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STATEMENT

We, XEMA LLC, as a manufacturer of in vitro diagnostic medical devices,
having a registered office at Akademika Yefremova St. 23, Kyiv, Ukraine
assign SRL SANMEDICO having a registered office at A. Corobceanu Street
7A, apt. 9, ChiSinau MD-2012, Moldova, as authorized representative in
correspondence with legislative requirements of the Republic of Moldova.

We declare that the company mentioned above is authorized to register,
notify, renew, or modify the registration of medical devices on the territory of
the Republic of Moldova.

This Statement shall come into force on the date of its signing. The duration
of this Statement is 3 years from the date of signing.

Date: 06.09.2023

Signature:
AreeM>&  X&mQ LLCL

Digitally signed by Dolgopol Iulian
Date: 2025.03.04 10:51:17 EET
Reason: MoldSign Signature
Location: Moldova

[ MOLDOVA EUROPEANA
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Vertretung und Représentanz

Certificate

Of Marketing Authorization of Medical Product

within Germany, the member states of the European Union
and the other states having a contractual agreement with the European Economic Area

Nr. AR/IVD/XEMA LLC/01/2023

Issued on the basis of the Declaration of conformity and registration taking into account account Article 11 of Regulation (EU) 2017/746 (IVDR) on In Vitro Diagnostic,

and Medical Device Implementing Act (MPDG)

Ausgestellt auf Grund der Konformitatserklarung und Registrienmg unter Berticksichtigung der der Verordnung (EU) 2017/746 (IVDR) tiber In-vitro-Diagnostika

Manufacturer / Hersteller

Product name / Produkt

Product Classification:
Produkiklassifizierung

Category:
Kategorie

Conformity assessment procedure:

Konformitatsb ewertungsverfahren:

State Competent Authority:
Staatliche Zustandige Behérde

Date ofissue : 2023-03-07
Das Ausstellungsdatum

Represented in the EC by:

Polmed.de Beata Rozwadowska
Fichtenstr. 12A, 90763 Furth, Germany

email: info@polmed.de
Tel: +49 911 93163967

SRN: DE-AR-000006947

und Medizinprodukterecht-Durchfilhrungsgesetz (MPDG)

XEMALLC SRN: UA-MF-000032959
UKRAINE, 03179 KYIV

Akademika Yefremova St. 23

ga@xema.com.ua; www.xema.in.ua

See annex to the Certificate
Siehe Anhang zum Zetifikat

In Vitro Diagnostic Medical Devices
In-vitro-Diagnostikum (IVD) Medizinprodukte

Common/ Other IVD
Sonstige IVD-Produkte

EC DECLARATION OF CONFORMITY
(Annex lll, except point 6, Directive 98/79/EC)
in connection with article 110(3) IVDR

EU- KONFORMITATSERKLARUNG
(Anhang IlI, auRer Nummer 6, Richtlinie 98/79 / EG)
in Verbindung mit Artikel 110 (3) IVDR

BfArM Federal Institute for Drugs and Medical Devices
DMIDS (German Medical Device Information and Database System)

BfArM Das Bundesinstitut fir Arzneimittel und Medizinprodukte DMIDS
(Deutsches Medizinprodukte-Informations- und Datenbanksystem)

Valid to : 2025-05-31
Giiltig bis
Polmed.de

Valid with the Extract from the database www. dimdi de (German Medical Device Information and Database System (DMIDS))
Gilt nur mit :Auszug aus der Datenbank www.dimdi de (Deutsches Medizinprodukte-Informat ions- und Datenbanksystem (DMIDS))
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Vertretung und Repriisentanz

Annex to the Certificate No.:
Anhang zum Zertifikat Nr.:

AR/IVD/XEMA LLC/01/2023

The following medical devices can be placed on the market in the Federal Republic of Germany, in the member states
of the European Economic Community (EEC) and in the other contract states of the agreement about the European Economic Area.

Die folgenden Medizinprodukte in der Bundesrepublik Deutschland, in den Mitgliedsstaaten

der Europdischen Wirtschaftsgemeinschaft (EG) und in den Vertragsstaaten der EG in den Verkehr gebracht werden diirfen.

