal dirigido contra un unico foci
antigénico en una molécula de CYFRA 21-1.

Se incuba una alicuota de una muestra perteneciente a un paciente que contiene CYFRA 21-1 endégena en los pocillos
recubiertos con el enzima conjugado, que es un anticuerpo anti-CYFRA 21-1 conjugado con la peroxidasa enddgena.
Después de la incubacion se lava el conjugado que no se ha unido.

La cantidad de peroxidasa unida es proporcional a la concentraciéon de CYFRA 21-1 en la muestra.

Cuando se afiade la solucién del sustrato de la peroxidasa, la intensidad del color desarrollado es proporcional a la
concentracion de CYFRA 21-1 en la muestra del paciente.

3 PRECAUCIONES

— Este kit es solamente para diagnéstico in vitro.

— Por favor, se usa solo la version valida de la metodico técnico incluido aqui en el kit.

— Para obtener informacion de las sustancias peligrosas incluidas en el kit por favor mirar las hojas de los datos de
seguridad del material.

— Todos los reactivos en este kit de ensayo que contienen suero o plasma humano se han ensayado y confirmado ser
negativos para HIV I/ll, HBsAg y HCV mediante procedimientos aprobados por la FDA. Sin embargo, todos los
reactivos deben ser tratados tanto en su uso como dispensacion como potencialmente biopeligrosos.

— Evitar contacto con Stop Solution que contiene H,SO, 0,5 M. Puede provocar irritacion y quemaduras en la piel.

— Nunca pipetear con la boca y evitar el contacto de los reactivos y las muestras con la piel y con membranas mucosas.

— No fumar, comer, beber o usar cosméticos en areas donde las muestras o los reactivos del kit estan siendo usados.

— Usar guantes de latex cuando se utilicen las muestras y los reactivos. La contaminaciéon microbiana de los reactivos o
las muestras puede dar resultados erréneos.

— El manejo debe realizarse de acuerdo a los procedimientos definidos por las guias o regulacién nacionales de
seguridad de sustancias biopeligrosas.

— No utilizar los reactivos después de su fecha de caducidad que aparece en las etiquetas del kit.

— Todos los volumenes indicados han de ser realizados de acuerdo con el protocolo. Los resultados 6ptimos del ensayo
se obtienen solo cuando se utilizan pipetas y lectores de microplacas calibrados.

— No mezclar o usar componentes de kits con distinto nimero de lote. Se recomienda no intercambiar pocillos de
distintas placas incluso si son del mismo lote. Los kits pueden haber sido enviados o almacenados bajo diferentes
condiciones y las caracteristicas de union de las placas pueden resultar diferentes.

— Los compuestos quimicos y los reactivos preparados o utilizados han de tratarse como residuos peligrosos de
acuerdo con las guias o regulacién nacionales de seguridad de sustancias biopeligrosas.

— Las hojas de los datos de seguridad de este producto estan disponibles bajo pedido directamente a DRG Instruments
GmbH.
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4 COMPONENTES DEL KIT

41 Componentes del Kit

1. Microtiterwells (Placas multipocillo), 12 x 8 tiras separables, 96 pocillos;
Pocillos recubiertos con anticuerpo anti-CYFRA 21-1 (monoclonal).

2. Standard (Standard 0 - 4), (Estandar), 5 viales, 1 mL cada, liofilizados;
Concentraciones: 0-3-10-25-50 ng/mL
Ver “Preparacion de los Reactivos”;
Contiene conservante sin mercurio.

3. Control Low & High (Control), 2 viales, 1 mL cada, liofilizados;
Referir los valores y rangos del control a la etiqueta del vial o a la Hoja de datos QC.
ver “Preparacion de los Reactivos”
Contiene conservante sin mercurio.

4. Sample Diluent (Solucion para dilucion de la muestra), 1 vial, 3 mL, listo para usar;
Contiene conservante sin mercurio.

5. Assay Buffer (Tampon de ensayo), 1 vial, 7 mL, listo para usar;
Contiene conservante sin mercurio.

6. Enzyme Conjugate (Conjugado enzimatico), 1 vial, 1,2 mL, listo para usar;
Anticuerpo anti-CYFRA 21-1 conjugado con la Peroxidasa de rabano;
Contiene conservante sin mercurio.

7. Substrate Solution (Solucion de sustrato), 1 vial, 14 mL, listo para usar,
Tetrametilbencidina (TMB).

8. Stop Solution (Solucion de parada), 1 vial, 14 mL, listo para usar,
contiene 0.5 M H,SO,,
Evitar el contacto con la Solucion de parada. Puede causar irritacion y quemaduras en al piel.

9. Wash Solution (Solucion de lavado), 1 vial, 30 mL (concentrado 40X),
ver “Preparacioén de los Reactivos”.

Nota: Se puede solicitar el Sample Diluent para la dilucion de la muestra.

4.2 Equipamiento y material requerido pero no provisto

Lector de microplacas calibrado (450 nm + 10 nm) (ej. DRG Instruments Microtiter Plate Reader).
— Micropipetas de precisién variable calibradas.

Papel absorbente.

Agua destilada.

4.3 Almacenamiento y estabilidad del kit
Cuando se almacena a 2 °C a 8 °C, los reactivos sin abrir mantienen su reactividad hasta la fecha de caducidad. No
utilizar los reactivos mas alla de esta fecha.

Los reactivos abiertos han de almacenarse a 2 °C a 8 °C. Las placas multipocillo han de almacenarse a 2 °C a 8 °C. Una
vez se ha abierto la bolsa hay que tener cuidado y cerrarla de nuevo.

Los kits abiertos conservan su actividad durante 8 semanas si se almacenan como se ha descrito arriba.
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4.4 Preparacién de los Reactivos
Dejar que todos los reactivos y el niumero requerido de tiras alcancen la temperatura ambiente antes de usarse.

Standards

Reconstituya el contenido liofilizado de cada tubo con 1 mL de agua destilada y espere al menos 10 minutos a
temperatura ambiente. Mezcle varias veces antes de usar.

Nota: Los estandares reconstituidos son estables durante 8 semanas a 2 °C a 8 °C.
Para periodos mas largos congelar a -20 °C.

Control
Reconstituya el contenido liofilizado de cada tubo con 1 mL de agua destilada y espere al menos 10 minutos a
temperatura ambiente. Mezcle varias veces antes de usar.

Nota: E/ control reconstituido es estable durante 8 semanas a 2 °C a 8 °C.
Para periodos mas largos congelar a -20 °C.

Wash Solution
Mezclar 30 mL de Wash Solution concentrada con 1170 mL de agua desionizada hasta un volumen final de 1200 mL.
La solucion del lavado diluida es estable durante 2 semanas a temperatura ambiente.

4.5 Eliminacion del Kit

La eliminacion del kit debe realizarse de acuerdo con las leyes nacionales. En las hojas de datos de seguridad se
proporciona informacion especial de este producto (ver capitulo 13).

4.6 Kits de ensayo dainados

En caso de que exista cualquier dafio severo del kit de ensayo o de sus componentes, ha de informarse por escrito a
DRG, no mas tarde de una semana después de recibir el kit. No deben utilizarse componentes dafiados para llevar a
cabo un ensayo. Han de almacenarse hasta que se encuentre una solucién. Después de esto, deben ser eliminados de
acuerdo con las leyes oficiales.
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5 MUESTRAS
En este ensayo pueden usarse suero o plasma (heparina o citrato).
El plasma EDTA produce valores que se incrementan.

No usar muestras hemoliticas, ictéricas o lipémicas.
Tener en cuenta: No deben usarse muestras que contengan acida sddica.

5.1 Toma de muestras
Suero:

Recoger la sangre por puncion en la vena (ej. Sarstedt Monovette para el suero), permitir coagulacion, y separar el suero
por centrifugacion a temperatura ambiente. No centrifugar antes de la coagulacion completa. Las muestras de pacientes
que reciben terapia anticoagulante requieren mas tiempo para coagular.

Plasma:

Toda la sangre ha de recogerse en tubos de centrifuga que contengan anticoagulante (Ej. Sarstedt Monovette con una
preparacion adecuada para el plasma) y centrifugar inmediatamente tras la recogida.

5.2 Almacenamiento de las muestras
Las muestras deben ser tapadas y pueden ser almacenadas hasta 5 dias a 2 °C a 8 °C antes del ensayo.

Las muestras almacenadas por un periodo de tiempo mas largo (hasta 18 meses) han de congelarse sélo una vez a
-20 °C antes del ensayo. Las muestras descongeladas deben invertirse varias veces antes del ensayo.

5.3 Dilucion de las muestras

Si en un ensayo inicial, se encuentra una muestra que presenta valores mayores que el estandar mas concentrado, ha
de diluirse con Sample Diluent y volver a ensayarse como se describe en el Procedimiento de Ensayo.

Para el calculo de las concentraciones habra que tener en cuenta el factor de dilucion.

Ejemplo:
a) dilucién 1:10: 10 yL muestra + 90 yL Sample Diluent (mezclar totalmente)
b) dilucién 1:100: 10 pL dilucién a) 1:10 + 90 yL Sample Diluent (mezclar totalmente).

6 PROCEDIMIENTO DE ENSAYO

6.1 Consideraciones generales

— Todos los reactivos y muestras han de estar a temperatura ambiente antes de su uso. Todos los reactivos deben
mezclarse sin formar espuma.

— Una vez se ha comenzado el ensayo deben completarse todos los pasos sin interrupcion.

— Utilizar puntas de pipeta de plastico nuevas para cada estandar, control o0 muestra para evitar combinaciones
cruzadas.

— La absorbancia es funcion del tiempo de incubacion y la temperatura. Antes de comenzar el ensayo, se recomienda
que todos los reactivos estén preparados, tapas removidas, todos los pocillos que se necesiten asegurados en
recipiente, etc. Esto asegurara un tiempo similar para cada paso de pipeteo sin que haya interrupciones.

— Como regla general, la reacciéon enzimatica es linealmente proporcional al tiempo y a la temperatura.
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6.2

Procedimiento de ensayo

Cada uno debe incluir una curva de estandares.

1
2
3.
4

o

6.3

Asegurar el numero deseado de pocillos en el recipiente.
Dispensar 50 uL de Assay Buffer a cada pocillo.
Dispensar 10 yL de Enzyme Conjugate a cada pocillo.

Dispensar 50 pL de cada Standard, Control y muestras con puntas nuevas en los pocillos adecuados.
Mezclar totalmente durante 10 segundos. Es importante mezclar completamente en este paso.

Incubar durante 60 minutes a temperatura ambiente.

Sacudir enérgicamente el contenido de los pocillos.

Lavar los pocillos 3 veces con 350 pL Wash Solution diluida por pocillo. Realizar un golpe seco de los pocillos
contra el papel absorbente para eliminar las gotas residuales.

Nota importante:

La sensibilidad y la precision de este ensayo se ve marcadamente influenciada por la realizacion correcta del
proceso de lavado!

Adicionar 100 pL de Substrate Solution a cada pocillo.
Incubar durante 15 minutes a temperatura ambiente.
Parar la reacciéon enzimatica mediante la adicion de 100 L de Stop Solution a cada pocillo.

Leer la OD a 450 nm * 10 nm con un lector de microplacas dentro de los 10 minutos después de la adicion de la
Stop Solution.

Calculo de los Resultados
Calcular los valores de absorbancia media para cada conjunto de estandares, controles y muestras de pacientes.

Construir una curva estandar mediante la representacion de la absorbancia media obtenida para cada estandar
frente a su concentracion con el valor de absorbancia en el eje vertical (Y) y la concentracion en el eje horizontal (X).
Usando el valor de absorbancia media de cada muestra determinar la concentracién correspondiente a partir de la
curva estandar.

Método automatizado: Los resultados en las instrucciones de uso se han calculado automaticamente usando una
curva de regresion 4 Parametros. (4 Parametros Rodbard o 4 Parametros Marquardt son los métodos preferidos.)
Otras funciones de regresion daran lugar a resultados sensiblemente diferentes.

La concentracion de las muestras puede leerse directamente de la curva de estandares. Las muestras con
concentraciones superiores al mayor estandar han de diluirse. Para el calculo de las concentraciones hay que tener
en cuenta el factor de dilucion.

.1 Ejemplo de una Curva Estandar Tipica

Los siguientes datos son solamente para la explicacion y no pueden ser utilizados en lugar de los datos generados en el

mo

mento del ensayo.
Estandar Unidades Opticas (450 nm)
Standard 0 (0 ng/mL) 0,05
Standard 1 (3 ng/mL) 0,23
Standard 2 (10 ng/mL) 0,63
Standard 3 (25 ng/mL) 1,37
Standard 4 (50 ng/mL) 2,35
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7 VALORES ESPERADOS
Se recomienda encarecidamente que cada laboratorio determine sus valores normales e inusuales.

En un estudio llevado a cabo con adultos aparentemente sanos, usando el DRG TM-CYFRA 21-1 ELISA, se obtuvieron
los siguientes valores:

Poblacién n Media Mediana Percentil 5 - 95 Rango (min. - max.)
(ng/mL) (ng/mL) (ng/mL) (ng/mL)
Hombres | 121 0,61 0,60 0,10-1,33 0,00 - 2,53
Mujeres 119 0,58 0,46 0,00-1,38 0,00-1,98

Varios estudios recomendan una concentracion del cut-off a 3.3 ng/mL para la CYFRA 21-1, porque todos los pacientes
sin enfermedad y un 95 % de pacientes con enfermedades pulmonares benignas se encuentran bajo de esta valor
(1,2,3).

Los resultados obtenidos no deberian ser el Unico motivo para una intervencion terapéutica. Los resultados han de
correlacionarse con otras observaciones clinicas y tests de diagnéstico.

8 CONTROL DE CALIDAD

Se recomienda usar muestras control de acuerdo con las leyes estatales y federales. El uso de muestras control se
recomienda para asegurar la validez diaria de los resultados. Usar controles tanto a niveles normal como patoldgico.

Los controles y los correspondientes resultados del Laboratorio de control de calidad estan fijados en el certificado de
control de calidad que acompafan al kit. Los valores y los rangos fijados en la hoja del control de calidad se refieren
siempre al kit actual y deben usarse para la comparacion directa de los resultados.

Es recomendable también hacer uso de programas de Aseguramiento de la Calidad nacionales o internacionales para
asegurar la exactitud de los resultados.

Utilizar métodos estadisticos apropiados para el analisis de los valores y tendencia de los controles. Si los resultados del
ensayo no se ajustan a los rangos aceptables establecidos en los controles, los resultados obtenidos de los pacientes
han de considerarse invalidos.

En este caso, por favor comprobar las siguientes areas técnicas: Pipeteo y tiempo empleado, fotometro, fecha de
caducidad de los reactivos, condiciones de almacenamiento e incubacion, métodos de aspiracion y lavado.

Después de comprobar los asuntos arriba mencionado sin encontrar ningun error, contactar con su distribuidor o con
DRG directamente.

9 CARACTERISTICAS DEL ENSAYO

9.1 Rango dinamico del ensayo
El rango del ensayo se encuentra entre 0,079 ng/mL - 50 ng/mL.

9.2 Especificidad de los Anticuerpos (Reactividad Cruzada)
Los anticuerpos usados para el ELISA DRG TM-CYFRA 21-1 son especificos para queratina 19.

9.3 Sensibilidad

El limite del blanco (LoB) es 0,079 ng/mL.

El Limite de Deteccion (LoD) es 0,185 ng/mL.

El Limite de Cuantificacion (LoQ) es 0,343 ng/mL.

Para informacion sobre

9.4 Precision

9.5 Recuperacion

9.6 Linealidad

por favor consulte la version detallada en inglés de las Instrucciones de Uso.
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10 LIMITACIONES DE USO

Unicamente se obtendran resultados fiables y reproducibles, cuando el procedimiento del ensayo se realice entendiendo
las instrucciones de uso correctamente y desarrollando buenas practicas de laboratorio.

Cualquier manejo impropio de las muestras o modificacion del test puede influenciar los resultados.

10.1 Sustancias que pueden interferir

Hemoglobina (hasta 4 mg/mL), Bilirrubina (hasta 0,5 mg/mL) y Triglicéridos (hasta 7,5 mg/mL) no influencian los
resultados del ensayo.

El ensayo contiene reactivos para minimizar la interferencia de HAMA y de anticuerpos heterofilicos.

10.2 Interferencias con drogas

Hasta ahora no se han encontrado sustancias (drogas) conocidas por nosotros, que tengan influencia en la medida de
CYFRA 21-1 en una muestra.

10.3 Efecto de Alta Concentraciéon (Gancho)
No se ha observado efecto gancho en este ensayo hasta 1000 ng/mL de CYFRA 21-1.

11 ASPECTOS LEGALES

11.1 Fiabilidad de los Resultados

El ensayo debe realizarse exactamente de acuerdo a las instrucciones del fabricante. Mas aun, el usuario debe ajustarse
estrictamente a las reglas BPL (Buenas Practicas de Laboratorio) o a otros estandares y/o leyes nacionales aplicables.
Esto es especialmente relevante para el uso de reactivos control. Es importante incluir siempre, dentro del procedimiento
de ensayo, un numero suficiente de controles para validar la exactitud y la precision del ensayo.

Los resultados del ensayo son validos solo si todos los controles se encuentran dentro de los rangos especificados y si
todos los otros parametros del ensayo se encuentran dentro de las especificaciones dadas para el ensayo. En cado de
alguna duda o inquietud, por favor, contactar con DRG.

11.2 Consecuencias Terapéuticas

Las consecuencias terapéuticas nunca deben basarse soélo en los resultados de laboratorio incluso si todos los
resultados del ensayo estan de acuerdo con los asuntos fijados en el punto 11.1. Cualquier resultado de laboratorio es
solamente una parte del cuadro clinico de un paciente.

Solamente en los casos donde los resultados de laboratorio estédn en acuerdo con todo el cuadro clinico de un paciente,
se pueden derivar consecuencias terapéuticas.

Nunca deben derivarse consecuencias terapéuticas a partir de solamente el resultado obtenido en el ensayo

11.3 Responsabilidad

Cualquier modificacion del kit y/o cambio o mezcla de cualquier componente procedentes de kits de lotes diferentes
puede afectar negativamente a los resultados esperados y en la validez de todo el test. Esas modificaciones y/o cambios
invalidad cualquier reclamacién de reposicion.

Las reclamaciones emitidas debidas a una mala interpretacion de los resultados de laboratorio por parte del comprador
referidos al punto 11.2 son también invalidas. A pesar de todo, en el caso de cualquier reclamacion, la responsabilidad
del fabricante no excede el valor del kit. Cualquier dafio provocado al kit durante su transporte no esta sujeto a la
responsabilidad del fabricante.
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Francais
1 INTRODUCTION

Le kit de dosage immuno-enzymatique DRG TM-CYFRA 21-1 ELISA propose les matériaux requis pour la mesure
quantitative de CYFRA 21-1 dans le sérum ou du plasma (plasma hépariné ou citraté).

Ce kit est a utiliser uniquement dans le cadre de tests diagnostiques in vitro.

2 PRINCIPE DU TEST

Le kit DRG TM-CYFRA 21-1 ELISA est basé sur une réaction immuno-enzymatique en sandwich en phase solide.

Les microplaques sont recouvertes avec un anticorps monoclonal dirigé contre un antigéne spécifique de la molécule
CYFRA 21-1.

Un aliquot de I'échantillon contenant le (la) CYFRA 21-1 endogéne est incubé dans un puits avec I'enzyme conjuguée,
c’est-a-dire un anticorps anti-CYFRA 21-1 conjuguée avec la peroxidase de Raifort (horseradish peroxidase, HRP). Apres
l'incubation, le conjugué non-lié est éliminé durant le lavage des puits.

La quantité de conjugué-HRP liée est proportionnelle a la concentration de CYFRA 21-1 contenu(e) dans I'’échantillon.
Suite a I'addition de solution substrat, I'intensité de la coloration obtenue est proportionnelle a la concentration de

CYFRA 21-1 contenu(e) dans I'’échantillon.

3 PRECAUTIONS D’UTILISATION

— Ce kit est uniquement destiné aux tests diagnostiques in vitro.

— Utilisez uniquement la version valide d’instructions d'utilisation qui est incluse dans le kit.

— Les informations concernant la toxicité des réactifs contenus dans ce kit sont présentées dans la fiche de sécurité
(« Safety Data Sheets »).

— Tous les réactifs de ce kit contenant du sérum ou du plasma humain ont été testés avec des résultats négatifs pour le
VIH I/ll, le HBsAg et le HCV selon les normes FDA en vigueur. Néanmoins, lors de leur utilisation, tous les réactifs de
ce kit doivent étre manipulés avec précaution.

— Eviter les contacts avec la Stop Solution, celle-ci contient 0,5 M de H,SO,. Cela pourrait engendrer irritations ou
brdlures de la peau.

— Ne jamais pipeter avec la bouche, et éviter tout contact de la peau ou des muqueuses avec les réactifs ou les
échantillons.

— Ne pas fumer, manger, boire ou utiliser des produits cosmétiques dans les zones ou les échantillons ou le kit ont été
maniés.

— Porter des gants d’examen lors de I'utilisation des échantillons ou des réactifs. Une contamination microbienne des
échantillons ou des réactifs pourrait fausser les résultats.

— VL'utilisation de ce kit devra étre en accord avec les normes ou recommandations nationales de sécurité en vigueur
concernant les produits a risque biologique.

— Ne pas utiliser les réactifs au-dela de la date d’expiration inscrite sur 'emballage.

— Tous les volumes indiqués doivent étre scrupuleusement respectés, comme indiqué dans le protocole expérimental.
Seule I'utilisation de pipettes calibrées ou d’un spectrophotomeétre lecteur de micro-plaques calibré garantit I'obtention
de résultats optimaux a ce test.

— Ne pas mélanger ou utiliser des réactifs contenus dans des kits de lots différents. Il est conseillé de ne pas échanger
les puits de différentes plaques, méme si celles-ci proviennent du méme lot. Les kits peuvent avoir été transportés ou
stockés différemment, et les caractéristiques de liaison de chaque plaque pourraient ainsi étre modifiées.

— L’élimination des solutions chimiques et des réactifs contenus dans ce kit, utilisés ou non, doit étre en accord avec la
réglementation nationale en vigueur concernant I'élimination des déchets a risque biologique.

— Lafiche de sécurité concernant ce produit peut étre obtenue en contactant directement DRG Instruments GmbH.
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4 COMPOSITION DU KIT

4.1 Contenu du kit

1. Microtiterwells (Plaques de micro-titration), 12 x 8 (& détacher) barrettes, plaques de 96 puits;
Les puits sont recouverts avec un anticorps anti-CYFRA 21-1 (monoclonal).

2. Standard (Standard 0 - 4), 5 flacons, 1 mL chacun, lyophilisés;
Concentrations:  0-3-10-25-50 ng/mL
Voir « Préparation des réactifs ».
Contient agent de conservation sans mercure.

3. Control Low & High (Contrble), 2 flacons, 1 mL chacun, lyophilisés;
Les valeurs contrdles et limites sont indiquées sur I'étiquette du flacon ou sur la fiche QC.
Voir « Préparation des réactifs ».
Contient agent de conservation sans mercure.

4. Sample Diluent (Solution pour dilution de I'’échantillon), 1 flacon, 3 mL, prét a 'emploi,
Contient agent de conservation sans mercure.

5. Assay Buffer (Tampon d’essai),1 flacon, 7 mL, prét a 'emploi
Contient agent de conservation sans mercure.

6. Enzyme Conjugate (Conjugué enzymatique), 1 flacon, 1,2 mL, prét a I'emploi,
Anticorps anti-CYFRA 21-1 conjugué a la HRP;
Contient agent de conservation sans mercure.

7. Substrate Solution (Solution substrat), 1 flacon, 14 mL, prét a 'emploi,
Tétraméthylbenzidine (TMB).

8. Stop Solution (Solution d’arrét), 1 flacon, 14 mL, prét a I'emploi,
contient 0.5 M de H,SO,,
Eviter les contacts avec la solution stop. Cela pourrait engendrer irritations ou brllures de la peau.

9. Wash Solution (Solution de lavage), 1 flacon (concentré 40X),
voir « Préparation des réactifs ».

Remarque : Un Sample Diluent supplémentaire pour la dilution de I'échantillon peut étre fourni sur demande.

4.2 Equipement et matériel requis, mais non fournis

— Un spectrophotomeétre lecteur de micro-plaques calibré (450 nm + 10 nm) (ex. le lecteur de microplaques de DRG
Instruments GmbH).

— Des micro-pipettes de précision variables et calibrées.

— Du papier absorbant.

— De l'eau distillée.

4.3 Stockage et stabilité du kit

Les réactifs contenus dans des flacons non-ouverts, stockés a 2 °C a 8 °C, seront stables jusqu’a la date d’expiration
inscrite sur I'étiquette. Ne pas utiliser les réactifs au dela de cette date.

Les réactifs contenus dans des flacons ouverts doivent étre stockés a 2 °C a 8 °C. Les micro-plaques doivent étre
stockées a 2 °C a 8 °C. Une fois la capsule d’aluminium ouverte, attention a bien refermer le flacon.

Les kits ouverts conservent leur activité durant 8 semaines s’ils sont stockés comme précédemment mentionné.

4.4 Préparation des réactifs
Amener tous les réactifs et le nombre de barrettes nécessaires au test a température ambiante avant utilisation.

Standards
Reconstituer le contenu lyophilisé de chaque flacon avec 1 mL d'eau distillée et attendre au moins 10 minutes a
température ambiante. Mélanger plusieurs fois avant utilisation.
Remarque : Les standards reconstitutés sont stables 8 semaines a 2 °C a 8 °C.
Pour un stockage prolongé, congeler a -20 °C.

Version 8.0 2018/08 - vk -33-



TM-CYFRA 21-1 ELISA EIA-5070

Control

Reconstituer le contenu lyophilisé de chaque flacon avec 1 mL d'eau distillée et attendre au moins 10 minutes a
température ambiante. Mélanger plusieurs fois avant utilisation.

Remarque : Le contrble reconstituté est stable 8 semaines & 2 °C a 8 °C.
Pour un stockage prolongé, congeler a -20 °C.

Wash Solution
Diluer 30 mL de Wash Solution concentrée avec 1170 mL d’eau désionisée, pour un volume final de 1200 mL.
Remarque : La solution de lavage diluée est stable 2 semaines a température ambiante.

4.5 Elimination des déchets relatifs au kit

L’élimination des déchets relatifs au kit doit étre réalisée selon les régles nationales en vigueur. Les informations
spécifiques au kit sont présentées dans la fiche de sécurité (voir chapitre 13).

4.6 Kits endommagés

Dans le cas de dommages importants survenus au kit ou ses composants, informer la DRG, au plus tard une semaine
aprés réception du kit. Les composants endommagés ne doivent pas étre utilisés pour le test. lls doivent étre stockés
jusqu’a ce qu’une solution adaptée ait été trouvée. Aprés cela, ils doivent étre éliminés selon les directives officielles en
vigueur.

5 ECHANTILLON
Sérum ou plasma (Héparine- ou citrate plasma) peuvent étre utilisés pour ce test.
Le plasma EDTA conduit a des valeurs augmentées.

Ne pas utiliser des échantillons hémolysés, ictériques ou lipémiques.
Remarque: Les échantillons contenant de I'azide de sodium ne doivent pas étre utilisés pour ce test.

5.1 Prélévement et préparation des échantillons
Sérum:

Prélever le sang par ponction veineuse (ex. Sarstedt Monovette pour sérum), laisser coaguler, puis séparer le sérum par
centrifugation a température ambiante. Ne pas centrifuger avant que la coagulation ne soit terminée. Les patients sous
traitement anti-coagulant peuvent demander un temps de coagulation plus important.

Plasma:

Le sang total doit étre prélevé dans des tubes de centrifugation contenant un anti-coagulant (Sarstedt Monovette avec
une préparation appropriée de plasma) et centrifugé immédiatement apres le prélévement.

5.2 Conservation des échantillons

Les tubes contenant les échantillons doivent étre fermés et peuvent étre stockés jusqu’a 5 jours a 2 °C a 8 °C avant
d’étre testés.

Les échantillons stockés pour un temps prolongé (jusqu’a 18 mois) doivent étre congelés a -20 °C avant d’étre testés.
Les échantillons décongelés doivent étre retournés plusieurs fois avant le test.

5.3 Dilution de I’échantillon

Si, lors d’un test préliminaire, la concentration de I'échantillon se révéle étre supérieure a celle du standard le plus
concentré, alors I'échantillon doit étre dilué avec le Sample Diluent et testé de nouveau, comme décrit dans Réalisation
du test.

Pour le calcul des concentrations, ce facteur de dilution doit étre pris en considération.

Exemple:
a) dilution 1:10: 10 pL de I'échantillon + 90 L Sample Diluent (bien mélanger).
b) dilution 1:100: 10 pL dilution a) 1:10 + 90 yL Sample Diluent (bien mélanger).
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6
6.1

6.2

REALISATION DU TEST

Remarques générales
Tous les réactifs et échantillons doivent étre amenés a température ambiante avant utilisation. Tous les réactifs
doivent étre mélangés, sans formation de mousse.
Une fois |la procédure engagée, toutes les étapes doivent étre réalisées sans interruption.

Utiliser un nouveau cone de pipette pour chaque standard, contréle ou échantillon, ceci afin d’éviter toute
contamination.

L’absorbance est fonction du temps d’incubation et de la température. Avant de commencer le test, il est recommandé
de préparer tous les réactifs, bouchons ouverts, de préparer les puits des microplaques, etc. Cela garantira un
intervalle de temps équivalent entre chaque étape, sans interruption.

En regle générale, la réaction enzymatique est linéairement proportionnelle au temps et a la température.

Réalisation du dosage

Chaque test doit inclure une courbe étalon.

1

2
3.
4

o

6.3

Disposer le nombre de puits de micro-titration désiré dans le support.
Déposer 50 yL Assay Buffer dans chaque puits.
Déposer 10 uL d’Enzyme Conjugate dans chaque puits.

Déposer 50 uL de chaque Standard, Control et les échantillons, avec de nouveaux cénes de pipette, dans les
puits appropriés.
Bien mélanger pendant 10 secondes. |l est important d’obtenir un mélange parfait lors de cette étape.

Incuber pendant 60 minutes a température ambiante.

Décanter le contenu des puits et rincer les puits 3 fois avec 350 L de la Wash Solution diluée par puits). Tapoter
les puits sur du papier absorbant afin d’éliminer les gouttelettes résiduelles.

Remarque importante:

La sensibilité et la précision de ce test sont fortement dépendantes de la bonne réalisation des étapes de lavage !

Ajouter 100 uL de Substrate Solution a chaque puits.
Incuber pendant 15 minutes a température ambiante.
Stopper la réaction enzymatique en ajoutant 100 uL de Stop Solution a chaque puits.

Lire la densité optique a 450 nm * 10 nm a I'aide d’un spectrophotométre lecteur de micro-plaques dans les 10
minutes aprés avoir ajouté la Stop Solution.

Calcul des résultats

Calculer les valeurs moyennes des densités optiques pour chaque série de standards, contrdles et échantillons.
Etablir la courbe étalon en reportant la densité optique moyenne de chaque valeur standard en fonction de sa
concentration, en posant la densité optique en axe des ordonnées et la concentration en axe des abscisses.
L'utilisation de la densité optique moyenne pour chaque échantillon détermine la concentration correspondante a
partir de la courbe étalon.

Méthode automatique. Les résultats dans les instructions d’utilisation ont été calculés de fagon automatique en
utilisant une courbe de régression 4 Paramétres. (4 paramétres Rodbard ou 4 paramétres Marquardt sont les
méthodes favorites.) D’autres fonctions logistiques peuvent donner des résultats Iégérement différents.

La concentration des échantillons peut étre lue directement a partir de cette courbe étalon. Les échantillons avec une
concentration supérieure a celle du plus haut standard doivent étre dilués de nouveau. Pour le calcul des
concentrations, ce facteur de dilution doit &tre pris en considération.

.1 Exemple d'une courbe standard typique

Les résultats suivants sont ici présentés a titre d'exemple et ne peuvent étre utilisés au moment de I'essai.

Standard Unités optiques (450 nm)
Standard 0 (0 ng/mL) 0,05
Standard 1 (3 ng/mL) 0,23
Standard 2 (10 ng/mL) 0,63
Standard 3 (25 ng/mL) 1,37
Standard 4 (50 ng/mL) 2,35
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7 VALEURS ATTENDUES
Il est fortement recommandé a chaque laboratoire de déterminer ses propres valeurs normales et pathologiques.

Dans une étude menée sur des adultes apparemment sains, a l'aide du test TM-CYFRA 21-1 ELISA de DRG, les valeurs
suivantes ont été observées :

Population| n Valeur moyenne Médiane 5. - 95. Percentile Portée (min. - max.)
P (ng/mL) (ng/mL) (ng/mL) (ng/mL)
Hommes | 121 0,61 0,60 0,10-1,33 0,00 - 2,53
Femmes | 119 0,58 0,46 0,00-1,38 0,00 -1,98

Pour CYFRA 21-1 plusieurs études indépendantes recommandées comme un « cut-off » une concentration de
3,3 ng/mL, car tous les patients sans maladie et 95% des patients avec une maladie pulmonaire bénignes sont
inférieures a cette valeur (1,2,3).

Les résultats ne doivent pas étre utilisés seuls pour déterminer les décisions thérapeutiques. lls doivent étre corrélés
avec d'autres observations cliniques et tests diagnostiques.

8 CONTROLE DE QUALITE

Il est recommandé d'utiliser les échantillons contrbles selon les réglementations nationales en vigueur. L'utilisation des
échantillons contrdles est recommandé afin de s’assurer jour aprés jour de la validité des résultats. Utiliser les contréles
de valeurs normales et pathologiques.

Les contrbles et les résultats correspondants issus du laboratoire QC sont mentionnés dans le certificat QC fourni avec le
kit. Les valeurs et les limites mentionnées sur la fiche QC font toujours référence au lot de kit courant et doivent étre
utilisées pour une comparaison directe avec les résultats.

Il est également recommandé d'utiliser les programmes d’évaluation de qualité nationaux ou internationaux, afin de
s’assurer de I'exactitude des résultats.

Utiliser les méthodes d’analyses statistiques appropriées pour I'analyse des valeurs controles et des tendances. Si les
résultats ne correspondent pas aux limites établies des contréles, les résultats concernant ces patients doivent étre
considérées comme non valides.

Dans ce cas, tester les zones techniques suivantes : mécanisme de pipettage et temps; spectrophotométre, dates
d’expiration des réactifs, conditions de stockage et d’incubation, méthodes d’aspiration et de lavage.

Apres avoir tester les points mentionnés, si aucune erreur n’est détectée, contacter votre distributeur ou directement la
DRG.

9 CARACTERISTIQUES DU TEST

9.1 Zone de mesure
Les limites du dosage sont comprises entre 0,079 ng/mL - 50 ng/mL.

9.2 Spécificité des anticorps (Réaction croisée)
Les anticorps utilisés pour 'ELISA DRG TM-CYFRA 21-1 sont spécifiques de la kératine 19.

9.3 Sensibilité

La limite du blanc (LoB) est de 0,079 ng/mL.

La limite de détection (LoD) est de 0,185 ng/mL.

La limite de quantification (LoQ) est de 0,343 ng/mL.

Pour

9.4 Précision

9.5 Récupération

9.6 Linéarité

consulter la version anglaise détaillée du mode d'emploi.
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10 LIMITES D’UTILISATION

Les résultats seront fiables et reproductibles si la procédure de dosage est effectuée dans le respect le plus strict des
instructions et des bonnes pratiques de laboratoire.

Toute manipulation incorrecte des échantillons ou toute modification de ce test peut affecter les résultats.

10.1 Substances parasites
L’hémoglobine (jusqu’a 4 mg/mL), la bilirubine (jusqu’a 0,5 mg/mL) et les triglycérides (jusqu’a 7,5 mg/mL) n'ont aucune
influence sur les résultats du dosage.

Le dosage contient des réactifs afin de réduire les interférences des HAMA et des anticorps hétérophiles.

10.2 Drogues parasites

Jusqu’a présent, nous ne connaissons aucune substance (drogues) capable d’'influencer la mesure de CYFRA 21-1 dans
un échantillon.

10.3 Effet de surdosage
Aucun effet de surdosage n'a été observé pour ce test jusqu'a une concentration de 1000 ng/mL de CYFRA 21-1.

11 ASPECTS LEGAUX

11.1 Fiabilité des résultats

Ce test doit étre exactement utilisé selon les instructions d’utilisation du fabricant. De plus, les utilisateurs doivent
strictement respecter les régles de la bonne pratique de laboratoire, ou autres lois nationales. Cela est spécialement le
cas pour l'utilisation des réactifs contréles. Pour chaque test, il est important d’inclure un nombre suffisant de contréles,
afin de pouvoir valider I'exactitude et la précision du test.

Les résultats du test sont valides si et seulement si tous les contréles sont compris dans les gammes de mesure
mentionnées et si tous les autres paramétres du test sont également compris dans les instructions de ce test. En cas de
doute ou d’inquiétude, contacter la DRG.

11.2 Conséquences thérapeutiques

Les suites thérapeutiques ne devront jamais étre basées sur les résultats de laboratoire seuls, méme si les tous les
résultats du test sont en accord avec les points mentionnés dans le paragraphe 11.1. Tout résultat n’est qu’une partie du
tableau clinique complet d’'un patient.

Les suites thérapeutiques peuvent découler des résultats de laboratoire si et seulement si ceux-ci sont en accord avec
'ensemble du tableau clinique du patient.

Le résultat du test en lui-méme ne doit en aucun cas étre le seul déterminant des suites thérapeutiques a suivre.

11.3 Responsabilité

Toute modification du kit et / ou échange ou mélange d’un des composants de différents lots, d’un kit a un autre, pourrait
affecter de fagon négative les résultats attendus et la validité du test dans son ensemble. De telles modifications ou
échanges invalident toute réclamation pour remplacement.

Toutes les réclamations soumises, relatives au paragraphe 11.2, et dues a une mauvaise interprétation des résultats de
laboratoire de la part du client sont également invalides. Néanmoins, en cas de réclamation, la responsabilité du fabricant
n'est pas de dépasser les limites de la valeur du kit. Tout dommage causé au kit lors de son transport n’est pas du
ressort de la responsabilité du fabricant.
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SYMBOLS USED

Symbol English Deutsch Italiano Espaiiol Francais
( € European Conformity EE-Koqformit'éts- Conformita europea Conformidad europea Confotmité normes
ennzeichnung européennes

=

Consult instructions for
use *

Gebrauchsanweisung
beachten *

Consultare le istruzioni
per 'uso

Consulte las
instrucciones de uso

Consulter les instructions
d’utilisation

<
S

In vitro diagnostic medical
device *

*

In-vitro-Diagnostikum

Diagnostica in vitro

Diagnéstico in vitro

Diagnostic in vitro

Catalogue number *

Artikelnummer *

No. di Cat.

No de catalogo

Référence

Batch code *

Chargencode *

Lotto no

Numero de lote

No. de lot

Contains sufficient for
<n> tests *

Ausreichend fir <n>
Priifungen *

Contenuto sufficiente per

n” saggi

Contenido suficiente
para <n> ensayos

Contenu suffisant pour

n” tests

Temperature limit *

Temperaturbegrenzung *

Temperatura di
conservazione

Temperatura de
conservacion

Température de
conservation

Use-by date *

Verwendbar bis *

Data di scadenza

Fecha de caducidad

Date limite d'utilisation

2| PEY~<E

Manufacturer * Hersteller * Fabbricante Fabricante Fabricant

Caution * Achtung *

For research use onl Nur fir Solo a scono di ricerca Solo para uso en Seulement dans le cadre

Y Forschungszwecke P investigacion de recherches

Distributed by Distributed by Vertreiber Distributore Distribuidor Distributeur
Content Content Inhalt Contenuto Contenido Conditionnement
Volume/No. Volume / No. Volumen / Anzahl Volume / Quantita Volumen / Numero Volume / Quantité
Microtiterwells Microtiterwells Mikrotiterwells Micropozzetti Placas multipocillo iijtlzzilé)is de micro-
Antiserum Antiserum Antiserum Antisiero Antisuero Antisérum
Enz}./me Enzyme Conjugate Enzymkonjugat Tracciante enzimatico Conjugado enzimatico | Conjugué enzymatique
Conjugate
Enzyme Comp/ex Enzyme Complex Enzymkomplex Complesso enzimatico Complejo enzimatico Complexe enzymatique
SUbSltrate Substrate Solution Substratlésung Soluzione di substrato Solucion de sustrato Solution substrat
Solution
Stop Solution Stop Solution Stoppldsung Soluzione d” arresto Solucién de parada Solution d’arrét

Zero Standard Zero Standard Nullstandard Standard zero Estandar cero Zero Standard
Standard Standard Standard Standard Estandar Standard

Control Control Kontrolle Controllo Control Contréle

Assay Buffer Assay Buffer Assaypuffer Tampone del test Tampon de ensayo Tampon d’essai

Wash Solution Wash Solution Waschlésung Soluzione di lavaggio Solucién de lavado Solution de lavage

1N NaOH 1N NaOH 1N NaOH o d!‘(‘fﬁ\f)' (idrossido i | 4\ NaOH 1N NaOH

1N HCI 1N HCI 1 N HCI 1 N HCI 1N HCI

Sample Diluent Sample Diluent Eqr;)(;)iﬁ:r:/erdﬂnnungs— Diluente dei campioni ggllgcigzeza;:: dilucion fg{iﬂtﬁiz;lfgur dilution de
Conjugate Diluent | Conjugate Diluent ﬁ%rgmsﬁtverdunnungs' Diluente del tracciante S;llégi:jtg:éi dilucién Sg{ljtjﬁi;})ﬂépour dilution du
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HBe Ag&ADb

A. INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determination of
Hepatitis B Virus "e" Antigen and Antibody in human plasma
and sera.

The kit is intended for the follow-up of acute infection and of
chronic patients under therapy.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Hepatitis B “e” Antigen or HBeAg is known to be intimately
associated with Hepatitis B Virus or HBV replication and the
presence of infectious Dane particles in the blood.

Recently, it has been found that HBeAg is a product of
proteolytic degradation of Hepatitis B core Antigen or HBcAg,
occurring in hepatocites, whose expression is under the control
of the precore region of HBV genome.

If HBeAg is considered a specific marker of infectivity, the
presence of anti HBeAg antibodies in blood is recognised to be
a clinical sign of recovery from infection to convalescence.

The determination of these two analytes in samples from HBV
patients has become important for the classification of the phase
of illness and as a prognostic value in the follow up of infected
patients.

C. PRINCIPLE OF THE TEST

HBeAg:

HBeAg, if present in the sample, is captured by a specific
monoclonal antibody, in the 1% incubation.

In the 2" incubation, after washing, a tracer, composed of a mix
of two specific anti HBeAg monoclonal antibodies, labeled with
peroxidase (HRP), is added to the microplate and binds to the
captured HBeAg.

The concentration of the bound enzyme on the solid phase is
proportional to the amount of HBeAg in the sample and its
activity is detected by adding the chromogen/substrate in the 3'
incubation.

The presence of HBeAg in the sample is determined by means
of a cut-off value that allows for the semiquantitative detection of
the antigen.

HBeAb

Anti HBeAg antibodies, if present in the sample, compete with a
recombinant HBeAg preparation for a fixed amount of an anti
HBeAg antibody, coated on the microplate wells.

The competitive assay is carried out in two incubations, the
first with the sample and recHBeAg, and the second with a
tracer, composed of two anti HBeAg monoclonal antibodies,
labeled with peroxidase (HRP).

The concentration of the bound enzyme on the solid phase
becomes inversely proportional to the amount of anti HBeAg
antibodies in the sample and its activity is detected by adding
the chromogen/substrate in the third incubation.

The concentration of HBeAg specific antibodies in the sample is
determined by means of a cut-off value that allows for the semi
quantitative detection of anti HBeAg antibodies.

D. COMPONENTS
The kit contains reagents for total 96 tests.

1. Microplate:

n° 1 coated microplate

12 strips of 8 breakable wells coated with anti HBeAg specific
monoclonal antibody, postcoated with bovine serum proteins
and sealed into a bag with desiccant. Allow the microplate to
reach room temperature before opening; reseal unused strips in
the bag with desiccant and store at 2..8°C.

2. Negative Control: | CONTROL -

1x2.0ml/vial. Ready to use control. It contains bovine serum,
0.09% sodium azide and 0.045% ProClin 300 as preservatives.
The negative control is colorless.

3. Antigen Positive Control:

1x1.0ml/vial. Ready to use control. It contains 2% bovine serum
albumin, non infectious recombinant HBeAg, 100 mM tris 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. Antibody Positive Control: :

1x1.0ml/vial. Ready to use control. It contains 2% bovine serum
albumin, human anti HbeAg positive plasma at about 10 PEI
U/ml, 100 mM tris buffer pH 7.4+/-0.1, 0.09% sodium azide and
0.045% ProClin 300 as preservatives. The label is red colored.
The positive control is yellow color coded.

5. Antigen Calibrator:

n° 1 vial. Lyophilised calibrator for HBeAg. To be dissolved with
EIA grade water as reported in the label. It contains fetal bovine
serum, non infectious recombinant HBeAg at 1 PEI U/ml +/-
10%, 0.02% 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.

6. Antibody Calibrator:

n° 1 vial. Lyophilized calibrator for anti HBeAg antibody. To be
dissolved with EIA grade water as reported in the label. It
contains fetal bovine serum, positive plasma at 0.25 PEI U/ml
+/-10%, 0.02% gentamicine sulphate and 0.045% ProClin 300
as preservatives. The label is red colored.

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.

7. Wash buffer concentrate: | WASHBUF 20X
1x60ml/bottle. 20x concentrated solution.
Once diluted, the wash solution contains 10 mM phosphate

buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.045% ProClin 300.

8. Enzyme conjugate:

1x16ml/vial. Ready to use conjugate. It contains Horseradish
peroxidase conjugated with a mix of monoclonal antibodies to
HBeAg, 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 color coded.