Nomenclature term Catalog No. Name of device DMIDS
# Nomenklaturbezeichnung Katalog-Nr. Produktbezeichnung Registration number
Registriernummer
1. ASPERGILLUS K021 GalMAg EIA DE/CA64/00115824
2. HSV IgG K104 HSV 1/2 1gG EIA DE/CA64/00115826
3. HSV IgM K104M HSV 1, 21gM EIA DE/CA64/00115833
4. HSV 2 1gG K104B HSV 2 IgG EIA DE/CA64/00115836
5. MYCOPLASMA ANTIBODY ASSAYS K106 Mycoplasma IgG EIA DE/CA64/00115837
6. SYPHILIS ANTIBODY ASSAYS TOTAL K111 anti-Treponema pallidum EIA DE/CA64/00115839
7. SYPHILIS ANTIBODY IGG K111G Treponema pallidum IgG EIA DE/CA64/00115840
8. H. PYLORI ANTIBODY ASSAYS K119G Helicobacter pylori IgG EIA DE/CA64/00115850
OTHER OTHER BACTERIOLOGY
9. K126 Ureaplasma IgG EIA DE/CA64/00115851
IMMUNOASSAY
THYROID PEROXIDASE
10. K131 aTPO EIA DE/CA64/00115852
(INCL. MICROSOMAL) ANTIBODIES
11. THYROGLOBULIN AUTOANTIBODIES K132 aTG EIA DE/CA64/00115853
12. MPO ANCA K133 aMPO EIA DE/CA64/00115854
K160 anti-TGlu IgG EIA
13. TISSUE TRANSGLUTAMINASE ANTIBODIES DE/CA64/00115855
K161 anti-TGlu IgA EIA
14. GIARDIA LAMBLIA K171 anti-Giardia lamblia EIA DE/CA64/00115856
15. OTHER PARASITOLOGY K174 Ascaris IgG EIA DE/CA64/00115857
16. ECHINOCOCCUS K175 Echinococcus IgG EIA DE/CA64/00115858
17. DISTOMATOSIS K176 Opisthorchis IgG EIA DE/CA64/00115859
K180 Gliadin IgG EIA
18. GLIADIN ANTIBODIES DE/CA64/00115860
K181 Gliadin IgA EIA
19. IMMUNOGLOBULIN E - TOTAL K200 Total IgE EIA DE/CA64,/00115861
20. THYROID STIMULATING HORMONE K201 TSH EIA DE/CA64/00115863
21. LUTEINISING HORMONE K202 LH EIA DE/CA64/00115864
22. FOLLICLE STIMULATING HORMONE K203 FSH EIA DE/CA64/00115865
23. HUMAN GROWTH HORMONE K204 GH EIA DE/CA64/00115866
24. HUMAN CHORIONIC GONADOTROPIN TOTAL K205 hCG EIA DE/CA64/00115867
25, PROLACTIN K206 Prolactin EIA DE/CA64/00115868

The above-mentioned medical products are marked with the CE symbol.

Die oben genannten medizinischen Produkte sind mit dem CE-Zeichen gekennzeichnet.

Valid with the Extract from the database www.dimdi.de (German Medical Device Information and Database System (DMIDS))
Gilt nur mit :Auszug aus der Datenbank www.dimdi.de (Deutsches Medizinprodukte-Informations- und Datenbanksystem (DMIDS))
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Vertretung und Repriisentanz

Annex to the Certificate No.:

Anhang zum Zertifikat Nr.:

AR/IVD/XEMA LLC/01/2023

The following medical devices can be placed on the market in the Federal Republic of Germany, in the member states
of the European Economic Community (EEC) and in the other contract states of the agreement about the European Economic Area.

Die folgenden Medizinprodukte in der Bundesrepublik Deutschland, in den Mitgliedsstaaten

der Europdischen Wirtschaftsgemeinschaft (EG) und in den Vertragsstaaten der EG in den Verkehr gebracht werden diirfen.

Nomenclature term Catalog No. Name of device DMIDS
4 Nomenklaturbezeichnung Katalog-Nr. Produktbezeichnung Registration number
Registriernummer
26. PROGESTERONE K207 Progesterone EIA DE/CA64/00115869
27. ESTRADIOL K208 Estradiol EIA DE/CA64/00115870
28. TESTOSTEROI:IF%S;VégTHEDR%I;YE?RO AND FREE K209 Testosterone EIA DE/CA64/00115871
29. CORTISOL K210 Cortisol EIA DE/CA64/00115872
30. TRIIODOTHYRONINE K211 T3 EIA DE/CA64/00115873
31 THYROXINE K212 T4 EIA DE/CA64/00115874
32. FREE TRIIODOTHYRONINE K213 fT3 EIA DE/CA64/00115875
33. FREE THYROXINE K214 fT4 EIA DE/CA64/00115876
24, DEHYDRO-EPI[(\II\II\I%PI{?S;I]EE%)NE SULPHATE 1215 O DE/CA64/00115877
35. 17 OH PROGESTERONE K217 17-OH-progesterone EIA DE/CA64/00115878
36. ESTRIOL K218 free Estriol EIA DE/CA64/00115880
37. TESTOSTEROI.\ITES{,VJE;{EDR%HN\;?RO AND FREE K219 free Testosterone EIA DE/CA64/00115881
38. CANCER ANTIGEN 125 K222 CA 125 EIA DE/CA64/00115882
39. CANCER ANTIGEN 19-9 K223 CA 19-9 EIA DE/CA64/00115883
40. CARCINOEMBRYONIC ANTIGEN K224 CEA EIA DE/CA64/00115884
41. ALPHAFETOPROTEIN K225 AFP EIA DE/CA64/00115885
42. CANCER ANTIGEN 15-3 K226 CA 15-3 (M12) EIA DE/CA64/00115886
43. OTHER OTHER TUMOUR MARKERS K232 Thyroglobulin EIA DE/CA64/00115887
44 | ®HUMAN CHORIONIC GONADOTROPIN (INCL. —_— free B-HCG EIA DE/CA64/00115888
SUBUNIT)
45. CYFRA 21-1 K236 CYFRA 21-1 EIA DE/CA64/00115889
46. SQUAMOUS CELL CARCINOMA ANTIGEN K237 SCC (A) EIA DE/CA64,/00115890
47 | PREGNANCY ASSOCIATED PLASMA PROTEIN - K238 PAPP-A EIA DE/CA64/00115892
A (DOWNS)

48. OTHER OTHER TUMOUR MARKERS K239 HE4 EIA DE/CA64/00115893
49, CANCER ANTIGEN 242 K243 CA242 EIA DE/CA64/00115894
50. OTHER PREGNANCY TESTING HORMONES K245 AMH EIA DE/CA64/00115896

The above-mentioned medical products are marked with the CE symbol.

Die oben genannten medizinischen Produkte sind mit dem CE-Zeichen gekennzeichnet.

Valid with the Extract from the database www.dimdi.de (German Medical Device Information and Database System (DMIDS))
Gilt nur mit :Auszug aus der Datenbank www.dimdi.de (Deutsches Medizinprodukte-Informations- und Datenbanksystem (DMIDS))
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Vertretung und Repriisentanz

Annex to the Certificate No.:

Anhang zum Zertifikat Nr.:

AR/IVD/XEMA LLC/01/2023

The following medical devices can be placed on the market in the Federal Republic of Germany, in the member states
of the European Economic Community (EEC) and in the other contract states of the agreement about the European Economic Area.

Die folgenden Medizinprodukte in der Bundesrepublik Deutschland, in den Mitgliedsstaaten

der Europiischen Wirtschaftsgemeinschaft (EG) und in den Vertragsstaaten der EG in den Verkehr gebracht werden dinfen.