9. HBe Antigen:

1x10ml/vial. Ready to use reagent. It contains recombinant
HBeAg, fetal bovine serum, buffered solution pH 8.0+/-0.1,
0.045% ProClin 300 and 0.09% sodium azide as preservatives.
The reagent is blue color coded.

10. Chromogen/Substrate:

1x16ml/vial. Ready-to-use component. It contains a 50 mM
citrate-phosphate  buffered solution at pH 3.5-3.8, 4%
dimethylsulphoxide, 0.03% tetra-methyl-benzidine or TMB and
0.02% hydrogen peroxide or H202.

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

11. Sulphuric Acid{H2504 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).

12. Plate sealing foils n°2
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13. Package insert n°l

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (150ul, 100ul and 50ul) and
disposable plastic tips.

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

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet) set at +37°C.

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

asw

F. WARNINGS AND PRECAUTIONS

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

2. Avoid any addition of preservatives; especially sodium azide
as this chemical would affect the enzymatic activity of the
conjugate, generating false negative results.

3. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results.

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

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

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

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

H. PREPARATION OF COMPONENTS AND WARNINGS

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

1. Microplate:

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

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

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at +2°-8°C.
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. Antigen Positive Control:
Ready to use. Mix well on vortex before use.

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

5. Antigen Calibrator:

Add the volume of ELISA grade water, reported on the label, to
the lyophilized powder; let fully dissolve and then gently mix on
vortex.
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Note: The dissolved calibrator is not stable. Store it frozen
in aliquots at —20°C.

6. Antibody 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.

Note: The dissolved calibrator is not stable. Store it frozen
in aliquots at —20°C.

7. 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.

8. Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. If this component has to be
transferred, use only plastic, and if possible, sterile disposable
containers.

9. HBe Antigen:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. If this component has to be
transferred, use only plastic, and if possible, sterile disposable
containers.

10. 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.

11. 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 gloves/protective
protection/face protection.

clothing/eye

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

P332 + P313 - If skin
advice/attention.

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

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

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

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

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

Incubation times have a tolerance of +5%.

The ELISA reader has to be equipped with a reading filter of

450nm and with a second filter of 620-630nm, mandatory for

blanking purposes. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
the correct optical density is measured. It should be

regularly maintained according to the manufacturer ‘s

instructions.

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

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

S

L. PRE ASSAY CONTROLS AND OPERATIONS

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

2. Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the
Chromogen/Substrate (TMB+H202) is colourless or pale
blue by aspirating a small volume of it with a sterile plastic
pipette. Check that no breakage occurred in transportation
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and no spillage of liquid is present inside the box (primary
container). Check that the aluminium pouch, containing the
microplate, is not punctured or damaged.

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

4. Dissolve the 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.

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.

A) HBe Antigen:

1. Place the required number of strips in the plastic holder and
carefully identify the wells for controls, calibrator and
samples.

2. Leave the Al well empty for blanking purposes.

3. Pipette 100 pl of the Negative Control in triplicate, 100 pl of
the Antigen Calibrator in duplicate and then 100 pl of the
Antigen Positive Control in single.

4. Then dispense 100 pl of samples in the proper wells.

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

6. 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.

7. When the first incubation is finished, wash the microwells as
previously described (section 1.3)

8. Dispense 100 pl Enzyme Conjugate in all wells, except for
Al, used for blanking operations.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip and not to immerse the top of it into
samples or controls. Contamination might occur.

9. Check that the reagent has been dispensed properly and
then incubate the microplate for 60 min at +37°C.

10. When the second incubation is finished, wash the
microwells as previously described (section 1.3)

11. Pipette 100 pl Chromogen/Substrate into all the wells, Al
included.

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

12. Incubate the microplate protected from light at room
temperature (18-24°C) for 20 minutes. Wells dispensed
with positive control and positive samples will turn from clear
to blue.

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

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

B) HBe Antibody:

1. Place the required number of strips in the plastic holder and
carefully identify the wells for controls, calibrator and
samples.

2. Leave the Al well empty for blanking purposes.

3. Pipette 50 pl of the Negative Control in triplicate, 50 pl of

the Antibody Calibrator in duplicate and then 50 ul of the

Antibody Positive Control in single.

Then dispense 50 pl of samples in the proper wells.

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).

6. Dispense then 50 pl of HBe Antigen in all the wells, except
for Al.

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

ok

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.

8. When the first incubation is finished, wash the microwells as
previously described (section 1.3)

9. Finally proceed as described for the HBeAg assay from
point 8 to the last one.

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 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
may be used only when a laboratory internal quality control
is required by the management.

N. ASSAY SCHEME

HBe antigen test

Controls and calibrator 100 ul
Samples 100 ul
1stincubation 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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HBe antibody test

Controls and calibrator 50 ul
Samples 50 ul
Neutralising antigen 50 ul
1%t incubation 60 min
Temperature +37°C
Wash step n°® 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Enzymatic 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 mixture 100 ul
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm/620-630nm

An example of dispensation scheme is reported below:

HBeAg
Problem Check
Blank well 1. that the Chromogen/Substrate solution has

> 0.100 OD450nm

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.

Calibrator
S/Co< 2

1. that the procedure has been correctly
performed;

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

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

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

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 S9

Positive Control
< 1.500 OD450nm

1. that the procedure has been correctly
performed;

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

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

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

Legenda: BLK =Blank // NC = Negative Control

PC = Positive Control // CAL = Calibrators // S = Sample

O. INTERNAL QUALITY CONTROL

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

Control that the following data are matched:

HBe Antigen
Check 0OD450nm
Blank well < 0.100 OD450nm

Negative Control (NC) | < 0.150 OD450nm after blanking
coefficient of variation < 30%
S/Co > 2.0

> 1.500 OD450nm

Antigen Calibrator
Positive Control (PC)

HBe Antibody
Check 0OD450nm
Blank well < 0.100 OD450nm
Negative Control (NC) | > 1.000 OD450nm after blanking
coefficient of variation < 10%
0OD450nm < NC/1.5
0OD450nm < NC/10

Antibody Calibrator
Positive Control (PC)

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

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

HBe antibody

Problem

Check

Blank well
> 0.100 OD450nm

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

Negative Control
(NC)

< 1.000 OD450nm
after blanking

coefficient of
variation > 10%

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 (e.g.: dispensation of positive control
instead of negative control; no dispensation of
the Neutralizing Antigen; no dispensation of the
Enzyme Conjugate);

4. that no contamination of the negative control
or of the wells where the control was dispensed
has occurred;

5. that micropipettes have not
contaminated with positive samples;
6. that the washer needles are not blocked or
partially obstructed.

become
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Calibrator 1. that the procedure has been correctly
OD450nm > NC/1.5 | performed;

2. that no mistake has occurred during its
distribution (ex.: dispensation of negative
control instead; no dispensation of the
Neutralizing Antigen; no dispensation of the
Enzyme Conjugate);

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 > NC/10 | performed;

2. that no mistake has occurred during the
distribution of the 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 14.

P. CALCULATION OF THE CUT-OFF
The results are calculated by means of a cut-off value
determined with the following formula:
HBeAg:
NC + 0.100 = Cut-Off (Co)

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

HBeAb:
(NC + PC) / 3 = Cut-Off (Co)

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 follows:

HBeAgQ:
S/Co Interpretation
<0.9 Negative
09-11 Equivocal
>1.1 Positive
HBeAbD:
Co/S Interpretation
<0.9 Negative
09-11 Equivocal
>1.1 Positive

Note:
S = OD450nm/620-630nm of the sample
Co = cut-off value

An example of calculation for HBeAg assay is reported below
(data obtained proceeding as the the reading step described in
the section M, point 14):

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

Negative Control:  0.020 — 0.030 — 0.025 OD450nm
Mean Value: 0.025 OD450nm
Lower than 0.150 — Accepted

Positive Control:  2.489 OD450nm

Higher than 1.500 — Accepted

Cut-Off = 0.025+0.100 = 0.125

Calibrator: 0.520 - 0.540 OD450nm
Mean value: 0.530 OD450nm

S/Co higher than 2.0 — Accepted

S/Co=4.2

Sample 1: 0.030 OD450nm
Sample 2: 1.800 OD450nm
Sample 1 S/Co < 0.9 = negative
Sample 2 S/Co > 1.1 = positive

An example of calculation for HBeAb is reported below (data
obtained proceeding as the the reading step described in the
section M, point 14):

The following data must not be used instead or 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) / 3=0.733
Calibrator: 0.720-0.760 OD450nm
Mean value: 0.740 OD450nm
0OD450nm < NC/1.5 — 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

Important notes:

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

2. The Identification of the clinical status of a HBV patient
(acute, chronic, asymptomatic hepatitis) has to be done on
the basis also of the other markers of HBV infection
(HBsAg, HBsAb, HBcAb, HBclgM);

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.
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R. PERFORMANCE CHARACTERISTICS
A) HBeAg

1. Limit of detection

The limit of detection of the assay has been calculated by
means of the International Standard for HBeAg, supplied by
Paul Erlich Institute (PEI).

The data obtained by examining the limit of detection on three
lots is reported in the table below.

HBE.CE | PEI U/ml
Lot ID HBeAg
0103 0.25
0103/2 0.25
0303 0.25

In addition the preparation Accurun # 51, produced by Boston
Biomedica Inc., USA, has been tested, upon dilution in FCS.
Results are reported for three lots of products.

BBI’s Accurun 51 (S/Co)

HBE.CE|1 x|2 x|4 x|8 x| 16x
Lot ID
0103 41116[(09|/06]04
0103/2 |41 |17]09]06]04
0303 40[116]09|05]04

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 different HBV pathologies
(acute, chronic) bearing HBeAg reactivity.

An overall value > 98% has been found in the study conducted
on a total number of more than 200 samples.

Moreover the Panel of Seroconversion code PHM 935B,
produced by BBI, was examined.

Data are reported below and compared with those reported by
BBI for two other commercial products.

Sample | HBE.CE | Abbott EIA | Sorin EIA
ID S/Co S/Co S/Co
21 5.4 4.5 6.3
22 3.7 4.3 5.4
23 1.9 3.2 3.1
24 1.1 2.4 15
25 1.0 2.1 1.2
26 0.6 1.7 0.7
27 0.2 0.8 0.3
28 0.2 0.6 0.2
29 0.2 0.4 0.2
30 0.2 0.3 0.2
31 0.1 0.3 0.2
32 0.1 0.3 0.2

Finally the Performance Panel code PHJ 201, produced by BBI,
was tested. Data are reported below and compared with those
reported by BBI for an other commercial product.

Member | PEI U/ml | HBE.CE | Sorin EIA
1 3 3.3 7.0
2 6 17.5 21.9
3 26 30.1 37.1
4 31 29.4 23.5
5 1 1.1 2.2
6 2 2.3 6.9
7 35 30.1 24.6
8 38 29.2 31.9
9 4 16.6 10.8
10 - 0.3 0.2

11 1 34 3.6
12 <1 0.2 1.2
13 <1 0.9 14
14 - 0.2 0.2
15 - 0.4 0.1
16 - 0.5 0.1
17 - 0.3 0.2
18 - 0.2 0.2
19 - 0.2 0.1
20 - 0.2 0.1
21 - 0.3 1.0
22 - 0.3 0.1
23 - 0.4 0.1
24 - 0.2 0.2
25 - 0.3 0.2

3. Diagnostic Specificity:

The diagnostic specificity has been determined on panels of
negative samples from normal individuals and blood donors,
classified negative with a FDA approved Kit.

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 and
HAV) 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 center on more than 500 samples has
provided a value > 98% .

4. Precision

It has been calculated on two samples examined in 16 replicate
in three different runs on three lots.

The values found were as follows:

HBE.CE: lot # 0103

Negative Control (N = 16)

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.030 0.027 0.032 0.029
Std.Deviation 0.002 0.002 0.003 0.002
CV % 7.4 8.2 7.9 7.8
PEI 1 U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.569 0.559 0.575 0.568
Std.Deviation 0.027 0.029 0.028 0.028
CV % 4.7 53 4.9 4.9
SICo 4.4 4.4 4.4 4.4
HBE.CE: lot # 0103/2
Negative Control (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.033 0.031 0.030 0.032
Std.Deviation 0.003 0.003 0.002 0.003
CV % 7.9 8.5 7.4 8.0
PEI 1 U/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.565 0.573 0.568 0.569
Std.Deviation 0.026 0.025 0.024 0.025
CV % 4.7 4.3 4.2 4.4
S/Co 4.2 4.4 4.4 4.3
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HBE.CE: lot # 0303

Negative Control (N = 16)

Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.029 0.034 0.038 0.034
Std.Deviation 0.003 0.003 0.004 0.003
CV % 9.7 9.8 9.2 9.6
PEI 1 U/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.579 0.573 0.564 0.572
Std.Deviation 0.023 0.028 0.025 0.025
CV % 4.1 4.8 4.5 4.5
S/Co 4.5 4.3 4.1 4.3

B) HBe Antibody

1. Limit of detection

The limit of detection of the assay has been calculated by
means of the International Standard for HBeAb, supplied by
Paul Erlich Institute (PEI).

The data obtained by examining the limit of detection on three
lots is reported in the table below.

HBE.CE | PEI U/ml
LotID | HBeAb
0103 0.25
0103/2 0.25
0303 0.25

In addition the preparation Accurun # 52, produced by Boston
Biomedica Inc., USA, has been tested, upon dilution in FCS.
Results are reported for three lots of products.

Accurun 52 (Co/S)

HBE.CE [1 x |2 x |4 x |8 x| 16x
Lot ID
0103 10/08 |06 |04 |04
0103/2 | 1.0/ 08|06 |05]|04
0303 10/08 |06 |04 04

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested on panels of samples
classified positive for HBeAb by a US FDA approved kit.
Positive samples were collected from different HBV pathologies
bearing anti HBeAg antibody reactivity.

An overall value > 98% has been found in the study conducted
on a total number of more than 200 samples.

Moreover the Panel of Seroconversion code PHM 935B,
produced by BBI, was examined.

Data are reported below and compared with those reported by
BBI for two other commercial products.

Sample | HBE.CE | Abbott EIA | Sorin EIA
ID Co/S Co/S Co/S
21 0.4 0.4 0.5
22 0.4 0.5 0.6
23 0.4 0.6 0.5
24 0.4 0.5 0.6
25 0.4 0.6 0.5
26 0.5 0.6 0.6
27 0.6 0.8 0.7
28 0.7 0.9 0.7
29 0.6 0.9 0.7
30 0.8 1.0 0.9
31 1.0 1.3 1.1
32 1.0 1.2 1.0

Finally the Performance Panel code PHJ 201, produced by BBI,
was tested. Data are reported below and compared with those
reported by BBI for another commercial product.

Member | PEI U/ml | HBE.CE | Sorin EIA
1 - 0.3 0.5
2 - 0.2 0.5
3 - 0.2 0.5
4 - 0.2 0.5
5 - 0.3 0.6
6 - 0.3 0.6
7 - 0.2 0.4
8 - 0.2 0.4
9 - 0.2 0.5
10 - 1.9 0.6
11 - 0.3 0.5
12 - 0.4 0.9
13 2 4.4 9.1
14 1 3.8 2.9
15 <1 1.0 15
16 > 50 4.3 120.9
17 <1 1.0 1.0
18 5 5.6 21.8
19 1 2.7 6.4
20 11 5.0 47.3
21 2 1.9 10.0
22 26 28.1 90.7
23 - 0.3 0.5
24 <1 0.8 1.3
25 50 28.1 167.4

3. Diagnostic specificity:

The clinical specificity has been determined as described before
for HBeAg.

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

4. Precision:

It has been calculated on two samples examined in 16 replicate
in three different runs on three lots.

The values found were as follows:

HBE.CE: lot # 0103

Negative Control (N = 16)

Mean values 1st run 2nd run 39 run Average
value
OD 450nm 2.484 2.420 2471 2.458
Std.Deviation 0.129 0.160 0.142 0.144
CV % 5.2 6.6 5.7 5.9
PEI 0.25 U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.867 0.800 0.878 0.848
Std.Deviation 0.043 0.060 0.050 0.051
CV % 5.0 7.5 5.7 6.1
ColS 1.0 1.0 1.0 1.0
HBE.CE: lot # 0103/2
Negative Control (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 2.316 2.361 2.413 2.363
Std.Deviation 0.127 0.144 0.146 0.139
CV % 5.5 6.1 6.0 5.9
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PEI 0.25 U/ml (N = 16)

All the IVD Products manufactured by the company are
under the control of a certified Quality Management
System approved by an EC Notified Body. Each lot is
submitted to a quality control and released into the
market only if conforming with the EC technical
specifications and acceptance criteria.

Manufacturer:
Dia.Pro Diagnostic Bioprobes S.r.1.
Via G. Carducci n° 27 — Sesto San Giovanni (MI) — Italy

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.767 0.793 0.785 0.781
Std.Deviation 0.041 0.050 0.046 0.046
CV % 5.4 6.3 5.8 5.8
Col/S 1.0 1.0 1.0 1.0
HBE.CE: lot #0303
Negative Control (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 2.334 2.415 2.437 2.395
Std.Deviation 0.146 0.155 0.158 0.153
CV % 6.3 6.4 6.5 6.4
PEI 0.25 U/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.850 0.867 0.876 0.864
Std.Deviation 0.052 0.051 0.048 0.050
CV % 6.1 5.9 5.5 5.8
Co/S 0.9 1.0 1.0 1.0

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 14.

S. LIMITATIONS

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

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

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

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.
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Monobind Inc.
Lake Forest, CA 92630, USA

ELISA Microwells

Dehydroepiandrosterone Sulfate
(DHEA-S) Test System
Product Code: 5125-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of
Dehydroepiandrosterone Sulfate Concentration in Human
Serum or Plasma by a Microplate Enzyme Immunoassay,
Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Dehydroepiandrosterone sulfate (DHEA-S) is the major C19
steroid secreted by the adrenal cortex, and is a precursor in
testosterone and estrogen biosynthesis. DHEA-S, the sulfate
ester of DHEA, is derived from sulfated precursors and by
enzymatic conversion of DHEA in adrenal and extradrenal tissues.
Due to the presence of a 17-oxo [rather than hydroxyl] group,
DHEA-S possesses relatively weak androgenic activity, which for
unsulfated DHEA has been estimated at ~10% that of
testosterone." However, the bioactivity of DHEA-S may be
increased by its relatively high serum concentrations,
approximately 100 to 1000-fold higher than DHEA or testosterone,
and its weak affinity for sex-hormone binding globulinA2

The physiologic role of DHEA-S is not well-defined. Serum levels
are relatively high in the fetus and neonate, low during childhood,
and increase during pubertyAa"' Increased levels of DHEA-S during
adrenarche may contribute to the development of secondary
sexual hair. DHEA-S levels show a progressive decline after the
third decade of life.> Unlike DHEA, DHEA-S levels do not show
significant diurnal variation and little day-to-day variation. DHEA-S
levels are not responsive to acute corticotropin administration,*
and do not vary significantly during the normal menstrual cycle.
This may be due to the slower metabolic clearance rate of DHEA-
S as compared to DHEA.®

Measurement of serum DHEA-S is a useful marker of adrenal
androgen synthesis. Abnormally low levels have been reported in
hypoadrenalism,3 while elevated levels occur in several
conditions; including virilizing adrenal adenoma and carcinoma,7
21-hydroxylase and 3B-hydroxysteroid dehydrogenase
deficiencies?® and some cases of female hirsutism.? Since very
litte DHEA-S is produced by the gc)nads,z'3 measurement of
DHEA-S may aid in the localization of the androgen source in
virilizing conditions. Methods for measurement of DHEA-S include
gas-liquid chromatography, double-isotope derivative techniques,
competitive protein-binding assays, and radioimmunoassay.
Although significant cross-reactivity occurs with DHEA,
androstenedione and androsterone, the relative concentrations of
these competing substances in most normal and pathologic
samples predicts a minimal effect on assay performance.

The Monobind DHEA-S ELISA Kit uses a specific anti-DHEA-S
antibody, and does not require prior sample extraction of serum or
plasma. Cross-reactivity to other naturally occurring and
structurally related steroids is low. The employment of several
serum references of known DHEA-S concentration permits

construction of a graph of activity and concentration. From
comparison to the dose response curve, an unknown specimen's
activity can be correlated with DHEA-S concentration.

3.0 PRINCIPLE

Competitive Enzyme Immunoassay (TYPE 7):

The essential reagents required for an enzyme immunoassay
include antibody, enzyme-antigen conjugate and native antigen.
Upon mixing biotinylated antibody, enzyme-antigen conjugate and
a serum containing the native antigen, a competition reaction
results between the native antigen and the enzyme-antigen
conjugate for a limited number of antibody binding sites. The
interaction is illustrated by the following equation:

Ka

E = E
"Ag + Ag + Absrn, < AgAbgi, + " “AgAbe,

-a
Abg, = Biotinylated x-DHEA-S 1gG Antibody (Constant Quantity)
Ag = Native Antigen (Variable Quantity)

E"ZAg = Enzyme-antigen Conjugate (Constant Quantity)

AgAbg, = Antigen-Antibody Complex

ENZAg Abgy, = Enzyme-antigen Conjugate -Antibody Complex

ka = Rate Constant of Association

k., = Rate Constant of Disassociation

K =k, / ko = Equilibrium Constant

A simultaneous reaction between the biotin attached to the
antibody and the streptavidin immobilized on the microwell occurs.
This effects the separation of the antibody bound fraction after
decantation or aspiration.

AgAbg;, + E"AgAbgy, + Streptavidincy = immobilized complex
Streptavidincw = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the solid surface

The enzyme activity in the antibody bound fraction is inversely
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. DHEA-S Calibrators — 1ml/vial - Icons A-F
Six (6) vials of serum reference for DHEA-S at concentrations
of 0 (A), 0.2 (B), 1.0 (C), 2.0 (D), 4.0 (E) and 8.0 (F) in pg/ml.
Store at 2-8°C. A preservative has been added. The
calibrators can be expressed in molar concentrations (nM/L)
by using 2.71 as a conversion factor.
For example: 1ug/ml x 2.71 =2.71 uM/L

B. DHEA-S Enzyme Reagent — 6.0 miivial®
One (1) vial of DHEA-S (Analog)-horseradish peroxides (HRP)
conjugate in a protein-stabilizing matrix with red dye. Store at
2-8°C.

C. DHEA-S Biotin Reagent — 6.0 ml - Icon V
One (1) bottle of reagent contains anti-DHEA-S biotinylated
purified rabbit 1gG conjugate in buffer, blue dye and
preservative. Store at 2-8°C.

D. Streptavidin Coated Plate — 96 wells —Icon |
One 96-well microplate coated with 1.0 ug/ml 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 contains a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate A — 7mljvial - Icon §*
One (1) vial contains tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.

G. Substrate B — 7ml/vial - Icon S®
One (1) vial contains hydrogen peroxide (H,O;) in buffer.
Store at 2-8°C.

H. Stop Solution -- 8ml/vial - Icon
One (1) vial contains a strong acid (1N HCI). Store at 2-8°C.
l. Product Instructions

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Pipette capable of delivering 0.010ml (10ul) and 0.050ml (50ul)
with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%.

3. Adjustable volume (200-1000ul) dispenser(s) for conjugate.

. Microplate washer 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.

0.Quality control materials.
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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 required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood serum or heparanised plasma in
type, and taken with the usual precautions in the collection of
venipuncture samples. For accurate comparison to establish
normal values, a fasting morning serum sample should be
obtained. The blood should be collected in a redtop veni-puncture
tube with or without additives or anti-coagulants (for serum) or
evacuated tube(s) containing EDTA or heparin (for plasma). Allow
the blood to clot for serum samples. Centrifuge the specimen to
separate the serum or plasma from the cells.

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, 0.020ml (20ul)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
and high range for monitoring assay performance. These controls
should be treated as unknowns and values determined in every
test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. The individual laboratory should set acceptable assay
performance limits. In addition, maximum absorbance should be
consistent with past experience. Significant deviation from
established performance can indicate unnoticed change in
experimental conditions or degradation of kit reagents. Fresh
reagents should be used to determine the reason for the
variations.

8.0REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution to 1000ml with distilled or
deionized water in a suitable storage container. Diluted buffer
can be stored at 2-30°C for up to 60 days.

2. Working Substrate Solution - Stable for 1 year
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Note1: Do not use the working substrate if it looks blue.
Note 2: Do not use 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 0.010 ml (10 pL) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.050 ml (50pl) of the DHEA-S Enzyme Reagent to all

wells.

. Swirl the microplate gently for 20-30 seconds to mix.

. Add 0.050 ml (50ul) of Anti- DHEA-S Biotin Reagent to all
wells.

. Swirl the microplate gently for 20-30 seconds to mix.

. Cover and incubate for 30 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

9. 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.

10.Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

11.Incubate at room temperature for fifteen (15) minutes.

12.Add 0.050ml (50pl) of stop solution to each well and gently mix
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

13.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm.. The results should be read
within thirty (30) minutes of adding the stop solution.
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Note: Dilute the samples suspected of concentrations higher than
8.0 ug/ml 1:5 and 1:10 with DHEA-S ‘0’ ug/ml calibrator or
patient serum pools with a known low value for DHEA-S.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

DHEA-S 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 DHEA-S concentration in ug/ml on linear
graph paper (do not average the duplicates of the serum
references before plotting).

. Connect the points with a best-fit curve.

. To determine the concentration of DHEA-S 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 ug/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 in the patient sample (1.078) intersects
the dose response curve at (1.21 pg/ml) DHEA-S
concentration (See Figure 1).

A w

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 Well Mean Value
L.D. Number | APSA) | abs(B) | (ugimi)
A1 2.562
CalA B1 2582 2.572 0.0
C1 1.865
CalB D1 1829 1.847 0.2
E1 1.186
CalC = 1140 1.163 1.0
G1 0.855
CalD o] 0.845 0.850 2.0
A2 0.555
CalE 82 0557 0.556 4.0
c2 0.355
CalF D2 0342 0.349 8.0
G2 1.394
Cont 1 2 1380 1.387 0.62
A3 1.065
Pati# 1 B3 1091 1.078 1.21
Figure 1
3 g
25
2
§ 15
1 * .
0.5 *
0+
0 2 4 (ug/ml) 6 8 10

*The represented in Example 1 and Firgure 1 is for illustration only
and should NOT be used in lieu of a dose response curve
prepared with each assay.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the following

criteria should be met:

1. The absorbance (OD) of calibrator 0 ug/ml should be > 1.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Patient specimens with DHEA-S concentrations above 8.0
pg/mL may be diluted (1/5, 1/10 or higher) with DHEA-S ‘0’
calibrator and re-assayed. The sample’s concentration is
obtained by multiplying the result by the dilution factor.

10.Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.

grossly  contaminated

Any deviation from Monobind’ IFU may yield inaccurate
results.

11.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

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. Clinically, a DHEA-S value alone is not of diagnostic value
and should only be used in conjunction with other clinical
manifestations (observations) and diagnostic procedures.

13.0 EXPECTED RANGES OF VALUES

In agreement with established reference intervals for a “normal”
adult population, the expected ranges for the DHEA-S AccuBind®
ELISA Test System are detailed in Table 1.

TABLE |
Expected Values for the DHEA-S Test System

POPULATION RANGE (ug/ml)
Male 0.06 —4.58
Female 0.03 — 5.88

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal” persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the manufacturer only until an in-
house range can be determined by the analysts using the method
with a population indigenous to the area in which the laboratory is
located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

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

TABLE 2
Within Assay Precision (Values in ug/ml )
Sample N X [+ C.V.
Low 16 0.66 0.06 9.8%
Normal 16 1.14 0.05 4.9%
High 16 4.84 0.21 4.3%

TABLE 3
Between Assay Precision (Values in ug/ml )

Sample N X [+ C.V.
Low 10 0.61 0.06 9.5%
Normal 10 1.36 0.04 3.1%
High 10 4.73 0.16 3.4%

*As measured in ten experiments in duplicate over a ten day
period.

14.2 Sensitivity

The DHEA-S AccuBind® ELISA Test System has a sensitivity of
0.042 ug/ml. The sensitivity was ascertained by determining the
variability of the 0 ug/ml serum calibrator and using the 2 (95%
certainty) statistic to calculate the minimum dose.

14.3 Accuracy

The DHEA-S AccuBind® ELISA Test System was compared with
a chemiluminescence immunoassay method. Biological
specimens from low, normal and relatively high DHEA-S level
populations were used (The values ranged from 0.2 ug/ml — 7.7
ug/ml). The total number of such specimens was 77. The least
square regression equation and the correlation coefficient were
computed for this DHEA-S EIA in comparison with the reference
method. The data obtained is displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis  Coefficient
Monobind (y)  1.12 y=0.1448+0.986x) 0.983

Reference (X) 1.18

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 % cross reactivity of the DHEA-S antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity was
calculated by deriving a ratio between dose of interfering
substance to dose of DHEA-S needed to displace the same
amount of labeled analog.

Substance Cross Reactivity
DHEA-S 1.0000
DHEA 0.0004
Androstenedione 0.0003
Dihydotestosterone 0.0008
Cortisone <0.0001
Corticosterone <0.0001
Cortisol 0.0004
Spirolactone <0.0001
Estriol <0.0001
Estradiol <0.0001
Estrone <0.0001
Testosterone <0.0001
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ELISA Microwells

Estradiol (E2) Test System
Product Code: 4925-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Estradiol
Concentration in Human Serum or Plasma by a Microplate
Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Measurement of estradiol in serum or plasma is considered to be
the most reliable way to assess its rate of production.

Estradiol (17B-estradiol) is a steroid hormone (molecular weight of
272.3 daltons), which circulates predominantly protein-bound. In
addition to estradiol, other natural steroidal estrogens include
estrone, estriol and their metabolites. Natural estrogens are
hormones secreted principally by the ovarian follicles and also by
the adrenals, corpus luteum, and placenta and, in males, by the
testes. Exogenous estrogens (natural or synthetic) elicit, to
varying degrees, all the pharmacologic responses usually
produced by endogenous estrogens.

Estrogenic hormones are secreted at varying rates during the
menstrual cycle throughout the period of ovarian activity. During
pregnancy, the placenta becomes the main source of estrogens.
At menopause, ovarian secretion of estrogens declines at varying
rates. The gonadotropins of the anterior pituitary regulate
secretion of the ovarian hormones, estradiol and progesterone;
hypothalamic control of pituitary gonadotropin production is in turn
regulated by plasma concentrations of the estrogens and
progesterone. This complex feedback system results in the cyclic
phenomenon of ovulation and menstruation.

Estradiol determinations have proved of value in a variety of
contexts, including the investigation of precocious puberty in girls
and gynecomastia in men. Its principal uses have been in the
differential diagnosis of amenorrhea and in the monitoring of
ovulation induction.

This kit uses a specific anti-estradiol antibody, and does not
require prior sample extraction of serum or plasma. Cross-
reactivity to other naturally occurring and structurally related
steroids is low.

The employment of several serum references of known estradiol
concentration permits construction of a graph of activity and con-
centration. From comparison to the dose response curve, an
unknown specimen's activity can be correlated with estradiol
concentration.

3.0 PRINCIPLE

Delayed Competitive Enzyme Immunoassay (TYPE 9):

The essential reagents required for an enzyme immunoassay
include antibody, enzyme-antigen conjugate and native antigen.
Upon mixing the biotinylated antibody with a serum containing the
antigen, a reaction results between the antigen and the antibody.
The interaction is illustrated by the following equation:

_
Ag +Abgn S AgAbgp
Abg, = Biotinylated antibody
Ag = Antigen (Variable Quantity) AgAbgy, = Immune Complex

After a short incubation, the enzyme conjugate is added (This
delayed addition permits an increase in sensitivity for low
concentration samples). Upon the additon of the enzyme
conjugate, competition reaction results between the enzyme
analog and the antigen in the sample for a limited number of
antibody binging sites (not consumed in the first incubation).
k
_=
FAg + A + rAben S AgAbgi, + “¥AgAbgi,
-a

En?Ag = Enzyme-antigen Conjugate (Constant Quantity)
E"ZAgAb stn = Enzyme-antigen Conjugate -Antibody Complex
rAbg, = Biotinylated antibody not reacted in first incubation
ka = Rate Constant of Association
k., = Rate Constant of Disassociation
K =k, / k.o = Equilibrium Constant

A simultaneous reaction between the biotin attached to the
antibody and the streptavidin immobilized on the microwell occurs.
This effects the separation of the antibody bound fraction after
decantation or aspiration.

AgAbg, + E"AgAbg,_+ Streptavidincy = immobilized complex
Streptavidincy = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the solid surface

The enzyme activity in the antibody bound fraction is inversely
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided

A. Estradiol Calibrators — 1ml/vial - Icons A-G
Seven (7) vials of serum reference for estradiol at
concentrations of 0 (A), 20 (B), 100 (C), 250 (D), 500 (E), 1500
(F) and 3000 (G) in pg/ml. Store at 2-8°C. A preservative has
been added. The calibrators can be expressed in molar
concentrations (pM/L) by multiplying by 3.67.
For example: 1pg/ml x 3.67= 3.67 pM/L

B. Estradiol Enzyme Reagent — 6.0 ml/vial
One (1) vial of Estradiol (Analog)-horseradish peroxides (HRP)
conjugate in a protein-stabilizing matrix red with dye. Store at
2-8°C.

C. Estradiol Biotin Reagent — 6.0 ml - Ilcon V
One (1) bottle of reagent contains anti-estradiol biotinylated
purified rabbit IgG conjugate in buffer, green dye and
preservative. Store at 2-8°C.

D. Streptavidin Coated Plate — 96 wells —Icon |
One 96-well microplate coated with 1.0 pug/ml 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 contains a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate Reagent — 12mljvial - Icon S"
One (1) vial contains tetramethylbenzidine (TMB) and
hydrogen peroxide (H,O,) in buffer. Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon
One (1) vial contains a strong acid (0.5M H,S0O,). Store at
2-8°C.

H. Product Instructions

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Pipette capable of delivering 0.025ml (25ul) and 0.050ml (50ul)
with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%.

3. Microplate washer or a squeeze bottle (optional).

4. Absorbent Paper for blotting the microplate wells.

. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

. Plastic wrap or microplate cover for incubation steps.

. Vacuum aspirator (optional) for wash steps.

. Timer.

. Quality control materials.
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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 required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum or heparanised plasma in
type, and taken with the usual precautions in the collection of
venipuncture samples. For accurate comparison to establish
normal values, a fasting morning serum sample should be
obtained. The blood should be collected in a redtop (with or
without gel additives) venipuncture tube(s) or for plasma use
evacuated tube(s) containing heparin.. Allow the blood to clot for
serum samples. Centrifuge the specimen to separate the serum or
plasma from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-80C 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 -200C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.050ml of the
specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
and high range for monitoring assay performance. These controls
should be treated as unknowns and values determined in every
test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. The individual laboratory should set acceptable assay
performance limits. In addition, maximum absorbance should be
consistent with past experience. Significant deviation from
established performance can indicate unnoticed change in
experimental conditions or degradation of kit reagents. Fresh
reagents should be used to determine the reason for the
variations.

8.0REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution to 1000ml with distilled or
deionized water in a suitable storage container. Diluted buffer
can be stored at 2-30°C for up to 60 days.

Note: Do not use reag that are co d or have

bacteria growth.
9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20-27 C).

**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

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

. Add 0.050 ml (50ul) of the Estradiol Biotin Reagent to all wells.

. Swirl the microplate gently for 20-30 seconds to mix.

. Cover and incubate for 30 minutes at room temperature.

. Add 0.050 ml (50pl) of Estradiol Enzyme Reagent to all wells.
Add directly on top the reagents dispensed in the wells.

. Swirl the microplate gently for 20-30 seconds to mix.

. Cover and incubate for 90 minutes at room temperature.

9. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

10.Add 0.350ml (350ul) 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.

11.Add 0.100 ml (100ul) of substrate solution to all wells. Always
add reagents in the same order to minimize reaction time
differences between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

12.Incubate at room temperature for twenty (20) minutes.

13.Add 0.050ml (50pl) of stop solution to each well and gently mix
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

14.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm. The results should be read
within fifteen (15) minutes of adding the stop solution.
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Note: Dilute the samples suspected of concentrations higher than
3000pg/ml 1:5 and 1:10 with estradiol ‘0’ pg/ml calibrator or
male patient serum pools with a known low value for estradiol.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

estradiol 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 estradiol concentration in pg/ml on linear
graph paper (do not average the duplicates of the serum
references before plotting).

. Connect the points with a best-fit curve.

. To determine the concentration of estradiol 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 pg/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 (1.202) intersects the dose response
curve at (160pg/ml) estradiol concentration (See Figure 1).

A w

Note: Computer data reduction software designed for ELISA
assay may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.



EXAMPLE 1

salT)'.)le Numbor | AbS (A) Aﬁ:a(g) (‘,ff,;:‘,ﬁ)
calA a 2258 2.256 0
calB o 1898 1.849 20
calc L ]:jgg 1.426 100
calD ol 17 1.003 250
CalE £2 9.0 0.723 500
CalF gg g:jgg 0.487 1500
CalG £2 939 0.388 3000
Pat# 1 ﬁg 1 ;gg 1.202 160

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

Figure 1
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Note: Multiply the horizontal values by 1000 to convert into pg/ml.
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 0 pg/ml should be > 1.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
terminated by the addition of the stop solution. Therefore, the
substrate and stop solution should be added in the same
sequence to eliminate any time-deviation during reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. 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 usage.

grossly  contaminated

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. Measur ts and interpr 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.

13.0 EXPECTED RANGES OF VALUES

In agreement with established reference intervals for a “normal*
adult population and females during gestation the expected
ranges for the Estradiol AccuBind® ELISA Test System are
detailed in Table 1.

TABLE 1
Expected Values for the Estradiol Test System
Median Range
Females - -
Follicular Phase 48 9-175
Luteal Phase 103 44-196
Periovulatory 209 107-281
Treated Menopausal 122 42-289
Untreated Menopausal 7.3 ND-20
Oral Contraceptives 13 ND-103
Males 19 4-94

During pregnancy the Estradiol serum levels rise rapidly till the
end of third trimester.

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal” persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the manufacturer only until an in-
house range can be determined by the analysts using the method
with a population indigenous to the area in which the laboratory is
located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

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

TABLE 2
Within Assay Precision (Values in pg/ml)
Sample N X [ C.V.
Low 20 81.9 8.1 9.9%
Normal 20 242.7 20.5 8.5%
High 20 423.7 7.5 7.5%

TABLE 3
Between Assay Precision (Values in pg/ml)
Sample N X [ C.V.
Low 20 106.1 5.1 4.8%
Normal 20 2615 10.0 3.8%
High 20 436.7 13.5 8.2%

*As measured in ten experiments in duplicate over a ten day
period.

14.2 Sensitivity

The estradiol AccuBind® EIA Test System has a sensitivity of 8.2
pg/ml. The sensitivity was ascertained by determining the
variability of the 0 pg/ml serum calibrator and using the 2 (95%
certainty) statistic to calculate the minimum dose.

14.3 Accuracy

The Estradiol AccuBind® ELISA Test System was compared with
a reference method. Biological specimens from low, normal and
relatively high estradiol level populations were used (The values
ranged from 10 pg/ml — 4300 pg/ml). The total number of such
specimens was 65. The least square regression equation and the
correlation coefficient were computed for this estradiol EIA in
comparison with the reference method. The data obtained is
displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis  Coefficient
Monobind (y)  336.8  y=36.50+1.023(x) 0.989
Reference (X) 293.4

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 % cross reactivity of the estradiol antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity was
calculated by deriving a ratio between dose of interfering
substance to dose of estradiol needed to displace the same
amount of labeled analog.

Substance Cross Reactivity
Androstenedione 0.0003
Dihydotestosterone 0.0008
Cortisone <0.0001
Corticosterone <0.0001
Cortisol 0.0004
Estriol <0.0001
DHEA sulfate <0.0001
Estradiol <0.0001
Estrone <0.0001
Testosterone <0.0001
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Ferritin Test System
Product Code: 2825-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Circulating
Ferritin Concentrations in Human Serum by a Microplate
Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Ferritin, in circulation, as measured in serum levels is a
satisfactory index of body's iron storage. The iron storage is
directly measured by quantitative phlebotomy, iron absorption
studies, liver biopsies and microscopic examinations of bone
marrow aspirates. Iron deficiency (Anemia) and iron overload
(Hemochromatosis) are conditions associated with body’s iron
storage or lack thereof. Measurements of total iron binding
capacity (TIBC) have widely been used as aids in the
determination of these conditions. However, an assay of serum
Ferritin is simply more sensitive and reliable means of
demonstration these disorders.

Ferritin is present in blood in very low concentrations. Normally,
approximately 1% of plasma iron is contained in Ferritin. The
plasma ferritin, is in equilibrium with body stores, and variations of
iron storage. The plasma concentrations of ferritin decline very
early in anemic conditions like development of iron deficiency,
long before the changes are observed in the blood hemoglobin
concentration, size of the erythrocytes and TIBC. Thus
measurements of serum ferritin can serve as an early indicator of
iron deficiency that is uncomplicated by other concurrent
conditions. At the same time a large number of chronic conditions
can result in elevated levels of serum ferritin. These include
chronic infections, chronic inflammatory diseases such as
rheumatoid arthritis, heart disease and some other malignancies,
especially lymphomas, leukemia, breast cancer and
neuroblastoma. In patients who have these chronic disorders
together with iron deficiency, serum ferritin levels are often
normal. An increase in circulating ferritin is observed in patients
with viral hepatitis or after a toxic liver injury as a release of ferritin
from the injured liver cells. Elevated serum ferritin levels are found
in patients with hemochromatosis and hemosiderosis.

Circulating ferritin levels have been used by clinicians, as an aid,
in the diagnosis of several other disorders. It has proved as a
valuable tool in differential diagnosis of anemia due to iron
deficiency and anemias due to other disorders and, in exposing
the depletion of iron reserves long before the onset of anemia.
Serial determinations have been used to monitor, non-invasively,
the erosion of iron storage during pregnancy and in patients
undergoing dialysis. Serum ferritin is routinely used as a screen
for iron deficiency for a variety of populations like blood donors
and people who are receiving regular blood transfusions or iron
replacement therapy.

In this method, ferritin calibrator, patient specimen or control is
first added to a streptavidin coated well. Biotinylated monoclonal
antibody (specific for ferritin) is added and the reactants mixed.
Reaction results between the biotinylated ferritin antibody and
native ferritin to form an immune complex that is deposited on the
streptavidin coated well. The excess serum proteins are washed

away via a wash step. Another ferritin specific antibody, labeled
with an enzyme, is added to the wells. The enzyme labeled
antibody binds to the ferritin already immobilized on the well.
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
ferritin in the sample.

The employment of several serum references of known ferritin
levels permits the construction of a dose response curve of
activity and concentration. From comparison to the dose response
curve, an unknown specimen's activity can be correlated with
ferritin concentration.

3.0 PRINCIPLE

Immunoenzymometric sequential assay (TYPE 4):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti- ferritin 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.
Simultaneously the biotin attached to the antibody binds to the
streptavidin coated on the microwells resulting in immobilization of
the complex. The interaction is illustrated by the following
equation:

Ka

Binpp,  — BinAp
Ad (ferritiny + AD(m) A rerritiny = Ab(m)

-a
®"Ab ., = Biotinylated Monoclonal Antibody (Excess Quantity)
Ageritiny = Native Antigen (Variable Quantity)

A (rerritin) -EnAp (m= Antigen-Antibody complex (Variable Quan.))
ka = Rate Constant of Association

k.. = Rate Constant of Disassociation

A (rerritin) -B‘”Ab(m) + Streptavidinc . = immobilized complex (IC)
Streptavidinc . = 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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Materials Provided:

A. Ferritin Calibrators — 1ml / vial - Icons A-F
Six (6) vials of Ferritin calibrators at levels of 0(A), 10(B),
50(C), 150(D), 400(E) and 800(F) ng/ml. Store at 2-8°C. A
preservative has been added.
Note: The calibrators, human serum based, were calibrated
using a reference preparation, which was assayed against the
WHO 3" IS 94/572

B. Ferritin Biotin Reagent — 13ml/vial - Icon V
One (1) vial containing biotinylated monoclonal mouse IgG in
buffer, dye, and preservative. Store at 2-8°C.

C. Ferritin Enzyme Reagent — 13 ml/vial-lcon @

One (1) vial containing Horseradish Peroxidase (HRP) labeled
anti-ferritin 1gG in buffer, dye and preservatives. Store at 2-
8°C.

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

E. Wash Solution Concentrate — 20 ml/vial - Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate A — 7mlivial - Icon S*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.

G. Substrate B — 7mlfvial - Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

H. Stop Solution — 8m/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 the
label.

Note 3: Above reagents are for a single 96-well microplate. For
other kit configurations, please refer to the table at the end of
the instructions.

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 and 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
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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 solution to 1000ml with distilled or
deionized water in a suitable storage container. Store at 2-
30°C for up to 60 days.

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

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,
control and patient specimen to be assayed in duplicate.
Replace any unused microwell strips back into the
aluminum bag, seal and store at 2-8°C.

2. Pipette 0.025 ml (25pl) of the appropriate serum reference,
control or specimen into the assigned well.

3. Add 0.100 ml (100ul) of the Ferritin 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 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 (100pl) of the Ferritin Enzyme Conjugate to each
well.

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITION

9. 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 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.

12.Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section).

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

13.Incubate at room temperature for fifteen (15) minutes.

14.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds.

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.

o U b

Note: Always add reagents in the same order to minimize
reaction time differences between wells.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of
ferritin 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 ferritin concentration in ng/ml on linear
graph paper.

. Draw the best-fit curve through the plotted points.

. To determine the concentration of ferritin 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 ng/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 (1.287) intersects the dose response
curve at 154 ng/ml ferritin concentration (See Figure 1).

A w

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 Well Abs Mean Conc
ID Abs (B)
Al 0.002
Cal A BL 0.003 0.003 0
C1 0.110
CalB D1 0113 0.112 10
E1l 0.586
CalC 1 0.647 0.617 50
Gl 1.204
Cal D 1 1320 1.262 150
A2 1.947
CalE B2 1837 1.917 400
C2 2.586
Cal F D2 5536 2.561 800
E2 0.707
Ctrl 1 = 0.734 0.721 66.1
Patient 1 Sé 1;:2 1.287 154.0
Patient 2 gg 1231 1.659 301.6
*The data presented in Example 1 and Figure 1 is for illustration

only and should not be used in lieu of a dose response curve
prepared with each assay.
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met.

1. The absorbance (OD) of Calibrator F should be > 1.3

2. The absorbance of the A calibrator should be < 0.05

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 is 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 contaminated
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. 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. Patient specimens with ferritin concentrations above 800 ng/ml
may be diluted (for example 1/10) with normal serum stripped
of ferritin and re-assayed. The sample’s concentration is
obtained by multiplying the result by the dilution factor (10).

8. Each component in one assay should be of the same lot
number and stored under identical conditions.

grossly

13.0 EXPECTED RANGE OF VALUES

Approximate reference ranges for normal males and female adults
were established by using 400 normal sera with the Ferritin
AccuBind® ELISA test system

Males
Females

16-220 ng/ml
10-124 ng/ml

In addition to the above the following ranges were assigned based
on the available literature. However, these ranges were confirmed
using AccuBind® Ferritin Microplate Elisa Procedure with limited
number of samples.

Newborn 22-220 ng/ml
1-2 Months 190-610 ng/ml
2-5 Months 50-220 ng/ml

6Mos — 16 Yrs 10 — 160 ng/ml

It is important to keep in mind that any normal range
establishment is dependent upon a multiplicity of factors like the
specificity of the method, the locale, the population tested and the
precision of the method in the hands of technicians. 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 technicians using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the ferritin AccuBind®
ELISA test system were determined by analyses on three different
levels of control sera. The number (N), mean value (X), standard
deviation (o) and coefficient of variation (C.V.) for each of these
control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in ng/ml)
Sample N X o C.V.
Level 1 20 435 1.36 3.1%
Level 2 20 110.5 6.10 5.5%
Level 3 20 349.6 7.54 2.2%
TABLE 3
Between Assay Precision* (Values in ng/ml)
Sample N X o C.V.
Level 1 10 41.2 2.33 5.5%
Level 2 10 113.2 8.11 7.2%
Level 3 10 372.4 11.80 3.2%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The minimum detectable dose (Sensitivity) is defined as the
apparent concentration 2 ¢ above the absorbance for zero
calibrator. 2 o of the mean absorbance for twenty replicates for
zero calibrator for the ferritin AccuBind™ ELISA test system gave
a sensitivity of 0.17 ng/ml.

14.3 Specificity

The cross-reactivity of the ferritin AccuBind® ELISA test system to
selected substances was evaluated by adding the interfering
substance to a serum matrix at various concentrations. The cross-
reactivity was calculated by deriving a ratio between dose of
interfering substance to dose of Ferritin needed to produce the
same absorbance.

Substance Cross Reactivity

Liver Ferritin 100%
Spleen Ferritin 100%
Human Heart Ferritin <1.0%
Hemoglobin <0.1%

14.4 High Dose Effect

Since the assay is sequential in design, high concentrations of
ferritin do not show the hook effect. Samples with concentrations
over 50,000 ng/ml demonstrated extremely high levels of
absorbance
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HBe Ag&ADb

A. INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determination of
Hepatitis B Virus "e" Antigen and Antibody in human plasma
and sera.

The kit is intended for the follow-up of acute infection and of
chronic patients under therapy.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Hepatitis B “e” Antigen or HBeAg is known to be intimately
associated with Hepatitis B Virus or HBV replication and the
presence of infectious Dane particles in the blood.

Recently, it has been found that HBeAg is a product of
proteolytic degradation of Hepatitis B core Antigen or HBcAg,
occurring in hepatocites, whose expression is under the control
of the precore region of HBV genome.

If HBeAg is considered a specific marker of infectivity, the
presence of anti HBeAg antibodies in blood is recognised to be
a clinical sign of recovery from infection to convalescence.

The determination of these two analytes in samples from HBV
patients has become important for the classification of the phase
of illness and as a prognostic value in the follow up of infected
patients.

C. PRINCIPLE OF THE TEST

HBeAg:

HBeAg, if present in the sample, is captured by a specific
monoclonal antibody, in the 1% incubation.

In the 2" incubation, after washing, a tracer, composed of a mix
of two specific anti HBeAg monoclonal antibodies, labeled with
peroxidase (HRP), is added to the microplate and binds to the
captured HBeAg.

The concentration of the bound enzyme on the solid phase is
proportional to the amount of HBeAg in the sample and its
activity is detected by adding the chromogen/substrate in the 3'
incubation.

The presence of HBeAg in the sample is determined by means
of a cut-off value that allows for the semiquantitative detection of
the antigen.

HBeAb

Anti HBeAg antibodies, if present in the sample, compete with a
recombinant HBeAg preparation for a fixed amount of an anti
HBeAg antibody, coated on the microplate wells.

The competitive assay is carried out in two incubations, the
first with the sample and recHBeAg, and the second with a
tracer, composed of two anti HBeAg monoclonal antibodies,
labeled with peroxidase (HRP).

The concentration of the bound enzyme on the solid phase
becomes inversely proportional to the amount of anti HBeAg
antibodies in the sample and its activity is detected by adding
the chromogen/substrate in the third incubation.

The concentration of HBeAg specific antibodies in the sample is
determined by means of a cut-off value that allows for the semi
quantitative detection of anti HBeAg antibodies.

D. COMPONENTS
The kit contains reagents for total 96 tests.

1. Microplate:

n° 1 coated microplate

12 strips of 8 breakable wells coated with anti HBeAg specific
monoclonal antibody, postcoated with bovine serum proteins
and sealed into a bag with desiccant. Allow the microplate to
reach room temperature before opening; reseal unused strips in
the bag with desiccant and store at 2..8°C.

2. Negative Control: | CONTROL -

1x2.0ml/vial. Ready to use control. It contains bovine serum,
0.09% sodium azide and 0.045% ProClin 300 as preservatives.
The negative control is colorless.

3. Antigen Positive Control:

1x1.0ml/vial. Ready to use control. It contains 2% bovine serum
albumin, non infectious recombinant HBeAg, 100 mM tris 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. Antibody Positive Control: :

1x1.0ml/vial. Ready to use control. It contains 2% bovine serum
albumin, human anti HbeAg positive plasma at about 10 PEI
U/ml, 100 mM tris buffer pH 7.4+/-0.1, 0.09% sodium azide and
0.045% ProClin 300 as preservatives. The label is red colored.
The positive control is yellow color coded.

5. Antigen Calibrator:

n° 1 vial. Lyophilised calibrator for HBeAg. To be dissolved with
EIA grade water as reported in the label. It contains fetal bovine
serum, non infectious recombinant HBeAg at 1 PEI U/ml +/-
10%, 0.02% 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.

6. Antibody Calibrator:

n° 1 vial. Lyophilized calibrator for anti HBeAg antibody. To be
dissolved with EIA grade water as reported in the label. It
contains fetal bovine serum, positive plasma at 0.25 PEI U/ml
+/-10%, 0.02% gentamicine sulphate and 0.045% ProClin 300
as preservatives. The label is red colored.

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.

7. Wash buffer concentrate: | WASHBUF 20X
1x60ml/bottle. 20x concentrated solution.
Once diluted, the wash solution contains 10 mM phosphate

buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.045% ProClin 300.

8. Enzyme conjugate:

1x16ml/vial. Ready to use conjugate. It contains Horseradish
peroxidase conjugated with a mix of monoclonal antibodies to
HBeAg, 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 color coded.

9. HBe Antigen:

1x10ml/vial. Ready to use reagent. It contains recombinant
HBeAg, fetal bovine serum, buffered solution pH 8.0+/-0.1,
0.045% ProClin 300 and 0.09% sodium azide as preservatives.
The reagent is blue color coded.

10. Chromogen/Substrate:

1x16ml/vial. Ready-to-use component. It contains a 50 mM
citrate-phosphate  buffered solution at pH 3.5-3.8, 4%
dimethylsulphoxide, 0.03% tetra-methyl-benzidine or TMB and
0.02% hydrogen peroxide or H202.

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

11. Sulphuric Acid{H2504 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).

12. Plate sealing foils n°2
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13. Package insert n°l

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (150ul, 100ul and 50ul) and
disposable plastic tips.

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

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet) set at +37°C.

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

asw

F. WARNINGS AND PRECAUTIONS

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

2. Avoid any addition of preservatives; especially sodium azide
as this chemical would affect the enzymatic activity of the
conjugate, generating false negative results.

3. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results.

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

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

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

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

H. PREPARATION OF COMPONENTS AND WARNINGS

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

1. Microplate:

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

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

Unused strips have to be placed back into the aluminum pouch,
with the desiccant supplied, firmly zipped and stored at +2°-8°C.
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. Antigen Positive Control:
Ready to use. Mix well on vortex before use.

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

5. Antigen Calibrator:

Add the volume of ELISA grade water, reported on the label, to
the lyophilized powder; let fully dissolve and then gently mix on
vortex.
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Note: The dissolved calibrator is not stable. Store it frozen
in aliquots at —20°C.

6. Antibody 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.

Note: The dissolved calibrator is not stable. Store it frozen
in aliquots at —20°C.

7. 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.

8. Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. If this component has to be
transferred, use only plastic, and if possible, sterile disposable
containers.

9. HBe Antigen:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. If this component has to be
transferred, use only plastic, and if possible, sterile disposable
containers.

10. 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.

11. 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 gloves/protective
protection/face protection.

clothing/eye

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

P332 + P313 - If skin
advice/attention.

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

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

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

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

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

Incubation times have a tolerance of +5%.

The ELISA reader has to be equipped with a reading filter of

450nm and with a second filter of 620-630nm, mandatory for

blanking purposes. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
the correct optical density is measured. It should be

regularly maintained according to the manufacturer ‘s

instructions.

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

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

S

L. PRE ASSAY CONTROLS AND OPERATIONS

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

2. Check that the liquid components are not contaminated by
visible particles or aggregates. Check that the
Chromogen/Substrate (TMB+H202) is colourless or pale
blue by aspirating a small volume of it with a sterile plastic
pipette. Check that no breakage occurred in transportation
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and no spillage of liquid is present inside the box (primary
container). Check that the aluminium pouch, containing the
microplate, is not punctured or damaged.

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

4. Dissolve the 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.

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.

A) HBe Antigen:

1. Place the required number of strips in the plastic holder and
carefully identify the wells for controls, calibrator and
samples.

2. Leave the Al well empty for blanking purposes.

3. Pipette 100 pl of the Negative Control in triplicate, 100 pl of
the Antigen Calibrator in duplicate and then 100 pl of the
Antigen Positive Control in single.

4. Then dispense 100 pl of samples in the proper wells.

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

6. 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.

7. When the first incubation is finished, wash the microwells as
previously described (section 1.3)

8. Dispense 100 pl Enzyme Conjugate in all wells, except for
Al, used for blanking operations.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip and not to immerse the top of it into
samples or controls. Contamination might occur.

9. Check that the reagent has been dispensed properly and
then incubate the microplate for 60 min at +37°C.

10. When the second incubation is finished, wash the
microwells as previously described (section 1.3)

11. Pipette 100 pl Chromogen/Substrate into all the wells, Al
included.

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

12. Incubate the microplate protected from light at room
temperature (18-24°C) for 20 minutes. Wells dispensed
with positive control and positive samples will turn from clear
to blue.

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

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

B) HBe Antibody:

1. Place the required number of strips in the plastic holder and
carefully identify the wells for controls, calibrator and
samples.

2. Leave the Al well empty for blanking purposes.

3. Pipette 50 pl of the Negative Control in triplicate, 50 pl of

the Antibody Calibrator in duplicate and then 50 ul of the

Antibody Positive Control in single.

Then dispense 50 pl of samples in the proper wells.

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).

6. Dispense then 50 pl of HBe Antigen in all the wells, except
for Al.

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

ok

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.

8. When the first incubation is finished, wash the microwells as
previously described (section 1.3)

9. Finally proceed as described for the HBeAg assay from
point 8 to the last one.

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 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
may be used only when a laboratory internal quality control
is required by the management.

N. ASSAY SCHEME

HBe antigen test

Controls and calibrator 100 ul
Samples 100 ul
1stincubation 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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HBe antibody test

Controls and calibrator 50 ul
Samples 50 ul
Neutralising antigen 50 ul
1%t incubation 60 min
Temperature +37°C
Wash step n°® 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Enzymatic 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 mixture 100 ul
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm/620-630nm

An example of dispensation scheme is reported below:

HBeAg
Problem Check
Blank well 1. that the Chromogen/Substrate solution has

> 0.100 OD450nm

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.

Calibrator
S/Co< 2

1. that the procedure has been correctly
performed;

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

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

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

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 S9

Positive Control
< 1.500 OD450nm

1. that the procedure has been correctly
performed;

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

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

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

Legenda: BLK =Blank // NC = Negative Control

PC = Positive Control // CAL = Calibrators // S = Sample

O. INTERNAL QUALITY CONTROL

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

Control that the following data are matched:

HBe Antigen
Check 0OD450nm
Blank well < 0.100 OD450nm

Negative Control (NC) | < 0.150 OD450nm after blanking
coefficient of variation < 30%
S/Co > 2.0

> 1.500 OD450nm

Antigen Calibrator
Positive Control (PC)

HBe Antibody
Check 0OD450nm
Blank well < 0.100 OD450nm
Negative Control (NC) | > 1.000 OD450nm after blanking
coefficient of variation < 10%
0OD450nm < NC/1.5
0OD450nm < NC/10

Antibody Calibrator
Positive Control (PC)

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

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

HBe antibody

Problem

Check

Blank well
> 0.100 OD450nm

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

Negative Control
(NC)

< 1.000 OD450nm
after blanking

coefficient of
variation > 10%

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 (e.g.: dispensation of positive control
instead of negative control; no dispensation of
the Neutralizing Antigen; no dispensation of the
Enzyme Conjugate);

4. that no contamination of the negative control
or of the wells where the control was dispensed
has occurred;

5. that micropipettes have not
contaminated with positive samples;
6. that the washer needles are not blocked or
partially obstructed.

become
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Calibrator 1. that the procedure has been correctly
OD450nm > NC/1.5 | performed;

2. that no mistake has occurred during its
distribution (ex.: dispensation of negative
control instead; no dispensation of the
Neutralizing Antigen; no dispensation of the
Enzyme Conjugate);

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 > NC/10 | performed;

2. that no mistake has occurred during the
distribution of the 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 14.

P. CALCULATION OF THE CUT-OFF
The results are calculated by means of a cut-off value
determined with the following formula:
HBeAg:
NC + 0.100 = Cut-Off (Co)

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

HBeAb:
(NC + PC) / 3 = Cut-Off (Co)

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 follows:

HBeAgQ:
S/Co Interpretation
<0.9 Negative
09-11 Equivocal
>1.1 Positive
HBeAbD:
Co/S Interpretation
<0.9 Negative
09-11 Equivocal
>1.1 Positive

Note:
S = OD450nm/620-630nm of the sample
Co = cut-off value

An example of calculation for HBeAg assay is reported below
(data obtained proceeding as the the reading step described in
the section M, point 14):

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

Negative Control:  0.020 — 0.030 — 0.025 OD450nm
Mean Value: 0.025 OD450nm
Lower than 0.150 — Accepted

Positive Control:  2.489 OD450nm

Higher than 1.500 — Accepted

Cut-Off = 0.025+0.100 = 0.125

Calibrator: 0.520 - 0.540 OD450nm
Mean value: 0.530 OD450nm

S/Co higher than 2.0 — Accepted

S/Co=4.2

Sample 1: 0.030 OD450nm
Sample 2: 1.800 OD450nm
Sample 1 S/Co < 0.9 = negative
Sample 2 S/Co > 1.1 = positive

An example of calculation for HBeAb is reported below (data
obtained proceeding as the the reading step described in the
section M, point 14):

The following data must not be used instead or 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) / 3=0.733
Calibrator: 0.720-0.760 OD450nm
Mean value: 0.740 OD450nm
0OD450nm < NC/1.5 — 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

Important notes:

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

2. The Identification of the clinical status of a HBV patient
(acute, chronic, asymptomatic hepatitis) has to be done on
the basis also of the other markers of HBV infection
(HBsAg, HBsAb, HBcAb, HBclgM);

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.
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R. PERFORMANCE CHARACTERISTICS
A) HBeAg

1. Limit of detection

The limit of detection of the assay has been calculated by
means of the International Standard for HBeAg, supplied by
Paul Erlich Institute (PEI).

The data obtained by examining the limit of detection on three
lots is reported in the table below.

HBE.CE | PEI U/ml
Lot ID HBeAg
0103 0.25
0103/2 0.25
0303 0.25

In addition the preparation Accurun # 51, produced by Boston
Biomedica Inc., USA, has been tested, upon dilution in FCS.
Results are reported for three lots of products.

BBI’s Accurun 51 (S/Co)

HBE.CE|1 x|2 x|4 x|8 x| 16x
Lot ID
0103 41116[(09|/06]04
0103/2 |41 |17]09]06]04
0303 40[116]09|05]04

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 different HBV pathologies
(acute, chronic) bearing HBeAg reactivity.

An overall value > 98% has been found in the study conducted
on a total number of more than 200 samples.

Moreover the Panel of Seroconversion code PHM 935B,
produced by BBI, was examined.

Data are reported below and compared with those reported by
BBI for two other commercial products.

Sample | HBE.CE | Abbott EIA | Sorin EIA
ID S/Co S/Co S/Co
21 5.4 4.5 6.3
22 3.7 4.3 5.4
23 1.9 3.2 3.1
24 1.1 2.4 15
25 1.0 2.1 1.2
26 0.6 1.7 0.7
27 0.2 0.8 0.3
28 0.2 0.6 0.2
29 0.2 0.4 0.2
30 0.2 0.3 0.2
31 0.1 0.3 0.2
32 0.1 0.3 0.2

Finally the Performance Panel code PHJ 201, produced by BBI,
was tested. Data are reported below and compared with those
reported by BBI for an other commercial product.

Member | PEI U/ml | HBE.CE | Sorin EIA
1 3 3.3 7.0
2 6 17.5 21.9
3 26 30.1 37.1
4 31 29.4 23.5
5 1 1.1 2.2
6 2 2.3 6.9
7 35 30.1 24.6
8 38 29.2 31.9
9 4 16.6 10.8
10 - 0.3 0.2

11 1 34 3.6
12 <1 0.2 1.2
13 <1 0.9 14
14 - 0.2 0.2
15 - 0.4 0.1
16 - 0.5 0.1
17 - 0.3 0.2
18 - 0.2 0.2
19 - 0.2 0.1
20 - 0.2 0.1
21 - 0.3 1.0
22 - 0.3 0.1
23 - 0.4 0.1
24 - 0.2 0.2
25 - 0.3 0.2

3. Diagnostic Specificity:

The diagnostic specificity has been determined on panels of
negative samples from normal individuals and blood donors,
classified negative with a FDA approved Kit.

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 and
HAV) 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 center on more than 500 samples has
provided a value > 98% .

4. Precision

It has been calculated on two samples examined in 16 replicate
in three different runs on three lots.

The values found were as follows:

HBE.CE: lot # 0103

Negative Control (N = 16)

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.030 0.027 0.032 0.029
Std.Deviation 0.002 0.002 0.003 0.002
CV % 7.4 8.2 7.9 7.8
PEI 1 U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.569 0.559 0.575 0.568
Std.Deviation 0.027 0.029 0.028 0.028
CV % 4.7 53 4.9 4.9
SICo 4.4 4.4 4.4 4.4
HBE.CE: lot # 0103/2
Negative Control (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.033 0.031 0.030 0.032
Std.Deviation 0.003 0.003 0.002 0.003
CV % 7.9 8.5 7.4 8.0
PEI 1 U/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.565 0.573 0.568 0.569
Std.Deviation 0.026 0.025 0.024 0.025
CV % 4.7 4.3 4.2 4.4
S/Co 4.2 4.4 4.4 4.3
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HBE.CE: lot # 0303

Negative Control (N = 16)

Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.029 0.034 0.038 0.034
Std.Deviation 0.003 0.003 0.004 0.003
CV % 9.7 9.8 9.2 9.6
PEI 1 U/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.579 0.573 0.564 0.572
Std.Deviation 0.023 0.028 0.025 0.025
CV % 4.1 4.8 4.5 4.5
S/Co 4.5 4.3 4.1 4.3

B) HBe Antibody

1. Limit of detection

The limit of detection of the assay has been calculated by
means of the International Standard for HBeAb, supplied by
Paul Erlich Institute (PEI).

The data obtained by examining the limit of detection on three
lots is reported in the table below.

HBE.CE | PEI U/ml
LotID | HBeAb
0103 0.25
0103/2 0.25
0303 0.25

In addition the preparation Accurun # 52, produced by Boston
Biomedica Inc., USA, has been tested, upon dilution in FCS.
Results are reported for three lots of products.

Accurun 52 (Co/S)

HBE.CE [1 x |2 x |4 x |8 x| 16x
Lot ID
0103 10/08 |06 |04 |04
0103/2 | 1.0/ 08|06 |05]|04
0303 10/08 |06 |04 04

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested on panels of samples
classified positive for HBeAb by a US FDA approved kit.
Positive samples were collected from different HBV pathologies
bearing anti HBeAg antibody reactivity.

An overall value > 98% has been found in the study conducted
on a total number of more than 200 samples.

Moreover the Panel of Seroconversion code PHM 935B,
produced by BBI, was examined.

Data are reported below and compared with those reported by
BBI for two other commercial products.

Sample | HBE.CE | Abbott EIA | Sorin EIA
ID Co/S Co/S Co/S
21 0.4 0.4 0.5
22 0.4 0.5 0.6
23 0.4 0.6 0.5
24 0.4 0.5 0.6
25 0.4 0.6 0.5
26 0.5 0.6 0.6
27 0.6 0.8 0.7
28 0.7 0.9 0.7
29 0.6 0.9 0.7
30 0.8 1.0 0.9
31 1.0 1.3 1.1
32 1.0 1.2 1.0

Finally the Performance Panel code PHJ 201, produced by BBI,
was tested. Data are reported below and compared with those
reported by BBI for another commercial product.

Member | PEI U/ml | HBE.CE | Sorin EIA
1 - 0.3 0.5
2 - 0.2 0.5
3 - 0.2 0.5
4 - 0.2 0.5
5 - 0.3 0.6
6 - 0.3 0.6
7 - 0.2 0.4
8 - 0.2 0.4
9 - 0.2 0.5
10 - 1.9 0.6
11 - 0.3 0.5
12 - 0.4 0.9
13 2 4.4 9.1
14 1 3.8 2.9
15 <1 1.0 15
16 > 50 4.3 120.9
17 <1 1.0 1.0
18 5 5.6 21.8
19 1 2.7 6.4
20 11 5.0 47.3
21 2 1.9 10.0
22 26 28.1 90.7
23 - 0.3 0.5
24 <1 0.8 1.3
25 50 28.1 167.4

3. Diagnostic specificity:

The clinical specificity has been determined as described before
for HBeAg.

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

4. Precision:

It has been calculated on two samples examined in 16 replicate
in three different runs on three lots.

The values found were as follows:

HBE.CE: lot # 0103

Negative Control (N = 16)

Mean values 1st run 2nd run 39 run Average
value
OD 450nm 2.484 2.420 2471 2.458
Std.Deviation 0.129 0.160 0.142 0.144
CV % 5.2 6.6 5.7 5.9
PEI 0.25 U/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.867 0.800 0.878 0.848
Std.Deviation 0.043 0.060 0.050 0.051
CV % 5.0 7.5 5.7 6.1
ColS 1.0 1.0 1.0 1.0
HBE.CE: lot # 0103/2
Negative Control (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 2.316 2.361 2.413 2.363
Std.Deviation 0.127 0.144 0.146 0.139
CV % 5.5 6.1 6.0 5.9
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PEI 0.25 U/ml (N = 16)

All the IVD Products manufactured by the company are
under the control of a certified Quality Management
System approved by an EC Notified Body. Each lot is
submitted to a quality control and released into the
market only if conforming with the EC technical
specifications and acceptance criteria.

Manufacturer:
Dia.Pro Diagnostic Bioprobes S.r.1.
Via G. Carducci n° 27 — Sesto San Giovanni (MI) — Italy

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.767 0.793 0.785 0.781
Std.Deviation 0.041 0.050 0.046 0.046
CV % 5.4 6.3 5.8 5.8
Col/S 1.0 1.0 1.0 1.0
HBE.CE: lot #0303
Negative Control (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 2.334 2.415 2.437 2.395
Std.Deviation 0.146 0.155 0.158 0.153
CV % 6.3 6.4 6.5 6.4
PEI 0.25 U/ml (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.850 0.867 0.876 0.864
Std.Deviation 0.052 0.051 0.048 0.050
CV % 6.1 5.9 5.5 5.8
Co/S 0.9 1.0 1.0 1.0

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 14.

S. LIMITATIONS

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

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

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

Diagnosis of an infectious disease should not be established on
the basis of a single test result. The patient’s clinical history,
symptomatology, as well as other diagnostic data should be
considered.
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Monobind Inc.
Lake Forest, CA 92630, USA

AccweBind

ELISA Microwells

B-Human Chorionic Gonadotropin (hCG)
Test System
Product Code: 825-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Chorionic
Gonadotropin (hCG) Concentration in Human Serum by a
Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Human chorionic gonadotropin (hCG) concentration increases
dramatically in blood and urine during normal pregnancy. hCG is
secreted by placental tissue, beginning with the primitive
trophoblast, almost from the time of implantation, and serves to
support the corpus luteum during the early weeks of pregnancy.
hCG or hCG similar glycoproteins can also be produced by a wide
variety of trophoblastic and nontrophoblastic tumors. The
measurement of hCG, by assay systems with suitable sensitivity
and specificity has proven great value in the detection of
pregnancy and the diagnosis of early pregnancy disorders.

According to the literature, hCG is detectable as early as 10 days
after ovulation, reaching 100 mIU/ml by the first missed period. At
the time for the next ovulation, the hCG level is 200 mlU/ml
(approximately 28 days after (:c)nception)A1 A peak of 50,000 or
even 100,000 mlU/ml is attained by the third month, then a
gradual decline is observed.?*

In this method, hCG calibrator, patient specimen or control is first
added to a streptavidin coated well. Biotinylated monoclonal and
enzyme labeled antibodies (directed against distinct and different
epitopes of hCG) are added and the reactants mixed. Reaction
between the various hCG antibodies and native hCG forms a
sandwich complex that binds with the streptavidin coated to the
well.

After the completion of the required incubation period, the
enzyme-chorionic gonadotropin antibody bound conjugate is
separated from the unbound enzyme-chorionic gonadotropin
conjugate by aspiration or decantation. The activity of the enzyme
present on the surface of the well is quantitated by reaction with a
suitable substrate to produce color.

The employment of several serum references of known chorionic
gonadotropin levels permits construction of a dose response
curve of activity and concentration. From comparison to the dose
response curve, an unknown specimen's activity can be correlated
with chorionic gonadotropin concentration.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well

through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-hCG antibody.

Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen,
reaction results between the native antigen and the antibodies
without competition or steric hindrance to form a soluble sandwich
complex. The interaction is illustrated by the following equation:

Ka
Enz Btn = Enz Btn
Ab(nce) + Adnce + - Abm) S Abm) - Aghc - Ab(m)

a
B'”Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)
Aghce = Native Antigen (Variable Quantity)

E"Ab(,nce) = Enzyme labeled Antibody (Excess Quantity)

E2AD (hce ) Aghce - B"‘Ab(m) = Ag-Antibodies Sandwich complex
k, = Rate Constant of Association

k., = Rate Constant of Dissociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

E™Abjcncay-Adnce— "Abm + Streptavidingy = immobilized complex
Streptavidingy = Streptavidin immobolized on well

Immobilized complex = sandwich complex bound to the well

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration. The
enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. hCG Calibrators — 1 ml/vial - Icons A-F
Six (6) vials of references for hCG Antigen at levels of 0(A),
5(B), 25(C), 50(D), 100(E) and 250(F) mlU/ml. Store at 2-8°C.
A preservative has been added.
Note: The calibrators, human serum based, were calibrated
using a reference preparation, which was assayed against the
WHO 3" IS (75/537).

B. hCG Enzyme Reagent — 13 ml/vial - Icon @
One (1) vial containing enzyme labeled affinity purified
antibody, biotinylated monoclonal mouse IgG in buffer, dye,
and preservative. Store at 2-8°C.

C. Streptavidin Coated 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.

D. Wash Solution Concentrate — 20 ml/vial - Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

E. Substrate A — 7mljvial - Icon $*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.

F. Substrate B — 7mllvial - Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate

4.1 Required But Not Provided:
1. Pipette(s) capable of delivering 0.025 and 0.050ml (25 & 50ul)
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%.

. 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.
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8. Timer.
9. Quality control materials

5.0PRECAUTIONS

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. 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, 0.05 ml (50ul)
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. Store diluted
buffer at 2-30°C for up to 60 days.

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

Note1: Do not use the working substrate if it looks blue.
Note 2: Do not use 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 microplate 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

N

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

. Add 0.100 ml (100pl) of hCG-Enzyme Reagent to all wells.

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 0.350ml (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 (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.Add 0.050ml (50pl) of stop solution to each well and gently mix
for 15-20 seconds). Always add reagents in the same order
to minimize reaction time differences between wells

11.Read the absorbance in each well at 450nm (using a reference

wavelength of 620-630nm to minimize well imperfections) in a

microplate reader. The results should be read within thirty

(30) minutes of adding the stop solution.
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10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

Human chorionic gonadotropin (hCG) 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 hCG concentration in mlU/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 hCG 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 miU/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 (1.745) intersects the dose response
curve at (157 mlU/ml) hCG concentration (See Figure 1).

W

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
SIS | numoer | ABSA) | ancta) | i
calA = g:ggg 0.004 0
calB < Lo 0.071 5
calc a g:ggg 0.350 25
calD ﬁ} g:g:; 0.650 50
CalE ’Qg lfgg 1.212 100
calF gg g:i;g 2502 250
Ctrl 1 Eg g:g;? 0.076 58
ctrl 2 ﬁg g:gg? 0.290 219
Patient L2 ey 1745 157

*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the following
criteria should be met:

1.
2.

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

2.

3.

It is important that the time of reaction in each well is held
constant to achieve reproducible results.

Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

Highly lipemic, hemolyzed or
specimen(s) should not be used.

grossly  contaminated

. If more than one (1) plate is used, it is recommended to repeat

the dose response curve.

. The addition of substrate solution initiates a kinetic reaction,

which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

. Plate readers measure vertically. Do not touch the bottom of

the wells.

. Failure to remove adhering solution adequately in the

aspiration or decantation wash step(s) may result in poor
replication and spurious results.

. Use components from the same lot. No intermixing of reagents

from different batches.

. Patient specimens with hCG concentrations above 250 mIU/ml

may be diluted with normal male serum (hCG < 1 mlU/ml) and
re-assayed. The sample’s concentration is obtained by
multiplying the result by the dilution factor.

10.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.

11.All applicable national standards, regulations and laws,

including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,

13.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

requested via email from Monobind@monobind.com.

12.2 Interpretation

1.

2.

and interpr of results must be
performed by a skilled individual or trained professional.
Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

Measur

. 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.

8.

1988:3427-33). For diagnostic purposes, the results from this
assay should be in combination with clinical examination,
patient history and all other clinical findings.For valid test
results, adequate controls and other parameters must be
within the listed ranges and assay requirements.

. If test kits are altered, such as by mixing parts of different kits,

which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

. If computer controlled data reduction is used to interpret the

results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

. False positive results may occur in the presence of a wide

variety of trophoblastic and nontrophoblastic tumors that
secrete hCG. Therefore, the possibility of an hCG secreting
neoplasia should be eliminated prior to diagnosing pregnancy.

. Also, false positive results may be seen when assaying

specimens from individuals taking the drugs Pergonal* and
Clomid**. Additionally Pergonal will often be followed with an
injection of hCG.

Spontaneous microabortions and ectopic pregnancies will tend
to have values which are lower than expected during a normal
pregnancy while somewhat higher values are often seen in
multiple pregnancies.™

. Following therapeutic abortion, detectable hCG may persist for

as long as three to four weeks. The disappearance rate of
hCG, after spontaneous abortion, will vary depending upon the
quantity of viable residual trophoblast.**®

10.A hCG value alone is not of diagnostic value and should

only be used in conjunction with other clinical manifestations
(observations) and diagnostic procedures.

*Pegonal is a registered trademark of Serono Laboratories, Inc.
**Clomid is a registered trademark of Merriell-National Laboratories

13.0 EXPECTED RANGES OF VALUES

A study of an apparent normal adult population was undertaken to
determine expected values for the HCG AccuBind® ELISA Test
System. The mean (X) values, standard deviations (o) and
expected ranges (+2c) are presented in Table 1.

TABLE |
Expected Values for the hCG ELISA Test System
(In mIU/ml - 3 IS 75/537)

Number 25
Mean 29
Standard Deviation 14

Expected Ranges (+2c) 0.1-57

Expected levels for hCG during normal pregnancy (3) are listed in
Table 2.

TABLE 2
Expected Values for hCG levels (3" IS 75/537)
during normal pregnancy (in mlU/ml)

1" week 10 - 30
2" week 30 - 100
3" week 100 - 1000
4" week 1,000 -10,000

2" & 3" month
2" trimester
3" trimester

30,000 - 100,000
10,000 - 30,000
5,000 - 15,000

Values for hCG for a normal, healthy population and pregnant
women, during gestation cycle, are given in Table 3. The values
depicted below represent limited in house studies in concordance
with published literature.®'°

TABLE 3

Median Values during Gestation.
Gestation (Week) | hCG (IU/ml)

15 40.88

16 33.87

17 28.71

18 26.74

19 18.76

20 19.24

21 23.46

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal"-persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and

the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision
The within and between assay precisions of the hCG AccuBind®
ELISA were determined by analyses on three different levels of
control sera. The number (N), mean value (X), standard deviation
(o) and coefficient of variation (C.V.) for each of these control sera
are presented in Table 4 and Table 5.

. Kosasa TS,

. Braunstein G.D., et al,

. Goldstein  DP, and

TABLE 4
Within Assay Precision (Values in mlU/ml)
Sample N X o C.V.
Level 1 20 4.4 0.22 4.9%
Level 2 20 18.7 0.75 4.0%
Level 3 20 214.8 14.59 6.8%
TABLE 5
Between Assay Precision* (Values in mlU/ml)
Sample N X [ C.V.
Level 1 20 5.4 0.52 9.6%
Level 2 20 224 1.97 8.8%
Level 3 20 213.1 15.16 7.1%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The hCG AccuBind® ELISA test system has a sensitivity of 0.003
mlU/well. This is equivalent to a sample containing 0.102 mIU/ml
hCG concentration. The analytical sensitivity (detection limit) was
ascertained by deteremining the variability of the ‘0 mlU/ml’
calibrator and using the 20 (95% certainty) statistic to calculate

the minimum dose.

14.3 Accuracy

This hCG AccuBind® ELISA test system was compared with a
reference radioimmunoassay. Biological specimens from normal
and pregnant populations were assayed. The total number of such
specimens was 110. The least square regression equation and
the correlation coefficient were computed for the hCG ELISA in
comparison with the reference method. The data obtained is

displayed below.

TABLE 6
Method Mean Least Square Correlation
(x) Regression Analysis Coefficient
Monobind 14.8 y =0.081 + 0.93(x) 0.989

Reference 15.1

Only slight amounts of bias between the hCG ELISA method and
the reference method are indicated by the closeness of the mean
values. The least square regression equation and correlation

coefficient indicates excellent method agreement.

14.4 Specificity

The cross-reactivity of the hCG AccuBind® ELISA to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations, The cross-reactivity was
calculated by deriving a ratio between dose of interfering
substance to dose of chorionic gonadotropin needed to produce

the same absorbance.

Substance Cross Reactivity  Concentration
Chorionic  Gonadotropin 1.0000 -

(hCG)

B-hCG subunit <0.0001 1000ng/ml
Follitropin (FSH) <0.0001 1000ng/ml
Lutropin Hormone (LH) < 0.0001 1000ng/ml
hrotropin (TSH) < 0.0001 1000ng/ml

14.5 Hook Effect

The test shows no hook effect up to concentrations of > 150,000

miU/ml.
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ELISA Microwells

Follicle Stimulating Hormone
(FSH) Test System
Product Code: 425-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Follicle
Stimulating Hormone Concentration in Human Serum by a
Microplate Enzyme Immunoassay, Colorimetric.

2.0 SUMMARY AND EXPLANATION OF THE TEST

Follicle Stimulating hormone (FSH) is a glycoprotein consisting of
two subunits with an approximate molecular mass of 35,500
daltons. The o-subunit is similar to other pituitary hormones
[luteinizing stimulating hormone (LH), thyroid stimulating hormone
(TSH) and chorionic gonadotropin (CG)] while the B-subunit is
unique. The B-subunit confers the biological activity to the
molecule. Stimulation by gonadotropin-releasing hormone (GnRH)
causes release of FSH, as well as LH, from the pituitary and is
transported by the blood to their sites of action, the testes or
ovary.

In men, FSH acts on the Sertoli cells of the testis, stimulating the
synthesis of inhibin, which appears to specifically inhibit further
FSH secretion, and androgen-binding protein. Thus, it indirectly
supports spermatogenesis. In women, FSH acts on the granulosa
cells of the ovary, stimulating steroidogensis. All ovulatory
menstrual cycles have a characteristic pattern of FSH, as well as
LH, secretion. The menstrual cycle is divided into a follicular
phase and a luteal phase by the midcycle surge of the
gonadotropins (LH and FSH). As the follicular phase progresses,
FSH concentration decreases. Near the time ovulation occurs,
about midcycle, FSH peaks (lesser in magnitude than LH) to its
highest level.

The clinical usefulness of the measurement of Follicle Stimulating
hormone (FSH) in ascertaining the homeostasis of fertility
regulation via the hypothalamic - pituitary - gonadal axis has been
well established."?

In this method, FSH calibrator, patient specimen or control is first
added to a streptavidin coated well. Biotinylated monoclonal and
enzyme labeled antibodies (directed against distinct and different
epitopes of FSH) are added and the reactants mixed. Reaction
between the various FSH antibodies and native FSH forms a
sandwich complex that binds with the streptavidin coated to the
well.

After the completion of the required incubation period, the
enzyme-Follicle Stimulating Hormone antibody bound conjugate is
separated from the unbound enzyme-follicle stimulating hormone
conjugate by aspiration or decantation. The activity of the enzyme
present on the surface of the well is quantitated by reaction with a
suitable substrate to produce color.

The employment of several serum references of known Follicle
Stimulating Hormone levels permits construction of a dose
response curve of activity and concentration. From comparison to

the dose response curve, an unknown specimen's activity can be
correlated with Follicle Stimulating Hormone concentration.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-FSH antibody.
Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen,
reaction results between the native antigen and the antibodies
without competition or steric hindrance to form a soluble sandwich
complex. The interaction is illustrated by the following equation:

Ka

Enz Btn ;ﬁ Enz Btn
Ab ) + AgrsH + ~ AD(m) Ab ) - Agrsh - Ab(m)

K.a
B'”Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)
Agrsy = Native Antigen (Variable Quantity)
E"Ab ;) = Enzyme labeled Antibody (Excess Quantity)
EAby - Agrsw - “"Abm = Antigen-Antibodies Sandwich
Complex
k. = Rate Constant of Association
k., = Rate Constant of Dissociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

EAby - Agrsn - P"Ab(m + Streptavidingw. = Immobilized
complex

Streptavidingw. = Streptavidin immobolized on well

Immobilized complex = sandwich complex bound to the solid surface

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration. The
enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. FSH Calibrators — 1 ml/vial - Icons A-F
Six (6) vials of references for FSH Antigen at levels of 0(A),
5(B), 10(C), 25(D), 50E) and 100(F) mlU/ml. Store at 2-8°C. A
preservative has been added.
Note: The calibrators, human serum based, were calibrated
using a reference preparation, which was assayed against the
WHO 2nd IRP (78/549).

B. FSH Enzyme Reagent — 13 ml/vial - Icon @
One (1) vial-containing enzyme labeled antibody, biotinylated
monoclonal mouse IgG in buffer, dye, and preservative. Store
at 2-8°C.

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

D. Wash Solution Concentrate — 20 ml/vial - Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

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

F. Substrate B — 7.0ml/vial - Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.
Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at

2-8°C. Kit and component stability are identified on the
label.
Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Pipette capable of delivering 0.050ml (50pl) and 0.100ml
(100pl) volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (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
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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. 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, 0.100ml (100pl)
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. Store at 2-
30°C for up to 60 days.

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

Note1 : Do not use the working substrate if it looks blue.
Note 2: Do not use 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 microplate wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.050 ml (50pl) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.100 ml (100ul) of FSH-Enzyme Reagent solution to all
wells.

4. Swirl the microplate gently for 20-30 seconds to mix and cover.

5. Incubate 60 minutes at room temperature.

6. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 350yl 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 working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.10.Add 0.050ml (50ul) of stop solution to each well and gently
mix for 15-20 seconds). Always add reagents in the same
order to minimize reaction time differences between wells

11.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

follicle stimulating hormone 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 FSH concentration in mlU/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 FSH 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 mlU/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 (1.214) intersects the dose response
curve at 43.2mlU/ml FSH concentration (See Figure 1).

W

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.

*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.



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

EXAMPLE 1
Sample Well Mean Value
LD. Number | APS(A) | aApciB) | (miuimi)
A1 0.001
Cal A B1 0.001 0.001 0
C1 0.146
CalB D1 0.133 0.139 5
E1 0.276
CalC F1 0.278 0.277 10
G1 0.680
Cal D o 0.698 0.689 25
A2 1.444
CalE B> 1354 1.399 50
Cc2 2.471
CalF D2 354 2.412 100
E2 0.162
Ctrl 1 = 0.152 0.157 5.6
G2 0.545
Ctrl 2 H2 0.547 0.546 19.9
. A3 1.173
Patient B3 1255 1.214 43.2
Figure 1
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator F should be > 1.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available on
request from Monobind Inc.

12.1 Assay Performance

1. ltis important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. 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.

grossly  contaminated

1. Measur ts and interpr 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.For valid test
results, adequate controls and other parameters must be
within the listed ranges and assay requirements.

4. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

6. FSH is suppressed by estrogen but in woman taking oral
contraceptives the level may be low or normal. Excessive
dieting and weight loss may lead to low gonadotropin
concentrations.

7. Follicle Stimulating Hormones are dependent upon diverse
factors other than pituitary homeostasis. Thus, the
determination alone is not sufficient to assess clinical status.

13.0 EXPECTED RANGES OF VALUES

A study of an apparent normal adult population was undertaken to
determine expected values for the FSH Accubind® ELISA Test
System. The expected values are presented in Table 1.

TABLE 1
Expected Values for the FSH Accubind® ELISA Test Syst

Level 2 20 25.0 0.94 3.8%
Level 3 20 40.6 1.64 4.0%
TABLE 3

Between Assay Precision* (Values in mlU/ml)
Sample N X o C.V.
Level 1 20 47 0.42 9.0%
Level 2 20 231 1.99 8.6%
Level 3 20 378 3.2 8.4%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The Follicle Stimulating Hormone procedure has a sensitivity of
0.006 mlU/well. This is equivalent to a sample containing
0.134mIU/ml FSH concentration.The sensitivity (detection limit)
was ascertained by determining the variability of the ‘0 mIU/mI’
calibrator and using the 20 (95% certainty) statistic to calculate
the minimum dose.

14.3 Accuracy

This FSH Accubind® ELISA test system was compared with a
reference radioimmunoassay. Biological specimens from low,
normal, and elevated concentrations were assayed. The total
number of such specimens was 106. The least square regression
equation and the correlation coefficient were computed for the
FSH Accubind® ELISA test system in comparison with the
reference method. The data obtained is displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis Coefficient
Monobind 174 y=0.98(x) - 1.7 0.978

Reference 19.5

Only slight amounts of bias between the FSH Accubind® ELISA
test 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 cross-reactivity of the FSH Accubind® ELISA test system to
selected substances was evaluated by adding the interfering
substance to a serum matrix at various concentrations. The cross-
reactivity was calculated by deriving a ratio between dose of
interfering substance to dose of Follicle Stimulating Hormone
needed to produce the same absorbance.

(in miU/mI 2™ IRP 78/549)

Women
Follicular phase 3.0 -- 120
Midcycle 8.0 -- 220
Luteal phase 20 -- 120
Postmenopausal 35.0 -- 151.0
Men
1.0 --14.0

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal"-persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the FSH Accubid®
ELISA test system were determined by analyses on three different
levels of control sera. The number (N), mean value (X), standard
deviation (o) and coefficient of variation (C.V) for each of these
control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in mlU/ml)
Sample N X o C.V.

Level 1 20 5.0 0.25 5.4%

Substance Cross Reactivity Concentration
Follitropin (FSH) 1.0000 -

Lutropin Hormone (hLH) < 0.0001 1000ng/ml
Chorionic Gonadotropin <0.0001 1000ng/ml
(hCG)

Thyrotropin (TSH) < 0.0001 1000ng/ml
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1. HASBHAYEHMUE

1.1. HaGop peareuToB qyigs “MMyHOQEPMEHT-
HOTO OITpeJIeIeHUS KOHIIEHTPAIUH 00IIero uMmy -
HOrI00yIMHA Kiacca A B CBIBOPOTKe KpoBU «IgA
obmuit-UDA-BECT» (manee mo Texcry — Habop)
IpemHasHaveH JIJIsT OlpeJesIeHUsI KOHIEHTPAIun
obmero nmmyHorao0ymHa kaacca A (IgAyg,,) B CHI-
BOPOTKE KPOBU UEJIOBEKA METOIOM TBepI0das3HOoro
HUMMYHO(EPMEHTHOTO aHAIU3A.

1.2. HaGop paccuuTan Ha IpoBeJeHHE aHAa-
nu3a B Ay0isax 41 HeumsBecTHOro, 6 Kaubpo-
BOYHBIX M 1 KOHTPOJIBHOrO 00pasmos (Bcero 96
ompesesIeHU ITPU UCITOJIH30BAHUN BCEX CTPUIIOB
IJIAHIIeTa).