Nomenclature term Catalog No. Name of device DMIDS
Nomenklaturbezeichnung Katalog-Nr. Produktbezeichnung Registration number
#
Registriernummer
51. HUMAN PLACENTAL LACTOGEN HPL K246 Placental lactogen EIA DE/CA64/00115897
52. C-REACTIVE PROTEIN K250 CRP EIA DE/CA64/00115898
53. C-PEPTIDE K267C C-peptide EIA DE/CA64/00115900
54. INSULIN K267N Insulin EIA DE/CA64/00115901
55. SEX HORMONE BINDING GLOBULIN K268 SHBG EIA DE/CA64/00115902
56. TROPONIN (T +1) K291 Troponin| EIA DE/CA64/00115903
57. LYME ANTIBODY IGG K118G Borelia burgdorferi IgG EIA DE/CA64/00115904
58. LYME ANTIBODY IGM K118M Borelia burgdorferi IgM EIA DE/CA64/00115905
K108V Epstein-Barr virus VCA IgG EIA
K108VM Epstein-Barr virus VCA IgM EIA DE/CA64 /00115906
9,
R B ' BODIES K108N Epstein-Barr virus EBNA IgG EIA
The above-mentioned medical products are marked with the CE symbol.
Die oben genannten medizinischen Produkte sind mit dem CE-Zeichen gekennzeichnet.
?.,ozwadau)
9%
Represented in the EC by: .3 Date: March 07, 2023
Polmed.de Beata Rozwadowska —_—
Fichtenstr. 12A, 90763 Fiwrth, Germany
email: info@polmed.de
Tel: +49 911 93163967
SRN: DE-AR-000006947 Polmed.de

Valid with the Extract from the database www.dimdi de (German Medical Device Information and Database System (DMIDS))
Gilt mur mit :Auszug aus der Datenbank www. dimdi de (Deutsches Medizinprodukte-Informations- und Datenbank system (DMIDS))




CERTIFICATE

on compliance of Quality Management System

Registration Date:

August 02, 2024

No. UA.SM.214-21

Expiry Date: August 01, 2027
First edition: August 04, 2021

THIS IS TO CERTIFY THAT
QUALITY MANAGEMENT SYSTEM CONCERNING

The Design and Development, Manufacture, Storage and Distribution
medical devices for in vitro diagnostics

was implemented by: XEMA LLC
at the address: Akademika Yefremova St. 23, Kyiv, Ukraine, 03179

meets the requirements of DSTU EN ISO 13485:2018
(EN ISO 13485:2016, IDT; 1SO 13485:2016, IDT); ISO 13485:2016.

Compliance control of the certified quality management system with the requirements of the specified

standard is carried out through supervision, the frequency and procedures of which are regulated by the
procedures of the conformity assessment body.

The conformity assessment body UKRMEDCERT LLC, address: str. Drahomanova, building 1-A, office 2,
Kyiv, 02059, Ukraine, phone: +38-067-595-02-30, https://ukrmedcert.org.ua

Head of CAB JW YE 7 “ioi Tetiana SUKHENKO

o e
The validity of a certificate of compliance can be verified in the online Register

https://ukrmedcert.org.ua or by phone +38-067-595-02-30.
The original version of this Certificate is issued in Ukrainian.




Instruction for use

A solid-phase enzyme immunoassay kit

for the qualitative detection of IgG antibodies
to Borelia burgdorferi sensu lato

in human serum or plasma

Borelia burgdorferi IgG EIA

Catalogue number K118G

Qge For 96 determinations < € v
In vitro diagnostic medical device

XEMA LLC

u Akademika Yefremova St. 23 [EC|REP] Authorized Representative in EU:
03179, Kyiv, Ukraine Polmed.de Beata Rozwadowska
tel.:+38 044 422-62-16 Fichtenstr. 12A, 90763 Fuerth, Germany
tel.:+38 044 294-69-78 tel.:+49 911 931 639 67
E-mail: info@xema.com.ua E-mail: info@polmed.de

www.xema.com.ua www.polmed.de
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K118GIE

Instruction for use
A solid-phase enzyme immunoassay kit
for the qualitative detection of IgG antibodies
to Borelia burgdorferi sensu lato
in human serum or plasma

Borelia burgdorferi IgG EIA
1. INTENDED USE

ELISA reagent kit Borelia burgdorferi IgG EIA is a solid-phase enzyme immunoassay for
the qualitative detection of IgG antibodies to Borelia burgdorferi sensu lato in human serum or
plasma.

The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

Borrelia burgdorferi sensu lato - is a group of borreliosis or Lyme disease pathogens, a
common infection, the main host and vector of which is the ixodid tick. The disease is transmitted
only through a tick bite.

In the early stages of borreliosis, fatigue, chills and headaches may be observed, and later
more serious symptoms may occur, such as joint pain, meningitis, numbness in the extremities,
facial nerve paralysis, memory disorders, and eye and heart damage. After the spirochete
penetrates the skin, a creeping erythema occurs, and after several days or weeks, it reaches
many organs by haematogenous or lymphatic means. In general, the incubation period is from
3 to 45 days.

Early diagnosis of the disease is based on clinical and epidemiological data. The diagnosis is
confirmed by laboratory, usually by serological methods - the detection of specific antibodies to
Borrelia burgdorferi in the blood.

IgM antibodies appear in the blood first, a few days after infection, but can be detected by
laboratory tests in 2-3 weeks. After about 6 weeks, the concentration of antibodies reaches a
maximum and then gradually decreases. IgG antibodies begin to be detected 4-6 weeks after
infection and the maximum amount of IgG antibodies is synthesised 2-3 months after the onset
of early symptoms of the disease. Then their number gradually decreases, but they remain in
the body for several years.

Document: K118GIE Instruction version/date: 2024.04



XEMA

3. TEST PRINCIPLE

The detection of IgG antibodies to Borrelia burgdorferi is based on the indirect enzyme
immunoassay principle. On the inner surface of the microplate wells are immobilized recombinant
Borrelia burgdorferi antigen. The analysis procedure includes three stages of incubation:

- during the first stage specific to Borrelia burgdorferi antibodies from the specimen are
bound onto the microwell surface;

- during the second stage horseradish peroxidase-conjugated specific monoclonal
anti-IgG antibodies bind to the antigen-antibody complexes, fixed in the formed at the previous
stage complexes;

- during the third stage, the complexes formed due to the reaction with the chromogen
3,3’,5,5'-tetramethylbenzidine are visualized.

After stopping the reaction with a stop solution, the intensity of the color of the microwells
is measured. The optical density (OD) in the microwell is directly related to the concentration of
the measured IgG antibodies to Borrelia burgdorferi in test specimen.

Document: K118GIE Instruction version/date: 2024.04
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450\620-680 nm wavelength;

- dry thermostat for +37°Cx1°C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 uL;
- graduated cylinder of 1000 mL capacity;

- distilled or deionized water;

- timer;

- vortex mixer;

- disposable gloves;

- absorbent paper.

6. WARNING AND PRECAUTIONS

In order to prevent incorrect results, strictly follow the recommended order and duration of
the analysis procedure.

6.1. The kit is for in vitro diagnostic use only. For professional laboratory use.

6.2. Follow the rules mentioned below during the kit using:

- do not use kit beyond expire date;

- do not use the kit if its packaging is damaged;

- in order to avoid contamination, use new tips to pipette samples and reagents;

- use only verified equipment;

- close each vial with its own cap, after using the reagent;

- do not use components of other kits or reagents of other manufacturers;

- do not let wells dry after completing the rinsing step; immediately proceed to the next
stage;

- avoid bubbles when adding reagents.

ATTENTION! The TMB substrate solution is light sensitive. Avoid prolonged exposure
of the component to light.

6.3. Some kit components, such as stop solution, substrate solution, and washing solution,
may cause toxic or irritant effects. If they get on the skin or mucosa, the affected area should
be washed with plenty of running water.

6.4. All human products, including patient samples, should be considered potentially
infectious. Handling and disposal should be in accordance with the procedures defined by an
appropriate national biohazard safety guidelines or regulations.

6.5. The positive and negative control serum included in the kit are negative for antibodies
to HIV 1,2, hepatitis C virus and HBsAg, but the reagents should be considered as potentially
infectious material and handled carefully.

6.6. Specimens must not contain any azide compounds, as they inhibit activity of peroxidase.

6.7. Wear protective gloves, protective clothing, eye protection, face protection.

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

6.9. Safety Data Sheet for this product is available upon request directly from XEMA LLC.

6.10. Serious incidents related to the kit must be reported to the manufacturer, Authorized
Representative, and to the Competent Authority of the EU member state(s) where the incident
has occurred.