2. XAPAKTEPUCTUKA HABOPA
2.1. Ilpusnun meToma
Meron ompenmesleHHMsT OCHOBAH Ha JBYXCTa-
OUHAHOM  «COHIBUY»-BapWaHTe  TBepIodasHoro
UMMYHO(PEepPMEHTHOTO aHaau3a ¢ TpUMeHeHHeM
MOHOKJIOHAJIBHBIX aHTUTE] K IgA.
Ha mepsoit craguy kammbpoBoOYHbBIE 00PASIIBI
C M3BeCTHOU KoHIeHTpammel IgA.s, um aHamusu-
pyeMbie 00pasibl MHKYOHUPYIOTCS B JIYHKAX CTPH-
MUPOBAHHOTO IIJIAHINETA ¢ MMMOOHMJIN30BAHHBIMU
mouokJIoHAMbHBIME anTHTenamMu (MKAT) x ais-
da-mremsam IgA. Ha BTopo#t cragmu cBsi3aBITHHCS
B JiyHKax IgAoGmr o6pabaTeiBaloT KOHBIOTATOM
MEKAT & serkum (JisM61a ¥ Kamma) 1ernsM HMMY-
HOTJIOOYJIMHOB YeJIOBEKA C TIePOKCHTA30MH.
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OGpasoBaBIrecss UMMYHHBIE KOMILIEKCHI HM-
mobmmmaoBanasie MKAT — IgA — xombooram BBI-
SABJISIOT (PEPMEHTATHBHOM PeaKIreil ¢ pacTBOPOM
rerpaMmermiiOen3uauHa. CremeHh  OKpAITUBAHUS
IIpOIIOpIIMOHAIbHA KOHIleHTparmn IgA 6, B aHam-
supyemoMm obpaatie. Ilociie mamMepeHUsT BEJTMUMHBI
OITTUYIECKOM IIJIOTHOCTH PACTBOPA B JIYHKAX HA OCHO-
BAHUU KaJIUOPOBOYHOTO T'papuKa pacCUMTHIBAETCS
koHIeHTpauusd IgA g, B aHAIH3UpPyeMBIX 00pasLax.

2.2. Cocras Habopa
B cocras Habopa BxomsaT:

— 1uraHmrer pa3oopHb (12 BOCBMUJIYHOYHBIX CTPHIIOB)
¢ UMMOOHJIN30BAHHBIMUA HA BHYTPEHHEN ITOBEPXHOCTH
JIYHOK MOHOKJIOHAJIBHBIMU AHTHTEJIAMU K aJIbda-Iersm
IgA yesoBexa, rOTOBBIM 71 UCIIOIB30BAHMS — 1 IIT.;

— KaJubpoBOUHBIE 00PA3IIBI, COJEpsKAlie W3BECTHBIE
rommaecTBa IgA s — 0; 17,5; 35; 75; 150; 300 En/mn
(0; 0,25; 0,49; 1,05; 2,1 u 4,2 mr/mi); aTTecTOBaH-
meie orHocuressbHo WHO International Standard
Immunoglobulins G, A and M, human serum, NIBSC
67/086; xormeHnTparuu IgA s, B KaIHOPOBOYHEIX 00-
pasIax MOTYT HECKOJIPKO OTJIMYATHCS OT YKA3AHHBIX
BEeJIMUMH, TOYHbIE BeJIMYNHBI YKA3aHbI HA dTUKETKAX
J1aKO0HOB, TOTOBEIE IJIS MCIIOJIB30BAHUSI — 6 (hIako-
OB (o 0,5 mu);

— KOHTPOJIBHBIN 00pasel; Ha OCHOBE WHAKTHBHPOBAH-
HOM CBIBOPOTKHU KPOBU YEJIOBEKA C M3BECTHBIM COJIEep-
sxanneM IgA g, aTTecToBaHHEIHA oTHOCHTEbHO WHO
International Standard Immunoglobulins G, A and

4 A-8666



M, human serum, NIBSC 67/086; roroBblii ajs mc-
nosbp3oBaHusa — 1 duraxoH (0,5 mu);

— KOHBIOraT MOHOKJIOHAJIBHBIX AaHTHTE K JIETKUM
(mambia u Kamma) IelsiM UMMYHOIJIO0YJIMHOB 4eJIo-
BeKa C IePOKCUIA30i XpeHa, TOTOBBIH JIJIs UCIIOIb30-
BaHusa — 1 gpaaxon (13 mu);

— pacrBop g passenennsa ceiBoporok (PPC), xonuen-
Tpat — 1 dpraxoH (28 mu);

— KoHIIeHTpaT ocdhaTHO-coIeBOro 0yepHoro pacreopa
¢ tBuaoM (DCB-TX25) — 1 durakon (28 mu);

— pactBop TerpamermwioeHsuauHa wmoc (pacreop TMB
IJTIOC), TOTOBBIM JJIs MCIIOIb30BaHus — 1 dosraxos (13 mur);

— CTOII-peareHT, TOTOBBIN JJIS MCIIOJIB30BaHUsI — 1 dia-
koH (12 mu).

— IUTeHKA JJIs 3aKJIeMBAHUS IIaHIIeTa — 2 IIIT.;

— BaHHOYKA JJIs peare’ra — 2 IIT.;

— HaKOHEYHUKHU JJId nuneTku Ha 5—200 My — 16 1T

— IUTAHIIET JJIA IPeIBAPUTEILHOTO Pa3Be/IeHns ucciie-
IyeMBIX 00pasIoB — 1 .

[IpuuammesxaOCTH:

— Tpadaper [Jd IIOCTPOCHUSA KaJIMOPOBOYHOIO Ipa-
dura — 1 .

3. AHAIIUTUYECKUE XAPAKTEPUCTUKA

3.1. Crermudmanocts. B mabope «IgA obrumii-
N®A-BECT» ucriosibayrorcss MOHOKJIOHAJILHEIE aH-
THTENa, 007a7af0Ie BBICOKOH CIeIrnUIHOCTHIO
K anbpa-menam [gA. TlepekpecTHOTO CBSI3BIBAHUSA
¢ IgG, IgM, IgE unu anp0yMuHOM B (hr3HoIOrAIe-
CKUX KOHIIEHTPAIIUSAX He HaOJII01aJI0Ch.
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3.2. «Xyr»-adpperT IIpU MCIOJIB30BAHUU Ha-
Oopa pearenToB He 3adurcupoBaH. Onrmueckas
IIJIOTHOCTH 0OpPAa3IOB CHIBOPOTKYM KPOBU C KOHITEH-
tpanueit IgA g, 1o 1000 En/mo Bcerna npeBrrmasta
ONITUYECKYI0 TIJIOTHOCTH KaJMOPOBOYHOTO 00pasiia
¢ MaKCHUMaJIbHOM RoHIleHTparueit IgA .

3.3.* Bocmipouasomumocts. Koadduiment sa-
pHAaIUY pe3yJIbTATOB OIPeaeSIeHNs KOHIIEHTP AN
IgA 6 B JIyHKAX, COTEPIKALINX KOHTPOJIBHEIA 00-
paaeri, He mpeBbIIIaeT 8%.

3.4.* Jluneitmocrs. JlaHHBIA aHaIUTHYECKUIA
mapaMerp IPOBEPSIeTCS TEeCTOM HA «IMHEHHOCTH» -
OTKJIOHEHHE OT PACYETHON BEJIMINHBI KOHITEHTPAITHN
IgA 6 IIPY pa3BeleHUN KaIHOPOBOYHBIX 00pPa3LOB,
comepsxamux 300, 150, 75, 35 Ex/mu B 2 pasa. IIpo-
IIeHT «JImHeHHoCcTI» cocTasisgeT: 90-110 %.

3.5.* Tounocrs. JlaHHBIN aHAIUTHYECKUNA 1I1a-
paMeTp IIPOBepsIeTCS TECTOM HA «OTKPBITHUE» — CO-
OTBETCTBME M3MEPEHHOH KoHIeHTpanun IgA g,
pacueTHOMY 3HAUYEHWIO B ITpo0e, ITOJIyYeHHOH! ITy-
TeM CMEIMBAHUS PABHBIX 00HEMOB KOHTPOJIHHOTO
obpasiia ¥ KaJIruOpoBOYHOro 00pasiia ¢ KOHIIEHTPA-
nwmeit 1gA 5, 35 En/mur (0,49 mr/mur). IlporenT «or-
KpbITUs» coctaByasgeT 90-110%.

3.6.* UyscrBuTenbHOCTH. MUHUMAJIBEHO OMIpe-
nensemas KoHIeHTpanua IgA.sy,, paccumTaHHas
HA OCHOBAHWHU CpPeIHEero apudpMeTHIecKoro 3Ha-
YeHUsT OINTHYECKON IIOTHOCTH KAaJIUOPOBOYHOTO

* 10 'OCT P 51352-2013.
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obpasna By (c xommentpanmeit I1gAqs, 0 En/mm)
wrioc 20 (0 — cpefHee KBAIPATUYHOE OTKJIOHE-
HUEe OT CpeJHero apuMeTHJIecKoro sHayeHus: B)
e npesoimraer 1,5 Ex/vor (0,021 mr/v).

3.7. Knuunueckast mpoBepra. Kourenrparus
IgA 6, m3MepeHHAA B CBIBOPOTKE KPOBH, Y YCJIOB-
HO 3J0POBBIX JIOHOPOB, HAXOIHJIACH B JHAIIA30HE
20+285 Ex/mui (cm. Takske c. 29).

3.8. Peromenmyercst B kaskm0il saboparopuu
IPY WCIOJIF30BAHUM HA0OpA YTOUHUTH 3HAYECHUS
roHIleHTpanuu IgA g, COOTBeTCTBYIOIIHE HOp-
MaJIbHBIM [IJIsI TAHHOTO peruoHa y o00cjIeIyemMoro
KOHTHUHTEHTA JIIOIeH.

4. MEPbI MPEOOCTOPOXHOCTHU

4.1. IToreHaJIbHEIA PUCK IPUMEHEHU Ha00-
pa —xnace 2a (IIpuxas M3 P® or 06.06.2012 No 4x).

4.2. Bce xoMmoHeHTHI HAaGOpa ABIAIOTCA He-
TokcuuHbIMu. CToI-peareHT o0Jsazaer pasgpa-
sKaromuMM geiicteueM. Vaberarh pas3OpbI3rUBAHIS
¥ TIOTIAJIaHUS HA KOMKY W CJIW3UCTBIE. B ciydae
TOITaIaHUs CTOI-pPeareHTa Ha KOKY U CJIU3UCTHIE
HE00X0IMMO ITPOMBITH TTOPAKEHHBIN YIACTOK 00JTh-
IIUM KOJIMYECTBOM IIPOTOYHON BOMIBI.

4.3. Ilpu pabore c¢ wmcciaeayeMbiMu 00pasiia-
MU CJIeAyeT COOIIIaTh MepPhl IPe0CTOPOKHOCTH,
HPHUHATEIE IPKU padoTe ¢ MOTEHIINAIbHO MHQPEKIIH-
ouHbIM MaTepuaaoM. OCHOBHBIE IIpaBUJIa PabOTHI
uanosxkensl B «HeTpyRIMy Mo MmepaM mpoduiIax-
THKH PAaCIIPOCTPaHeHUs WHQEKIIMOHHBIX 3aboJie-
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BAHUN IIpH paboTe B KJIMHUKO-TUATHOCTUYECKHUX
1abopaTopusaxX JIedeOHO-TPOPUIIAKTHIECKUX yU-
pessmenui», yreepskaennoir Mwuusnpasom CCCP
17 suBaps 1991 r. u B MeTOIUYECKUX YKA3AHUIX
MV 287-113 «Meroguyueckne yKas3aHUs 10 Je3WH-
(beximm, mpeaCcTEePUIN3AIIMOHHON OYNUCTKE M CTe-
PUIM3AIIAY U3IeINH MEIUIIMHCKOT0 HA3HAYEHHUS»,
YTB. JelapTaMeHTOM ToccaHammmaHansopa Munas-
npasa PO or 30.12.1998.

4.4. IIpu pabore ¢ HabopoM ciremyer HaleBaTh
OJTHOPA30BHIE PE3WHOBBIE WJIM TIJIACTUKOBBIE IIep-
YaTKM, TAK KaK 00pAasIlbl CHIBOPOTKMA KPOBU UeEJIO-
BEKa CJIeAyeT PacCMaTPUBATL KAK ITOTEHITHAJIBHO
WHQEKITNOHHBIE, CIIOCOOHBIE [JIUTEJIbHOE BpeMs
coxpauaTh U nepemaBatsb BY, Bupycer remartura
HWJIN BO30yIHuTe e APYyTruX NHQPEKIIIN.

4.5. JlabopaTopHas mocyma u 000pyI0BaHUE,
KOTOpBIe MUCII0JIB3YIOTCS B paboTe ¢ HabopoM, TOJIK-
HBI OBITH COOTBETCTBYIOIIIUM 00pa30M IIPOMAaPKHPO-
BAHBI ¥ XPAHUTHCS OTIEJIBHO.

4.6. Bamperaercst IpreM MUK, UCII0JIb30Ba-
HUE KOCMETUYECKHUX CPEJICTB U KypeHue B IIOMeIre-
HUSX, TPeTHA3HAYEHHBIX JIJIST paOOThI ¢ HAOOpaMU.

4.7. Jlisa nesmH(EKIMU TIOCYIBI W MAaTEpH-
aJI0B, KOHTAKTHUPOBABIINNX C WCCJIEIYEMBIMH U
KOHTPOJIBHBIMU 00pa3IiaMu, PeKOMEHIYEM HCITOJTh-
30BAThH JIE3MH(UITIPYIOIIHE CPEICTBA, He OKA3bIBa-
IOIIYIe HeraTUBHOI'O Bo3aeiicTBus Ha kauecTBo DA,
He cojepsKaliiie aKTUBHBIN KUCJIOPOI M XJIOp, Ha-
mpuMep, KOMOMHUPOBAHHBIE CPEIACTBA HA OCHOBE
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YAC, crimpToB, TPETUYHBIX aMAHOB. Vcrob3oBaHme
IEe3UH(PUIMPYIOIIUX CPEICTB, COMEPKAIINX AKTHB-
et kucsopon u xiop (HeOg, meoxsiop, xmopamut),
MHPUBOIUT K CEPHE3HOMY HUCKAKEHHUIO PE3yJIbTATOB.
4.8. Ilpum wucnonp3oBanum Habopa obpaasy-
oTcsa oTxonel KaaccoB A, B u I', koropeie kiaccu-
duImpyoTCT W YHAYTOMKAITCS (YTUIN3HPYIOTCS)
B coorBercTBun ¢ CamllmH 2.1.7.2790-10 «Cauwu-
TaPHO-JIINIEMUOJIOTHYECKe TpeboBaHUsA K 00-
pallleHuo ¢ MEeIWIIMHCKUMU orxomamm». JlesuH-
der1mio HAOOPOB peareHToB CJIeAyeT IIPOBOIUTE 110
MV 287-113 «Merogudueckre yKa3aHUSA 110 Te3UH-
ey, mpencTepuIN3allMOHHOM OYMCTKEe M CTe-
PUIN3ALNY U3OEINI MEeIUIIMHCKOr0 HA3HAYCHMII».

5. OBOPYOOBAHUE U MATEPUAIbI,
HEOBXOOUMBbIE NP PABOTE C HABOPOM:

— CIIEKTPO(POTOMETP BEPTHUKAJIBLHOTO CKAHMPOBAHUS,
TO3BOJIAIOIINN MTPOBOAUTH WM3MEPEHUS ONTUIECKON
IJIOTHOCTH PACTBOPOB B JIYHKAX CTPHUIIOB IPH OCHOB-
HO¥ JIyTmHe BOJIHBI 450 HM U JJIMHE BOJHBI CpaBHEHUS
B auamnadoHe 620—655 HM; JomyckaeTcsa HU3MepeHHe
TOJIBKO IIPU JJIMHE BOJHEBI 450 HM;

— IIefKep TepMOCTATUPYEMBbIN OpOUTAJILHOTO THUIIA, I10-
3BOJIAIONINH IPOU3BOIUTEH BCTPAXUBAHUE IIPU TEMIIE-
parype 37+1°C u 400-800 o6/muH;

— MHKPOIEHTPHU(YTa, MHO3BOJIAIIAS IeHTPUQYTHUPO-
Bath mpu 1500—-2000 o6/muH;

— MOPOMBIBOYHOE YCTPOMCTBO JIJIS IIJIAHIIIETOB;

—  XOJIOJUJILHUK OBITOBOIA;
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— IIUIIETKH I0JIyaBTOMATHYECKHUE OJHOKAHAIbHEIE C IIepe-
MEHHBIM WM (PUKCHPOBAHHBIM O0BEMOM CO CMEHHEI-
MU HAKOHEUYHUKAMHU, IT03BOJIAIIINE OTOMPATh 00beMBI
sKuIKocTH oT 5 110 5000 MK,

— MHUIEeTKa II0JIyaBTOMATHYECKass MHOTOKaHaJbHAs CO
CMEHHBIMH HAKOHEUYHUKAMH, II03BOJISIONIAS OTOMPATH
00BbeMBI KHUIKOCTe 0T 5 10 350 MKJI;

— (pITAKOHBI CTEKJISHHBIE BMECTUMOCTBIO 15 MuT;

— IMJIUHIP MePHBIH BMecTuMocTh0 1000 mut;

— BOJIa JUCTUJIIUPOBAHHAS,

— TepYaTKU MEIUITMHCKHUE JUATHOCTUYECKUE OITHOPA30OBEIE;

— Oymara ¢puiabTpoBaJIbHAS J1abopaTopHAas;

— JIe3UHQUIINPYIONIUA PacTBOP.

6. AHAJIMSUPYEMBbIE OBPA3LbI

6.1. [l1a mpoBeeHMs aHATU3a He CJIeIyeT UC-
M0JIb30BATh T€MOJIM30BAHHYIO, MYTHYIO CHIBOPOTKY
KPOBH.

6.2. OOpaaIisl CBIBOPOTKYM KPOBU MOSKHO Xpa-
HUTH npu Temmepatype oT 2 mo 8°C me Gosee 48
vacoB, npu Temieparype muayc 20°C (m Himxe)
He Oosee 3 mecsrieB. [loBTopHOe 3amopaskuBaHue
¥ pasMopaskuBaHue 00pasIioB CHIBOPOTKN KPOBU He
nmomyckaercs. Ilocie pasmopaskmBaHUsT 00Pa3ITBI
cJIelyeT TIATeIbHO ITIepeMelIaTh.

6.3. O6pasIThl CEIBOPOTOK KPOBH, COJIEPIKATIIIE
0CaJI0K, HEOOXOIMMO OYHCTUTH ITeHTPUQYTHUPOBA-
HueMm npu 1500 06/MUH B TedeHHe 5 MUH IIPU TEM-
neparype ot 18 mo 25°C.
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7. MPOBEAEHUE AHAJTIU3A
noAroTOBKA PEATEHTOB
7.1. Ilepen npoBegeHreM aHAIN3a KOMIIOHEHTEI
Habopa u rccaesyeMble 00pas3Libl CJIEIYEeT BBIIEePKATh
mpu Temireparype ot 18 mo 25°C me menee 30 MuH.

7.2. IllogroroBka miaanmera

BerpuITE IMakeT BRINIE 3aMKA M yCTAHOBUTE HA
paMKy HeoOXoaumoe IJIS IIPOBEIeHU aHAIN3a KO-
JmYecTBO cTpuiios. Mcemonb3osars B Teuenue 1 vyaca
nocse yeraHoBEM. OcTaBIiecs CTPUILI HEMeIJIeH-
HO IIOMECTHATh BHOBb B IIAKeT C BJIATOIIOTJIOTHTEJIEM,
VOAIUTH U3 HETO BO3AyX, IVIOTHO 3AKPBITH 3aMOK.

Xpanums npu memnepamype om 2 do 8°C
6 meueHue 8ce20 cpora 200Hocmu Habopa.

7.3. [IpurorosijieHne NMPOMBIBOYHOTO

pacreopa

Pacreop roroBurcsa us xoumeHTpara gocdar-
HO-coIeBoro Oydepuoro pacrsopa. Ilpu Brimasme-
HUH OCaIKa COJIe B KOHIIEHTpaTe HeoO0XOOMO
nporpers ero npu temmeparype 30-40°C mo moui-
HOTO PACTBOPEHUS 0CaIKA.

Buectu B MepHBIM IMIHHIP HEOOXOIMMOE
KOJIMYECTBO KOHIIeHTpara ¢ocdaTHO-COJIEeBOT0O
O0ydepnoro pacrsopa ¢ TBuroM (DCB-TX25) u mo-
0aBUTH COOTBETCTBYIOIIEE KOJIMYECTBO ITUCTHUJLIIH-
POBaHHOI BOJHI.

B Tabaurie mpuBemen pacxojn peareHTa B 3a-
BHCHMOCTH OT KOJIMYECTBA UCII0JIb3YEMbIX CTPUIIOB.
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IlpueomosnieHnblil NPOMbLBOUHDBILL PACINEOP
MOMNCHO XpaHumbv npu memnepamype om 2 oo 8°C
ne bosiee 5 cym.

7.4. IlpurorossieHue padodero pacreopa ajisa
pa3BegeHus: ChIBOPOTOK

IIpueomosums 3a 30 MuH 00 HAQUAIA NOCMA-
HOBKU QHAU3A.

[Ipu BEITAmEHNHT OCaIKAa COJIEH B KOHIIEHTPA-
Te PPC HeoOxoqumo mporpers ero Impu TeMIiIepary-
pe 30-40°C 10 IIOJIHOTO PACTBOPEHMS 0CaIKA.

Buectu B MepHBIN ITMJIHHAP HEOOX0IUMOE KO-
JIMYECTBO KOHIIEHTpPATa PaCcTBOPA JIJIs Pa3BeJeHUsT
CBIBOPOTOK ¥ JOOABUTH COOTBETCTBYIOIIEE KOJIMYE-
CTBO IHCTUJIJIAPOBAHHOM BOIIBL.

B rTabauiie mpuBemen pacxop peareHra B 3a-
BHUCHMOCTH OT KOJIMYECTBA UCIIOJIb3YEMBIX CTPHUIIOB.

Ilpucomosnennsiii pabouuil pacmeop 054
paszeedenus. CblBOPOMOK MOMCHO XPAHUMb NPU
memnepamype om 2 0o 8°C ne 6osee 3 cym.

7.5. [IpurorosiieHue KaauOpPOBOYHBIX

00pa3IoB U KOHTPOJILHOI'O O0pa3aia

KammnbpoBounble 00pasiiel M KOHTPOJILHBIN
obpaserr TOTOBBI K HCIIOJIb30BAHUIO W He TPebyroT
JIOTIOJTHUTEJILHOTO pasBeeHus. [lepem mcIon3o-
BauureM (OJIAKOHBI BCTPSIXHYTH WU IEHTPUQYTH-
poBaTh Ha MHUKPOIEHTPUEPYre TaK, YTOOBI KAILIA
PaCTBOPOB CO CTEHOK ¥ KPBIINIKK OIIYCTHUJIHNCH HA
OHO. 3areM CcomepskuMoe (DIAKOHOB TINATEIHHO
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Tabnauna pacxoga KOMIOHEHTOB HA0OpPa PeareHToB

e} . | Pabounn pacteop

é x npo“;';f:;”"'” Ans paseeneHnst c "

3 § o P P CbIBOPOTOK = Sc

828 5 [ s r | oa B | a3

5£8| g | £8 gg | & 2 28

935 Y ca_ I= |c@_ £ 5E

3¢ | £ | s5g§%| %5 |sgE| & | &8

5 ) Gz og | 62X

e O S3 e~ |53

& Ha o o

2 4,0 no 100 40 |po100| 2,0 2,0
3 6,0 no 150 6,0 |mo150| 3,0 3,0
4 8,0 0o 200 8,0 |pmo200| 4,0 4,0
5 10,0 | mo 250 10,0 [po250| 5,0 5,0
6 12,0 | po 300 12,0 [po300| 6,0 6,0
7 14,0 | mo 350 14,0 (po350| 7,0 7,0
8 16,0 | po 400 16,0 |[po400| 8,0 8,0
9 18,0 | mo 450 18,0 |[pmo450| 9,0 9,0
10 20,0 | po 500 20,0 |mo500| 10,0 10,0
11 22,0 | po550 22,0 |po550| 11,0 11,0
12 24,0 | po 600 24,0 |po600| 12,0 12,0

mepeMellaTbh Ha BOPTEKCEe WMJINA IIUIIETHPOBAHUEM,
usberast 00pa3oBaHNS II€HEL.

Kanubposounvie o0bpasupt 1 KOHMPOJIbHBLLU
obpasey, nocne GCKPbIMUSL MONCHO XPAHUMDb
8 NJIOMHO 3AKPLLMbLY PJIAKOHAX NPU MmemMnepa-
mype om 2 0o 8°C 6 meuenue 8ceco cpoka 200HO-
cmu Habopa.
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7.6. Ilpurorosienue padoyero passeaeHusa

aHaJIM3UPyEeMbIX 00Pa3IOB CHIBOPOTKU KPOBU

T'omosumcsa 8 cmeKkJIAHHLIX 3apaHee NPOMAp-
KUPOBAHHbIX (PpJiaKoHax 3a 5-10 mun 00 Haua a
nOCMAHOBKU AHAIU3QA.

B uncrriit dpiraxon ¢ 10 mux padbouero pacrsopa
JIJIsT pas3BeIeHusT CBIBOPOTOK (cM. 11. 7.4) m100aBUTH
10 MKJI BccaeTyeMo# CBIBOPOTKU U TIATEJILHO IIe-
pemerath. Takum o6pasom, pabodee pasBeeHUe
ceiBOopoTKHU cocraBiiszer 1000 pas®.

Hcnonvzosamsv 8 meuernue 30 mun nocae npu-
20MO8JIeHUSA.

7.7. IloogroroBKa KOH'BLIOraTA.
Konwioeam eomoa Kk ucnosis308aHu0.
Heobxommmoe KoImuecTBO KOHBIOraTa 0To0paTh
B YMCTBINM (PJIAKOH WJIM BAHHOUKY JJIS PeareHTa.

Ocmaswiuiics nocne npogederus MDA korsio-
eam ymunusuposams (He caueambv 60 (hJLaKOH
C UCX00HBIM KOHBI02AMOM).

B Tabimire mpuBemen pacxon peareHTa B 3a-
BHCHMOCTH OT KOJIMUECTBA UCIIOJIL3YEMbIX CTPUIIOB.

Konwrozam nocnie 6CKpbimus MOMCHO XPAHUM
8 NJIOMHO 3AKPbLMOM (PJIAKOHE NPU Mmemnepamype
om 2 0o 8°C 8 meuenue 8ce2o cpoKa 200HOCMU HAbOPA.

7.8. Ilonroroeka pacreopa
TeTpaMeTI/I.TIGEHEBI/IL[I/IHa IIJIFOC.

* Cm. Tagme pasgen «JlomosHnuTenbHAS HHDOPMAIIAA IJIA II0-
TpeduTesieiy, 1. 2
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Pacmeop TMBE naitoc 20mog K ucnosib308aHUIK.

Heobxomumoe wosmmuectBo pactBopa TMB
IJIFOC 0TOOpPATh B UMCTBIA (PJIAKOH HMJIM BAHHOYKY
JIJIsI peareHTa.

Ocmasuiuiics nocse nposederus MDA pacmeop
TMB naiioc ymunusuposams (e ciuéams 60 ¢hara-
KOH ¢ ucxoonvim pacmeopom TMB nnroc).

Heob6xoanmo UCKIIIOUNTE BO3IEHCTBIE IIPSIMO-
ro cBera Ha pacrsop TMDB mitioc.

Pacmeop TME naioc nociie 8CKpotmus moxc-
HO XPAHUMDb 8 NJIOMHO 3AKPLLINOM (PJIAKOHe NPU
memnepamype om 2 0o 8°C 6 meuenue acezo cpoxa
200HOCMU Habopa.

B Tabsmriie mpuBenen pacxon peareHTa B 3a-
BHCHMOCTH OT KOJIMYECTBA MCIIOJIb3YEeMbIX CTPUIIOB.

7.9. CTom-peareHT roToB K HCIIOJIE30BAHUIO.

HOCJ'Ie BCKPBITHA CTOII-peareHT MO¥KHO XPaHUThb
B ILTIOTHO 3aKPEITOM (pJIaKOHE IPU TeMIIepaType OT 2
110 8°C B TeueHMe BCero CpoKa T'OIHOCTH Habopa.

NMPOBEOEHUNE VDA
7.10. Buecrtu Bo Bece myuku mo 100 Mk pabove-
T'0 PacTBOpa JIJIsI pa3BeIeHUs CBIBOPOTOK (CM 1I. 7.4).
Buectr B cooTBeTCTBYIOIIME JIVHKHN B TyOJIsX,
HAYWHAS C BEPXHUX JIVHOK MEPBBIX JBYX CTPHUIIOB,
mo 20 MEJ KaskOoro KaJuOpPOBOYHOrO obOpaasliia.
B cnenyrorryio mapy ayHoK BHecTH 110 20 MKJI KOH-
TposbHOTO 00pasiia. B ocrasbHBIE JTYHKH BHECTH
B 1y6Jrsix 110 20 MKJI aHATIU3UPYEMBbIX 00pa3II0B CHI-
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BOPOTKU KPOBH B pabouem pasBemeHuu (cm 1. 7.6),
KasKIbIH Pa3 MeHsIsT HAKOHEYHUK.

Bpems ernecerus 06pasy06 He 00J10CHO npe-
sbiuamsd 10 Mun npu UChob308AHUU 8CeX JLYHOK
niaHuwema.

7.11. Ilnamnrer 3akJIeUThb IJIEHKONM W WHKY-
OoupoBaTh B TedeHme 20 MHUH IIPU BCTPAXUBAHUU
HA TePMOCTATUPYEMOM IIefKepe IIPU TeMIepaType
37+1°C u 700 06/MuH.

7.12. Ilo oxoHvYaHUN HMHKYOAIMM CHATDH JIKII-
KyI0 TUIEHKY U YIaJIUTH ee B COCYJ C Je3WHMUITH-
pytoruMm pactBopoM. ComepskuMoe JIYHOK yIaJIUTh
0TCaChIBAHHEM B COCY/l C Je3UH(MUITUPYOIIUM pac-
TBOPOM W IIPOMBITH, J0OABJASI BO BCE JIYHKHU IIO
350 Mk mpoMbeIBOUYHOro pactsopa. Ilportece mpo-
MBIBKH IIOBTOPUTH elre 4 pasa. O0Imee KoJImIecTBo
OTMBIBOK pPaBHO 5. Bpems mexay samosHeHunem
U OMOPOKHEHWEM JIYHOK JIOJIKHO OBITH He MeHee
30 cek. Heobxommmo ciieiuTh 3a ITOJTHBIM OITOPOIK-
HEHUEeM JIYHOK I0CJIe KaKJIOTO IIMKJIA OTMBIBKU.
3aTeM yaasuTh OCTATKH SKUIKOCTH W3 JIYHOK, IT0-
CTYKUBasl IJIAHIIETOM B IE€PEBEPHYTOM IIOJIOXKE-
HUH 10 (pUIBTPOBAILHOM OyMmare.

7.13. Buectu BO Bce JIYHKH ILJIAHITETA IIO0
100 mra komboorara (cm 1. 7.7).

Jna eHecenus KoHBIO2AMA UCNOJIL308AMD
B8AHHOUKY OJIsL peaeerma U 00HOPA308ble HAKOHEY -
HUKU, 8X00AWUe 8 cOCnA8 Habopa.

7.14. IL1anIner 3akIeUTh IJIEHKOM U MHKYOU-
poBaTh B Teuenme 20 MUH HPU BCTPAXUBAHUU HA
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TEPMOCTATUPYEMOM IIIeHKepe IIPU TeMIlepaType
37+1°C u 700 06/muH.

7.15. 1o okoHYAHNUY UHKYOAIINN YIAJIUTH CO-
JIePIKUMOe JIYHOK U IIPOMBITH ILJIAHIIET, KaK 3TO
yKasaHo B . 7.12.

7.16. Braectu Bo Bce sryaku mo 100 Mk pac-
tBopa TMB mmioc (em m. 7.8) m mHKYyOHMpOBATH
B 3aIIIUIEHHOM OT CBeTa MeCTe B TeueHue 15 MuH
mpu Temmneparype ot 18 mo 25°C.

Jlnsa enecenus pacmeopa TMB niioc ucnogib-
308amb 8AHHOUKY O peaceHma U 00HOPA308ble
HAKOHEUHUKU, 8X00AULLLe 8 COCMa8 Habopa.

7.17. BHecTn BO Bce JIyHKH C TOH sKe CKOPO-
CTBHIO U B TOM JKe II0CJIeJ0BATEJILHOCTH, KaK 1 pac-
TBop TMB 1mtoc, mo 100 MK cTOII-peareHTa, Ipu
9TOM COJIEPIKMMO€e JIYHOK OKPAIlUBAETCS B IKeJI-
TBIN IIBET.

8. PETUCTPALUA PE3YINIbTATOB

W3mepuTs BEJIMYMHY OIITHYECKON ILJIOTHOCTH
PacTBOPOB B JIVHKAX CTPHUIIOB HAa CIEKTPOdOTO-
MeTpe BepTUKAaJbHOTO CKAHUPOBAHUS B IBYX-
BOJIHOBOM PEKMMe: OCHOBHOU uiabTp — 450 HM,
pedepenc-punasTp B gmamasoHe 620-655 HM;
JIOIIyCKaeTcsT W3MepeHue TOJbKO C (QUIBTPOM
450 am. Iamepenne IpoBOIUTE Yyepe3 2—3 MUH I10-
cJIe OCTAHOBKH PEaKIIHH.

Bpems mesxay ocTaHOBKOI peakIluU U U3Me-
peHureM OITUYECKOM IIJIOTHOCTH He JOJIKHO IIpe-
BRIIIaTh 10 MUH.
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9. YYET PE3YIIbTATOB

9.1. Beruuciurs cpeguue apudMeTHIECKHE
3HAYEHHUS OITHUYECKON IIJIOTHOCTH OJIS KaKION
mapsl JIYHOK, COJepPIKAInX KaJTuOpPOBOUHEBIE 00-
pasIieL.

9.2. IlocTpouTh B JHUHEHHBIX KOOpAUHATAX
KaauOpOBOYHBIHM TpadUK 3aBUCUMOCTH CPeTHETO
apu@METHYECKOT0 3HAYEHUS ONTHUYECKON ILIOT-
HOCTH (€. OIT. IJIOTH.) OT KoHIeHTpanuu [gA s,
B KanbOpoBouHBIX obOpaamax (Emx/mi nan mr/mir).

9.3. Ompenesnts KoHIeHTpanuo IgA g,
B KOHTPOJIBHOM 00pasie ¥ aHaJIU3UpPyeMBbIX 00-
pasax 1mo KaJaudpoBodHOMY rpaduky. BeraucauTs
cpenHee apuMeTHUYECKOe 3HAYEeHWe KOHIeHTpAa-
UM JIJIST KAsKIOM IMaphbl JIVHOK, COMEeP:KAIUX aHa-
JIN3UpyeMbIe 00pasIlHL.

9.4. Eciiz mpu mIpoBeIeHNH aHAJIN3a HUCIIOJIb-
3oBautu passeneHue ceiBopoTkH B 1000 pas (basoBoe
pas3BeneHue 8 JaHHOTO Habopa), TO HaMIeHHOe
mo rpadury koymdecTBO IgA.s; cooTBeTcTByeT
RoHIeHTparun IgA s, B aHammsmpyemom o0pas-
me B En/mn (Mr/mu). Kcau wucnosnb3oBasim apyroe
pasBemeHne o0pasiia, TO HAWAEHHOE II0 IpaduKy
KRom4ecTBO IgA 5, II€PeCUnTHIBAIOT C yIeTOM JI0-
TIOJTHUTEJIHHOTO Pa3BeIeHUs, TAKIKe TT0Iydasi B pe-
3yJsibrare KoHIeHTparmuo 1gA g, B Ex/mir (vr/mvir).

Ecnu sanadenue onTHUecKo IJIOTHOCTH aHAJIN-
3upyemoro obpasria mpesbimaer suavenne Ol mirs
KaJsmbpoBouHoro obpaaiia 300 Ex/vu (4,2 mr/mi), To
AHHBIA 00pa3el] aHATU3UPYIOT TIOBTOPHO TIOCITIE JI0-
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TIOJTHUTEJIFHOTO Pa3BelleHus B 2 pasa, MOoJIyYeHHBIH
pe3yJIbTaT YMHOKUTD Ha 2.

10. YCNNOBUA TPAHCNOPTUPOBAHUA, XPAHEHUA
N NPUMEHEHUA HABOPA

10.1. TpamcmopTupoBaTh H3OEIUA CJIEIAYET
TPAHCIIOPTOM BCEX BUAOB B KPBITHIX TPAHCIIOPTHBIX
cpencTBax B COOTBETCTBUU C ITPABUJIAMU II€PEBO3-
OK, JIeHMCTBYIOIINMI Ha TPAHCIIOPTE JAHHOIO BUA,
upu temneparype ot 2 mo 8°C. Jlonyckaercst Tpamc-
moptupoBaHue mpu Temireparype g0 25°C me Gostee
10 cyToxk.

10.2. XpaHeHnue HaboOpa B YIIAKOBKE IIPEIIIPH-
ATUSA-U3TOTOBUTEJIS JIOJIXKHO OCYIIECTBIATHCS ITPU
temmeparype ot 2 g0 8°C B TeueHme BCEro CpoKa
TOOHOCTH B XOJIOJUJIBHBIX KAMepPaX HJINA XOJIOIUIIh-
HUKaX, 00eCIIeuyMBaOIINX PerjiaMeHTUPOBAHHBIN
TEMIIEPATYPHBIN PEKUM C €yKeTHEeBHOM perucrpa-
el TeMIrepaTyphl.

10.3. Cpok roguoct Habopa — 12 MecsIes co
IHsS BeIDycKa. He momyckaercs mpuMeHeHne Habo-
POB II0 UCTEYEHUH CPOKA UX TOIHOCTH.

10.4. JIpoOHOE MCIIOJIb30BAHME HAOOPA MOKET
OBITH PeaIM30BaHO B TEUEHHUE BCETO CPOKA TOTHOCTH.

B cyuae gpoGHOro ncmosib3oBaHUsa Habopa:

— HEHCIIOJIb3OBAHHBIE CTPHUIIBI MOKHO XPAaHUTH B IIJIOTHO
3aKPBITOM ITaKeTe Ipu Temreparype ot 2 110 8°C B Teve-
HHe BCero CPpOKa I'oJHOCTH Ha6opa;

— KaJauOpOBOYHBIE 00pPA3Ibl, KOHTPOJBHEIN 00paserr
1 KOH'BIOT'AT II0CJI€e BCKPBITUA MOMKHO XPAaHUTH B ILJIOT-
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HO 3aKPBITHIX (DIIaKOHAX IpU TemIeparype ot 2 10 8°C
B TeUYEHWe BCero CPOKa roJHOCTH Habopa;

— KoHIeHTpaT (ocdaTHO-coIeBOro 0ydQepHOro pacTBo-
pa ¢ TBUHOM, KOHIIEHTPAT PACTBOPA [IJIsI PA3BEIEHUS
ceIBOpoTOK; pacteop TMB mtoc u crom-peareHT mociie
BCKPBITASI MOYKHO XPAHUTh B IIOTHO 3aKPBITHIX (hiia-
KOHax Ipu Temiieparype ot 2 10 8°C B TeyeHme BCEro
CpOKa TOJTHOCTH HAbODAa,;

— pabouwnii pacTBOp JIsT pa3BeIeHUsI CBIBOPOTOK MOKHO
XpaHuTh I1pu Temueparype ot 2 1o 8°C He Gosee 3 cyT;

— IIPOMBIBOYHBIM PACTBOP MOYKHO XPAHUTH IIPH TeMIIe-
parype ot 2 10 8°C ue GoJsiee 5 cyT.

10.5. TToctpoerne kamubpoBOYHOTO Tpadukra
He00X0IMMO IPOBOIUTE JIA KAKI0r0 He3aBUCHMO-
I0 9KCIIEPUMEHTAa, PEKOMEHIyeTCs TaKiKe KaskIbIi
pa3 ompenenATh KoHIEHTparuio IgA,s, B KoH-
TPOJILHOM 00pa3srie.

10.6. [l mepeBoga pe3ysIbTaTOB H3MEPEeHUN
KOHIIEHTPAILUX OOIIero MMMYHOIJIOOYJIMHA KJac-
ca A us Ex/mir B Mr/mut ciieqyer UCIOJIb30BATE KO-
addurnment nepecuera 0,014 (1 Ex/mr IgAyy =
0,014 mr/mir IgA ).

10.7. ITpu mocranoske MDA Henb3sa HCIIOIb-
30BATh KOMIIOHEHTHI M3 HAOOPOB pPAa3HBIX CEepHi
WA CMEIMWBATh WX IIPU MIPUTOTOBJIEHHU pac-
TBOPOB, KpOMe HECIIeIN(PUIECKNX KOMIIOHEHTOB
(OCB-Tx25, pacrsop TMB miroc, crom-pearenr),
KOTOpble B3aMMO3aMeHseMbl BO BCeX Habopax
AO «Bexrop-Bect.
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10.8. s mosrydeHuss HaAeKHBIX Pe3yJIbTa-
TOB HEOOXOJUMO CTPOTOe COOJII0/IeHNe WHCTPYKITUN
[0 TIPUMEHEeHHU0 Habopa.

11. FTAPAHTUMAHBIE OBA3ATENIbCTBA

11.1. IlpomsBoguTe b rapaHTUPYET COOTBET-
CTBUE BBIIYCKAEMBIX HU3JeJIUI TPeOOBAHUSAM HOP-
MaTUBHOU ¥ TEXHUYECKOU JOKYMEHTAIINH.

Besonacuocts u KavecTBO M3/IesIUs TapaHTU-
pyIoTCSa B TeUeHIe BCero CpoKa I'OJHOCTH.

11.2. IIpousBoauTesIh OTBEUAET 38 HEJOCTATKHI
HU3e/Ins, 38 UCKJIYeHreM Jed)eKTOB, BOSHUKIITUX
BCJIEJICTBUE HAPYIIEHMU ITPABUJ TTOJIH30BAHUS, YC-
JIOBUH TPAHCIIOPTUPOBAHUS U XPAHEHUS, JIU0O Jeii-
CTBHS TPETHUX JIUII, TUOO HEITPEOT0IMMOM CHJIHI.

11.3. IIpousBoguTesb 00sI3yeTcs 3a CBOM cUeT
3aMEHUTh M3JeJINe, TEXHUIeCKNe U PYHKITHOHAIb-
HbIE XapaKTepUCTUKY (IT0OTPeOUTEeIbCKIEe CBOMCTBA)
KOTOPOTO HE COOTBETCTBYIOT HOPMATHUBHON M TeX-
HHUYECKOH JTOKYMEHTAITUH, eCJIU YKa3aHHbIe HeJo-
CTATKHU SIBUJIUCH CJIEICTBUEM CKPBITOTO Jiederra
MaTepUaJioB WM HEeKaueCTBEHHOTO M3TOTOBJIEHUS
W3JIeJINS IIPOU3BOIUTETIEM.
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IIo Bompocam, kacamomumMcsa KadecTsa Hadopa
«IgA oomuit-UO®A-BECT»,
cienyer obpamarkest B AO «Bexrtop-Becm™»
II0 ajpecy:
630559, HoBocubupcras obacrs,
Horocubupcruii pation,
. Komsioso, a/a 121,
TeJ1. (383) 363-20-60, 227-75-43,
Tes./paxc (383) 363-35-55,
E-mail: vbobtk@vector-best.ru

OOMNONMHUTENBbHAA MHOOPMALINA ONA
NMOTPEBUTENEN

HabGop mnpegnasuaven mjst mpodpeccroHab-
HOTO ITPUMEHEHUs] B KJIMHUIECKON J1ab0paTopHOM
IUATrHOCTHUKE 00YYEeHHBIM II€PCOHAJIOM.

TpeboBauusa 6e30IACHOCTA K MESUIIMHCKIIM
naboparopusam npusenersr B [OCT P 52905-2007.

Bce pearenTsr Ha6opoB, coiepskaliue B CBOeM
COCTaBe MAaTepHUaJIbl YEJIOBEYECKOTO ITPOUCXOKIE-
HUSI, THAKTUBUPOBAHBL.