Document: K118GIE Instruction version/date: 2024.04
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7. SPECIMEN COLLECTION, TRANSPORTATION AND STORAGE OF SAMPLES

7.1. Blood sampling should be carried out from the cubital vein with a disposable needle
using a vacuum blood sampling system. Serum or plasma specimens should be clearly labeled
and identified. Serum must be separated from the clot as early as possible to avoid hemolysis
of red blood cells. If there are any visible particles in the sample, they should be removed by
centrifugation at 3000-5000 rpm for 20 minutes at room temperature or by filtration.

Don’t use samples with high lipidemia, hemolysis as they may give false test results.

7.2. Specimen should be stored at +2...48°C up to 3 days. Specimen held for a longer time,
should be placed in a freezer at -15°C or below, avoid no more than three cycles of thawing-
freezing samples.

7.3. Forthe transportation of samples, it is recommended to use triple packaging. The primary
package is the labeled tube containing the sample. Secondary packaging is a polyethylene bag
that is hermetically closed with a zip-lock. The outer packaging is a heat-insulating container,
while the secondary packaging is placed in the outer packaging for transportation in the center
of the thermal container. Frozen refrigerants are placed on the bottom, along the side walls of
the thermal container, and cover the samples with them.

8. TRANSPORTATION AND STORAGE TERMS OF KIT, WASTE DISPOSAL

Information about the singularity storage conditions, transportation of the kit, and disposal
of waste should be taken into account by all persons who participate in these processes.

8.1. Transportation

The Borrelia burgdorferi IgG EIA kit should be transported in the manufacturer’s packaging
at +2...+8°C. Single transportation at the temperature up to 25°C for 5 days is acceptable.

8.2. Storage
The Borrelia burgdorferi IgG EIA kit should be stored in the manufacturer’s packaging at

+2...+8°C. Do not freeze.
The kit contains reagents sufficient for 96 determinations including Positive and Negative
Control Serum.
Once opened test-kit is stable for 2 months when stored properly as intended by manufacturer
at 2-8°C.
In case of partial use of the kit, the components should be stored in the following way:
- the remaining strips should be immediately resealed in the bag along with the silica gel,
closed with the zip-lock, and stored at +2...4+8°C within 2 months;
- EIA Buffer, Substrate Solution, Stop Solution, and Washing Solution concentrate after opening
the vial, can be stored tightly closed at +2...+8°C until the kit’s shelf life;
- Conjugate Solution, Positive and Negative Control Serum after opening the vial, can be
stored tightly closed at +2...4+8°C within 2 months;
- diluted Washing Solution can be stored at room temperature (+18...425°C) for up to 5 days or
at +2...+8°C for up to 14 days.
Kits that were stored in violation of the storage condition cannot be used.
8.3. Disposal
Expired kit components, used reagents and materials, as well as residual samples must be
inactivated and disposed of in accordance with legal requirements.

Document: K118GIE Instruction version/date: 2024.04
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9. REAGENTS PREPARATION

9.1. All reagents (including microstrips) and test samples should be allowed to reach room
temperature (+18...425 °C) for at least 30 minutes before use.

9.2. Microplate preparation

Open the package with the microplate and install the required number of strips into the
frame. The remaining strips should be immediately resealed in the bag along with the silica gel
and closed with the zip-lock to prevent moisture from affecting the plate’s strips.

9.3. Washing solution preparation

Add the contents of the 30 mL washing solution concentrate vial to 750 mL of distilled or
deionized water and mix thoroughly. In case of partial use of the kit, take the necessary amount of
washing solution concentrate and dilute it 26 times with distilled or deionized water.

The spending of the components in case of partial use of the kit is given in the table:

Quantity of strips 1 2 3 4 5 6 7 8 9 10 | 11 | 12

Volume of the washing

solution concentrate, 2.5 5 7.5 10 12.5 15 17.5 20 22.5 25 27.5 30
mL

Volume of water, mL 62.5 | 125 |187.5| 250 |312.5| 375 |437.5| 500 [562.5| 625 |687.5| 750

10. ASSAY PROCEDURE

10.1. Put the desired number of strips into the frame based on the number of test samples
and 4 wells for Positive and Negative Control Serum (1 well for Positive Control (CP)
and 3 wells for Negative Control Serum (CN)).

10.2. Dispense 90 pL of EIA Buffer to all wells.

10.3. Dispense 10 UL of Positive and Negative Control Serum as well as 10 pL of
test serum/plasma samples (SAMP) to the wells of the microplate according to
the scheme below. The introduction of Positive and Negative Control Serum and test

samples should be carried out within 5 minutes to ensure equal incubation time for
the first and last samples.

NOTE: during performing several independent series of tests,
Positive and Negative Control Serum should be used each time.

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 10 11 12
A CP | SAMP5 |SAMP13|SAMP21
B CN SAMP6 | SAMP14 | SAMP22
C CN SAMP7 | SAMP15 | SAMP23
D CN SAMP8 | SAMP16
E SAMP1| SAMP9 | SAMP17
F |SAMP2|SAMP10|SAMP18
G |[SAMP3|SAMP11|SAMP19
H |SAMP4|SAMP12|SAMP20
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10.4. Carefully mix the contents of the microplate in a circular motion on a horizontal
surface, cover strips with a plate sealing tape and incubate for 30 minutes at
+37°C.

10.5. At the end of the incubation period, remove and discard the plate cover. Aspirate
and wash each well 5 times using an automatic washer or an 8-channel dispenser.
For each washing, add 300 pL of Washing Solution (see 9.3) to all wells, then
remove the liquid by aspiration or decantation. The residual volume of the Washing
Solution after each aspiration or decantation should be no more than 5 pL. After
washing, carefully remove the remaining liquid from the wells on the absorbent
paper. For the automatic washer/analyzer, the Washing Solution volume can be
increased to 350 pL.

10.6. Add 100 pL of Conjugate Solution to all wells.
10.7. Cover strips with a plate sealing tape and incubate for 30 minutes at +37°C.

10.8. At the end of the incubation period, aspirate and wash each well 5 times as
described in 10.5.

10.9. Add 100 pL of Substrate Solution to all wells. The introduction of the Substrate
Solution into the wells must be carried out within 2-3 minutes. Incubate the
microplate in the dark at room temperature (+18...4+25°C) for 15 minutes.

10.10. Add 100 pL of Stop Solution to all wells in the same order as the Substrate
Solution. After adding the Stop Solution, the contents of the wells turn yellow.

10.11. Read the optical density (OD) of the wells at 450 nm and reference light filters
620-680 nm using a microplate photometer within 5 minutes of adding the stop
solution. Set photometer blank on air.

11. TEST VALIDITY AND CALCULATION OF RESULTS

11.1. The test results are valid only if Positive and Negative Control Serum are within the
specified ranges and if all other test parameters are also within the given assay specifications,
namely:

- OD of CONTROL- < 0.15;

- OD of CONTROL+ > 1.5;

- OD(CN) x 0,5 < OD(CN) < OD(CN) x 2.

11.2. Calculate the mean OD value of the Negative Control Serum:

meanOD(CN) = (OD1(CN) + OD2(CN) + OD3(CN))/3

11.3. Calculate the Cut Off value by adding to the mean OD value of the Negative Control
Serum the coeficient 0.3.

Cut off = meanOD(CN) + 0.3

11.4. Calculate Positivity Index (PI) for each sample by dividing the OD of the sample by
Cut off value:

PI = ODsample/Cut off

12. INTERPRETATION OF THE RESULTS

If PI value > 1.1 the result is POSITIVE,
If PI value is between 0.9 and 1.1 the result is EQUIVOCAL,
If PI value < 0.9 the result is NEGATIVE.
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If equivocal results are obtained, it is recommended to conduct a reexamination of the
sample in several replicates. If the result is equivocal again, a new sample should be obtained
within 5-7 days and retested. If the result remains equivocal, the sample should be considered
negative.

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1. Precision of Measurement

Reproducibility (Intra assay repeatability) was determined by evaluation the coefficient of
variation (CV) for 2 different samples, with different levels of IgG antibodies to the Borrelia
burgdorferi sensu lato antigen, during 1 day in 43 replicates on one series of ELISA kit.

N2 serum mean 0D mean Pl CVPI, %
1 0.31 1.02 8.29
2 1.08 3.59 6.65

Reproducibility (Inter assay reproducibility) was determined by evaluating the coefficients
of variation (CV) for 2 samples of each serum for 4 days in 8-replicate determinations.