Ilpu guHamMuyeckoM HAOJIIOIEHUHN IIAIIHEHTA
JIJISI TIOJIYYEeHUs Pe3yJIbTaTOB, aJeKBaTHO OTPaKa-
OIMUX W3MEeHeHMe KOHIleHTpanmu IgA B KposH,
Heo0X0qUMO HCII0JIB30BATH HAOOPHI peareHTOB O/I-
HOTO0 HAWMEHOBAHUS (OJHOTO MPeIITPUSITHI-U3T0-
TOBUTEJIS).
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1. OGecrneuenne MOMy4EeHUA ITPABUIBHBIX
pe3yJbTaToOB aHaJInu3a

JloCcTOBEPHOCTHL ¥ BOCIIPOU3BOAUMOCTD pe-
3yJILTATOB aHaJIN3a 3aBUCAT OT BBIIIOJIHEHUS
CJIEYIOIINX OCHOBHBIX IIPABUJIL:

— He nposogure MDA B mpucyTcTBMH HapoB
KHUCJIOT, IIIeJI09el, aJIbIeTU/I0B WJIX IbLIN, KOTOPHIe
MOTYT BJIUSTH HA (PEPMEHTATUBHYI0 AKTUBHOCTD
KOHBIOTATOB,;

— depMeHTATUBHAS PEAKITHSI YYBCTBUTEIHHA
K IPHUCYTCTBHUIO MOHOB METAJIJIOB, IIO9TOMY He JI0-
MyCcKalTe KOHTAKTOB KAKUX-JIM00 METAJIJTMYECKUX
peaIMeToB ¢ KOHbioratoMm u pactsopom TMB;

— wm3beraiiTe 3arps3HeHNUsT KOMIIOHEHTOB Ha-
0opa MHUKPOOPTraHU3MAMU U XUMUYECKUMHU IIPH-
MECSIMH, JIJISI 9TOTO WCIOJIb3yHTe B paboTe YHCTYIO
TIOCYTy W YMCTHIE OJHOPA30BbIe HAKOHEUHUKHU JJIS
KaskI0ro peareHTa, KOHTPOJIsI, 00pasIia;

— paboume IOBEPXHOCTH CTOJIOB, 000PYIO-
BaHus oOpabOareiBaiite 70% OTUIIOBBIM CIUPTOM
(He OIyCKAaeTCsI MCITOJIb30BAHKE ITEPEKUCH BOIO-
pojia, XJI0PCOAEPIKATINX PACTBOPOB);

— HUKOT/A He WCIIOJIb3yUTe OIHY U TY JKe eM-
KOCTb JIJIsI KOHbIorara u pacrsopa TMB;

— mepen oroopom TMB u3 daxorna Heobxo-
IUMO 00padaTEIBATE KOHYC ITUIIETKH (BHYTPEHHIOK
YW BHEITHIO IOBEPXHOCTH) CHAYAJIA JUCTHUJIJIMPO-
BaHHOU BOJIoM, a 3aTteM 70% OTHJIOBBIM CITMPTOM,
Tak Kak MaJjeilnee 3arpsidHeHe MTUIEeTOK KOHBIO-
raToM MOSKET IIPUBECTH K KOHTAMUHAIIUH BCETO CO-
nmepsxumoro urakona ¢ TMB;
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— ecaM [OIyIleHa OIIMOKa IIPY BHECEHHN
AHAJIM3UPYEMOro 00pasiia, HeJIb3si, OIIOPOYKHUB 3Ty
JIYHKY, BHOCUTDH B Hee HOBBIM 00paaser; Takas JIyH-
Ka Opaxyercs.

KayecTBO mpOMBIBKU JIYHOK ILJIaHIIETA
UrpaeT BA'KHYIO POJIb IJIA IOJIyYeHUsS mpa-
BUWJIBHBIX PE3yJIbTATOB aHAJIN3A:

— Jsa acnmpanum aHaJIHM3HPyeMBIX 00pas-
II0OB ¥ TIOCJIEMYIOIIell IIPOMBIBKH PEKOMEHIYeTCs
HCIIOJIb30BATh AaBTOMATHUYECKOE WJIM PYYHOE IIPO-
MBIBOYHOE YCTPOUCTRBO.

— He gomyckaitTe BBICHIXQHUS JIYHOK ILJIAH-
IIeTa B IIepephbIBe MEXKIy 3aBepIlIeHrueM IPOMBIBKI
U BHECEHHEM pPeareHTOoB.

— JloOmBaiiTech IIOJIHOIO 3aIIOJIHEHUS M OIIO-
POKHEHMsT BCeX JIYHOK ILJIAHIIETa B IIPOIecce IIpo-
MBIBKH. Hegmocrarounas acumpaiivs —SKUIKOCTH
B IIpoIlecce ITPOMBIBKK MOYKET TTPUBECTU K ITOHUIKe-
HUIO UyBCTBUTEJILHOCTH U CIIEIIM(DIIHOCTI AHAJIA3A.

— Ciemure 3a COCTOSIHHMEM IIPOMBIBOYHOIO
yeTporicTea — peryssipHo (1 pas B Hemeso) 00pabaTsr-
BaliTe NJIaHTH U eMKOCTU 70% 3THJIOBBIM CITPTOM.

— Jls1 1IpeqoTBpAIIeHIIsT 3aCOPEHIS HTJI IIPOMBI-
BOUYHOIO YCTPOMCTBA B KOHIIE Pabodero JHsA 00s13aTeIb-
HO BBITIOJIHUATE IIPOIIEAYPY OITOJIACKUBAHUS CHUCTEMBI
TI0JTAYHX $KUTKOCTH JUCTUILTMPOBAHHOM BOJIOM.

2. PekomeHnganmmuu mo moaroToBKe
aHaAIN3UPyEMBbIX 00Pa3I0B
Bwmecro ogHocTymmenuaroro (m. 7.6.) DOIIyCTHMO
IIPOBOJIUTH IBYXCTYIIeHUYATOEe pa3BejleHle ChIBOPOTOK
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C WCIIOJIH30BAHUEM ILIAHIIETA JJIS IIPeIBaPUTEIIHHO-
IO pasBeeHus WCCJIemnyeMbIx o0pasios. st aroro,
B KaUKIYIO JIYHKY IJIQHIIIETA JIJIS IIPeIBaPUTETEHOTO
pasBemeHus BHecTH 1o 310 MKJI pabouero pacrsopa
JUIsT pa3BelleHusT CHIBOPOTOK. Jlasee B omHy m3 JIy-
HOK, HatipuMep, A-1, mobaBuTtsh 10 MKJI HccIeyeMort
CBIBOPOTKHU, CMEHUTD WICIIOJIb30BAHHBIN HAKOHEUHUK
MUTIETKW Ha HOBBIM M 3aTE€M C ero OMOIIBIO TIa-
TEeJIPHO IepeMellaTh Comeps:kuMoe JIyHKU (5—6 Kpy-
TOBBIX JBUKEHUN, BO BpeMs KOTOPBIX cjenyer 3—4
pasa HabpaTh M OMOPOKHUTHL HAKOHEUHUK), M30eras
obpasoBanms mmeHbI. [locse aToro 13 JyHKH 0TOOpaTh
10 MKJI, BHECTH B COCEIHIOI0 JIYHKY, Hampumep, A-2,
¥ TAKHM K€ 00pasoM TIMATeJIBHO IIepeMernarh (IJis
9TOM oIlepalluy TaKKe SKeJIaTeJIbHO WCIT0JIb30BaTh
HOBBIN YMCTHIM HAKOHEUHUK IHUIETKH). B myHKe A-2
moJtydaeM pabouee passenenue cerBoporkn 1000 paa.
AHaJIOTUYHO Pa3BeCTH U APYTHUe UCCIIENYEMBIE CHIBO-
potku (Hampumep, B yHrax B-1 u B-2, C-1 u T.1.):

— 310 MxJ1 paboyero pactBopa JJis pa3BeeHusI
CBIBOPOTOK + 10 MKJI HcciteIyeMoro obpasiia — mIpes-
BapUTEJIFHOE Pa3BeieHne 00pasiia B 32 paaa;

— 310 Mk pabouero pacTBopa JIJIst pasBeIeHusT
CBIBOPOTOK + 10 MKJI 06pasiia mocsie IIpeIBapUTeTh-
HOTO pasBefeHHs — pabodee pasBeleHue o0pasma
B 1000 pas.

Buumanwue! Tourocmov npueomossienus pasee-
OeHull onpedenisem Kawecmso nocmaHosKu mecma!

[Tpu wmccemoBaHmy He CHIBOPOTKH, & JPYTHX
OMOJIOTUYECKUX JKUTKOCTEH, CTeIeHb pPa3BeIeHMUs
HCCIIeIyeMbIX 00pAas3IIoB CJIedyeT 3apaHee I10100paTh

A-8666 25



‘ugody 9:110dod190 & S 0I9MIQ0 UATTRdIHOITHON HAH
-0hBHE XIIHIIBWAOH I9MUHEBI SI9HHOEL0000 IIUIOWhIIE BOIoATHomoned nrudoredogerr por
KRN € U ‘9I9HhOFOANLIHONAO MM OMII0L ILRIOCIIOIION OHMOW UIrOLBERMOIl SITHHOTogud] |
"NUBUIPddUO IH QUIUDEDHOU NIAHHDO — dUO /H :danHDhawnd]]

G'CLF0'0G | 2C'0¥6L°0 16'2F€C) ov'0¥e9’L G8'0¥GL'C vgod esiLodosia)
0+0 L0'LFLZT Z'0¥150 9v'0%6°0 19'0%10°} 18uhise
duo/H duo/H 90'0¥G81°0 800°0¥8€0°0 Z0'0FG9L'0 | 9LOOHTMK BEHESLID
duoM | U'LFLEL | YPO'0TSB00 | YHO'OFEIND | ZZOOFLLO0 | apauree _%\_Qm_wm
0%0 220'0FLL0°0 | Z1L0'0F¢¥0'0 | ZLO'0FSZ0'0 | 900°0FLO0 | €I9WD MiSHALeseH
duoH G/Z'0¥89.°0 | LLO'0F¢¥00 | LLO'0FGS0'0 | 820°0F690°0 BHOILID
0+0 duoH ¥00‘0¥2€0°0 | LOO‘0F6+00°0 | €L00°0¥900°0 KON
(I7=N=[¢]] /1 ‘vB|s /1 ‘9b) /1 “‘INB| /1 ‘yb) ULIONTVK
:H009BLM SOHNLIAQOLLIOHANINM avHEXdST0D) awioshniouong

(SOTI-GL 2 G-TIN ['W 666 BN20UOHAWWN QIP] “NNHBEOUIIOD
XNHIIhN20UOUDUOHAWNT dHNUIDOH2DNY H 1900XQ0U dIAHHIWAD0)) |y HBLOULO])
(QFIN) nurr X1I9g90dore A XBLOOMI MM XUMIOhIUIOIOUQ XI9HhHUIreRd g
GOHUI'AQOLIOHANINY EUMHR¥A3I'00 HoHI0d A BUHOKRHE SI9H.LOI0I0Y

¢ eOuIrQe],

A-8666

©
N



OIIBITHEIM IIyTE€M, MCIIOIL3Ys KAK OPUEHTUD JAHHEIE
TabIHIIEL 2.

3. YciioBuA npaBUJIbHOCTH padoThl HaGopa

PesynpraTter amammsa wmcciemyemMbix obpaas-
IIOB YYHUTHIBATD, €CJIU OYAyT BHIIOJIHEHBI CJIEIYIO-
II¥e YCIJIOBUS:

— COOTHOIIIEHWE OIITHUYECKUX IIJIOTHOCTEH Ka-
mmbpoBouHEIx obpasuos: Olly < OIly75 < Ollgs <
Oll75 < Olly50 < Oll300;

— OllIggp > 1,0 en. ourt. mwioTH. (0.€.);

— BBIUHCJIEHHOE IO KaJUOPOBOYHOMY Tpadu-

Ky 3Ha4yeHHe KOHIIeHTpaIuu IgA s, B KOHTPOIb-
HOM 00paaIie Toa aeT B IIpesesibl, YKasaHHble Ha
9THUKETKe (PJIaKOoHA.
Olly, OIly75, OIlgs Ollzs, Olljzo mw Ollzge — cpen-
Hee 3Ha4YeHue ONTUYECKOM IIJIOTHOCTH KaJII/IGpO-
BOUHBIX 00pasoB, comepskammx 0; 17,5; 35; 75; 150
u 300 Ex/vur IgA 6, cOOTBETCTBEHHO.

4. Pacuer pe3ypTaTOB aHaAIM3a

[To pesympraTam mamMepeHUs: BEIYHUCIUTD CPE/I-
Hee apupMeTHIecKoe 3HaAYeHNEe ONTHIECKO TIJTOTHO-
ctu (OIl) B iyHKax ¢ aHATU3UPYEMBIME 00pa3IaMHM.

[ToctpouTh B JIMHEHHBIX KOOpAMHATAX Ka-
JTUOPOBOYHBIN TpadUK 3aBUCUMOCTUA ONTUYECKOM
IJIOTHOCTH (OCh OPAMHAT) OT KOHIIeHTpaIwuu IgA g,
(ocp abciyec) B KauOpoBOYHBIX oOpasiax. s
9TOTO HA MpuaraeMoM Tpadapere s TOCTPO-
eHus rpaduKa IIPOTUB KOHIIEHTPAIIUU KaKIOTO
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KaJIMOPOBOYHOI0 06pasIa OTJIOMKNUTE COOTBETCTBYIO-
1ee el cpeHee 3HAUYEHMe ONTHYECKOM IIJIOTHOCTH.
ITocnemoBaTe/IbHO COENUHUTL IIOJIYYCHHBIC TOUKH
OTPE3KaMU IIPAMBIX JIMHUMA.

IIpumep rammMbOpPoBOYHOro rpaduKa IpPeacTas-
JIeH HA PUCYHKe.

Onpenenuts conep:xanne IgA 6, B KOHTPOJIb-
HOM 00pasile u B aHAJIM3UPYEMBIX 00paslax IIo
KasmmbpoBouHoMy rpadury. Jlyst aroro Ha ocu op-
muHaT orMeTuTh 3Hadenume OII amanmaupyemoro
obpaama. IIpoBecTy mpsaAMyo JHUHUIO, ITAPAJLIEIb-
HO ocu abciuce, [0 IepeceveHus ¢ KaJIuOpoBOY-
HEIM rpaduroM. OT TOUKH IIepecevueHust OIyCTUTD

~

A

N

OnTnyeckas NAOTHOCTL, O.e.

)
o
o,

0 20 40 60 80 100 120 140 160 180 200 220 240 260 280 300
KoHueHTpauus IgA, Ea/mn

Puc. 3aBUCUMOCTD OIITUYECKON TJIOTHOCTH OT KOHITEH-
Tparuu IgA s, B KaIMOPOBOYHEIX 00pa3Iiax.
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HmepueHauKyasap Ha ochb abciuce. [lo momyuenHoi
TOUKe [epPeCeYeHUs] OIPeeSIUTh 3HAUEeHWe KOH-
nerTpamyn [gA s, B 0bpasre.

[Tpu ucrrosb30BaHNY OJI8 PACUETOB KOHIIEHTPA-
1T KOMITHIOTEPHOTO MJIM BCTPOEHHOTO B CITEKTPOdO-
TOMETp IIPOrPaMMHOI0 ObOeCIIeUeHMsI B HACTPOMKAX
BBIOPATH METOJI, COOTBETCTBYIOIINM KYyCOYHO-JIFHEHN-
HOM aIlIpOKCUMAaITAH.

5. JluarmocTuveckas 3HAYUMOCTbD

IgA, ®Kak u gpyrue MMMYyHOTJIOOYJIMHBI, OT-
HOCUTCA K TyMOPAJbHBIM (paKTOpaM UMMYHHUTETA.
Kapra rymopanbHOro mMMyHHTETa JOBOJIBHO HH-
IUBHUAyaJIbHA, TEM He MeHee, IIpejiesibl HOpMaJIh-
HBIX (PU3MOJIOTUYECKUX KOHIIEHTPATIMI JOCTATOTHO
XOPOIIIO OYePUEHBI.

ITo mammM masHHEIM, KOHIeHTpanusa IgA g,
B CBIBOPOTKE KPOBU KJIMHUYECKU 3J0POBBLIX IOHO-
poB (HoBocubupckas obmactb, ANTaMCKUI Kpaii)
B Bo3pacrte or 20 g0 50 jieT HaXoaUTCA B IIpeaesiax
muarasona 57-285 En/mn (0,8—4,0mr/min). ¥V mereit
9TOrO sKe permoHa B Bo3pacTe 1—15 JieT KoHIIEHTpa-
musa IgAggy cocraBmira 20-200 Ep/mur. Otm 3Ha-
YeHHs B I1€JI0M OJIM3KH HOPMAJILHBIM 3HAYEHUSIM
rourenTpamuu 1gA, mpusogumeim B padore (Toto-
s ALA., Mapduuesa H.A., Toromssa H.A. «Uwm-
MYHOIJIOOYJIMHBI B KJIMHHUYECKOM J1a00paToOpHOM
muargoctuke», C-I16, 1999.). OgHaKo MX MOMKHO
WCTIOJIF30BATh TOJBKO KaK OPUEHTUPOBOUHEIE, TI0-
CKOJIBKY JUAITa30HbI HOPMAJIBHBIX KOHIIEHTPAIIUH
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IgA MoryT 10BOJIBHO CYIIIECTBEHHO OTJINYATHCS B 3a-
BUCHUMOCTH OT PETMOHA, BO3PACTA W HEKOTOPBIX JIP.
npuunH. M3BecTHO Takske, UTO IS MCIOJIL30BAHMS
B IUATHOCTHKE BajkHee 3HATH He abCOJIIOTHOe 3HAa-
JyeHre KOHIIEHTPAIU| O0IIero MMMYHOIJIOOYJITMHA,
a ero OTHOCHUTEJILHOE OTKJIOHEHMe 0T HOPMAJIbHOTO
MECTHOT'0, BO3PACTHOTO WJIM, HAIpUMep, Ipodec-
CHOHAJIFHOTO YPOBHs. B mmeane, HopmaJjibHbIE
peruoHajbHbIEe YPOBHHU U II0 B3POCJIBIM U II0
OEeTAM JOJIKHBI ONPEeNeaAThCA Kaskaou Jiado-
paTropuei caMOCTOATEIbHO!

Vposensb koHIleHTpaImu o01mero IgA B cbIBo-
POTKE KPOBU HOBOPOIKIEHHBIX COCTABJISIET OKOJIO
1% ot ypoBHs B3pocybix. B Bo3pacre 1-3 mecsiieB
0oH 00BIYHO mocturaer 14%, 4-5 mecaies — 28%,
824 mecanes — 40%, 6 mer — 65%, 9 et — 75%,
12—-13 met — 90—-100% oT ypoBHS B3POCJIOTO YEJIO-
Beka (15—45 mer).

Pesynbprater  ompemesieHuss  KOHIIEHTPAITAK
001IIero CHIBOPOTOYHOTO IgA MOryT OBITH € yCIexom
HCIIOJIb30BAHEL [IJIsI OUdepeHIInaaIbHoNl THuarto-
CTHKH IIeJIOr0 pAna 3abosieBaHuili (CM. MMMYHO-
rpaMmy).

Bosiee mosHyo KapTuHy CHOCOOHO JaTh IIa-
paJiiesibHOEe OIpejesieHrne BCeX TPEeX OCHOBHBIX
KJIaccoB MMMYHOTJI00yimHOB — G, M 1 A, a Tax:xke
uUMMyHOrI00yarHa K.
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NMmmyHOrpamMmma npu HEKOTOPHIX 3200/ I€BAHUAX

|19G | 1gA | 1gM | IgE

3aboneBaHus nNeYyeHU

3aboneBaHusi

OCTpbIVi UHPEKLMOHHbBIN renatut + | N/+ |N/++| N
XpoHuyeckuin nepcuctupytowmii renatut | N/+ | N | N/+ | N/+
XPOHWYECKMI arpeCcCuBHbIV renaTnt ++ | + |N/++| N/+
[MocTrenaTnTHbIV KPUMTOTEHHBIN UMPPO3 | ++ | + + | N/+
[MepBUYHBIV GUMapHbLIN LMPPO3 N/+| N |+/++| N
ANKOronbHbIN LMPPO3 N/+| ++ | N/+| N
Bone3Hu noyek
OcTpbivi NnuenoHedpuT N N |+/++| N
XPOHMYECKNIA NNENnoHedpuUT +++| N [+/++| N/+
HedpoTnyeckuin cuHopom — | — |N/—|N/—
UHdeKkunoHHbIe 3aboneBaHusi
OcTpasi UHEKUNSI N N [+/++| N
XpoHuyeckasi UHpekums +/++| N/+ | N/+ | N/+
CucTteMHble peBMaTu4yeckue 3aboneBaHus
PeBmartougHbIvi apTput N/++ |N/++| N/+ | +H/++
CucrtemMHas KpacHas BosfHaHka + N | N/+ | N/+
Cknepoagepmusi N N N | N/+
CmeLlaHHble cUCTeMHbIe 3aboneBaHnst N/+ [ N/+| N | N/+
Atonusi, annepruyeckme 3aboneBaHusi N/+ | N |N/—|+/++
FenbMUHTO3bI M Ap. Napa3uTapHble N+ | N+ | N [

N — HopMasbHas pErMOHATIBHO-BO3PACTHAS KOHIIEHTPAIIUS M-
MyHOII00yanHA (B IIpeaesiax HopMaJIbHOIO JUana3oHa oT Nmin

110 Nmax)

+ — HOBBINIEHHAS] KOHIIEHTPAIXS HMMyHOorsI00yanHa (or Nmax

1o 1,3Nmax)

++— CHJIBHO TIOBBINIEHHAS KOHIIEHTPAITUS UMMYHOTJIOOYJIMHA

(6omee 1,3Nmax)

—  — IOHWKEHHAs KOHIIGHTPALIMA MMMYHOIJI00y InHa (Hrke Nmin)
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6. Kparkas cxema nposenenusa MDA
OJig Ha0opa peareHToB
«IgA o6mui-UO®A-BECT»
Hcnonvzosamb mosbko nocsie 8 HUMAMESIbHO20
03HAKOMJICHUA C UHCmpPyKuuel!

BrecTn:

Nuxyouposars:
IIpombITh:

Buecru:
NukyouporaTh:
IIpombITh:

Buecru:
Nuxyouposars:
Buecru:
Usmepurs:

32

mo 100 MK pabouero pacrsBopa
JIJISI PA3BeIeHUsI CBIBOPOTOK;

mo 20 MKJ KaJHOPOBOYHBIX
M KOHTPOJILHOTO 00pasIioB B Iy-
019X B KOHTPOJIbHBIE JIYHKI;

10 20 MKJI pa3BeJIeHHBIX aHAJTU3U-
PyeMBIX 00pasIoB B Ay0JIsAX B JIyH-
KU JIJI1 KICCJIETyeMBIX 00Pa3IIoB.

20 mun, 37°C, 700 06/vuH.

TIIPOMBIBOYHBIN PACTBOP, 350 MKJI,
5 paa.

1o 100 MKJI KOHBIOTATA.
20 mun, 37°C, 700 06/MuH.

TIPOMBIBOYHBIN PAcTBOP, 350 MKJI,
5 pas.

o 100 mru1 pacrBopa TMB 1uioc.
15 muH, 18-25°C, B TeMHOTE.
o 100 MKJI cTOTI-peareHTa.

OII mpu 450 um / pedepercHas
OJIMHA BOJHBI 620—655 HM.
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7. I'padpuueckmne CLUMBOJIBI

Homep no katanory

MeauvumHckoe
n3penvie ans
[IMarHocTuKW in vitro

<

Copepxumoro
[0CTaToO4YHO

Ons npoBeaeHust
Nn-KOnM4yecTBa TECTOB

A

P>

He cTepunbHO

TemnepaTypHbIn

no NpUMeHeHno

LOT
- Koa naptum /1/ [Mana3oH
Lata
d WsroTosuTens ﬂ N3roTOBINEHUS
ObpaTnTecb
g Mcnonb3oBatb 4O ... [E K MIHCTPYKLMUM
Nno NpPUMEHEHNIO
OcTopoXHo!
O6partutecs yyvvumop | Aata B oopmare
A K NHCTpyKuun YYYY-MM roa-Mecsu-[leqs

lon-Mecsiy,

Koucynsranuio crnenuasmcra mo padore ¢ Ha-
0OPOM MOZKHO IOJIYIUTH IO TeJIL.: (383) 363-05-97.

12.11.18.
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Monobind Inc.
Lake Forest, CA 92630, USA

AccwBind

ELISA Microwells

Immunoglobulin E (IgE) Test System
Product Code: 2525-300

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.

3.0 PRINCIPLE

Immunoenzymometric sequential assay (TYPE 4):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-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:

Ka

LN
Agge) + *"Abm < Adyge) - “"Abm)

-a
B‘"Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)
Aggey) = Native Antigen (Variable Quantity)

Ag (gr) - BnAp (m) = Antigen-Antibody complex (Variable Quantity)
ks = Rate Constant of Association

k., = Rate Constant of Disassociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

Agge) - ""Ab ) + Streptavidinew. = 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.
Ko

™~
(IC) + 5™Ab (clgE) ~ EAb (xlgey - 1C
-b
EnzAb(xIgE) = Enzyme labeled Antibody (Excess Quantity)
"?Ab xige) — IC = Antigen-Antibodies Complex
kp = Rate Constant of Association
k., = Rate Constant of Dissociation

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 |
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 $*
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,O>) 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 & 350ul) volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

. 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
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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
at2-8 °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 (25pl) 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 (100pl) 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.

.Add 0.350ml (350ul) 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.

oo b

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 IU/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 IU/ml IgE concentration (See Figure 1).

»w

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 Well Abs Mean Conc
1.D. Abs (B)
A1l 0.014
Cal A 51 0016 0.015 0
C1 0.072
Cal B D1 0.074 0.073 5
E1 0.364
CalC F1 0.326 0.345 25
G1 0.663
CalD " 0614 0.639 50
A2 1.340
CalE B2 1388 1.364 150
C2 2.601
CalF D2 682 2.641 400
E2 2.575
Ctrl 1 2 549 2.562 375.3
G2 0.818
Ctrl 2 2 0807 0.813 71.2
Patient 1 £3 1922 1 1323 142.0
Figure 1
3.000
2.500
@000
81 500
2
©
£1.000
o
80.500 Patient
0.000 100 200 300 400 500

IgE Values in IU/ml

*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.

.It is important to calibrate all the equipment e.g. Pipettes,

Readers, Washers and/or the automated instruments used

with this device, and to perform routine preventative

maintenance.

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

. Measur and interpr 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 IU/ml)
SAMPLE N X o CV.%
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 IU/ml)
SAMPLE N X o C.V.%
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 2¢ (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 IIU/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 IU/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
Observed Expected % Recovery

Sample (0) (UIml)  (E) (IU/ml) _ (OIE)

Pool 1 106.8 - B

Pool 1/2 50.8 534 95.1

Pool 1/4 253 26.7 948

Pool 1/8 134 133 100.6

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 2/8 480 495 96.9

Pool 216 2538 247 104.2

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) (OIE)

Pool 1 257 B -

Pool 1+ 25 50.7 50.7 100.0

Pool 1+ 50 748 75.7 1012

Pool 1+ 100 1227 125.7 97.6

Pool 1+ 200 232.0 225.7 102.7

Pool 2 123 - -

Pool 2 + 25 47 373 112

Pool 2+ 50 62.6 62.3 100.6

Pool 2+ 100 109.4 112.3 974

Pool 2+ 200 197.2 212.3 928
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1. HASBHAYEHMUE

1.1. HaGop peareHToB 1J1sT1 *MMYyHO(EpPMEHT-
HOTO OITpeleIeHUsT KOHIIEHTPAIIMU OOIIEero MMMY-
"oryo0ynuHa kiacca G B coiBopoTke KpoBu «IgG
obmuii-UDOA-BECT» (manee 1mo Texcry — Habop)
OpegHAa3HAYeH [/ OIpeAe/ieHUs KOHICHTPAILUN
obmero wmmmyHornobynmaa knacca G (IgGygy)
B CBIBOPOTKE KPOBH YeJIOBEKA METOI0M TBepmodas-
HOr0 UIMMYHO(EPMEHTHOTO aHAJIN3A.

1.2. HabGop paccunras Ha IpoBedeHNe aHaJIH-
3a B ny0yax 41 HeM3BeCTHOro, 6 KaJIuOPOBOYHBIX
u 1 KoHTpoJIbLHOrO 00pasioB (Bcero 96 ompemeie-
HUM IIPU UCII0JIb30BAHUN BCEX CTPUIIOB ILIAHIIETA).

2. XAPAKTEPUCTUKA HABOPA
2.1. llpusnun meToma

Meron ompeneneHHs OCHOBAH Ha JBYyXCTa-
OUMHOM  «COHOBHUY»-BApHUaHTe  TBEPIodasHOro
HUMMYHO-()epPMEHTHOTO aHaJIn3a C IpUMeHEeHHeM
MOHOKJIOHAJIBHBIX aHTHATEN K I1gG.

Ha mepsoit craguu xammbOpoBoOYHbBIE 00PASIILI
¢ m3BecTHOU KoHIeHTpanmenn 1gGys, 1 aHamuan-
pyembre 00pasilbl UHKYOUPYIOTCST B JIYHKAX CTPH-
HMPOBAHHOrO ILIAHIIETA ¢ MMMOOWJIN30BAHHBIMU
mouokJoHAMbHEIME anTuTesiamu (MKAT) x ram-
ma-iernam IgG. Ha Bropoit cragum cBs3aBIIHHCS
B nyukax IgG oopabareiBaror korbiorarom MKAT
K JIeTKUM (J1AMOa U KaIma) IensaM UMMYHOTJI00Y -
JIMHOB YeJIOBEKa C IIePOKCUIA30H.
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OOpasoBaBiecsi WMMYHHBIE KOMILIEKCHI
«nvmmobmn3osanasie MKAT — IgG — xombproram
BBISBJISIIOT (DEPMEHTATUBHOM peaKIreil ¢ pacTBO-
pom TerpamermiabensuauHa. CremeHb OKpaIlu-
BaHUA IIPOIOPIMOHAIbHA KoHIeHTparuu IgGsy,
B amagmsupyemoMm obpasie. Ilocie wuamepenwms
BEJIMYUHBI OITHYECKON IIJIOTHOCTH PacTBopa
B JIyHKAX HA OCHOBAHUM KAJMOPOBOUYHOIO IrpaduKa
paccuuTsIBaeTcs KoHmeHTpanusa 1gGg,, B aHAIH-
3UpPyeMBIX 00pa3Iiax.

2.2. Cocrae mabopa
B cocras Habopa BxomsT:

— mnaHmer pa3bopHbl (12 BOCBMHJIYHOYHBIX CTPH-
OB) ¢ MMMOOMJIM30BAHHBIMU HA BHYTPEHHEH II0-
BEPXHOCTH JIYHOK MOHOKJIOHAJIBHBIMH AHTUTEJIaAMU
& ramma-1ensam [gG destoBeka, TOTOBBIH 1718 UCITOJIb-
3oBaHUA — 1 mIT.;

— KaJuOpOBOYHBIE 0OPASIIHI, COMIEPIKATIIE H3BECTHBIE KO-
smaectBa 1gGogy — 0; 17,55 35; 75; 150; 300 Ex/mur (0;
1,4; 2,8; 6; 12 u 24 Mr/MJI), aTTECTOBAHHEBIE OTHOCHUTEJIb-
o WHO International Standard Immunoglobulins G,
A and M, human serum, NIBSC 67/086; xoxiieHTpa-
muu [gGobi B KaauOpoBOYHBEIX 00pasiiax MOLYT He-
CKOJIBKO OTJIMYATHCS OT YKA3AHHBIX BEJIMYUH, TOUHBIE
BEJIMYMHBI YKA3aHBI HA 9TUKETKAX (PJIAKOHOB, TOTOBBIE
JIJISI MICTIOJIB30BAHUS — 6 dyrakoHoB (1o 0,5 Mu1);

— KOHTPOJIBHBIA 00pasel] Ha OCHOBE WHAKTHBHPOBAH-
HOM CBIBOPOTKHU KPOBU YEJIOBEKA C M3BECTHBIM COJIEp-
swanneM 1gG gy, arTecTroBaHHbIN oTHOCHTEeIbHO WHO
International Standard Immunoglobulins G, A and
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M, human serum, NIBSC 67/086; roroBblii ajs mc-
moJib3oBaHusa — 1 dpuraxos (0,5 mun);

— KOHBIOraT MOHOKJIOHAJBHBIX AaHTHUTEJ K JIETKHM
(mambma ¥ Kamma) IelsiM MMMYHOIJIOOYJIMHOB 4eJIo-
BeKa C IePOKCUIAa301 XpeHa, TOTOBBIH JIJIs UCIIOIb30-
Bauwusa — 1 duraxon (13 mu);

— pacrBop 1A passenenusa ceiBoporok (PPC), kouien-
Tpart — 1 poraxon (28 mu);

— KoHIIeHTpaT ocdaTHO-coIeBoro 0ydepHoro pacreopa
¢ tBuHOM (DCB-TX25) — 1 draxon (28 mi);

— pacTtBop TerpamermibeHsuarHa 1wTioc (pacteop TMB
ILJTEOC), TOTOBBIH JJIS MCIIOJIb30BaHuUsA — 1 dhsraxon (13 Mur);

— CTOII-peareHT, TOTOBBIM JJIS MCIIOJIB30BaHUsI — 1 dia-
koH (12 mu);

— IUTeHKA JJIS 3aKJIeMBaHUS IIaHIIeTa — 2 IIIT.;

— BAHHOYKA JJIsI PEareHToB — 2 IIIT.;

— HaKOHEYHUKH JJId nuneTok Ha 5—200 MK — 16 11T,

— IUTAHIIET [JIA IPEIBAPUTEILHOTO PAa3Be/IeHUs UCCie-
JIyeMbIX 00pasIioB — 1 1IIT.

[TpuramiesxuoCTH:

— Tpadaper IJIsg HOCTPOEHUS KaJIruOpOBOUHOIO Ipadu-

ka — 1 mT.

3. AHAIIUTUYECKUE XAPAKTEPUCTUKUN

3.1. Crertuduunocts. B mHabope «IgG obmrmit
— N®A — BECT» ucronb3yoTcss MOHOKJIOHAJIBHBIE
auTHUTeJIa, 00JI1a1a0IIHe BBICOKOM CIIITU(PUIHOCTHIO
k ramma-tiensm 1gG. TlepekpecTHOro cBsI3bIBAHUS
¢ IgM, IgA, IgE nin anpbymuHOM B (DHU3HOJIOTHAYE-
CKUX KOHITEHTPAITUSIX He HaOJII0IaI0Ch.
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3.2. «Xyrr-opderT IIpH  HCIOJIH30BAHUH
Habopa peareHToB He 3adukcupoBan. Omru-
YecKasl IIJIOTHOCTh OOPAa3LOB CBIBOPOTKH KPOBH
c koHeHTpannel 1gG g, 70 1000 En/vut Bcerma mpe-
BBIIIAJIA ONTHUYECKYI0 ILJIOTHOCTH KAJIMOPOBOYHOTO
obpasiia ¢ MaKCHMaJIbHOH KoHIeHTparmei 1gG gy,

3.3. *Bocmpouassomumocts. Koadduiiment sa-
pHAaIUY pe3yJIbTATOB OIPeaeSIeHNs KOHIIEHTP AN
IgGoy B JIyHKAX, COEpPIKAIINX KOHTPOJIBHBIN 00-
paaeri, He mpeBbIIIaeT 8%.

3.4. *Jlumeiimocrs. JlaHHBIA aHaIUTHYECKUIA
mapaMerp IIPOBEPSIeTCS TECTOM Ha «JIMHEHHOCTR) —
OTKJIOHEHHE OT PACYETHON BEJIMINHBI KOHITEHTPAITHN
IgG gy, TP pasBesieHNN KaTHMOPOBOYHEIX 00PA3IIOB,
comepsxarux 300, 150, 75, 35 Ex/mur B 2 pasa. IIpo-
IIeHT «JImHeHHoCcTI» cocrasisgeT: 90—-110 %.

3.5. *Tounocrs. JlaHHBIN aHaIUTHYECKUNA 1I1a-
paMeTp IIPOBepsIeTCS TECTOM HA «OTKPBITHUE» — CO-
OTBETCTBME W3MepeHHOH KoHmeHTparuu IgG gy,
pacueTHOMY 3HAUYEHWIO B ITpo0e, ITOJIyYeHHOH! ITy-
TeM CMEIINBAHNUSA PABHBIX 00bEMOB KOHTPOJIBLHOIO
obpasiia ¥ KaJIruOpoBOYHOro 00pasiia ¢ KOHIIEHTPA-
nueit 1gGygy, 35 Em/mur. IlporieHT «OTKpBITHS» CcO-
craisgeT 90-110%.

3.6. *UyscrBuTesbHOCTD. MUHUMAJIBEHO OIpe-
nenseman koHmeHtparusa 1gGysy,, paccumranHas
HA OCHOBAHWHU CpPeIHEero apudpMeTUUecKoro 3Ha-
YEHHUS OITUYECKOM ILJIOTHOCTH KaJIHOPOBOYHOI'O
obpasma By (c xonnmenrpanmeir 1gGygy, 0 En/mvm)
mwioc 20 (0 - cpegHee KBAAPATUYHOE OTKJIOHEHUE
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OT CpeaHero apudMeTHYecKoro 3HaueHus Bg) He
upessirraer 2,5 Ex/mir (0,2 mr/vor).

3.7. Knuunueckast nmposepka. Kourenrparus
IgGogu, B3MepeHHAs B CEIBOPOTKe KPOBU YCJIOBHO
3I0POBBIX JOHOPOB HAXOAWJIACHh B JUamas3oHe 37—
200 Ex/mui (em. cTp. 29).

3.8. Pexomenayercs B KaskI0i JrabopaTtopuu
IPY WCIOJIb30BAHUM HA0Opa YTOUHUTH 3HAYEHUS
roHeHTpanun [gGysy, COOTBETCTBYIOIIHE HOP-
MAaJIBHBIM [IJIsI TAaHHOI'O peruoHa y o0cjemyemMoro
KOHTHUHIEHTA JIIOJIeH.

4. MEPbI NMPEOOCTOPOXHOCTHU

4.1. [ToTeHITMATIBHEIA PUCK TPUMEHEeHUs Hab0-
pa —xmace 2a (ITpuxkas M3 P® ot 06.06.2012 No 41).

4.2. Bce xoMIIOHEHTHI Habopa SBJIAIOTCSA He-
tokcuuubiMu. (Crom-peareHT obsamaer pasapa-
sRaoIUM JgelicrBueM. Vzberath pasOpbI3rUBAHIS
W TIONAJAaHUS HA KOMKY W CIM3UCTBIE. B ciydae
TOITaAHUs CTOI-peareHTa Ha KOKY U CJIM3WUCTHIE
HEO00XOIMMO IIPOMBITH IIOPAKEHHEBIN yIACTOK 00JIb-
UM KOJIMYECTBOM ITPOTOYHOI BOIBI.

4.3. Ilpu pabore ¢ wmcciaemyeMbiMu 00pasiia-
MU CJeayeT CoOIIIaTh Mephl MPeI0CTOPOKHOCTH,
HPUHATEIE TPU PaboTe ¢ IMOTEHITNATBHO MHQEKITH-
oHHBIM MaTepuasioM. OCHOBHEBIE ITpaBUIa PabOTHI
uasoskeHsl B «HCTpyKIMY 110 MepaM TIpodrIaK-
THKH PAaCIIPOCTPAHEHUs HHQEKIMOHHBIX 3aboJie-
BaHUI TIpW paboTe B KJIMHUKO-TUATHOCTUYECKHUX
sabopaTopusax J1€4eOHO-TIPOPUIAKTUICCKAX V-
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pesmgenui», yreepskaeHHoir Mwuusapasom CCCP
17 aaBaps 1991 1. © B METOAMYECKUX YKA3AHUAX
MV 287-113 «<Merogudeckune yKasaHUs 110 Je3UH-
beximm, TpeacTePUIINIATIMOHHON OYHUCTKE U CTe-
PUITU3ATIAY U3IeTUH METUITMHCKOTO HA3HAYEHU S,
YTB. JelapTaMeHTOM ToccaHamuaHaa3opa MuHa-
npasa PO or 30.12.1998.

4.4. IIpu pabore ¢ HabopoM ciemyer HaIeBaThb
OJTHOPA30BBIE PE3WHOBBIE WJIN ILJIACTHKOBBIE IIep-
YaTKH, TAK KAk 00pasIlbl CHIBOPOTKUA KPOBH UeJIO-
BeKa cJIeyeT PacCMaTPUBATH KAK ITOTEHITHAJIHHO
MH(QpEKIIMOHHBIE, CIIOCOOHBIE IJINTEJILHOE BpEeMSs
coxpaHaTh U nepemaBathk BY, Bupycel remarura
WY BO30yIUTE e IPYTrUX WHQEKITHIH.

4.5. JlabopaTopHast mocyga u o6opyaoBaHUe,
KOTOpBIE HCIIOJIB3YIOTCSA B padboTe ¢ HabopoM, TOJIK-
HBI OBITH COOTBETCTBYIOIINM 00pa30M IIPOMAaPKHUPO-
BaHBI ¥ XPAHUTHCSA OT/IEJIHHO.

4.6. 3ampenraerca IpueM IIUIILHI, UCII0Ib30BAa-
HUe KOCMEeTUYECKUX CPEJICTB U KypeHUe B IIOMeIre-
HUAX, IpeIHASHAYEHHBIX JJIA PA00ThI ¢ HA00paMU.

4.7. Il nesrH@eKIUY I0CY Abl 1 MATEePUAJIOB,
KOHTAKTUPOBABIIHUX C UCCIETYEMBIMU ¥ KOHTPOJTh-
HBIMH 00pasiaMi, PEeKOMEHIyeM HCII0JIh30BATh
Ie3nHPUIUPYIOIIEe CPEICTBA, HE OKAa3bIBAIOIINE
HeTraTUBHOI'O Bo3jeicrBusa Ha kauvectBo MDA, me
cojlepsKaIIme aKTUBHBIN KHUCJIOPOJ M XJIOpP, HATIPH-
Mep, KOMOMHUPOBAHHEIE cpencTBa Ha ocHoBe YAC,

* 10 'OCT P 51352-2013.
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CIIMPTOB, TPETUUHBEIX AaMHHOB. VcIob3oBaHue me-
3UH(PUIIUPYIOIINX CPEICTB, COMEPIKAllUuX AKTUB-
eI kucsiopo u xyiop (HeOg, meoxstop, xmopamu),
HPUBOIUT K CEPHE3HOMY HUCKAKEHUIO PEe3yJIbTATOB.

4.8. Ilpum wucnonb3oBanum HaOopa obpaasy-
oTcsa oTxonel KaaccoB A, B u I', koropeie kiaccu-
duImpyoTCT W YHAYTOMKAITCS (YTUIN3HPYIOTCS)
B coorBercTBun ¢ CamllmH 2.1.7.2790-10 «Cauwu-
TaPHO-JIINIEMUOJIOTHYECKe TpeboBaHUsA K 00-
pallleHuo ¢ MEeIWIIMHCKUMU orxomamm». JlesuH-
der1mio HAOOPOB peareHToB CJIeAyeT IIPOBOIUTE 110
MV 287-113 «Merogudueckre yKa3aHUSA 110 Te3UH-
ey, mpencTepuIN3allMOHHOM OYMCTKEe M CTe-
PUIN3ALNY U3OEINI MEeIUIIMHCKOr0 HA3HAYCHMII».

5. O6OPYOOBAHUE U MATEPUATDI,
HEOBXOOUWMBbIE A5nd PABOTbl C HABOPOM:

— CmexrrpodoroMerp BEpPTHKAIBLHOIO CKAHUPOBAHUS,
O3BOJIAIONIUN IIPOBOAUTH H3MEPEHUS OITUYEeCKOU
IJIOTHOCTU PACTBOPOB B JIYHKAX CTPUIIOB IIPU OCHOB-
HO¥ JiyTmHe BOJIHBI 450 HM U JJIMHE BOJIHBI CpABHEHUS
B nuana3oHe 620 — 655 HM; J0IIycKaeTcs U3MepeHue
TOJIBKO IIPU JJIMHE BOJHEBI 450 HM;

— IIefKep TepMOCTATUPYEMBbIH OpOUTAILHOTO THUIIA, I10-
3BOJIAONINY IIPOU3BOIUTEH BCTPAXUBAHUE IIPU TeMIIe-
parype 37+1°C u 400—800 o6/muH;

— MHKpPOIEHTPUYTra, II03BOJIAIONIAS IIeHTPUQPYTUpO-
Bath mpu 1500—2000 06/muH;

— MOPOMBIBOYHOE YCTPOMCTBO JJIS IIJIAHIIIETOB;

— XOJIOJUJIBHUK OBITOBOI;
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— MUOeTKH  II0JIyaBTOMATHYECKHE  OJHOKAHAJILHEIE
C IIepeMeHHBIM WJIN (PUKCUPOBAHHBIM 00HEMOM CO
CMEHHBIMYA HAKOHEYHUKAMHU, [I03BOJIAMOIINE OTOUPATD
00BbeMBI SKHIKOCTH OT 5 10 5000 MKJI;

— TMHUIeTKa II0JIyaBTOMATHYeCKass MHOTOKaHaJbHAs CO
CMEHHBIMH HAKOHEUYHMKAMH, II03BOJIAIONIASI OTOMPATh
00BEeMBI sKHAKOCTEN 0T 5 10 350 MKJT;

— (pJIaKOHBI CTEKJISTHHBIE BMECTUMOCTBIO 15 MIT;

— IMJIUHAP MepHBIA BMecTuMocThio 1000 Mt

— BOJIa OUCTUJIJINPOBAHHAT,

— MepyYaTKH MeIUIIMHCKUEe IUAarHOCTUYECKHUe OJHO-
pasosBkie;

— Oymara ¢puabTpoBaJIbHAS JIabopaTopHas;

—  Ie3nH@UITUPYIONIUI PACTBOD.

6. AHAJIMBUPYEMbIE OBPA3Lbl

6.1. Jlyia mpoBeieHnst aHAIU3a HE CJIeIyeT HC-
TI0JIb30BATh T'eMOJIM30BAHHYI0, MYTHYIO CBIBOPOTKY
KPOBHU.

6.2. O0OpasIbl CHIBOPOTKY KPOBM MOJKHO Xpa-
HUTH Ipu Temieparype or 2 go 8°C me Gosee 48
vacoB, npu Temieparype muayc 20°C (m HmKe)
He Oosee 3 mecsies. [loBropHoe 3aMopaskuBaHme
U pasmMopasknBaHue 00pa3IoB CBIBOPOTKU KPOBH He
nmomyckaercs. Ilocie pasmopaskmBaHUsT 00PA3ITHI
clenyeT THIATeJIFHO IIepeMellaTh.

6.3. O6pasIThl CEIBOPOTOK KPOBH, COJIEPIKATITHE
0Ca 0K, HEeOOXOJMMO OYHMCTUTH IeHTPUQYTHPOBA-
Huem 1ipu 1500 00/MuH B TedeHUe 5 MUH IIPU TEM-
meparype ot 18 mo 25°C.
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7. NTPOBEOQEHUE AHATTU3A
MOArOTOBKA PEATEHTOB
7.1. Ilepen mpoBemeHmeM aHaJM3a KOMIIO-
HEHTBHI HAOOpa U HccieayeMble 00pas3Ilbl CJIeyeT
BBHIZIep:kaTh mpu Temmeparype ot 18 mo 25°C me
meHee 30 MuH.

7.2. IlogroroBka miaHmera
BCRpLITI) IIaKeT BBIIIIE 3aMKa N yCTaHOBHUTDH
Ha paMKy HeoOXOIMMOe [JIsI IIPOBEIEHMs AHAJIH-
3a KOJIMYECTBO CTPHUIIOB. I/ICHO.TII)?)OBaTb B TeueHue
1 waca mocie ycramoBru. OcTaBIImecs CTPUITHI
HeMeOJIEHHO IIOMeCTUThb BHOBL B IIaKeT C BJIAro-
MHOTJIOTUTEJIEM, VAAJINATH W3 HEero BO3AyX, IIJIOTHO
3aKPBITh 3aMOK.
Xparnums npu memnepamype om 2 do 8°C
8 meueHue 8ce2o cpoKa 200Hocmu Habopa.

7.3. IlpuroroBjieH1e IPOMBIBOIHOTO

pacTBOpa

PacrBop roroBurTcs m3 xoHieHTpaTa gocdar-
HO-coJieBoro OydepHoro pactBopa. Ilpum BbImasme-
HUHM OCaJKa COoJIell B KOHIEHTpaTe He00XOIMMO
mporpets ero mpu Temreparype 30-40°C 1o mostHO-
T0 PACTBOPEHUS 0CAJIKA.

Buectn B MepHBIH ITUIWHIAP HEOOXOTUMOE
KOJIMYEeCTBO KOHIleHTpaTa (¢ocdaTHO-COJIEBOTO
oydepnoro pacrsopa ¢ TBurHoM (DCB-TX25) u mo-
0aBUTH COOTBETCTBYIOIEE KOJUYECTBO JUCTHUJLIIN-
POBaHHOI BOJIHI.
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B rabmnuie mpuBemen pacxop peareHra B 3a-
BUCUMOCTH OT KOJIMYECTBA UCITOJIb3YEMBIX CTPHUIIOB.

IIpueomosnienHbLli NPOMBLBOUHDBLI PACTBOD
MOMNCHO XpaHumbv npu memnepamype om 2 oo 8°C
He bosiee 5 cym.

7.4. Ilpurorossienue pado4ero pacreopa
JIJIs1 Pa3BeJI€HUSA CHIBOPOTOK

IIpuecomosums 3a 30 mMuH 00 HauAIA ROCMA-
HOBKU QHAIU3A.

[Ipm BBImAmeHMM ocamka coyiel B KOHITEHTpA-
Te PPC HeobOxommMo mporpersb ero mpu TeMmIieparype
30—40°C 10 IIOJIHOrO PACTBOPEHIUS OCAIKA.

Buectu B MepHBIN IIMIIHHAP HEOOXOIUMOE KO-
JIMYECTBO KOHIIEHTPATa PacTBOPA JJIsT PA3BEICHUS
CBIBOPOTOK ¥ JOOABUTH COOTBETCTBYIOIEE KOJIHYE-
CTBO TUCTUJITUPOBAHHOMN BOJIBI.

B rabnuiie mpuBemen pacxoj peareHra B 3a-
BUCHUMOCTH OT KOJIMYECTBA UCIIOJIb3YEMBIX CTPHUIIOB.

IIpuecomosnernnviii pabouuili pacmeop O0Jis
pa3zeedernuss CblBOPOMOK MOMCHO XPAHUMb NPU
memnepamype om 2 0o 8°C ne 6osiee 3 cym.

7.5. IlogroroBka KaJ1nOPOBOYHEBIX O0PA3IOB
U KOHTPOJIBHOTO 00pa3na
KanmnbpoBounble 06pasiibl M KOHTPOJIBHBIN
obpaserr TOTOBBI K HCIIOJIb30BAHUI W He TPeOyroT
IIOTIOJIHUTEJIBHOrO pasBeneHusd. [lepen mcmosb3o-
BaHueM (OJIAKOHBI BCTPSAXHYTHh WJIM IIEHTPUQYIHU-
poBaTh HAa MHKPOILIEHTPHU(Yre TaK, YTOOBI KAILIN
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PACTBOPOB CO CTEHOK W KPBIIIKK OIIyCTUJINCH HAa
JHO. 3aTeM colepskuMoe (PIAKOHOB TIIMATEIHHO
mepeMeniaTh Ha BOPTEKCE WJINA IUIETAPOBAHUEM,
us3berass 00pa3oBaHUS IIEHBL.

Kanubposourwvie 06pasupt U KOHMPOJIbHLLI 06-
paazeuy, nocsie 8CKPbLMUL MONCHO XPAHUMD 6 NJLOTNHO
3aKpPLLMbBIX PJAKOHAX NPU memnepamype om 2 00
8°C 6 meuenue 8ce2o cpoka 200HOCMU HAbOPA.

7.6. [Ipurorosiienue padouero passegeHus
aHAIU3UPYEMBIX 00Pa3OB
CBIBOPOTKU KPOBU

T'omosumcsa 6 cmeKJIAHHbIX 3apAHEe RPOMAD-
KUPOBAHHBIX (PaiaKoHax 3a 5-10 mun 00 HaAUAA
NOCMAHOBKU AHAIU3A.

B umcreit dparaxon ¢ 10 Mot pabodero pactsopa
JIJIsT pa3BelleHusi CBIBOPOTOK (cM. 1. 7.4) mobaBUTH
10 MKJT McciieryeMo# CBIBOPOTKY U TIIATEJILHO IIe-
pemernars. Taxum oOpasoM, pabodee pasBeieHue
ceIBOpoTEM cocrariisier 1000 pas*.

Hcnonvzosamsv 8 meuernue 30 muH nocae npu-
20MoBIeHUA.

7.7. IlogroroBka KoH'BIOTaTA.
Konwioeam eomos K ucnosiv308aHUI0.
Heobxommmoe KoJMYeCTBO KOHBIOTATa OTO-

OpaTb B UYMCTBIH (PJIAKOH WM BAHHOYKY JIJIS
pearenra.

* Cwm. Takske pasgen «JlomosmanTenbHas nHQOPMAIIAA IJIA II0-
Tpebureseiy, 1. 2
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Ocmaswiuiics nocne npogederus UDA Kornsio-
eam ymunusuposams (He caueambv 60 (hHJ1aKOH
C UCX00HBIM KOHBI02AMOM).

B rabnuie npuBemen pacxop peareHra B 3a-
BUCHMOCTH OT KOJIMUECTBA MCIIOJIb3yEeMbIX CTPUTIOB.

Kowwsioeam nocsie 8CKpuLmus, MOXNCHO XPAHUMD
8 NJIOMHO 3AKPbLMOM (PJIAKOHE NPU memnepamype
om 2 0o 8°C 8 meuenue ace2o cpoka 200HOCMU HAOOPA.

7.8. Ilongroroeka pacreopa
TeTpaMeTU/I0E€H3UAUHA ILII0C.

Pacmeop TME nsitoc 20mos K ucnoJsib308aHUI0.

Heobxogumoe xosmmuecrBo pacrsopa TMB
IJIIOC 0TOOPATh B YMCTBIN (DJIAKOH WJIM BAHHOYKY
JIJIs peareHTa.

Ocmaswultica nocne npogedernus HDA pac-
meop TMBE nuiroc ymunusuposams (He ciuéamb 60
phrakon ¢ ucxoonvim pacmeopom TMB nairoc).

Heobxoqumo UCKJIIOUNTE BO3IEHCTBHE IIPSIMO-
ro ceera Ha pacrsop TMDB mimoc.

Pacmeop TMBE nsiioc nocsie 6CKPbLMUSL MOC-
HO XPAHUMDb 8 NJIOMHO 3AKPbLINOM (DJIAKOHe NpU
memnepamype om 2 0o 8°C 8 meuernue 8ce2o cpoxa
200HOCMU Habopa.

B rTabauiie mpuBemen pacxop peareHra B 3a-
BHCHMOCTH OT KOJIMYECTBA MCIIOJIb3YEMBIX CTPHUIIOB.

7.9. Crom-pearesT roToB K MCIOJIb30BAHUIO.

Iocne nepeoco BCKpblmusa Ccmon-peaceHm
MOMHCHO XPAHUMb 8 NJIOMHO 3AKPbLMOM (ﬁﬂa;cone
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Tabauma 1

Kon- TOOMBIBOUHb Pa6ouuin pacteop
Tomc| pecop | ATpemencwn || Pacreon
e |ocB-Tx25 | Aucrun.|  PPC,  |Auctun.| 'Ya¢ | nniec,
cTpu- KOHLIEH- BOAa, KOHLUEH- BOAa, Mn
nos TpaT, Mn M Tpat, Mn mn
2 40 |po100] 40 [mo100] 20 | 20
3 60 |m0150[ 60 [mo150| 30 | 30
4 80 |mo200[ 80 [mo200 40 | 40
5 100 [po250] 100 [mo250] 50 | 50
6 120 [p0300| 120 [mo300] 60 | 60
7 140 |po350| 140 [mo350] 70 | 7.0
8 160 |mo400| 160 [mo400| 80 | 80
9 18,0 no450| 18,0 [po450| 9,0 9,0
10 | 200 [Ao500 200 [a0500] 10,0 [ 10,0
11 | 220 |po550| 220 [mo550| 11,0 | 11,0
12 | 240 [no600| 240 [mo600] 12,0 | 12,0

npu memnepamype om 2 0o 8°C 6 meuenue sce2o
cpokxa eoorocmu Habopa.

NMPOBEOEHNE VDA
7.10. Braectu Bo Bce nyuku mo 100 Mk paboue-
r'0 pacTBOpa JJIA Pa3BeIeHUs CHIBOPOTOK (cM 1. 7.4).
Buectu B cooTBeTCTBYyIOIIIME JIYHKUA B TyO0JISX,
HaYWHAS ¢ BEPXHUX JIYHOK MEPBBIX JIBYX CTPHIIORB,
mo 20 MEJ KasKIOro KaJHOPOBOYHOIO o0paasIia.
B cnenyromryio mapy ayHok BHecTr 110 20 MKJI KOH-
TPOJILHOTO 00pasra. B ocrayjbHbIE JYHKN BHECTU
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B y0J1sax 110 20 MKJT aHAJIHM3UPYEMBIX 00pa3IIOB ChI-
BOPOTKHM KPOBH B pabouem pasBemeHuu (cMm . 7.6),
KaKIBIM Pa3d MeHsasa HAKOHEUHUK.,

Bpems: BHeceHuss 00pas3iioB He IOJIKHO IIpe-
BRIIATh 10 MUH IIPU WCIOJH30BAHUM BCEX JIYHOK
IJIAHIIeTA.

7.11. ILanIner 3aKkIeUTh IJICHKOM U MHKYOU-
poBaTh B TeueHue 20 MUH IPU BCTPAXWUBAHUU HA
TEPMOCTATUPYEMOM IITefiKepe MpPU TeMIepaTrype
37+1°C u 700 06/MuH.

7.12. Tlo okoHUAHVMYM WHKYOAIIMY CHSTH JIWTI-
KYI0 TUIEHKY W YIaJIUTH ee B COCYJ C JTe3UHMUITH-
pytoruM pactopoM. ComepsxrMoe JIYHOK YIaJIUTh
OTCACBHIBAHMEM B COCY/JI C Je3MHPUITUPYIOIIAM pac-
TBOPOM W IIPOMBITH, J00ABJAA BO BCE JIYHKHU IIO
350 MEJ mmpoMBIBOUYHOro pacrteopa. Ilporecc mpo-
MBIBKM TTOBTOPUTS errie 4 pasa. O01ee KoIMIeCTBO
OTMBIBOK PaBHO 5. Bpemss Mexmy samosHeHreM
¥ OIOPOYKHEHWEeM JIYHOK JOJIKHO OBITH HE MeHee
30 cex. HeobxommuMo cireuTh 3a MOJIHBIM OITOPOXK-
HEHWEeM JIYHOK IT0CJIe KAaiKJO0TO ITUKJIA OTMBIBKH.
3aTeM yaasmuTh OCTATKH KHUAKOCTH M3 JIYHOK, II0-
CTYKHMBAsl IJIQHIIETOM B II€PEBEPHYTOM IIOJIOMKE-
HUH 10 (pUIBTPOBAJILHOM OyMmare.

7.13. Buectu Bo Bce JYHKH ILJTAHIIETA II0
100 mrJ kouwwrorara (cMm 1. 7.7).

Jlnsa eHeceHus KOHBI02AMA UCNOSIL308AMD
BAHHOUKY OJlA pea2eHma U 00HOPA308ble HAKOHEY-
HUKU, 8X00AULUe 8 cocmas Habopa.

7.14. [lmanIer 3akJIeUTh IJIEHKOM U UHKYOH-
poBaTh B TeueHue 20 MUH OpW BCTPAXUBAHUU HA
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TEPMOCTATUPYEMOM IIIefiKkepe IIpU TeMIepaType
37+1°C u 700 06/MuH.

7.15. Tlo okoHUAHUY WHKYOAIIMN yIAJTUTH CO-
JePsKUMOe JIYHOK W IIPOMBITH ILTAHINET, KaK 9TO
yKa3aHo B II. 7.12.

7.16. Buectu Bo Bce siyaku 1mo 100 Mk pac-
tBopa TMB mitroc (cm 11. 7.8) 1 mHKYOMpPOBATH B 34-
IIUIEHHOM OT CBeTa MeCTe B TeueHue 15 MUH mpu
temmeparype ot 18 mo 25°C.

Jlnsa enecenus pacmeopa TMB noiioc ucnosio-
308amb BAHHOUKY OJIS Pea2enHma U 00HOPA308bLe
HAKOHEUHUKU, 8X00AU e 8 cOcmas Habopa.

7.17. BHecTr BO BCe JIVHKH C TOM K€ CKOPOCTHIO
¥ B TOH ke IIOCJIeIOBATEJIBLHOCTH, KAK M PACTBOP
TMB mumroc, mo 100 MKJI cTOII-peareHTa, IIPH 3TOM
COZIEPIKUMOE JIYHOK OKPAIITMBAETCS B SKEJITBIN ITBET.

8. PETUCTPALUA PE3YJIIbTATOB

Namepurs BeIMYMHY ONTHUYECKOIN IIJIOTHOCTHU
pacTBOPOB B JIYHKAX CTPUIIOB Ha CIEKTPodOTO-
MeTpe BEPTUKAJIILHOTO CKAHWUPOBAHUSA B JIBYX-
BOJIHOBOM pPEKUMeE: OCHOBHON QumiibTp — 450 HM,
pedepenc-puibTp B guanasone 620-655 Hwm; mo-
IyCKaeTcs u3MepeHue TOJIbKO ¢ puabTpoM 450 HM.
Mamepenue mpoBoauTh Yyepes 2-3 MUH II0CJIe 0CTa-
HOBKU PEaKIInU.

Bpemss MexIy OCTAHOBKOI peakrIinul W U3Me-
peHMeM OIITUYECKOHN IIJIOTHOCTU He TOJI3KHO ITPEBHI-
maTth 10 MUH.
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9. YYET PE3YIIbTATOB

9.1. Brerumcauts cpemame apudMeTHIECKHe
3HAYeHUs OIITUUYECKON TIJIOTHOCTH JJIS KasKI0U ITapbl
JIYHOK, COJIEPKAIINX KaJIMOPOBOUYHBIE 00PA3ITHL.

9.2. Tloctpouth B JUHEHHBIX KOOPAUHATAX
KaJIMOPOBOYHBIN TpadUK 3aBUCUMOCTH CPEIHETOo
apupMeTUIEeCKOr0 3HAYEHUS OITUYECKON TIIJIOT-
HOCTH (eII. OIT. IJIOTH.) oT KoHIeHTpaunu I1gG,sy,
B KaJIMOPoBOUYHBIX oOpasnax (Ea/ma niau mr/mo).

9.3. Omnpenenurs KoHIeHTpanuO IgGgy,
B KOHTPOJIBHOM 00pa3iie W aHAIU3UPYEMBIX 00-
pasnax 1mo KaaudpoBouHOMY rpadury. Beraucautsb
cpemHee apudMeTHUECKOe 3HAYEHHE KOHIIEHTpA-
AU JIJIS KaKI0M Iaphl JIYHOK, COAEpPsKAINX aHa-
JIU3UpyEeMbIe 00PAa3IIbL.

9.4. Ecsiz 1ipu 1IpoBeileHnY aHAIN3a UCII0JIb-
3oBauu passenenue ceiBoporkr B 1000 pas (basosoe
pas3BeneHue 8 JaHHOTO Habopa), TO HaMIeHHOe
mo rpadury kommdecTBO IgGys, cooTBeTCTBYET
roHueHTpanun IgG,s, B aHammsmpyemoM o0pas-
me B Ex/mu (Mr/mut). Ecau wucrosb3oBaim apyroe
pasBenenme o0pasria, TO HaMIeHHOe M0 TpaduKy
rommdecTBO 1gG gy, TEPECIUTHIBAIOT C yIETOM JI0-
TOJTHUTEIBHOTO Pa3BeeHUs, TaKKe T0Iydast B pe-
3yJibrare KoHIeHTparuo 1gG gy, B Ea/vm (vr/vo).

Ecnm 3Havenmne onTUYecKo II0THOCTH aHAJIH-
3upyemoro obpasiia mpessiraer saadernne OIl murs
Kaanrbposouroro oopaama 300 Ex/mn (24 mr/mir), To
JIAHHBIN 00paser; aHATU3UPYIOT TIOBTOPHO TIOCJIE JT0-
TIOJTHUTEJTHHOTO Pa3BeleHus B 2 pasa, MOoJIyIeHHbIH
pe3yJIibTaT YMHOMKAIOT Ha 2.
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10.YCNOBUATPAHCNOPTUPOBAHUA,XPAHEHUAN
NMPUMEHEHUA HABOPA

10.1. TpamcmopTupoBaTh HU3TETUA CJIEIYET
TPAHCIIOPTOM BCEX BUJIOB B KPBITHIX TPAHCIIOPTHBIX
CpencTBax B COOTBETCTBUU C ITPABUJIAMU II€PEBO3-
OK, IeMCTBYIOIIMMY HA TPAHCIIOPTE JAHHOTO BUJA,
upu temnepatype ot 2 10 8°C. Jlomyckaercst Tpatc-
mopTupoBaHue mpu Temmeparype 10 25°C me Gostee
10 cyToxk.

10.2. Xpauenue Hab0Opa B YIIAKOBKE IIPEIIIPH-
SITUS-U3TOTOBUTEJIST JOJIPKHO OCYIIECTBIIATHLCSA ITPU
Temmeparype oT 2 g0 8°C B TeueHHme BCETO CPOKa
TOJTHOCTH B XOJIOAUIBHBIX KAMePaX MUJIU XOJIOIUIIh-
HUKAX, 00eCIeUYMBAIIUX PerjJIaMeHTUPOBAHHBIN
TeMIePaTyPHBIN PeKUM C eKeJHeBHOM perucrpa-
e TeMIiepaTypshl.

10.3. Cpox roguoct Habopa — 12 MecsIes co
IHs BRIycKa. He momyckaercst mpumeHenne Habo-
POB II0 UCTEUYEHUH CPOKA UX TOTHOCTH.

10.4. JIpoOHOe mcrmoab3oBaHne HAOOpa MOXKET
OBITH PEATM30BAHO B TEUEHHME BCETO CPOKA TOHOCTH.

B cyuae gpoGHOro mncmosrb3oBaHUSa HabOpa:

— HEHCIIOJIb3OBAHHBIE CTPHUIIBI MOYKHO XPAaHUTH B ILJIOT-
HO 3aKpBITOM Hakere IIpu Temieparype or 2 mgo 8°C
B Te4eHHe BCero CPpOoKa rogHoCTHu Ha6opa;

— KaJauOpoBOYHBIE 00pPA3Ibl, KOHTPOJbHBLIN 00paserr
¥ KOH'BIOT'AT II0CJI€ BCKPBITHUA MOYKHO XPaHUTH B IIJIOT-
HO 3aKPHITHIX PJIAKOHAX IIPHU TemIeparype ot 2 g0 8°C
B TeYeHHne BCero CpoKa rogHoCTu Ha60pa;

— koHIieHTpaT ¢ocdaTHO-coIeBoro 0ydepHoro pacrso-
pa ¢ TBUHOM, KOHIIEHTpAaT pacTBopa IJisd pa3BeJeHUuA
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cb1BopoTOoK; pactBop TMB muttoc u crom-pearenT mocite
BCKPBITUS MOYKHO XPAHUTDH B IJIOTHO 3aKPBITEIX (piia-
KOHAX mpu Temieparype ot 2 10 8°C B TeueHme BCero
CpOKAa TOJHOCTH HAbopa;

— pabouwnii pacTBOp JIsT pa3BeIeHUsI CBIBOPOTOK MOKHO
XpaHuTh 11pu TemmepaType ot 2 1o 8°C ue Gosee 3 cyT;

— IIPOMBIBOYHBIA PACTBOP MOYKHO XPAHUTH IIPU TEMIIE-
parype ot 2 mo 8°C e Goiee 5 cyT.

10.5. ITocrpoenue kambpPoBOYHOroO rpadura
Heo0XOIMMO ITPOBOIUTD [IJI KAMKI0r0 He3aBUCHUMO-
ro 9KCIIEPUMEHTA, PEKOMEH/IYETC TAKMKe KAMKIbIN
pas ompezenaTs KoHIeHTpanuio IgG.s,; B KoH-
TPOJIBHOM 00Opasiie.

10.6. Jlyis1 mmepeBoma pe3yJIbTATOB H3MEpPEHUI
KOHITEHTPAITMH O00IIero MMMYHOTJIOOYJIMHA KJracca
G u3 En/mu B Mr/mut citeiyeT UCItoIb30BaTh K0adhdu-
nment nepecuera 0,08 (1 Ex/mn IgG gy, = 0,08 mr/mn
IgGoﬁm).

10.7. Ilpu mocranoske MDA Hesb3s MCIOJIb-
30BaTh KOMIIOHEHTHI W3 HAOOPOB pPAa3HBIX CEpPHU
UM CMEINWBATh WX IIPW HIPUTOTOBJIEHUU pac-
TBOPOB, KpPOME€ HeCIen(PUUIECKUX KOMIIOHEHTOB
(OCB-Tx25, pacreop TMB mitoc, crom-pearenr),
KOTOpBIE B3amMMO3aMeHseMBl BO Bcex Habopax
AO «Bexrop-Bec.

10.8. Jlya monyveHust HAOe:KHBIX Pe3yJIbTa-
TOB HEOOXOIMMO CTPOTOoe COOTI0IeHNe HHCTPYKITHU
[0 IIPUMEeHEeHU0 Habopa.
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11. TAPAHTUMAHBIE OBA3ATENILCTBA

11.1. IlpousBoguTe b rapaHTHUPYET COOTBET-
CTBHE BBIIIYCKAEMBIX H3JIeJIMi TPeOOBaAHUAM HOP-
MaTUBHOU ¥ TEXHUYECKOU JOKYMEHTAIIHH.

BesomacHocTs 1 KavecTBO M3 TapaHTH-
PYIOTCS B TeUEeHME BCEeTO CPOKa TOTHOCTH.

11.2. IIpousBoauTe b OTBEUYAET 32 HEJIOCTATKH
HU3e/IUsA, 32 UCKJIYeHreM Jed)eKTOB, BOSHUKIITUX
BCJIEJICTBHE HAPYIIEHU ITPABUJ ITOJIH30BAHUS, YC-
JIOBUH TPAHCIIOPTUPOBAHUS U XPAHEHUS, JIM00 Jeii-
CTBUS TPETHUX JIUII, JIMO0 HEIIPeOqOIUMOM CUIIBI.

11.3. IIpousBoguTesb 00sI3yeTcs 3a CBOM cUeT
3aMeHUTh U3JIeJIne, TeXHUUYeCKHe U (PyHKIIMOHAIIb-
HbIEe XapaKTepUCTUKY (IT0OTPeOUTEIbCKIEe CBOMCTBA)
KOTOPOTO HE COOTBETCTBYIOT HOPMATUBHOM U TeX-
HUYECKOM MOKYMEHTAIIUH, €CJIM yKa3aHHbIe Heo-
CTAaTKU SIBUJINCH CJIEACTBHEM CKPBITOrO HdedpeKTa
MaTepruaJioB WM HEKAYECTBEHHOTO M3TOTOBJICHUS
U3JIeIUsI TIPOU3BOIUTEIIEM.

IIo BOompocam, kacaImUMCsa KauecTBa
mabopa «IgG oomuit-U®A-BECT», ciienyer
obpamratecsa B AO «Bexrop-BECT» mmo anpecy:

630559, HoBocubupckasa obacTh,
Hosocubupcruii p-u,

p.1. Koswimoso, a/a 121,

tei. (383) 363-20-60, 227-75-43,
Tes./paxe (383) 363-35-55.
E-mail: vbobtk@vector-best.ru
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OONOJIHUTENIbHAA NH®OPMALIUA
ONns NOTPEBUTENEN

Habop mpenmasuaven s mpodecCHOHATh-
HOTO TPUMEHEHUs B KJIWHUYECKOM JIabopaTOpHOM
IUArHOCTHUKE 00YUEeHHBIM II€PCOHAJIOM.

TpeboBaHusa 0e30IIACHOCTA K MEIUIIMHCKIM
nabdoparopusam npusegessl 8 'OCT P 52905-2007.

Bce pearenTsr HabopoB, comepsxalyue B CBOEM
COCTaBe MAaTepPHUAJIbl YeJIOBEUECKOTO ITPOUCXOMKIE-
HUS, HHAKTABUPOBAHEI.

Ilpu pguHamMpdeckoM HAOJIIONEHWM IIAIEHTA
VIS TIOJIyYeHUs Pe3yJIbTaToB, aIeKBAaTHO OTPaKalo-
X usMeHeHue koHIleHTparmu 1gG s, B KpoBH, He-
00XOIMMO HCIIOJIB30BATh HAOOPBI PEATEHTOB OIHOIO
HAaUMEeHOBAHUS (OHOT0 TIPEIIIPUITHUS-U3TOTOBUTEJIS).

1. OGecneueHue MOJIy4YEeHUA MPABUIbHBIX
pe3yJbTaToOB aHAIN3a
JlocTOBEPHOCTh W BOCHPOU3BOJHUMOCTD
pe3yJIbTaTOB aHAJIN3a 3aBUCAT OT BBIMOJIHE-

HHUA CJEAYIOUNX OCHOBHBIX MPABUJI:

— He mpoogure WMA B HOpHUCYTCTBUHM I1apoB
KHUCJIOT, I1eJIoYel, aIbJIeru 0B UJIH BN, KO-
TOpBIE MOTYT BJIUSATH HA (PePMEHTATUBHYIO aK-
TUBHOCTh KOH'BIOTATOB;

— depMeHTATUBHAA peaKIUs YyBCTBUTEJbHA
K IPUCYTCTBUIO MOHOB METAJIJIOB, II09TOMY He
MOMyCKAaiTe KOHTAKTOB KaKUX-JIHU00 MeTaJLIIH-
YeCKUX IPeIMeTOB C KOHBIOTATOM U PacCTBO-

pom TMB;
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nsberaiiTte 3arpssHeHUs KOMIIOHEHTOB Habopa
MHUEKPOOPTaHU3MAMHA U XUMUYECKUMU ITPHUMECHT-
MU, JIJIS 9TOT0 MCIIOJIb3yiTe B paboTe YUCTYIO I10-
CY[ly ¥ YHCTHIE OJHOPA30BbIe HAKOHEUHUKU JJIS
KasKIOro peareHTa, KOHTPOJIA, 00pasiia;
pabourie MOBEPXHOCTH CTOJIOB, OOOPYIOBAHWS
obpabaterBaiite 70% 9THIIOBBIM cupToM (HE [10-
IIyCKaeTcs MCIOJIL30BAHUE IIEPEeKUCH BOLOPOA,
XJIOPCOAEPKAIIUX PACTBOPOB);
HUKOT/A He MCIOJb3yHTe OIHY U TY K€ eMKOCTD
7151 KoH'bIoraTa u pacrsopa TMB;
nepexn oroopom TMB m3 daxoma mHeobxommmo
00pabaTeiBaTh KOHYC MHUIETKU (BHYTPEHHIOWO
¥ BHEIIHIOK IIOBEPXHOCTH) CHAYAJIA IUCTUJIIH-
poBaHHOM BoAoM, a 3aTeM 70% aTUJIOBHIM CHHP-
TOM, TaK KaK MaJjieiIlee 3arpsasHeHne ITUIIeTOK
KOH'BIOI'aTOM MOYKET IIPUBECTH K KOHTAMUHAIINI
Bcero cogepskumoro giraxona ¢ TMB;
€cJIW JIOIIYIIleHAa OIMUOKA IIPYU BHECEHWH AHAJIH-
3UpyeMoro o0pasua, HeJb3sl, OIOPOKHUB JTY
JIYHKY, BHOCUTH B Hee HOBBIM 0o0paselr; Taxas
JIyHEKa OpakryeTcs.

KayecTBO mpoOMBIBKM JIyHOK ILIaHIIETa

UrpaeT Ba’KHYIO POJIb JJIA MOJIyYE€eHHs IIpa-
BUJIbHBIX Pe3yJjIbTaTOB aHAJIU3a:
— Jlna actnmpanuu  aHAJIU3UPYEMBIX 00pa3ioB

U II0CJIeAYIOIIed IPOMBIBKU PEKOMEH]IyeTCs WC-
I0JIb30BATh ABTOMATUYECKOEe UJIN PY4HOe IIPO-
MBIBOYHOE yCTPOUCTBO.
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— He pomyckaiiTe BBICBIXaHHS JIYHOK ILJIaHIIETA
B IIepepbIBe ME:KJy 3aBepIIeHHeM ITPOMBIBKU
U BHECEHHEM peareHTOB.

— JlobuBaiiTech IIOJTHOTO 3AIIOJTHEHUSA YW OIIOPOIK-
HEeHHUsS BCeX JIYHOK ILJIAHIIeTa B IIPOIlecce IIPo-
MmbIBEM. HemocraTtouHass acmupaiiyst $KHIKOCTH
B IIpoIllecce TIPOMBIBKU MOMKET IPUBECTH K IIO-
HUKEHNIO YYBCTBUTEJIBPHOCTH U CIIEIIMUIHOCTH
aHaJIMn3a.

— Cuenure 3a COCTOAHHEM MPOMBIBOYHOIO YCTPO-
ctBa — peryJsipHo (1 pas B Hememn) odopaba-
TBIBAUTE HIIAHTH U eMKocTu 70% OTHIOBHIM
CITUPTOM.

— st mpemoTBpallleHWsT 3aCOPEHMS WLV  IIPO-
MBIBOYHOI'O0 YCTPOMCTBA B KOHIIE pabodyero mgHsA
0053aTeJIbHO BBIIIOJIHUTE IIPOLIEAYPY OIIOJIACKH-
BaHUA CUCTEMBI TTOAAYMN JKUIKOCTH JUCTUIIIIPO-
BaHHOH BOIOMH.

2. PekomeHnganmuu mo moaroToBKe
aHAIN3UPyEMBIX 00Pa3I0B

Bwmecro omrocrynerdaToro (1. 7.6.) T0IyCcTHMO
TIPOBOJUTH JBYXCTYIIEHUATOE pa3BeeHne CHIBOPO-
TOK C WCIOJIb30BAHUEM ILIAHINeTa IJIA IIpeaBa-
PUTEJIFHOTO PA3BEIEeHUsI HCCIEIYEMBIX 00Pa3IloB.
Jlstst aToTO, B KAKIyI0 JIYHKY IIJIQHIIETA JJIS IIPe/I-
BapUTEJILHOTO pa3BedeHUs BHectu 10 310 MEA
pabouero pacrBopa I PA3BEIEHUSI CBIBOPOTOK.
Jlastee B onHy u3 JayHOK, Hampumep, A-1, 100aBUTH
10 MKJI ccieryeMoM CBIBOPOTKM, CMEHUTH UCII0JIh-
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30BAHHBIN HAKOHEYHUK ITUIIETKY Ha HOBBIHA U 3aTeM
C €ro TIOMOTITHI0 TIATEIBHO IIePEeMeITaTh COIePIKU-
moe JayHKU (5—6 KPYTOBBIX IBHIKEHUI, BO BpeMs
KOTOPBIX ciieayeT 3—4 pasa HaOpaTh U OIIOPOKHUTH
HaKOHEUYHHK), n3beras obpasoBaumus neusl. Ilocie
9TOTO W3 JIYHKU 0TOOpaTh 10 MKJI, BHECTH B COCEJI-
HIOIO JIVHKY, Hampumep, A-2, U TakuMm ke obpa-
30M TIATEJBHO ITepeMeIaTh (IJis 3TOM oIepaliuu
TaKKe JKeJaTeJIbHO MCII0JIb30BATh HOBBIM UMCTHIN
HAKOHEUHMK MOUIeTKN). B sayHre A-2 moayuaem
pabouee passenenne cuiBoporku 1000 pas. Arauio-
TUYHO Pa3BECTH U JPYTHE UCCIIeTyeMbIe CBIBOPOTKU
(mampumep, B yHKax B-1u B-2, C-1 u T.11.):

— 310 Mk pabodero pacrsopa HJIa pasBee-
HHUSA CEIBOPOTOK + 10 MKJI HccemyeMoro oopasiia —
peaBapuUTeJbHOE pasBeneHre oopasna B 32 pasa;

— 310 MiJa paboduero pacrsopa IJis pasBele-
HUSA CBIBOPOTOK + 10 MK/ o0pasiia Imocse mpeaBa-
PUTEJBHOTO pas3BelleHus — pabouyee pas3BeieHUe
obpasia B 1000 pas.

Buumaunmue! Tourocms npueomosnenus pasae-
OeHull onpedenisiem Kawecmso nocmanosKku mecma!

[Ipu mccireqoBaHmy He CHIBOPOTKHU, a APYTUX
OMOJIOTHYECKUX JKUIKOCTEH, CTelleHb Pa3BeIeHMs
HCCIeIyeMbIX 00pasIloB CJeayeT 3apaHee II00-
OpaTh OIBITHBEIM IIyTEM, HMCIOJL3ys KAK OPUEHTH]
IaHHbIe TaOIUIEL 2.

3. YcinoBudg NpaBUJIbHOCTH paboTel HADOpa
PeaynbraTsr aHanmm3aa ncciiemyeMbIXx 00pasion
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YUYUTBIBATD, €CJIM OYIyT BBIIOJHEHBI CJIEIYIOLIIE
YCJIOBUSI:

— COOTHOIIIEHWE OIITUYECKUX IIJIOTHOCTEH Ka-
mmbpoBouHEIXx o0pasuos: Olly < OIly75 < Ollgs <
Oll75 < OlIy50 < Oll3gp;

— OlIlI5p0 > 1,0 ex. omrr. mtoTH. (0.€.);

— BBIYHCJIEHHOE II0 KaJIMOPOBOYHOMY I'padm-

Ky 3HadeHHe KOHIEHTparmwuH IgG,sy B KOHTPOIH-
HOM 00paalie IoHagaeT B IIpedesibl, YKadaHHbIe Ha
OTHKETKe (pIaKoHa.
OHo, OH17’5, OH35, OH75, OH150 n OH300 — CpegHee 3HaA-
YeHHe ONTHUYECKON IJIOTHOCTH KaJIHOPOBOYHEIX 00pa30B,
comepskamux 0; 17,5; 35; 75; 150 n 300 Ex/mur IgG o6y, co-
OTBETCTBEHHO.

4. Pacuer pe3yasTaToB aHAJIN3a

I[lIo peaysbratam wu3aMepeHUs BBIUYUCIUTH
cpenuee apudMeTUUECKOe 3HAUEHNE ONMTHYECKOM
mioraoctu (OIl) B nyHKax ¢ aHAIM3UPyeMBIMU
oOpasiamu.

IloctpouTh B JIMHEHHBIX KOOPIUMHATAX Ka-
JIUOPOBOYHEBIA TpadUK 3aBUCHMOCTH ONTHYECKOM
IUIOTHOCTH (OCh OPAUHAT) OT KoHIleHTparuu IgG sy,
(ocp abcimce) B KaanOpOBOYHBIX oOpasmax. s
9TOr0 HA IIpWJIaraeMoM Tpadapere s IIOCTPO-
eHusl rpaduKa TPOTUB KOHIIEHTPAIIMU KAaMKIOTO
KaJIMOPOBOYHOT0 00pasIta OTJIOKUTE COOTBETCTBYIO-
1iee el cpeiHee 3HaUYeHUe OIITUYECKOM IIJIOTHOCTH.
TlociteqoBaTeIbHO COEIUHUTD ITOJIYYEHHBIE TOUKH
OTpe3KaMH IIPSIMBIX JIMHUH.
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[Tpumep KaIMOPOBOUYHOrO rpaduKa IPeaCTaB-
JIeH HA PUCYHKE.

Ompenenuts conep:xanue IgG g,y B KOHTPOIID-
HOM ¥ B aHAJH3UPYEMBLIX 00pasiiax II0 KaJImOpo-
Bounomy rpadwury. s aToro Ha ocu opauHAT
ormetruth 3uauvenue OIl amammaupyemoro obpas-
ma. IlpoBecTy mpsAMYyI0 JUHWIO HapaJIIeIbHO OCH
abcrpee 710 mepeceveHusl ¢ KaJIMOPOBOYHEIM TI'pa-
durom. OT TOUKHM TIepecedeHnst OMyCTUTD TTePIIeH-
IUKyJIap Ha ock abcruce. [lo mosydeHHO#M TOUKe
[epeceveHust OIPeIe/IUTh 3HAYEeHWEe KOHIIeHTpa-
nun I1gGogy; B 0Opaste.

3.5

N
o

N

OnTuyeckas NNOTHOCTb, O.e.
o

o
o

0 14 28 4 6,0 8 12 16 20 24
KoHueHTpauusa IgG, mr/mn

Pucynok. 3aBUCHUMOCTD OIITUYECKON TIJIOTHOCTH
or KoHreHTparmu [gG B KaauOpoBOUHBIX IIP00AX.
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Ilpn wmcmosb3oBaHMM [IJIsI PACUYeTOB KOH-
IIEHTPAIIUA KOMITBIOTEPHOTO WJIM BCTPOEHHOTO
B CIIEKTPOOTOMETP IIPOrPaMMHOI0 0bOeCIIeueHMs
B HACTPOMKAX BBIOPATH METOI, COOTBETCTBYIOLIUIL
KYCOYHO-JIMHEMHON allIpOKCUMAIINH.

5. luarHocrTuyeckass SHa4YUMOCTh

IgG, kaxk w gpyrume MMMYHOTJIOOYJIMHBI, OT-
HOCHUTCSI K I'yMOPAJIbHBIM (PaKTOpaM HMMYHHUTETA.
Kapra rymopasibHOr0o mMMyHHTETa JOBOJIBLHO HH-
JUBHUIyaJIbHA, TeM He MeHee MpeIesibl HOpMaJlb-
HBIX (PU3MOJIOTHYECKUX KOHIIEHTPAIIUI JOCTATOTHO
XOPOIIIO OUePUEHBI.

Jlnamasonsr koureurparuu 1gG B CBIBOpOT-
Ke KpOBHM 3I0POBHIX JOHOPOB, HAUYMHAsS ¢ 12 Jer,
cocraBisaoT 5,3—16,5 mr/mu (Torossaa A.A., Map-
duuera H.A., Toronsua H.A. «mMmyHOTI00y TUHBI
B KJIMHHYECKON JI1abOpaTOPHON IMATHOCTHUKEY,
C-I16, 1996).

ITo mammm coOCTBEHHBIM TaHHBIM, KOHIICH-
tpauusa 1gGysy,. B CBIBOPOTKE KPOBH YCJIOBHO 3[I0-
POBBIX MYJKUMH M JKEHIIMH K3 Or0-BOCTOYHOIO
peruona 3amamuoi Cubupu B Bospacre 20-50
ger (n=107) B OCHOBHOM HAXOIUTCS B IHAIIA30HE
60—200 Ex/mur (4,8-16,0 Mr/Mur); a y geTe U3 aToro
sKe permoHa B Bo3pacTe 1—12 JieT — COOTBETCTBEH-
Ho B quanasone 37-194 En/mu (2,96-15,52 mr/mor).
Cienmyer, OOHAKO, YYHTHLIBATH, UTO HOPMAJILHEIE
sHaveHnsa KoHIeHTparmui IgG g, MOTYT JOBOIBHO
CYIIIECTBEHHO OTJINYATHCSI B 3ABUCHUMOCTH OT PETH-
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OHA, BO3PACTa, SKOJIOTMYECKMX M MHOTHX IPYIHX
npuunH. V3BECTHO TaK:Ke, YTO IJIA HCIIOJIH30BAa-
HUSA B JUATHOCTHUKE YACTO OBIBAET BasKHEe 3HATH
He abCOJIIOTHOE 3HaYeHHe KOHIIEHTPAIUH OOIIEero
HMMYHOTJIOOYJIMHA, a €r0 OTHOCUTEJILHOE OTKJIOHE-
HHe 0T HOPMAJIbHOTO MECTHOI'0, BO3PACTHOIO HJIH,
HAIpuUMep, IpodecCHoHaTBFHOr0 ypoBHs. [loaTomy
HOPMAJIbHBIE PETHOHAJIBHBIE YPOBHU OOLIMX HM-
MYHOTJIOOYJIMHOB ITOJIKHBI OIPEIeJIATHCI KasKI0MN
JabopaToprei caMOCTOATEJIHHO.

YV HOBOpOMKIIEHHBIX JeTell YpPOBEHb KOHIIEH-
tparmu 1gG B CHIBOPOTKE KPOBU YACTO TAKOM Ke
KaK y B3POCJIBIX, OJHAKO y:ke uepes 1-2 Mmecsia
oH ymenbaercs 10 30—40% ot mexomuoro. 3arem
OH MeJJIEHHO YBEeJIMYMBAETCS, JOCTUTasa K 6 Mecsd-
mam 45% (B cpemuem), k 8—10 mecanam — 62%, k 6
rogaMm — 90%, 1 TosIbKO B 9—12 jeT oH, HaKOHeEII,
CTAHOBUTCS PABHBIM YPOBHIO B3POCJIOTO YeJIOBEKA.
Orrnonenne xoHueHTpauuu 1gG or HOpMEI oTpa-
JKAET COCTOSHNE UMMYHHOM CHCTEMBL M MOYKET CBH-
IeTeIbCTBOBATE O CePhe3HOM 3a00JIeBAHNIM.

Pesymbrarer ompepnesieHuss o0IIero ChIBOPO-
TOYHOI0 UMMYHOIJI00yImHa G MOryT OBITH C yCITe-
XOM HCIOJIB30BAHBI A muddepeHIImaaIbHOR
OUArHOCTUKHU 1IeJIOro psima 3aboseBanuit (cv. Mm-
MyHOTPaMMYy).

Bo Bcex ciyuasx Gostee IMOJIHYI0 KAPTHUHY CIIO-
CcOOHO HAaTh IapasuIeJIbHOe OIpelesieHrHe Tpex oc-
HOBHBIX KJIACCOB MMMYyHOrI00ymHOB — G, M u A,
a Taxske nMmmyHorTo0y smHa E (cM. mMmMyHOrpamMmy).
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NMmmyHOrpamMmma npu HEKOTOPHIX 3200/ I€BAHUAX

[19G | 1gA [ 1gM | IgE
3aboneBaHuA nevyeHu
OcTpbl MHEKLMOHHBIN renaTtuT + | N/+ |[N/++| N
XpoHuyeckui nepcuctupytowmn renatnt | N/+ | N | N/+ | N/+
XPOHNYECKNIN arpecCuBHbIV renatut ++ | + |[NA+| N/+
[MocTrenaTtuTHbIN KPUNTOrEHHbIN LMppo3 | ++ | + + | N/+
[MepBUYHbIV BUNMapPHbIA LMPPO3 N/+| N |+/++| N
AnKOronbHbI LMPPO3 N/+| ++ | N/+| N
Bone3Hu noyek
OcTpbli nMenoHedput N N |+/++| N
XpOoHMYeckui nnenoHeput +H++| N |+/++| N+
HedpoTmyecknin cuHgpom — | — [N/—|N/—
WUHdeKUunoHHbIe 3aboneBaHus
OcTpasi uHdekuusi N | N [+/++| N
XpoHnyeckas nHdekums +/++| N/+ | N/+ | N/+
CucteMHble peBMaTMyeckue 3aboneBaHus

PeBmaTonaHbIn apTput N/++|N/++| N/+ | +/++
CnctemHas KpacHas BondaHka + N | N/+ | N/+
CknepopepmMmus N N N | N/+
CwMelliaHHble cucTemMHble 3aboneBaHus N/+ | N/+| N | N/+
Atonus, annepruyeckne 3aboneBaHusi N/+ | N [N/—|+/++
riggnon::;;)z:;lu Ap. Nnapa3uTapHble N+ | N+ | NG+ [+

N — HOpMasbHAS PETHOHAHLHO-BO3PACTHAS KOHIIEHTPAITHS M-
MyHOrJI00yIuHa (B IIpefiesax HOpMaJIbHOro quana3osa or Nmin
1o Nmax)

+ — HOBBIIIIEHHAS KOHIIEHTpAIs UMMy Horiooymaa (ot Nmax
1o 1,3Nmax)

++ — CHMJIBHO MOBBINIEHHAS KOHIIEHTPAIUs MMMYHOIJIOOYINHA
(6ostee 1,3Nmax)

— — NOHWIKEHHAs KOHIIEHTpAIUs HMMYHOIVIOOyJnHA (HUMKe
Nmin)
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6. Kparkaa cxema nposenenua UDA nia
HaGopa peareHToB
«IgG oomuit-UO®A-BECT»
HCnOJZb&’OGamb MOoOJIbKO nocJie sHUMameJibHoc0
03HAKOMJICHUS C UHCmpPYyKLuel!

Buecrn:

Nuxyouposars:
IIpombITh:

Buecru:
Nukyouposats:
IIpombITh:

Buecru:
Nuxyouposars:
Buectu:
Usmepurs:

32

mo 100 MK paboduero pacrBopa
JIIs1 pa3BeJIeHUs ChIBOPOTOK;

mo 20 MKJ KaJTuOpPOBOYHBIX
¥ KOHTPOJIBHOTO 00pasIioB B JIy-
0J1X B KOHTPOJIBHBIE JIYHKH;

1m0 20 MKJI pa3BeJIeHHbIX aHAJIU-
3UpyeMBIX 00pas3loB B Ay0JIsX
B JIYHKH IJIS MCCJIEIyeMBIX 00-
pAasIioB.

20 mun, 37°C, 700 00/MuH.

TIPOMBIBOYHBIN PACTBOP, 350 MKJI,
5 paa.

o 100 MKJI KoH'BIOraTa.
20 muH, 37°C, 700 06/MuH.

TIIPOMBIBOYHBIH PACTBOP, 350 MKJI,
5 paas.

o 100 mia pacreopa TMB 1wiroc.
15 muH, 18-25°C, B TeMHOTE.
mo 100 MKJT cTOoTI-peareHTa.

OII upu 450 um / pedpepercHasn
JIJIHA BOJHEBI 620—655 HM.
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7. I'padpuueckmne CUMBOJIBI

Homep no katanory

8|
[w)

MepguumHckoe
nagenve ans
[NarHocTuku in vitro

<

Copepxummoro
[0CTaTo4HO

Ansi npoBeAeHust
N-KONM4ecTBa TECTOB

>

He ctepunbHo

TemnepaTypHbIn

Nno NpUMeHeHuno

LOT
Kog naptuun /{’ [MaNa3oH
[ata
d WsrotosuTene ﬂ N3rOTOBIEHUS
ObpaTtutecb
8 Wcnonb3oBats 40 ... UE] K UHCTPYKLMK
o NPUMEHEHUIO
OcTopoXHO!
OBpaTnTecs yyyy-wmop | dara B oopmare
A K MIHCTpyKLmm vyyyam | FoA-Mecsu-llexb

[oa-Mecsu

Koncyneranmuio crnemuanucra mo padore ¢ Ha-
GOpPOM MOKHO ITOJIyIUTh O TeJL: (383) 363-05-97.
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1. HASBHAYEHMUE

1.1. HaGop peareHToB 1J1sT1 *MMYyHO(EpPMEHT-
HOTO OIIpejieJIeHUsT KOHIIEHTPAIUU OOIIero MMmy-
HOTJI0OyIMHA Kjaacca M B cerBopoTke KpoBu «IgM
obmuii-UDOA-BECT» (manee 1mo Texcry — Habop)
mpeqHasHAYeH [JIs OIpeesIeHHUs KOHIEHTPAIluU
obmero mvmysoryoOysimHa kiaacca M (IgMggy)
B CBIBOPOTKE KPOBH YeJIOBEKA METOI0M TBepaodas-
HOT'0 UMMYHO(epMEeHTHOT0 aHATH34a.

1.2. HaGop paccuuTan Ha IpoBeJeHHE aHAa-
nu3a B Ay0isax 41 HeumsBecTHOro, 6 Kaubpo-
BOYHBIX M 1 KOHTPOJIBHOrO 00pasmos (Bcero 96
ompesesIeHU ITPU UCITOJIH30BAHUN BCEX CTPUIIOB
IJIAHIIeTa).

2. XAPAKTEPUCTUKA HABOPA
2.1. llpunnun metoma

Merton ompenmesieHnWsT OCHOBAH Ha JIBYXCTa-
IUAHOM «COHIBUY» — BApHUAHTE TBEpPA0oda3HOro
UMMYHO(PEPMEHTHOTO aHaJW3a C IpUMeHEeHHeM
MOHOKJIOHAJILHBIX auTuTe] K IgM.

Ha mepsoi#t cragum wraaubpoBOUHBIE 00pas-
LBl ¢ M3BeCTHOI koHIeHTpanueit IgMys,; u ana-
JU3UpyeMble 00pa3Ibl MHKYOMPYIOTCS B JIYHKAX
CTPUITMPOBAHHOTO ILJIAHIIIETA C WMMOOMJIN30BAH-
HBEIMM MOHOKJOHAIbHBIMEH aHTuUTeaamu (MKAT)
& mio-meraM IgM. Ha Bropoit craguu cBasaBmiics
B ayukax IgM o6pabareBator Kombiorarom MKAT
K JIerKuM (JIaMOOa M KaIlma) [MelsaM UMMYHOIJIO0Y-
JIMHOB YeJIOBEKA C TIePOKCUIA30M].
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O6pasoBaBivecss WMMYHHBIE KOMILIEKCHI
«ummobmnsosanasie MEKAT — IgM — kombroram
BBISBJISIOT (DEPMEHTATUBHOM peakIell ¢ pacTBO-
poMm TerpamermibensuauHa. CTeleHb OKparlrm-
BaHUA IIPOIOPIIMOHAIBHA KoHIeHTparuu IgMqgs,
B aHamusumpyemoMm oOpaarie. llocime wuamepenus
BEJIMYMHBI ONTUYECKOM IIJIOTHOCTH PacTBOpa
B JIyHKAX HA OCHOBAHUY KAJTMOPOBOUYHOTO IrpadrKa
paccunTteiBaeTca koHeHTparuda IgMys,; B anann-
3UpyeMBIX 00pa3Iiax.

2.2. Cocras Habopa
B cocras Habopa BxomsT:

— 1uraHnreT pa3dopHbi (12 BOCBMUIIYHOYHBIX CTPUIIOB)
¢ UMMOOMJIM30BAHHBIMY HA BHYTPEHHEHN ITOBEPXHOCTH
JIYHOK MOHOKJIOHAJIBHBIMHU AHTUTEJIAMH K MIO-I[ETISIM
IgM uestoBeka, TOTOBBIH I UCIIOJIB30BAHUS — 1 IIIT.;

— KaJuOpoBOUHBIE 00PA3IIBI, COMEPIKAIIINE U3BECTHRIE KO-
smraectBa IgM g, — 0, 20, 40, 100, 200 n 400 Ex/ma (0;
0,16; 0,32; 0,8; 1,6 u 3,2 Mr/MJI), aTTECTOBAHHBIE OTHOCH-
tesibHo WHO International Standard Immunoglobulins
G, A and M, human serum, NIBSC 67/086; xonIeH-
rpauuu IgMys;y B KaImOpOBOYHEIX 00pas3Iax MOryT He-
CKOJIBKO OTJIMYATBCS OT YKA3aHHBIX BEJIMYUH, TOYHBIE
BEJIMUMHBI YKA3aHBI HA 9THKETKAX (PJIAKOHOB, TOTOBBIE
JIJIsT MICTI0JIb30BaHus — 6 praxonHoB (1o 0,5 mur);

— KOHTPOJIBHBIN 00pasel; Ha OCHOBE WHAKTHBHPOBAH-
HOM CBIBOPOTKHU KPOBU YEJIOBEKA C M3BECTHBIM COJIep-
sxanneM IgM g, aTTecroBaHHEIH oTHOCHTETEHO WHO
International Standard Immunoglobulins G, A and
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M, human serum, NIBSC 67/086; roroBblii ajs mc-
nosbp3oBaHusa — 1 duraxoH (0,5 mu);

— KOHBIOTAT MOHOKJIOHAJBHBIX AHTUTEI K JIETKUM Iie-
maM (JIsaMO1a ¥ KaIllla) UMMYHOIJIOOYJIMHOB YesioBeKa
C TIEPOKCHUTA301 XPEeHa, TOTOBBIH [IJIST UCTIOJIb30BAHUS —
1 draxon (13 mi);

— pacrBop g passenennsa ceiBoporok (PPC), xonuen-
Tpat — 1 dpraxoH (28 mu);

— KoHIIeHTpaT ocdhaTHO-coIeBOro 0yepHoro pacreopa
¢ tBuaoM (DCB-TX25) — 1 durakon (28 mu);

— pactBop TerpamermwioeHsuauHa wmoc (pacreop TMB
IJTIOC), TOTOBBIM JJIs MCIIOIb30BaHus — 1 dosraxos (13 mur);

— CTOII-peareHT, TOTOBBIN JJIS MCIIOJIB30BaHUsI — 1 dia-
koH (12 mu);

— IUTeHKA JJIs 3aKJIeMBAHUS IIaHIIeTa — 2 IIIT.;

— BaHHOYKA JJIs peare’ra — 2 IIT.;

— HAKOHEYHHWKH MJd nuneTku Ha 5—200 MK — 16 1mT.

[TpuramiesxkuoCTH:

— Tpadaper It TIOCTPOSHMUST KAJITMOPOBOYHOTO Irpadura —
1 mT.;

— IUTAHIIeT [JIS IPeIBAPUTEILHOTO PAa3Be/IeHUs Ucciie-
JIyeMbIX 00pasIioB — 1 1IIT.

3. AHATIUTUYECKUE XAPAKTEPUCTUKA

3.1. Cuenuduunocts. B Habope «IgM obrumii-
NOA-BECT» ncronb3yoTess MOHOKJIOHAJBHEBIE aH-
TUTEJa, 00JIaTalolIe BBICOKON CHeU(PUIHOCTHIO
k wmio-ieram IgM. IlepexpectHoro cBsI3BIBAaHUSA
¢ IgG, IgA, IgE nnu ans0ymuaOM B (hr3mosiorude-
CKUX KOHIIEHTPAIIUAX He HaOJII0/1aJI0Ch.
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3.2. «Xyk-opdeKT» mpu MCHOIH30OBAHMM HA-
Gopa peareHToB He 3adurcupoBaH. OnrTmye-
CKasi IUIOTHOCTH O00OpasIoB CBHIBOPOTKHA  KPOBU
¢ koH1eHTparme IgM g, 70 1000 En/mut Bcerna mpe-
BBINITAJIA ONTHYECKYH0 TLJIOTHOCTH KaJIMOPOBOYHOIO
obpasIia ¢ MaKCUMaJIbHOMH KoHIeHTpanyeir IgM g,

3.3.* Bocmipouasomumocts. Koadduiment sa-
pHAaIUY pe3yJIbTATOB OIPeaeSIeHNs KOHIIEHTP AN
IgM 6, B JIyHKAX, COIEPIKALINX KOHTPOJIBHBII 00-
paaeri, He mpeBbIIIaeT 8%.

3.4.* Jluneitmocrs. JlaHHBIA aHaIUTHYECKUIA
mapaMerp IIPOBEPSETCS TECTOM Ha «IMHEHHOCTE) —
OTKJIOHEHHE OT PACYETHON BEJIMINHBI KOHITEHTPAITHN
IgM 6y, TP pa3BeeHUH KaIMOPOBOYHLIX 00PA3IIOB,
comepsxarux 400, 200, 100 u 40 Ex/mii, B 2 pasa.
IIporenT «ureitHOCTI» cocTasiisgeT 90—110%.

3.5.* Tounocrs. JlaHHBIN aHAIUTHYECKUNA 1I1a-
paMeTp IIpOBepPsSeTCss TeCTOM Ha «OTKPBITHUE» — CO-
OTBETCTBME HM3MEepeHHON KoHIeHTparuu IgMg,,
pacyeTHOMY 3HAUYEHWIO B Ipo0e, IMOJIyYeHHOH ITy-
TeM CMEIMBAHUS PABHBIX 00HEMOB KOHTPOJIHHOTO
obpasiia ¥ KaJIruOpoBOYHOro 00pasiia ¢ KOHIIEHTPA-
nmeir IgMygy, 40 En/mi. IlpomeHT «OTRpBITHA cO-
craBisgeT 90-110%.

3.6.* UyscrBuTespbHOCTH. MUHUMAJIBEHO OMIpe-
nensgemasd KoHIeHTpamusa IgMs,, paccumranHas
HA OCHOBAHWHU CpPeIHEero apudpMeTHUecKoro 3Ha-
YeHUsT OINTHYECKON IIOTHOCTH KAaJIUOPOBOYHOTO

* 10 'OCT P 51352-2013.
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obpastia By (¢ xommerrpammeit 1gMys,, 0 En/mm)
wrioc 20 (0-cpeiHee KBaApATUIHOE OTKJIOHEHUE OT
cpeqHero apudgMeTUUecKoro suaveHus: B), He mpe-
soimraet 4 Exn/mur (0,032 mr/vu).

3.7. Knuunueckast mpoBepra. Kourenrparus
IgMy6y,, m3MepeHHaAs B CHIBOPOTKE KPOBH YCJIOB-
HO 3JI0POBBIX JIOHOPOB HAXOJWJIACh B JHAIIA30HE
60270 Ex/mur (cm. Taxsxe crp. 28).

3.8. Peromenmyercst B kaskm0il saboparopuu
IPY WCIOJIF30BAHUM HA0OpA YTOUHUTH 3HAYECHUS
roHIeHTparuu I1gMyg,,, cooTBeTcTByOIIE HOp-
MaJIbHBIM JJISI JTAHHOTO PEeruoHa, y 00CJIeIyemMoro
KOHTHUHTEHTA JIIOIeH.

4. MEPbI MPEOOCTOPOXHOCTHU

4.1. IToreHaJIbHEIA PUCK IPUMEHEHU Ha00-
pa — kiacce 2a (mpuxas M3 PO or 06.06.2012 No 4m).

4.2. Bce xoMmoHeHTHI HAGOpa ABIAIOTCSA He-
TokcuuHbIMu. CToI-peareHT o0Jsazaer pasgpa-
sKaromuMM geiicteueM. Vaberarh pas3OpbI3rUBAHIS
¥ TIOTIAJIaHUS HA KOMKY W CJIW3UCTBIE. B ciydae
TOITaIaHUs CTOI-pPeareHTa Ha KOKY U CJIU3UCTHIE
HE00X0IMMO ITPOMBITH TTOPAKEHHBIN YIACTOK 00JTh-
IIUM KOJIMYECTBOM IIPOTOYHON BOMIBI.

4.3. Ilpu pabore c¢ wmcciaeayeMbIMu 00pasiia-
MU CJIeAyeT COOIIIaTh MepPhl IPe0CTOPOKHOCTH,
HPHUHATEIE IPKU padoTe ¢ MOTEHIINAIbHO MHQPEKIIH-
ouHbIM MaTepuaaoM. OCHOBHBIE IIpaBUJIa PabOTHI
uanosxkensl B «HeTpyRIMy Mo MmepaM mpoduiIax-
THKH PAaCIIPOCTPaHeHUs WHQEKIIMOHHBIX 3aboJie-
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BAHUN IIpH paboTe B KJIMHUKO-TUATHOCTUYECKHUX
1abopaTopusaxX JIedeOHO-TPOPUIIAKTHIECKUX yU-
pessmenui», yreepskaennoir Mwuusnpasom CCCP
17 aaBapsa 1991 r u B METOOAMYECKUX YKA3aHUIX
MV 287-113 «Meroguyueckne yKas3aHUs 10 Je3WH-
(beximm, mpeaCcTEePUIN3AIIMOHHON OYNUCTKE M CTe-
PUIM3AIIAY U3IeINH MEIUIIMHCKOT0 HA3HAYEHHUS»,
YTB. JelapTaMeHTOM ToccaHammmaHansopa Munas-
npasa PO or 30.12.1998.

4.4. IIpu pabore ¢ HabopoM ciremyer HaleBaTh
OJTHOPA30BHIE PE3WHOBBIE WJIM TIJIACTUKOBBIE IIep-
YaTKM, TAK KaK 00pAasIlbl CHIBOPOTKMA KPOBU UeEJIO-
BEKa CJIeAyeT PacCMaTPUBATL KAK ITOTEHITHAJIBHO
WHQUITUPOBAHHEIE, CIIOCOOHBIE JIJIUTEIHHOE BpeMs
coxpauaTh U nepemaBatsb BY, Bupycer remartura
HWJIN BO30yIHuTe e APYyTruX NHQPEKIIIN.

4.5. JlabopaTopHas mocyma u 000pyI0BaHUE,
KOTOPBIE MUCITOIL3YIOTCS B paboTe ¢ HabopoM, JOJIK-
HBI OBITH COOTBETCTBYIOIIIUM 00pa30M IIPOMAaPKHPO-
BAHBI ¥ XPAHUTHCS OTIEJIBHO.

4.6. Bamperaercst IpreM MUK, UCII0JIb30Ba-
HUE KOCMETUYECKHUX CPEJICTB U KypeHue B IIOMeIre-
HUSX, TPeTHA3HAYEHHBIX JIJIST paOOThI ¢ HAOOpaMU.

4.7, J1ys neauH@eKITuY I0Cy bl 1 MATEePUAJIOB,
KOHTAKTHUPOBABIIUX C UCCIETYEMBIMU W KOHTPOJIE-
HBIMH 00pasiiamMu, PEeKOMEHIyeM WCII0JIb30BaTh
e3UH(MUIINPYIOIIEe CPeCTBA, He OKa3bIBAIIUe
HEraTUBHOIO BozneicTBusa Ha kauvectBo MDA, me
coztepsraIime akKTUBHBIN KUCJIOPO U XJIOP, HATIPH-
Mep, KOMOMHHpPOBaHHbBIe cpencTBa Ha ocHoBe YAC,
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CIIMPTOB, TPETUUHBEIX AaMHHOB. VcIob3oBaHue me-
3UH(PUIIUPYIOIINX CPEICTB, COMEPIKAllUuX AKTUB-
eI kucsiopo u xyiop (HeOg, meoxstop, xmopamu),
HPUBOIUT K CEPHE3HOMY HUCKAKEHUIO PEe3yJIbTATOB.

4.8. Ilpum wucnonb3oBanum HaOopa obpaasy-
oTcsa oTxonel KaaccoB A, B u I', koropeie kiaccu-
duImpyoTCT W YHAYTOMKAITCS (YTUIN3HPYIOTCS)
B coorBercTBun ¢ CamllmH 2.1.7.2790-10 «Cauwu-
TapPHO-JIINIEMUOJIOTHYEeCKe TpeboBaHusa K obpa-
IMIEHUI0 ¢ MEeOUIIMHCKUMHU oTxomamim» JlesuHdek-
0 HaOOPOB pPeareHTOB CJIeayeT IIPOBOIUTH II0
MV 287-113 «Merogudueckre yKa3aHUSA 110 Te3UH-
ey, mpencTepuIN3allMOHHOM OYMCTKEe M CTe-
PUIN3ALNY U3OEINI MEeIUIIMHCKOr0 HA3HAYCHMII».

5. OBOPYOOBAHUE U MATEPUAIDI,
HEOBXOOUMBIE ONnA PABOTblI C HABOPOM:

— CIIeKTPO(OTOMETP BEPTHUKAJBLHOTO CKAHMPOBAHUS,
MO3BOJIAIOIINMA ITPOBOJUTH HM3MEPEHMS OITHYECKOM
IJIOTHOCTH PACTBOPOB B JIYHKAX CTPUIIOB IIPKU OCHOB-
HO¥ JIyTmHe BOJIHBI 450 HM U JJIMHE BOJHBI CpaBHEHUS
B auamna3oHe 620—655 HM; JomyckaeTcsa HU3MepeHUe
TOJIBKO IIPU JJTUHE BOJHBI 450 HM;

— IIefKep TePMOCTATUPYEMBbIN OpOUTAJILHOTO THIIA, I10-
3BOJISIONINHA IIPOU3BOIUTE BCTPAXUBAHNE IIPU TeMIIe-
parype 37+1°C u 400-800 06/MuH;

— MUKPOLEHTPHU(QYTa, M[TO3BOJISIIAS TEHTPUQPYTHUPO-
Bath mpu 1500—-2000 06/muH;

— TIPOMBIBOYHOE YCTPOMCTBO [JIS IIJIAHIIETOB;

—  XOJIOJUJILHUK OBITOBOIA;
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— MUOeTKH  II0JIyaBTOMATHYECKHE  OJHOKAHAJILHEIE
C IIepeMeHHBIM WJIN (PUKCUPOBAHHBIM 00HEMOM CO
CMEHHBIMYA HAKOHEYHUKAMHU, [I03BOJIAMOIINE OTOUPATD
00BbeMBI SKHIKOCTH OT 5 10 5000 MKJI;

— TMHUIeTKa II0JIyaBTOMATHYeCKass MHOTOKaHaJbHAs CO
CMEHHBIMH HAKOHEUYHMKAMH, II03BOJIAIONIASI OTOMPATh
00BEeMBI sKHAKOCTEN 0T 5 10 350 MKJT;

— (pJIaKOHBI CTEKJISTHHBIE BMECTUMOCTBIO 15 MIT;

— IMJIUHAP MepHBIA BMecTuMocThio 1000 Mt

— BOJIa OUCTUJIJINPOBAHHAT,

— TepYaTKy MeIUITMHCKHE JUAaTHOCTUYECKHEe 0JTHOPa30-
BHIE;

— Oymara ¢puabTpoBaJIbHAS JIabopaTopHas;

—  Ie3nH@UITUPYIONIUI PACTBOD.

6. AHAJIMSUPYEMBbIE OBPA3LbI

6.1. [l1a mpoBeeHMs aHATU3a He CJIeIyeT UC-
M0JIb30BATh T€MOJIM30BAHHYIO, MYTHYIO CHIBOPOTKY
KPOBH.

6.2. OOpaaIisl CBIBOPOTKYM KPOBU MOSKHO Xpa-
HUTH npu Temmepatype oT 2 mo 8°C me Gosee 48
vacoB wid Ipu Temieparype muayc 20°C (1 Huxe)
He Oomee 3 wmec. IloBTOopHOE 3amopaskuBaHUeE
¥ pasMopaskuBaHue 00pasIioB CHIBOPOTKN KPOBU He
nmomyckaercs. Ilocie pasmopaskmBaHUsT 00Pa3ITBI
cJIelyeT TIATeIbHO ITIepeMelIaTh.

6.3. O6pasIThl CEIBOPOTOK KPOBH, COJIEPIKATIIIE
0CaJI0K, HEOOXOIMMO OYHCTUTH ITeHTPUQYTHUPOBA-
HueM 11pu 1500 06/MuH B Tedyenue 10 MUH IIpH TeM-
neparype ot 18 mo 25°C.
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7. IPOBEOEHUE AHATTU3A
MOoAroTOBKA PEATEHTOB
7.1. Ilepen npoBemeHneM aHAIM3a KOMIIOHCH-
TEI Habopa M HCCIIegyeMble 00pasilbl CBIBOPOTKU
KPOBHU CJIEyeT BBEIIEePIKaTh IIPU TeMIlepaTrype or 18
1o 25°C me menee 30 MuH.

7.2. IloaroroBka mia”Hmiera.
BCRpLITI) IIaKeT BBIIIIE 3aMKa N yCTaHOBHUTDH
Ha paMKy HeoOXOIMMOe [JIsI IIPOBEIEHMs AHAJIH-
3a KOJIMYECTBO CTPHUIIOB. I/ICHO.TII)?)OBaTb B TeueHue
1 waca mocie ycramoBru. OcTaBIImecs CTPUITHI
HeMeOJIEHHO IIOMeCTUThb BHOBL B IIaKeT C BJIAro-
MHOTJIOTUTEJIEM, VAAJINATH W3 HEero BO3AyX, IIJIOTHO
3aKPBITh 3aMOK.
Xparnums npu memnepamype om 2 do 8°C
8 meueHue 8ce2o cpoKa 200Hocmu Habopa.

7.3. IlpuroroBjieH1e IPOMBIBOIHOTO

pacTBOpa

PacrBop roroBurTcs m3 xoHieHTpaTa gocdar-
HO-coJieBoro OydepHoro pactBopa. Ilpum BbImasme-
HUHM OCaJKa COoJIell B KOHIEHTpaTe He00XOIMMO
mporpetsh ero mnpu temireparype or 30 mo 40°C mo
TIOJTHOTO PACTBOPEHUS 0CAJTKA.

Buectn B MepHBIH ITUIWHIAP HEOOXOTUMOE
KOJIMYEeCTBO KOHIleHTpaTa (¢ocdaTHO-COJIEBOTO
oydepnoro pacrsopa ¢ TBurHoM (DCB-TX25) u mo-
0aBUTH COOTBETCTBYIOIEE KOJUYECTBO JUCTHUJLIIN-
POBaHHOI BOJIHI.
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B rabmnuie mpuBemen pacxop peareHra B 3a-
BHCHMOCTH OT KOJIMYECTBA MCIIOJIb3YEMBIX CTPHUIIOB.

IIpueomosnienHoLli NPOMBLBOUHDBLIL PACTEOD
MOMNCHO XpaHumbv npu memnepamype om 2 do 8°C
He bosiee 5 cym.

7.4. Ilpurorosijienue padouero pacTteopa ajis
pa3BegeHus: CHIBOPOTOK.

IIpuecomosums 3a 30 mMuH 00 HauAIA ROCMA-
HOBKU QHASIU3A.

[Tpu BeIIaieHuu ocajika coJsiell B KOHIIEHTPA-
Te PPC Heobxoqumo mIporpeTh ero IIpu TeMIepary-
pe ot 30 mo 40°C g0 mOJIHOI0 PACTBOPEHUSA OCATKA.

Brectr B MepHBIH ITHIWHIDP HEOOXOIMMOE KO-
JIMYEeCTBO KOHIIEHTpPATa PacTBOpA JJIs PasBedeHUs
CBIBOPOTOK ¥ JOOABUTH COOTBETCTBYIOIEE KOJIMYE-
CTBO TUCTUJITUPOBAHHOMN BOJIBI.

B rabnuiie mpuBemen pacxoj peareHTra B 3a-
BHUCHUMOCTH OT KOJIMYECTBA MCIIOJIb3yEeMbIX CTPHUTIOB.

Ilpueomosnientoili  pabouuti pacmeop 07is
pa3zeedernuss CblBOPOMOK MOMCHO XPAHUMb NPU
memnepamype om 2 0o 8°C ne 6osiee 3 cym.

7.5. [loaroroska KaJInOPOBOYHBIX 00PA3IOB
U KOHTPOJIBHOTO 00pas3ia.

KanubpoBounsie 00pasiipl M KOHTPOJILHBIA
obpaser] TOTOBBI K HCIIOJIb30BAHUIO W He TPebyoT
JIOTIOJTHUTEJIFHOTO pasBeneHus. llepem wmcIob3o-
BaHueM (OJIAKOHBI BCTPSAXHYTHh WJIM IIEHTPUQYIHU-
poBaTh HAa MHUKPOIEHTPHUEYre TaK, YTOOBI KAaILIN
PACTBOPOB CO CTEHOK W KPBIIIKU OIIyCTUJINCh HAa
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OHO. 3areM comepsknmoe (PIAKOHOB TINATEIBHO
IIepeMeIliatb Ha BOPTEKCe HWJIX ITUIIETHPOBAHHUEM,
usberast 00pa3oBaHU II€HEL.

Kanubposourwvie 06pasuypt u KOHMPOJIbHLLI 00-
paazey, nocsie 6CKPbLMUA MONCHO XPAHUMD 6 NJLOTNHO
3aKpPbLMbIX PJIAKOHAX NPU memnepamype om 2 00
8°C 6 meuenue ce2o cporka 200HOCMU HAOOPA.

7.6. [Ipurorosiienue padoyero pa3segeHus
aHaAIN3UPYyEMBIX 00Pa3n0OB CHIBOPOTKY KPOBHU.
Tomossamcs 8 cmeKkaAAHHbIX 3apaHee NPOMAP-
KUPOBAHHBIX (PLaKOHAX 3¢ 5—10 mMurn 00 HAUANA
NOCMAHOBKU AHAIU3IA.

Tabmuna 1

Kon- MPOMBIBONHIiA Pa6ouunii pacteop
BO UC- Ans passeneHnst
nonb- pacTeop CbIBOPOTOK KoHb- Pa_IP'\';IlEOP
;{?;( ®CB-Tx25,|Avctun.| PPC,  |Ouctun. IO,ET’ nroc,
cTpu-| KOHUeH- | BOAa, | KoHueH- | BoAa, M
nos | TPatT M M1 Tpart, Mn M

2 4,0 no 100 4,0 no100 | 2,0 2,0

3 6,0 no 150 6,0 no 150 | 3,0 3,0
4 8,0 no 200 8,0 0o 200 | 4,0 4,0
5 10,0 no 250 10,0 no250| 5,0 5,0
6
7
8

12,0 o 300 12,0 8o 300| 6,0 6,0
14,0 no 350 14,0 no350 | 7,0 7,0
16,0 no 400 16,0 no400| 8,0 8,0

9 18,0 1o 450 18,0 |po450| 9,0 9,0
10 20,0 no500| 20,0 |[po500| 10,0 10,0
11 22,0 nobd50 220 |po550| 11,0 11,0

12 24,0 no 600 24,0 no 600 | 12,0 12,0
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B uncrriit piraxon ¢ 10 mur pabouero pacrsopa
IIJIsI pa3BeeHusl CBIBOPOTOK (cM 1. 7.4) 106aBUTH
10 MKJT McciielyeMoi CHIBOPOTKY U TIIATEJILHO TIe-
pemeriarb. Takum obpasom, pabouee pasBeleHUE
ceiBopoTKHU coctaBuT 1000 pas™.

Hcnonvzosamv 8 meuerue 30 mun nocae npu-
20MO8JIeHUA.

7.7. IllogroroBxka KoH'bBIOTaTA.
Kowsioeam 20mos k ucnonv308anuio.
Heobxommmoe KoTimuecTBO KOHBIOraTa 0T00paTh
B YHCTBIM (PJIAKOH WJIM BAHHOUKY JJIs peareHTa.

Ocmaswiuiics nocne npogederus UDA rkorsio-
eam ymunusuposams (He caueambv 60 (hHJ1aKOH
C UCX00HBIM KOHBI02AMOoM).

B Tabimiie mpuBemen pacxon peareHra B 3a-
BUCHMOCTH OT KOJIMUECTBA UCIIOJIB3YEMBIX CTPUIIOB.

Konwvlocam nocnie 6CKpbimus MONCHO XPAHUMD
8 NJIOMHO 3AKPbLMOM (PJIAKOHE NPU Mmemnepamype
om 2 0o 8°C 8 meuenue 8ce2o cpoKa 200HOCMU HAOOPA.

7.8. Ilongroroeka pacreopa
TeTpaMeTUIOEH3UUHA IITIOC.
Pacmeop TMBE naitoc 20mos K ucnosib308aHUI0.
Heobxogumoe wosmmuectBo pacrBopa TMB
ILTIOC 0TOOPATh B YHCTHIN (PIIAKOH WJIM BAHHOUKY
JIJIsS pearenTa.

* Cwm. Tarske pasmen «JlomosrHuTeIbHAST HHPOPMATIHAS IS T10-
Tpeburesiein, 1. 2
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Ocmaswulica nocne npogedenus HDA pac-
meop TMB nairoc ymunusuposams (He caiuéams 60
paaron ¢ ucxoonvim pacmeopom TMB naioc).

Heob6xoanmo UCKIIIOUNTE BO3IEHCTBIE IIPSIMO-
r0 CBeTa HA PACTBOP TeTPAMEeTHJIOCH3UUHA ILITIOC.

B rabnuiie npueemen pacxopm peareHTra B 3a-
BHCHMOCTH OT KOJIMYECTBA MCII0JIb3YEeMbIX CTPHUIIOB.

Pacmeop TMB nusitoc nocsie 8CKPbLMUs, MONCHO
XPAHUMb 8 NJIOMHO 3AKPLLINOM (OJIAKOHE NPLU. memne-
pamype om 2 0o 8°C 8 meuerue 8ce20 CpoKa 200HOCMU
Habopa.

7.9. CToI-pearesT roToB K MCIOJIL30BAHUIO.

Iocnie sckpbimus MONCHO XPAHUMD 8 NJIOMHO
3axpovimom paarorne npu memnepamype om 2 00
8°C 6 meuenue 8ceeo cporka 200HoCMU HAbOPA.

MPOBELOEHUE NDA

7.10. Buecru Bo Bee myukn mo 100 M1 paboue-
T'0 pacTBopa JJIsd Pa3BeIeHUs CBIBOPOTOK (CM 11. 7.4).

Buecru B coorBeTcTBYyIOIINE JIVHKN B IyO0JISAX,
HAYMHAS C BEPXHUX JIVHOK IEPBBIX ABYX CTPUIIOB,
mo 20 MEJ KasKOOro KaJHOPOBOYHOIO 00paasliia.
B cienyrouryro mapy sryHoK BHecTH 1m0 20 MKJI KOH-
TPOJILHOrO 00pasua. B ocraibHBIE JIYHKM BHECTH
B Iy0Jrsx 110 20 MKJI aHAJIU3UPYEMBIX 00pa3IioB ChI-
BOPOTKHM KPOBHU B paboueM pasBeneHuu (cum 11. 7.6.),
KasKIBIM Pa3 MeHsIsT HAKOHEUHUK.

Bpems enecenus 06pasu06 He 00J10#CHO npe-
gviuiams 10 MUK NPU UCNOJIL30BAHUU B8CEX JIYHOK
naaHuema.
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7.11. [LmanIer 3akIeUTh IJIEHKOM U UHKYOU-
poBaTh B Teuenme 20 MUH TPU BCTPSXUBAHUU HA
TEePMOCTATUPYEMOM IIIeHKepe IIPU TeMIepaType
37+1°C u 700 06/MuH.

7.12. I1o okoHUaHUY UHKYOAIINH CHATD IJICHKY
U YIAJUTD €€ B COCY/I C Je3NHPUITUPYIOIIIM PACTBO-
pom. ComepskrMoe JIYHOK YIAJIUTh OTCACHIBAHUEM
B COCYZl C JTe3UH(PUIIUPYIOIIUM PACTBOPOM U IIPO-
MBITh, JOOABJISS BO BCe JIYHKHU 110 350 MKJI IIPOMBI-
BouHoro pacrsopa (cm m. 7.3.). Ilpormecc mpoMbIBKKI
TIOBTOPHUTS etrte 4 pada. O01ee KOTUIeCTBO OTMBIBOK
paBHO 5. Bpemst MekIy 3amoTHEHNEM U OITOPOIKHE-
HUEM JIYHOK JIOJI3KHO OBITh He MeHee 30 cex. Heob-
XOJIUMO CJIEUTH 32 ITOJTHBIM OTIOPOYKHEHUEM JIYHOK
TocJie KaskJoro ITUKJIA OTMBIBKH. 3aTeM YIaJIUTh
OCTATKU KUJTKOCTH U3 JIYHOK, IIOCTYKUBAas IIJIAHIIIe-
TOM B TI€PEBEPHYTOM IIOJIOKEHUN 110 (PUIBTPOBAITE-
HOIT Oymare.

7.13. Buect Bo Bce JIYHKH IIJIQHIIETa II0
100 mrx korbrorara (cm 1. 7.7.).

Jna eHecenus KoMwlO2AMA UCNOJIL308AMD
B8AHHOUKY 0I5 peacerma U 00HOPA308ble HAKOHEY-
HUKU, 8xX00AULue 8 cocmas Habopa.

7.14. IlnauIner 3axkIeUTh IJIEHKOH 1 HHKYOH-
poBaTh B Teuenne 20 MUH IPU BCTPSXUBAHHUU HA
TEePMOCTATUPYEMOM IIIeHKepe IIPU TeMIepaType
37+1°C u 700 06/muH.

7.15. Ilo okoHUAHNY MHKYOAIIMK yOAJIUTH CO-
JIep:KUMOe JIYHOK U IIPOMBITH IIJIAHIIET, KaK 3TO
yKa3aHo B II. 7.12.
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7.16. Buectu Bo Bce nynru mo 100 M pac-
TBOpa TeTpaMeTWJI0eH3uauHa ILToc (cm 1. 7.8.)
¥ WHKYOMpPOBATH B 3AIUINEHHOM OT CBETA MeCTe
B Teuenwue 15 mun mipu Temieparype ot 18 mo 25°C.

Jlnsa emnecenus pacmeopa mempamemusiber-
3UOUHA NJIIOC UCNOJIB308AMb BAHHOUKY OJIA pea-
2enma u 00HOPA308ble HAKOHEUHUKU, BX00Auile
6 cocmas Habopa.

7.17. Brectu BO Bce JIYHKHU C TOU 3Ke CKOpPO-
CTBIO U B TOH K€ II0CJIeI0OBATEIbHOCTH, KaK U pac-
TBOpP TeTpaMeTUI0eH3uauHa Iroc, 1o 100 MKI
CTOII-peareHTa; IPU 9TOM COAEPIKUMOe JIYHOK OKpa-
IITUBAETCS B KEJITHIN IIBET.

8. PETUCTPALUA PE3YIIbTATOB
WNameputh BeMYMHY ONTHYECKOM ILIOTHOCTH
PACTBOPOB B JIYHKAX CTPHUIIOB HA CIIEKTPOPOTOMETPE
BEPTUKAJIFHOTO CKAHWPOBAHUS B JBYXBOJHOBOM pe-
sKMMe: OCHOBHOM QrtbTp — 450 HM, pedeperc-dpuabTp
B quarma3ore 620—655 HM; JomycKaeTcs M3MepeHume
TOJIBKO ¢ prtbTpom 450 uM. Vameperre mIpoBoIUTh
yepe3 2—3 MUH TI0CJIEe OCTAHOBKU PEAKITHAM.
Bpemst mesx1y oCcTaHOBKOI peakriinu W u3Me-
peHMeM ONITUYECKOI TIJIOTHOCTH He TOJI3KHO ITPEBHI-
maTth 10 MuH.

9. YYET PE3YJIbTATOB
9.1. BerumciuTh cpenHme apuMeETHYECKHe
3HAYEHUS ONTUYECKOH IJIOTHOCTH JIJISI KA I0M Iapbl
JIYHOK, COIePsKaINX KaJTUOPOBOUYHBIE 00PA3ITHL.
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9.2. IlocTpouTh B JUHEHUHBIX KOOPIHUHATAX
KaJIMOPOBOYHBIN Tpad@UK 3aBUCHMOCTHU CpeIHe-
ro apudMeTHUYECKOTO 3HAYEHUS OINTUYIECKON
IJIOTHOCTH (€. OIT. IJIOTH.) OT KOHIIEHTPAI[HMK
IgMygy, B EKanubpoBouHHEIX obpasmax (Ex/mn
WU MI/MJI).

9.3. Ompenemuts KoHIeHTpammo I1gMg,,
B KOHTPOJIBHOM 00pa3iie ¥ aHaJIUu3UpyeMbIX 00-
pasIax mo KaJauOpoBoYHOMY rpadury. Beraucims
cpemHee apudMeTHUECKOe 3HAYEHHE KOHIIEHTpA-
AU 171 KAKIOM Taphl JIYHOK, COMEePKAIINX aHa-
JIU3UpyeMbie 00Pa3ILhl.

9.4. Eciu mpu mpoBemeHHMH aHaJIM3a WC-
oJIb30BaIu pa3BemeHue chiBOPoTKH B 1000 pas
(basoBoe pasBemeHHe IJI OAHHOrO Habopa), TO
HalileHHoe II0 rpadury %koamdecTBo IgMggy,
COOTBeTCTBYeT KoHIeHTpamuu IgMyg, B aHa-
nusupyemom obpasiie B Em/mia (mr/mm). Ecanm
HWCIIOJIB30BAJU Jpyroe pasBeJeHune o0pasiia,
TO HalgeHHOe II0 rpadury rogmdecTBO IgM g1,
MePEeCcYUTHIBAIOT C yYETOM JIOTOJIHUTEIHHOTO
pasBeneHUs, TaKiKe IOJIydasi B pe3yJibTaTe KOH-
nerTpanuio 1gM g, B Ex/mir (mr/vo).

Ecin 3HAaYeHMe 0ITUYECKOH IIJIOTHOCTY aHAJIH-
aupyemoro obpaaiia mpessiraer saavenne OIl murs
kKanbpoBouroro oopasita 400 Ex/mir (3,2 mr/vur), To
JIAHHBIN 00paser] aHATU3UPYIOT TIOBTOPHO TIOCJIE JT0-
TIOJTHUTEJTHHOTO Pa3Be/leHus B 2 pasa, IMOJIyIeHHbIH
pe3yabTaT YMHOKAOT Ha 2.
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10. yCNoBUdA TPAHCMOPTUPOBAHUA, XPAHEHUSA
U MPUMEHEHWUA HABOPA

10.1. TpamcmopTupoBaTh U3IEIUSA CJIEIYET
TPAHCIIOPTOM BCEX BHUJIOB B KPBITHIX TPAHCIOPTHBIX
CpEeZICTBaX B COOTBETCTBUM C IIPABWJIAMHU ITEPEBO3OK,
JIEHCTBYIOIIIMMI HA TPaHCIOPTEe MAHHOIO BUJIA, ITPU
temmeparype ot 2 1o 8°C. Jlomyckaercss TpaHCIIOPTH-
poBanwe mpu Temmeparype 10 25°C He 6ostee 10 cyToK.

10.2. Xpanenue Habopa B yIIAKOBKe IIPEIIIPH-
SITUS-U3TOTOBUTEJISA TOJIKHO OCYIIECTBIATHCI TPHU
Temieparype ot 2 g0 8°C B TeueHme BCEro CpoKa
TOTHOCTH B XOJIOJTUJIBHBIX KaMepax WJIU X0JIOIUJIb-
HUKaX, 00eCleuyMBaOIINX PerjiaMeHTHPOBAHHBIN
TeMIepPaTyYPHBIN PEeKUM C eKeJTHEBHOM perucTpa-
1Irei TeMIepaTyphl.

10.3. Cpox roguoct Habopa — 12 MecsIes co
IHS BeIDycKa. He morryckaercs: mpumeneHme Habo-
POB IO MCTEUEHUH CPOKA UX TOTHOCTH.

10.4. JIpoOHOe mcmoib3oBaHMe HAbopa MOKeT
OBITH peaJIM30BAHO B T€UEHHE BCETr0 CPOKa TOIHO-
ctu. B cityuae mpoOHOrO0 mcosb30BaHuS Habopa:

— HEHUCIIOJIb30OBAHHBIE CTPHIIBI MOKHO XpaHUThb
B IJIOTHO 3aKPBITOM IaKeTe IIPHU TeMIlepaType oT 2 110
8°C B TeueHMe BCero CpoKa IOAHOCTH;

— kaauOpoBOYHBIE 00pasiibl, KOHTPOJILHBIA 00pa-
3€I[ U KOHBIraT IIoCJie BCKPBITHUA MOKHO XPAaHUTH
B IIJIOTHO 3aKPBITHIX (bJIaICOHaX IIpu TeMiieparype oT 2
10 8°C B TeueHHe BCero CpoKa rogHOCTH Habopa;

— KOHIIeHTpaT docdaTHO-coIeBOro 0yepHoro pacrsopa ¢
TBUHOM, KOHIIEHTPAT PacTBOpa JJIS pPa3BeleHUs CBhIBO-
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potoxk, pacteop TMB mittoc 1 cTom-pearesT mocje BCKPHI-
THUA MOYKHO XPAHUTH B IIVJIOTHO 3aKPBITHIX (bHaKOHaX IIpu
Temmeparype ot 2 10 8°C B TeueHmne BCero CpoKa rofHo-
cru Habopa;

— pabouuil pacTBOP [Jid pa3BedeHUs] CBIBOPOTOK MOYKHO
XpaHuTh IIpu TemuepaType ot 2 10 8°C He GoJee 3 cyT;

— HpOMLIBO‘-IHbeI PacTBOpP MOYKHO XPaHHUTH IIPU TeMIIe-
parype ot 2 o0 8°C me GoJsiee 5 cyT.

10.5. ITocrpoenne kaaImOPOBOYHOrO rpadura
HEe00X0 MO IPOBOIUTH JJIS KAsKI0T0 He3aBUCHUMO-
T0 9KCIIEPUMEHTA, PEKOMEH/IYeTCs TaKiKe KasKIbIi
pa3 ompenesaTe KoHIeHTparuo IgMgs, B KoH-
TPOJILHOM 00pa3srie.

10.6. [ 1epeBosa pe3yabTaTOB U3MEpPeHU
KOHIleHTpauuu uMMyHorsiooyiamaa M ums En/mn
B MI/MJI CJIeAyeT WCIIOJIb30BATh KOdPUITMEHT TIe-
pecuera 0,008 (1 Ex/mu IgM = 0,008 mr/vur IgM).

10.7. ITpu mocranoBke MDA Heb3s1 HCIOIB30-
BAThb KOMIIOHEHTBI M3 HAOOPOB Pa3HBIX CEPUM MJIN
CMEIITMBATD WX IPU IIPUTOTOBJIEHUH PACTBOPOB, KPO-
Me Hecrerrpuueckux KoMoHeuToB (pacrsop TMB
wroc, OCB-TX25, cron-peareHT), KOTOPLIE B3AUMO-
3ameHsieMbI BO Bcex Habopax AO «Bekrop-Becm.

10.8. Jlyia mosrydeHuss HAAEKHBIX Pe3yJIbTa-
TOB HEOOXOUMO CTPOT0€e COOJI0IeHNe WHCTPYKITUN
[0 IIPUMEHEeHU0 Habopa.

11. TAPAHTUMAHBIE OBA3ATENLCTBA
11.1. IlpomsBoauTes b rapaHTHUPYET COOTBET-
CTBHE BBIIIYCKAEMBIX H3JIEJINN TPeOOBAHUSM HOP-
MaTUBHOU M TeXHUYECKON JOKYMEHTAaITNH.
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BesomacuocTs 1 KavecTBO M3 rapaHTH-
PYIOTCS B TeUEeHME BCEeTO CPOKa TOTHOCTH.

11.2. IIpousBoauTe b OTBEUALT 32 HEIOCTATKH
HU3IeJINsA, 32 UCKJIYeHreM Je)eKTOB, BOSHUKIINX
BCJIEJICTBHE HAPYIIIEHUS ITPABUJ IIOJIH30BAHUS, yC-
JIOBUH TPAHCIOPTUPOBAHNS ¥ XPAHEeHUs, JIN00 Jeii-
CTBUS TPETHUX JINII, JILOO HEIIPEOIOJIUMOM CHJILI.

11.3. IIpousBoguTesnb 00s3yeTcs 3a CBOM CUeT
3aMeHHUTh U3JIeJINe, TeXHUUECKNe U (PYHKIIMOHAIIb-
HbIE XapaKTepUCTUKY (II0TPeOUTEIbCKIE CBOMCTBA)
KOTOPOTO HE COOTBETCTBYIOT HOPMATHBHON U TeX-
HHUYECKOH JIOKYMEHTAITUU, eCJIU YKa3aHHbIe HeJo-
CTAaTKN SIBUJIMCH CJIEACTBHEM CKPBITOrO HedpeKTa
MaTepruaJioB MM HEKAYECTBEHHOTO M3TOTOBJICHUSI
U3JIeJIUS IIPOU3BOIUTEIIEM.

IIo Bonmpocam, kacamomumMca KadecTsa Hadopa
«IgM oommuit--U®A-BECT», cnenyer obpararses
B AO «Bexrop-BECT» mo agpecy:

630559, HoBocubupcrasa 001acTh,
Hosocubupcruii pation, . Kombmoso, a/s 121,
te. (383) 363-20-60, 227-75-43,

Tes./paxe (383) 363-35-55.

E-mail: vbobtk@vector-best.ru
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OONONMHUTENIbHAA NH®OPMALINA
ONna NOTPEBUTENEN.

Habop mpemnasmaven mis mpodeccroHaIb-
HOTO TIPUMEHEHUs B KJIUMHUYECKOM J1abopaTopHOMN
IUATHOCTHUKE 00YUEHHBIM ITePCOHAIIOM.

TpeboBaHuss 0e30IIACHOCTH K MEIUIIMHCKIM
naboparopusam npusenersl B 'OCT P 52905-2007.

Bce pearenTtsr HabOpOB, comepsralie B CBOEM
coCTaBe MAaTePHUAJIBl YeJIOBEUECKOTO ITPOUCXOMKIE-
HUS, THAKTUBUPOBAHHL.

[Tpu quHaMuYecKoM HAOJIOIEHNN TTAIlHeHTa
JIJIsT TIOJIYYEHUsI Pe3yJIbTaTOB, aJleKBATHO OTpaska-
IOIUX u3MeHeHHe KoHIeHTparuu IgMgs, B Kpo-
B, HEOOXOITMMO HCIIOJIF30BATH HAOOPHI peareHTOB
OJTHOTO HAWMEHOBAHUA (OJHOTO HPEeIIpPUATUSI-U3-
TOTOBUTEJIS).

1. OGecneuyeHHne MOJIy4Y€HNUA MPABUIbHBIX
pe3yJIbTaTOB aHAIN3a

JlocToBepHOCTP M BOCHPOU3BOJUMOCTH
pe3yJIbTaTOB aHAJIN3Aa 3aBUCAT OT BHINOJIHE-
HUS CJEYIOIUX OCHOBHBIX MPaBUJI:

— wue nposoguTe DA B ipucyTcTBUHM ITapoB
KHCJIOT, IIMeJIOYei, aJbIeruI0B WJIM IIBLIH, KOTO-
pBIe MOTYT BJIMSITH (DEPMEHTATHBHYI aKTUBHOCTD
KOHBIOTATOB;

— (bepMeHTATUBHAS PEAKITHASI YyBCTBUTEIbHA
K IIPUCYTCTBUI0 MOHOB METAJIJIOB, II03TOMY HE JI0-
IIyCKaWTe KOHTAKTOB KAKWX-JIMOO0 METAJIJIMYECKUX
IpeaMeToB ¢ KoHborarom u pacrsopom TMB;
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— wu3beraiiTe 3arpsa3HeHNsT KOMIIOHEHTOB Ha-
bopa MUKPOOPraHM3MAMU ¥ XUMUYECKUMHU IIPH-
MeCSIMH, JIJIS 9TOT0 HCITOJb3yiTe B paboTe YHCTYIO
TOCYAy W YUCTHIE OJHOPA30BbIe HAKOHEYHUKHU IS
KaskI0TO peareHTa, KOHTPOJIsI, 00paasiia;

— pabo4me IIOBEPXHOCTH CTOJIOB, 00OpPYIOBAa-
HUA obpabareiBaiite 70% OTHUIOBBIM CITHPTOM (He
JIOITYCKAETCS WCII0JIb30BAHUE TIEPEKUCH BOJIOPO/IA,
XJIOPCOJIEPKATIIUX PACTBOPOB);

— HUKOT/JA He UCIIOJIb3yHTe OIHY U TY JKe eM-
KOCTB JIJIsI KOH'bIoraTta u pactsopa TMB;

— 1mepen orbopom TMB u3 dgraxona Heobxo-
JuMO 00padaThIBATh KOHYC ITUIIETKHU (BHYTPEHHIOIO
¥ BHEIHIOK MOBEPXHOCTH) CHAYAaJa JUCTUJLIIAPO-
BaHHOU BOJOH, a 3areM 70% 9THJIOBBIM CITHPTOM,
TaK Kak Majeiiee 3arps3HeHUe IMUIIETOK KOHBIO-
TaTOM MOJKeT IIPUBECTH K KOHTAMUHAITAY BCETO CO-
nmepsxmmoro dgurakona ¢ TMB;

— ecJIM JIOMyIlleHa OIMMOKAa MPH BHECEHUH
B JIVHKY aHAJIU3UpyeMoro odpasiia, Hesbas, OIOo-
POKHUB 9Ty JIYHKY, BHOCUTH B Hee HOBBIH 0Opaserr;
Takas JIyHKa Oparyercs.

KayecTBO HpOMBIBKHM JIyHOK ILIaHIIETa
HUIrpaeT BAKHYIO POJIb JIS IOJIyYEeHHUs mpa-
BIJIBHBIX PE3yJIbTATOB aHAIN3A:

— Jlas acumparuu aHaM3upyeMbIX 00pas-
IIOB ¥ ITOCJIEIYIOIIEH ITPOMBIBKY MCIIOJIb3YITE aBTO-
MaTUYeCKOe UJIU PYUHOE IIPOMBIBOUHOE YCTPOUCTBO.

— He gomycraiiTe BBICBIXaHWS JYHOK TIJIAH-
meTa B IepephIBe MEesKIy 3aBepIIeHueM ITPOMBIBKU
¥ BHECEHWEM PeareHTOB.
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— JlobuBatiTech IIOJTHOTO 3ATIOJTHEHUSI W OIO-
POMKHEHHUS BCeX JIYHOK ILIAHIIETA B IIPOLECCEe IIPO-
MBIBKM. HemocrarouHas acmupanysa — SKHIKOCTI
B IIPOIIECCe IMPOMBIBKM MOSKET IIPUBECTH K IIOHMKE-
HUIO UyBCTBUTEJILHOCTH U CIEIU(DIIHOCTI AHAIA3A.

— Cmemure 3a COCTOSTHHMEM IIPOMBIBOYHOTO
ycrporicTsa — peryJiszpao (1 pas B Hemelio) o0padaThl-
BaiTe NTaHTHY B eMKOCTH 70% 9THUIIOBBIM CIIMPTOM.

— Jna 1mpemoTBpallleHMs 3aCOPEHHs WIJI
IPOMBIBOYHOI'O YCTPOMCTBA B KOHIE pabovyero gHs
00543aTeJIbHO BBIITOJIHUTE MPOIEIYPY OMOJIACKHBA-
HUA CHCTEMBI IIONAYM KUIKOCTH THUCTUJIIIMPOBAH-
HOH BOJIOH.

2. PekomeHnganmmuu mo moaroToBKe
aHaAIN3UPyEMBIX 00Pa3I0B

Bwmecro omrocrymergaToro (1. 7.6.) 10IyCcTHMO
IIPOBOJUTH JABYXCTYIIEHUATOE Pa3BeleHne CHIBOPO-
TOK C WCIOJIb30BAHUEM ILIAHIIeTa JJIS IpPeIBapu-
TEJILHOTO PAa3BeIeHUsI UCCIIeyeMbIX 00pasIios. Jl s
9TOr0, B KAKAYIO JIVHKY ILJIAHIIETA [IJIS IpeIBapH-
TEeJILHOI'O pas3BedeHusa BHecTH 110 310 MK pabdoue-
ro pacTBopa JJIsi pas3BeleHus ChIBOpoToK. Jlasee
B OIHYy u3 JIYHOK, Hampumep, A-1, mo0aBuUTbH
10 MKJI ccieIyeMOoM CBIBOPOTKH, CMEHUTH UCITOJIb-
30BAHHBIA HAKOHEUHNK IIMIIETKY HA HOBBIM 1 3aTE€M
C ero IIOMOIILIO TIIATEJILHO IIePeMeIIaTh COMePIKH-
Moe JyHEU (5—6 KpPYroBBIX IBUKEHUI, BO BPEMS
KOTOPBIX cJIeayeT 3—4 pasa HaOpaTh U OITOPOKHUTD
HaKOHEUYHNK), n3beras oopasoBauus meHsl. Ilocie
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9TOTO M3 JIYHKU 0ToOpaTh 10 MKJI, BHECTA B COCEJ-
HIOIO JIYHKY, Hampumep, A-2, u Takum ke obpa-
30M TIATEJBHO IIepeMeIaTh (IJIs 3TOM oIrepaliuu
TaKiKe JKeJIaTeJIbHO HCIIOJIB30BATh HOBBIM YHCTBINA
HAKOHEUHWK MOUIETKN). B syHre A-2 mosgyuaem
pabouee passemenne ceiBopoTkr 1000 pas. Amauio-
THUYHO Pa3BeCTU U JPYTUe UCCIIeIyeMble ChIBOPOTKH
(mamrpumep, B ayakax B-1 u B-2, C-1 u T.71.):

— 310 mrJs pabouero pactBopa I pasBee-
HUSA CBIBOPOTOK + 10 MKJI mccyIemyemMoro oopasiia —
IpeIBapUTeIbHOE pasBeneHue oopasna B 32 paaa;

— 310 MkJ pabodero pacrsopa IJIs pasBeje-
HUA ChIBOPoTOK + 10 MK o0pasiia 1mocsie mpeaBa-
PHUTEJIBHOIO pa3BeleHus — pabouee pasBeleHHe
obpasia B 1000 pas.

Buaumanwne! Tournocms npuzomossienus pasee-
OeHuil onpedenisiem Kawecmso nocmanosKku mecma!

ITpu mcciieqoBaHMU He CHIBOPOTKHU, 4 APYTUX
OMOJIOTHYECKUX JKHIKOCTEl, CTelleHb PAa3BeIeHIs
HCCIeIyeMbIX 00pasIioB CJeayeT 3apaHee II00-
OpaTh OIBITHEIM IIyTEM, MCIOJIL3Ys KAK OPUEHTHP
JaHHbIE TAOIUAIIEL 2.

3. YcioBusa npaBujIbHOCTH padoThl HaGopa

PesynbraTel aHanmaa wucciieqyeMbIX 00pas-
II0B YYUTHIBATD, €CJIHU OYIyT BBHIIIOJHEHBI CIIEIYIO-
IIMe YCIIOBUA:

— COOTHOIIIEHHWE OITHYECKUX ILJIOTHOCTEH Ka-
JIUOPOBOYHBIX 00PA3IIOB:

OIlp < Olly < OIlyp < Olljgp < Ollggp <

OIl400;
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5

OnTuyeckas NNOTHOCTb, O.e.

0 50 100 150 200 250 300 350 400
KoHuenTpauus IgM, Ea/mn
PHCyHOK. SaBI/ICHMOCTB ONTUYECKON IIJIOTHOCTH OT
roHIeHTparuu 1gMys,; B KaIMOPOBOYHEIX 00pa3IIax.

— OIl4p0 > 1,0 ex. orr. 1toTH. (0.€.);

— BBIUMCJIEHHOE TI0 KAJUOPOBOYHOMY Tpadu-
Ry 3HaudeHMe KoHIeHTpauun 1gMgs,; B KOHTPOIE-
HOM 00paaIie TTomagaeT B IIpeIesibl, YKasaHHble Ha
ITHKETKe (pJIaKoHA.
OH0, OHZ(), OH40, OHIOOa OHZOO n OH400 — CcpeaHee 3Ha-
YeHHe OIITHYECKON ILJIOTHOCTH KaJINOPOBOUHBIX 00PA3IloB
0; 20; 40; 100; 200 1 400 MI/MJI COOTBETCTBEHHO.

4. Pacuer pe3ybTaTOB aHAJIN3a
I[To pesympraTamMm w3MepeHUS] BBIYUCIUTD
cpenmee apudMeTHUECKOe 3HAYEHUE OITUYECKOH
mwiroraoctu (OI) B myHKax ¢ aHAIM3UPyEeMBbIMU 00-
pasiammu.
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[TocTponTs B JIMHEMHBIX KOOPAMHATAX KAJHOPO-
BOYHBI rpadUK 3aBUCUMOCTU OITTUYECKOM TLJIOTHOCTHA
(ocb opruHart) ot KoHIeHTparmu 1gM s, (ock aberuce)
B KaJInOpoBOYHBIX oOpasuax. Jljia aToro Ha mprara-
eMoM Tpadapere IS TIOCTPOEHUST TpaduKa IIPOTUB
KOHITEHTPAITUH KAMKIOT0 KaJIHOPOBOYHOTO 00pasria
OTJIO’KUTEH COOTBETCTBYIOITIee €i cpefHee 3HAYEHUE
OITTIYECKOM TLIoTHOCTH. 1lociteoBaTesIbHO COeUHNUTD
TIOJIyYEeHHBIE TOUKH OTPE3KAMU TIPSIMBIX JIHUL.

[Ipumep KaarOPOBOUHOTO rpadUKa IIPEICTAB-
JIeH Ha PUCYHKE.

Onpenemuts conmep:xanme IgMy, B KoH-
TPOJILHOM M B aHAJM3UPYEMBIX 00pasiiax o KaJiu-
OpoBouHoMy rpaduky. JJis aToro Ha ocu OpoUHAT
ormeruth 3Hauenwe OIl amammsmpyemoro obpas-
ma. IIpoBectn mpAMYy0 JUHWIO TApaJIIeIBHO OCH
abciree 10 TepecedeHus ¢ KaJTUOPOBOYHBIM T'pa-
durom. OT TOUKHU TIepeceveHus OIMyCTUTh IepIIeH-
IUKYyJIAp Ha ochb abcruce. Ilo mosyueHHO# Touke
epeceyeHusl OIPeeIUTh 3HAUEeHWe KOHIeHTpa-
nun IgMg,, B 06pasie.

[Ipu wmcmonb3oBaHUM I PACYETOB KOH-
MEHTPAITAN  KOMITBIOTEPHOTO WM BCTPOEHHOTO
B CIEKTPodOTOMETP IIPOrpaMMHOI0 00ecIeueHus
B HACTPOMKAX BBIOPATH METOM, COOTBETCTBYIOIIHUI
KYCOUHO-JIMHEUHOM! aIlllIPpOKCUMAIINN.

5. Jluaramocruyeckas 3HAYUMOCTh
IgM, kak u Apyrue UMMYHOTJIOOYJIHMHBI, OT-

HOCUTCA K T'yMOpaJIbHBIM (baKTOpaM HMMYHUTETA.
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Kapra rymopasbHOr0 MMMyHHTETa JOBOJIBHO WH-
IUBHUAyaJbHA, TEM He MeHee, IpeIesbl HOpMaJib-
HBIX (DPU3MOJIOTHUECKUX KOHIIEHTPATIINI JOCTATOYHO
XOPOIITO OUePUEHBI.

ITo mammm nammemM, koHIEeHTparmsa IgMg,,
B CHIBOPOTKE KPOBU KJIMHHUYECKHU 3I0POBHIX JOHOPOB
(Hosocubupcrast obsractb, Asrrafickuii kpait) B BO3-
pacre ot 20 mo 50 jeT HAXOMWUTCS B IIpeaesax Jua-
nasoua 60—250 En/mir (0,48-2,0 mr/vut). V mereit Toro
ske permoHa B Bo3dpacTe 1—15 JieT KOHIIEHTpAIIUs
IgM gy, cocraBmira 60270 Ex/m (0,48-2,16 mr/mir).
OTH 3HAYEHWS B I1eJIOM OJIM3KH HOPMAJIBHBIM 3HA-
vyenusaM kKourentparmu IgM (0,5-2,0 mr/mu), mpu-
BoguMbIM B pabore Toromsaa A.A., Mapduuesa H.A.,
Toronsaa H.A. «IMMyHOrI00y IUHEL B KJIMHIYECKOM
naboparopHoi guaraoctuie», C-116, 1999. Oguakxo ux
MOSKHO HUCIT0JIB30BATH TOJIBKO KAK OPUEHTHPOBOYHEIE,
TIOCKOJIbKY IMATIA30Hb HOPMAIBHBIX KOHIIEHTPALTHN
IgM MoryT TOBOJIBHO CYIIIECTBEHHO OTJIMYATHCS B 3a-
BUCHIMOCTH OT PETMOHA, BO3PacTa W HEKOTOPHIX JIp.
npranH. V3BeCcTHO TaksKe, UTO JJIS UCIIOJIb30BAHMUS
B JMATHOCTUKE BajKHee 3HATH He aOCOJIOTHOEe 3Ha-
YeHMe KOHITEHTPAITUH OOIIero WMMYHOTJIOOYJTHNHA,
a ero OTHOCUTEJILHOE OTKJIOHEHWE OT HOPMAJIBLHOTO
MECTHOT0, BO3PACTHOIO WJIX, HATIPUMED, IIPOdQeccro-
HAJILHOTO ypoBH:A. B mmeasie, HOpMaJibHbIE peru-
OHAaJIbHBbIE YPOBHU U II0 B3POCJIBIM U IO JI€TIM
IOJIZKHBI OIIPENe/IAThCA KasKa0u JJabopaTopuein
CaMOCTOSITEIHHO!
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VpoBeHb koHIeHTparuu obmiero IgM B chbI-
BOPOTKE KPOBU HOBOPOKIEHHBIX COCTABJISIET OKO-
10 10% ot ypoBHs B3pocabix. Yepesd 1-3 mecdria
oH yBesmmuyuBaetca g0 60-65%, a emre uepe3 1-2
rojla HepeaKo yiKe JIOCTUTAaeT YPOBHS B3POCJIOTO
gesoBera. OTHAKO B 9TOM BO3pAacTe BO3MOKHEI €T0
3HAYUTEJIbHBIE KOJIeOaHUs. ¥ TOIABJSIONIETO Ke
OOJIBIIIMHCTBA 3IOPOBBIX JIeTeH YPOBEHb KOHIIEH-
Tpartruu ob1rero IgM crabuimanpyercs U CTAaHOBUT-
cs1 PAaBHBIM YPOBHIO B3POCJIBIX B Bo3pacTe 6—8 Jier.

Pesynprarer ompenmesieHUsT KOHITEHTPAIIUNA
obrtero ceiBopotoynoro IgM moryrt OvITE ¢ ycrme-
XOM WHCIIOJIb30BAHBI s JuPdepeHnaIbHOR
MUATHOCTUKM IIeJIOTO psaa 3abosieBaHuil (CM. M-
MYHOTPAMMY).

Bosee monHyoo kapTWHY CIOCOOHO JAaTh Iia-
paJiesibHOE OmpesesieHrne BCeX TPEeX OCHOBHBIX
KJaccoB ummyHoryiooysauaoB — G, M u A, a Takwxe
uMMyHOTI00y TrHa E.
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NMmmyHOrpamMmma npu HEKOTOPHIX 3200/ I€BAHUAX

[19G [ IgA [IgM [ IgE
3aboneBaHUA nevyeHU
OCTpbIN MHPEKUMOHHBIN renaTut + | N/+ |[N/A++| N
XpoHnyeckun nepcuctupytowmii renatut | N/+ | N | N/+ | N/+
XPOHMYECKMI arpeCcCuBHbIN renatuT ++ | + |N/++| N/+
[MocTrenaTtuTHbIN KPUNTOrEHHbIN LMPPO3 ++ | + + | N/+
[MepBuYHbI BUNMapHbIA LMPPO3 N/+| N |+/++| N
AnKoronbHbI LMPPO3 N/+| ++ | N/+| N
Bones3Hu noyek
OcTpblit nuenoHedpuTt N N |+/++| N
XpoHuyeckui nnenoHeput +HH++| N |+/++| N+
HedpoTumyecknin cuHapom — | — [N/—|N/—
WHdekunoHHbIe 3aboneBaHusi
OcTpas nHopekums N N |+/++| N
XpoHuyeckas nHekums +/++| N/+ | N/+ | N/+
CucremHble peBMaTu4eckme 3abonesaHus

PeBmaTougHbIN apTput N/++|N/++| N/+ [+/++
CuctemMHas KpacHas BonyaHka + N | N/+ | N/+
Cknepogepmus N N N | N/+
CwMmellaHHble cucTeMHble 3abonesaHvs N/+ | N/+| N | N/+
ATonus, annepruyeckue 3abonesaHvs N/+ | N [N—|+++
Figlgnon::;;)z:;u Op. napa3uTapHble N/+ | N+ | N+ [+

N — HopMmasibHAs pPEruoHAJIBLHO-BO3PACTHAS KOHIIEHTPAIUS
MMMYHOTJIOOyIuHA (B IIpefesiax HOPMAJIBHOIO JHAIa30Ha
ot Nmin 10 Nmax)

+ — IOBBINTEHHAA KOHIIEHTPAIHSA IMMyHOrI00yImHa (0T Nmax
10 1,3Nmax)

++ — CHUJIBHO TIOBBINIEHHAS KOHIIEHTPAIIUST UMMYHOTJIO0Y IUHA
(6ostee 1,3Nmax)

—  — [IOHMYKEHHAS KOHIIEHTPAIINA UMMYHOrJI00y mHA (Hrske Nmin)
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6. Kparkas cxema nposenenusa MDA
OJig Ha0opa peareHToB
«IgM oomuit--MO®A-BECT»
Hcnonvzosamb mosbko nocsie 8 HUMAMESIbHO20
03HAKOMJICHUA C UHCmpPyKuuel!

BrecTn:

Nuxyouposars:
IIpompbITh:

Buecru:
Nukyouporarn:
IIpompITh:

Buecru:
Nuxyouposars:
Buecru:
NU3mepurs:

32

mo 100 MK pabouero pacrsopa
JIJISI PA3BeIeHUsI CBIBOPOTOK;

mo 20 MKJ KaJHOPOBOYHBIX
¥ KOHTPOJILHOTO 00pasIioB B Y-
019X B KOHTPOJIbHBIE JIYHKI;

o 20 MKJI pa3Be/IeHHBIX aHaJIH-
3UpyeMBIX 00pasioB B Iy0JIsax
B JIYHKH JJIsI UCCIIETYEMBIX 00-
paasIioB.

20 mun, 37°C, 700 06/MuH.

IIPOMBIBOYHBIHN pacTBop, 350 MKJI,
5 paa.

o 100 MK KoHBIOraTa.
20 muH, 37°C, 700 06/MuH.

IIPOMBIBOYHBIHA pacTBop, 350 MKJI,
5 pas.

o 100 mru1 pacrBopa TMB muioc.
15 mun, 18-25°C, B TemHoOTE.
o 100 MKJI cTOTI-peareHTa.

OII mpu 450 uM / pedepercHast
OarHa BOJIHBI 620—655 HM.
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7. I'padpuueckmne CLUMBOJIBI

Homep no katanory

MepguumHckoe
nsgenve ans
OMarHoCTUKK in vitro

<

Copepxummoro
[0CTaTO4HO

ANs NnpoBefeHus
N-KONMNYECTBa TECTOB

B>

He ctepunbHo

TemneparypHbIf

no nNpuMeHeHu

LOT
Koa naptumn /i’ [ManasoH
Hata
d WM3rotoButens ﬂ N3rOTORMEHMS
O6patutecb
g Mcnonb3oBarb [0 ... UE K MIHCTPYKLMM
no NPUMEHEHWIO
OcTopoxHo!
O6patutecs yyyv.umop | arta B popmare
A K MIHCTpyKLmm vryyww | FoA-Mecau-llexs

lon-Mecsy

Koncynsranmuio crnemuanucra mo padore ¢ HaA-

0OPOM MOZKHO IIOJIYIUTH IO TeJL.: (383) 363-05-97.
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AKUMOHEPHOE OBLLIECTBO
«BEKTOP-BECT»
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EXPECTED RANGE OF VALUES FOR MULTI-LIGAND CONTROL - TRI LEVEL

AR
' S u r e MASTER LOT: MLAC1D3
L ™

o QUALITY CONTROL SERA Analyte
Allergy

PRODUCT CODE: ML-300B IgE in IU/ml 99.49 + 32.83 23.24 +7.67 158.73 + 52.38 MB ACCUBIND ELISA
LOT# MLAC1D3 EXP: 2026-04-18 93.38 + 30.81 20.30 £ 6.70 159.85 + 52.75 MB ACCULITE CLIA
INTENDED USE Ferritin in ng/m| 27.79+9.17 81.75+26.98 | 333.07 +109.91 MB ACCUBIND ELISA
The Multi-ligand Controls are intended for use as an assayed quality control material to monitor the consistency 24.94+8.23 82.13+27.10 | 364.67 +120.34 MB ACCULITE CLIA
of performance of laboratory test procedures associated with determination and monitoring of the clinical status. Folate in na/ml 1.85 £ 0.61 7.90 + 2.61 12.84 +4.24 MB ACCUBIND ELISA
This product is a human-serum based, lyophilized control, stabilized with preservatives and can be used with all g 2.45+0.81 8.58 + 2.83 13.53£4.46 MB ACCULITE CLIA
ELISA and CLIA methods. 286.89 + 94.67 414.64 + 136.83 | 1032.44 £ 340.70 MB ACCUBIND ELISA

Vitamin B12 in pg/ml

330.71 £ 109.13 428.07 + 141.26 | 1021.96 + 337.25 MB ACCULITE CLIA
SUMMARY AND EXPLANATION Anemia VAST
The use of quality control material to assist in the assessment of precision in the clinical laboratory is an integral (Folate) in ng/ml 2.71+0.89 7.83+2.58 1249 £4.12 MB ACCUBIND ELISA
part of laboratory practices. Controls that contain varied levels of analytes are necessary to insure precision and 2.78+0.92 7.76 £ 2.56 11.62 £ 3.84 MB ACCULITE CLIA
accuracy in immunoassay systems. I . 366.57 + 120.97 466.13 + 153.82 | 978.22 + 322.81 MB ACCUBIND ELISA
(Vitamin B12) in pg/ml
346.20 + 114.25 469.55 + 154.95 | 919.75 + 303.52 MB ACCULITE CLIA
REAGENTS Bone Metabolism
Monobind’s Multi-ligand Controls are intended to be used in the exact manner as patient samples. The control is . . . 28.57 £+ 9.43 46.66 £ 15.40 88.77 £ 29.29 MB ACCUBIND ELISA
) : - : ) ) . Vit D Direct in ng/ml
packaged as 6 vials of 3.0 ml, dried. The analyte activities are adjusted to concentrations in the low, middle and 31.25+ 10.31 47.51 £ 15.68 141.73 £ 46.77 MB ACCULITE CLIA
high range in order to monitor the efficacy of the procedure in use.
AFP in na/ml 20.70 + 6.83 86.38 + 28.51 190.16 + 62.75 MB ACCUBIND ELISA
INSTRUCTIONS FOR USE 9 20.22 +6.67 91.03 + 30.04 195.92 + 64.65 MB ACCULITE CLIA
1) Bring the vials to room temperature before use. CEA in ng/ml 4.02+1.33 19.12+6.31 4545+ 15 MB ACCUBIND ELISA
2) Carefully unscrew and remove cap. 3.98 £ 1.31 18.12 + 5.98 48.52 + 16.01 MB ACCULITE CLIA
3) Add three (3) ml of distilled or deionized water to each vial. Close the cap tightly and let the contents mix CEA Next Generation in 4.28 + 1.41 24.29 + 8.02 73.41%24.23 MB ACCUBIND ELISA
thoroughly for 30 minutes ng/ml 3.85+1.27 22.94 +7.57 66.64 + 21.99 MB ACCULITE CLIA
4) Aliquot the materials in 0.5 ml aliquots in cryo vials and store at -20°C. PSA in ng/ml 077 +0.25 303+ 1 >10 MB ACCUBIND ELISA
0.79£0.26 3.40+1.12 >10 MB ACCULITE CLIA
STORAGE, STABILITY AND DISPOSAL . 1.10  0.36 3.63+1.20 23.03 + 7.60 MB ACCUBIND ELISA
. - . o . _ tPSA-XS in ng/ml
This product will be stable until the expiration date when stored unopened at 2 to 8°C. Once the control is 140.33 3.59+1.18 22.99 +7.59 MB ACCULITE CLIA
reconstituted, all analytes will be stable for 7 days when stored tightly capped at 2 to 8°C with the following . 1.35+ 0.44 438144 25.63 + 8.46 MB ACCUBIND ELISA
: . ) ; o tPSA in ng/ml
exceptions: 1) C-Peptide, f-PSA, and PRL should be assayed immediately after reconstitution, and 2) Folate, 1.13 £ 0.37 407 +1.34 2477 +8.18 MB ACCULITE CLIA
Insulin, and PRL-Seq will be stable for 1 day. To avoid contamination, it is recommended labs aliquot required Cancer Markers VAST
quantities into vials before each use. (CEA) in ng/m| 3.70+£1.22 18.45 + 6.09 45.61 % 15.05 MB ACCUBIND ELISA
3.33+1.10 16.74 £5.53 46.28 + 15.27 MB ACCULITE CLIA
After reconstituting, controls should be tightly capped and returned to refrigerator 2 to 8° C as soon as practical (AFP) in ng/ml 20.81+6.87 92.04 + 30.37 189.19 + 62.43 MB ACCUBIND ELISA
after usage. (Long term room temperature storage is not supported.) After reconstituting, controls should be 9 19.70 £ 6.50 82.27 + 27.15 184.37 + 60.84 MB ACCULITE CLIA
tightly capped and frozen within 2-hours. Once thawed, do not refreeze the control; discard remaining (tPSA) in ng/ml 1.23+0.40 429+ 142 30.77 + 10.16 MB ACCUBIND ELISA
material. It is recommended that customers aliquot control into separate containers before freezing to allow for 9 1.08 + 0.36 424 +1.40 29.32 + 9.68 MB ACCULITE CLIA
usage on different days. Outdated material should be discarded as a biohazardous component. Cardiac Markers
Dia in na/m 0.36 +0.12 1.69 + 0.56 2.68 £ 0.88 MB ACCUBIND ELISA
STORAGE STABILITY TEMPERATURE ginng 0.46 +0.15 1.61+0.53 2.84 +0.94 MB ACCULITE CLIA
Lyophilized, Unopened  Three (3) years <8°C
Reconstituted, Opened Seven (7) days 2-8C C-Peptide in ng/ml 0.48+0.16 2.38+0.79 4.56 + 1.50 MB ACCUBIND ELISA
Reconstituted, Opened Ninety (90) days <-10°C 0.44+0.15 2.29+0.75 4.19+1.38 MB ACCULITE CLIA
Insulin in ulU/ml 28.97 + 9.56 82.75 + 27.31 169.78 + 56.03 MB ACCUBIND ELISA
EXPECTED RANGE OF VALUES H 26.90 + 8.88 84.63 £ 27.93 162.90 + 53.76 MB ACCULITE CLIA
The mean values printed in this insert were derived from replicate analyses and are specific for this lot of Rapid Insulin in plU/ml 28.02 + 9.25 81.63 + 26.94 159.35 + 52.59 MB ACCUBIND ELISA
product. The tests listed were performed by Monobind QA using representative lots of this product, as well as Fertility
those of Monobind’s AccuBind® ELISA and AccuLite® CLIA reagents. ESH in miU/ml 8.64+2.85 24.11+7.96 42.71 +14.09 MB ACCUBIND ELISA
7.92 +261 23.58 +7.78 4152 +13.70 MB ACCULITE CLIA
Individual laboratory means should fall within the corresponding acceptable range; however laboratory means hCG in miU/ml 4.43 +1.46 24.10+7.95 146.28 + 48.27 MB ACCUBIND ELISA
may vary from the listed values during the life of this control. Therefore, each laboratory should establish its own 4.35+1.74 22.95+7.57 151.35 £ 49.95 MB ACCULITE CLIA
means and acceptable ranges for the product used, using Monobind’s assignment only as guide. A trend log : 4.18+1.38 28.67 + 9.46 143.88 + 47.48 MB ACCUBIND ELISA
L : . . . hCG-XR in miU/ml
should be maintained for batch to batch consistency of the test. Variations over time and between laboratories 3.56 + 1.17 28.58 + 9.43 155.85 £ 51.43 MB ACCULITE CLIA
may be caused by a) differences in laboratory personnel, b) improper technique, c) instrumentation and LH i U/l 3.88+1.28 2225+7.34 53.53 + 17.67 MB ACCUBIND ELISA
reagents, d) improper dilutions from the stated manufacturer’'s procedure, and/ or e) modifications in the in mi/m 338+ 112 20.07 + 6.62 53.08 + 21.72 MB ACCULITE CLIA
manufacturer’s test procedure. PRL in ng/mi 5.08 + 1.68 24.36£8.04 38.50 £ 12.70 MB ACCUBIND ELISA
4.78 +1.58 21.14 £ 6.98 36.80 + 12.14 MB ACCULITE CLIA
Refer to http://www.monobind.com/site/qc-documents.html for any updated insert information. PRL-seq in ng/m| 424 £1.41 20.16 + 6.65 35.96 + 11.87 MB ACCUBIND ELISA
414 +£1.37 18.63 £ 6.15 36.61+12.08 MB ACCULITE CLIA
WARNING AND PRECAUTIONS Rapid HCG in mIU/ml 4.70+1.55 27.56 £ 9.10 188.52 + 62.21 MB ACCUBIND ELISA
FORIN VITRO DIAGNOSTIC USE Fertility VAST
All products that contain human serum have been found to be non-reactive for HIV 1&2, HIV-Ag, HBsAg, HCV (FSH) in mIU/ml 6.84 +2.26 18.59 +6.13 32.98 +£10.88 MB ACCUBIND ELISA
and RPR by FDA required tests. Since no known test can offer complete assurance that infectious agents are 6.12+2.02 17.63 £5.82 37 £12.21 MB ACCULITE CLIA
absent, all human serum products should be handled as potentially hazardous and capable of transmitting . 429+ 142 22.36 +7.38 50.17 + 16.56 MB ACCUBIND ELISA
. . . : (LH) in mIU/ml
disease. Good laboratory procedures for handling blood products can be found in the Center for Disease Control 3.74+1.23 20.37 £6.72 43.9 + 14.49 MB ACCULITE CLIA
/ National Institute of Health, "Biosafety in Microbiological and Biomedical Laboratories," 2nd Edition, 1988, HHS (hCG) in mIU/ml 4.88 +1.61 24.08 + 7.95 144.63 + 47.73 MB ACCUBIND ELISA
Publication No. (CDC) 88-8395. 592 +1.95 26.53 + 8.76 149.81 + 49.44 MB ACCULITE CLIA
Triple Screen VAST
Revision: 1 Date: 2023-06-15 Product Code: ML-300B (AFP) in ng/ml 21.47 +7.09 103.20+34.05 | 188.63+62.25 MB ACCUBIND ELISA
9 19.13 £ 6.31 100.30 + 33.10 203.38 + 67.11 MB ACCULITE CLIA
ForOrders-and Inguins plocsaicontct (UE3) in ng/ml 1.11+0.37 3.32£1.10 5.99 £ 1.98 MB ACCUBIND ELISA
@3 Monobind Inc. 1.10 £ 0.36 2.72+0.90 540+ 1.78 MB ACCULITE CLIA
100 North Pointe Drive (hCG) in mIU/ml 4.29 +1.41 23.43+7.73 149.04 + 49.18 MB ACCUBIND ELISA
Lake Forest, CA 92630 USA 478 + 158 21.30 +7.03 174.85 + 57.70 MB ACCULITE CLIA
Tel: +1 949.951.2665 Mail: info@monobind.com Growth Deficiency
Fax: +1 949.951.3539  Fax: www.monobind.com hGH in plU//m 529+1.75 32.33 £10.67 67.95+ 2242 MB ACCUBIND ELISA
8o 5.01+1.65 32.03 + 10.57 68 + 23 MB ACCULITE CLIA
22 steroids |
IVD | =§ C €oso
. 51.72 + 17.43 471.16 £ 155.48 | 1195.18 + 394.41 MB ACCUBIND ELISA
CEpartner4U, Esdoornlaan 13 Aldosterone in ng/ml
EC | REP | 3951 DBMaarn, The Netherlands 60.35 + 19.92 447.70 + 147.74 | 1167.75 + 385.36 MB ACCULITE CLIA
www.cepartner4u.eu . 1+0.33 1.52+0.50 10.60 * 3.50 MB ACCUBIND ELISA
ANST in ng/ml
Please visit our website to learn more 0.89 £0.29 1.36 £ 0.45 11.45+£3.78 MB ACCULITE CLIA
about our products and services. 2.43+0.80 13.98 + 4.61 30.98 + 11.40 MB ACCUBIND ELISA

Cortisol in pg/dl
MB ACCULITE CLIA

3.02+1 14.91+4.92 33.37 £ 11.01
Glossary of Symbols DHEA-S in pg/m| 0.37 £0.12 1.64 + 0.54 440+145 MB ACCUBIND ELISA
e ) 0.40 +0.17 1.51 £ 0.50 3.99 +1.32 MB ACCULITE CLIA

" . 0.89 + 0.30 2.94 +0.97 12.42 £4.10 MB ACCUBIND ELISA
8 DHEA in ng/ml
IVD 2o,g’ 1.02+0.34 3.34£1.10 14.14 + 4.67 MB ACCULITE CLIA
E1in ng/ml 32+13.02 149.61+49.37 | 365.28 + 120.54 MB ACCUBIND ELISA
" Temperature
In Vitro - Firisation Consult E2 in pg/ml 36.26 + 11.96 180.72+59.64 | 295.83 +97.62 MB ACCUBIND ELISA
Diagnostic Storage Instructions 35.85 + 11.83 189 + 62.37 283.05 + 93.41 MB ACCULITE CLIA
Medical Conditi 5.8°C for Use
Device ondition (2-8°C) WE3 in ng/ml 1.04 +0.41 2.43+0.80 514 +1.70 MB ACCUBIND ELISA
1.19.+ 0.39 2.51+0.83 4.97 + 1.64 MB ACCULITE CLIA
. 0.97 £0.33 7.20 +2.37 25.05 + 8.27 MB ACCUBIND ELISA
REF LOT Progesterone in ng/ml
1.01+0.33 7.10 + 2.34 25.39 + 8.38 MB ACCULITE CLIA
tal . 0.62 +0.20 2.01+0.66 5.67 + 1.87 MB ACCUBIND ELISA
i ne Used By Batch Code 17-OHP in ng/mi
(Expiration Day) 0.71+0.24 2.07 £0.68 5.71+1.89 MB ACCULITE CLIA
. 0.36 +0.12 1.13+0.37 3+0.99 MB ACCUBIND ELISA
17-OHP-SI in ng/ml
0.4+0.13 1+0.33 2.90 + 0.96 MB ACCULITE CLIA
: 0.28 + 0.09 1.03+0.34 6.93 + 2.29 MB ACCUBIND ELISA
Testosterone in ng/ml
Date of B s 0.42 +0.14 0.90 £ 0.30 7.93 262 MB ACCULITE CLIA
1
Manufacturer el Free Testosterone 1.11+0.37 346+ 1.14 28.89 + 9.53 MB ACCUBIND ELISA
(0-60pg/ml calibration) 1.21 +0.40 3.69+1.22 31.29 +10.32 MB ACCULITE CLIA
EC |REP : 0.51+0.17 1.15+0.38 3.27 £1.08 MB ACCUBIND ELISA
0050 T3 in ng/ml
P — European 0.52+0.17 1.17 £ 0.39 3.17£1.05 MB ACCULITE CLIA
European Country Conformity,g . T4 in pg/d 2.90 +0.96 7.53 248 16.91 + 5.58 MB ACCUBIND ELISA
2.90 +0.96 8.37 £2.76 16.42 +5.42 MB ACCULITE CLIA
. 0.97 +0.32 6.50 + 2.14 34.20 + 11.29 MB ACCUBIND ELISA
TSH in ylU/ml
DOCUMENT HISTORY 0.88 +0.29 6.15 + 2.03 31.97 + 10.55 MB ACCULITE CLIA
. 1.58 + 0.52 3.46 £ 1.14 6.58 + 2.17 MB ACCUBIND ELISA
PREPARED BY: W DEPT: QC VERIFIED BY: A'Sb‘ﬂ‘h’“«DEPT:QA fT3 in pg/ml
1.62+0.78 352+1.16 6.78 + 2.24 MB ACCULITE CLIA
APPROVED BY: _%&DEPT: Admin  EFFECTIVE DATE: 2023-06-15 T4 in ng/d 0.36+0.12 1.76 £ 0.58 3.73+1.23 MB ACCUBIND ELISA
REVISION: 1 DCO: 1624 0.38 +0.12 1.63 + 0.54 3.23+1.07 MB ACCULITE CLIA
. 25.49 + 2.81 33.22+2.94 46.13+2.95 MB ACCUBIND ELISA
T3-Uptake in %U
26.63 + 2.37 34.60 + 2.43 49 +6.93 MB ACCULITE CLIA
: : 0.87 0.29 6.45 +2.13 34.26 + 11.31 MB ACCUBIND ELISA
Rapid TSH in plU/ml
0.77 £0.25 6.18 + 2.04 31.20 + 10.30 MB ACCULITE CLIA
Thyroid VAST
. 0.98 + 0.32 7.08 £ 2.34 38.39 + 12.67 MB ACCUBIND ELISA
(TSH) in plU/ml
0.94 £ 0.34 6.98 + 2.30 35.98 + 11.87 MB ACCULITE CLIA
. 0.56 +0.18 1.29+043 2.88 0.95 MB ACCUBIND ELISA
Strep T3 in ng/ml
0.63 + 0.22 1.24+0.48 2.65+0.88 MB ACCULITE CLIA
. 2.90 + 0.96 9.11 £ 3.01 13.56 + 4.47 MB ACCUBIND ELISA
Strep T4 in pg/dl
3.08 1.02 9.32+3.08 12.51£4.13 MB ACCULITE CLIA
Free Thyroid VAST
. 0.79 0.26 7.37 £2.43 33.82+11.16 MB ACCUBIND ELISA
(TSH) in plU/ml
0.78 £ 0.26 7.23+2.39 33.38 + 11.01 MB ACCULITE CLIA
. 1434047 86 +1.27 24+272 MB ACCUBIND ELISA
Strept fT3 in pg/ml 3£0 3.86 8 CcCy S
1.59 + 0.52 412+1.36 8.26 +2.73 MB ACCULITE CLIA
0.31£0.10 1.63 + 0.54 2.82+0.93 MB ACCUBIND ELISA

Strept fT4 in ng/dl

0.33+0.17 1.35+0.45 3.03+1 MB ACCULITE CLIA
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= QUALITY CONTROL SERA

PRODUCT CODE: AIT-101
LOT# AITPN1BO EXP: 02-2025

INTENDED USE

The Anti-Tg and Anti-TPO Controls are intended for in vitro diagnostic use only as an assayed quality control material to
monitor the consistency of performance of Anti-Thyroglobulin and Anti-Thyroid Peroxidase procedures. This product is a
human-serum based, liquid control, stabilized with preservatives and can be used with all ELISA, RIA, and CLIA methods.

SUMMARY AND EXPLANATION

The use of quality control material to assist in the assessment of precision in the clinical laboratory is an integral part of
laboratory practices. Controls that contain two (2) levels of analytes are necessary to ensure precision and accuracy in
immunoassay systems.

REAGENTS

Monobind Inc.’s Anti-TG/TPO Controls are intended to be used in the exact manner as patient samples. The control is
packaged as 6 vials of 1.0 ml (3 vials of each level). The antibody activities are adjusted to two distinct concentrations
[normal (negative) and elevated (positive] in order to monitor the efficacy of the procedure in use. Follow the manufacturer's
instructions for patient dilution to dilute the controls using the diluent supplied with the test.

INSTRUCTIONS FOR USE

1) Bring the vials to room temperature before use.

2) Carefully unscrew and remove cap.

3) Open only one set (normal and elevated) at a time. Dilute according to instructions in the procedure used.
4) Store the unused portions at 2-8 °C after each use.

STORAGE, STABILITY AND DISPOSAL

This product will be stable until the expiration date when stored unopened at 2-8 °C. Once the control is opened, any unused
material is stable for 30 days when stored tightly capped at 2-8 °C. To avoid contamination, it is recommended labs aliquot
required quantities into vials before each use. Any outdated material should be discarded as biohazardous component.

STORAGE STABILITY TEMPERATURE
Unopened Five (5) years 2-8C
Opened Thirty (30) days 2-8°C

EXPECTED RANGE OF VALUES
These controls have been assayed by leading manufacturers of autoimmune test systems. Values are expressed in 1U/ml
(WHO: 65/93 for TgAb and 66/387 for TPOAb)

Positive Controls Negative Controls |

Method

S 1555.71 1042.32-2069.09 <50 - MB ACCUBIND ELISA
Anti-Tg in IU/ml
1600.56 1072.38-2128.74 <50 - MB ACCULITE CLIA
. . . .63- B < -
Anti-TPO in 1U/MI 351.69 235.63-467.74 20 MB ACCUBIND ELISA
357.61 230.60-475.62 <20 - MB ACCULITE CLIA

Individual laboratory means should fall within the corresponding acceptable range; however laboratory means may vary from
the listed values during the life of this control. Therefore, each laboratory should establish its own means and acceptable
ranges for the product used, using Monobind's assignment only as guide. A trend log should be maintained for batch to
batch consistency of the test. Variations over time and between laboratories may be caused by a) differences in laboratory
personnel, b) improper technique, c) instrumentation and reagents, d) improper dilutions from the stated manufacturer's
procedure, and/ or e) modifications in the manufacturer’s test procedure.

Refer to http://mww.monobind.com/site/qc-documents.html for any updated insert information.

WARNING AND PRECAUTIONS
FOR IN VITRO DIAGNOSTIC USE

All products that contain human serum have been found to be non-reactive for HIV 1&2, HIV-Ag, HBsAg, HCV and RPR by
FDA required tests. 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.

Revision: 0 Date: 2020-Feb-12 Product Code: AIT-101
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