N2 serum mean 0D mean Pl CVPIL, %
1 0.27 0.9 8.1
2 1.1 3.66 6.8

13.1.2. Analytical specificity

For the analysis result is not affected by the presence in the sample of bilirubin in a
concentration of up to 0.21 mg/mL, hemoglobin in a concentration of up to 10 mg/mL and
triglycerides in a concentration of up to 10 mg/mL.

13.2. Diagnostic performance characteristics

The clinical sensitivity and specificity of the assay were evaluated using a serum panel with
8 positive and 8 negative clinical serum samples and were 100%. The relative sensitivity and
specificity of the assay were investigated in a sample of 96 donor sera characterised for the
content of IgG antibodies to Borrelia burgdorferi antigen in commercical Kits, and the ressults
were 99.7% and 97.5%, respectively.

14. LIMITATIONS

A positive result is evidence of the presence of IgG antibodies to Borrelia burgdorferi sensu
lato antigen. The diagnosis cannot be based on the results of an IgG antibody test to Borrelia
burgdorferi alone and requires confirmation, including an assessment of the patient’s clinical
presentation and history, the detection of IgM antibodies to Borrelia burgdorferi and conducting
an immunoblot test.

A negative result indicates the absence of IgG antibodies to Borrelia burgdorferi sensu lato
or antibody levels below the limit of sensitivity of the kit.

The results of serum tests in patients with immunosuppression and immunological disorders
should be interpreted with caution.
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Instruction for use
A solid-phase enzyme immunoassay kit
for the qualitative detection of IgM antibodies
to Borelia burgdorferi sensu lato
in human serum or plasma

Borelia burgdorferi IgM EIA
1. INTENDED USE

ELISA reagent kit Borelia burgdorferi IgM EIA is a solid-phase enzyme immunoassay for
the qualitative detection of IgM antibodies to Borelia burgdorferi sensu lato in human serum or
plasma.

The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

Borrelia burgdorferi sensu lato - is a group of borreliosis or Lyme disease pathogens, a
common infection, the main host and vector of which is the ixodid tick. The disease is transmitted
only through a tick bite.

In the early stages of borreliosis, fatigue, chills and headaches may be observed, and later
more serious symptoms may occur, such as joint pain, meningitis, numbness in the extremities,
facial nerve paralysis, memory disorders, and eye and heart damage. After the spirochete
penetrates the skin, a creeping erythema occurs, and after several days or weeks, it reaches
many organs by haematogenous or lymphatic means. In general, the incubation period is from
3 to 45 days.

Early diagnosis of the disease is based on clinical and epidemiological data. The diagnosis is
confirmed by laboratory, usually by serological methods - the detection of specific antibodies to
Borrelia burgdorferi in the blood.

IgM antibodies appear in the blood first, a few days after infection, but can be detected by
laboratory tests in 2-3 weeks. After about 6 weeks, the concentration of antibodies reaches a
maximum and then gradually decreases. IgG antibodies begin to be detected 4-6 weeks after
infection and the maximum amount of IgG antibodies is synthesised 2-3 months after the onset
of early symptoms of the disease. Then their number gradually decreases, but they remain in
the body for several years.
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3. TEST PRINCIPLE

The detection of IgM antibodies to Borrelia burgdorferi is based on the indirect enzyme
immunoassay principle. On the inner surface of the microplate wells are immobilized recombinant
Borrelia burgdorferi antigen. The analysis procedure includes three stages of incubation:

- during the first stage specific to Borrelia burgdorferi antibodies from the specimen are
bound onto the microwell surface;

- during the second stage horseradish peroxidase-conjugated specific monoclonal
anti-IgM antibodies bind to the antigen-antibody complexes, fixed in the formed at the previous
stage complexes;

- during the third stage, the complexes formed due to the reaction with the chromogen
3,3’,5,5'-tetramethylbenzidine are visualized.

After stopping the reaction with a stop solution, the intensity of the color of the microwells
is measured. The optical density (OD) in the microwell is directly related to the concentration of
the measured IgM antibodies to Borrelia burgdorferi in test specimen.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450/620-680 nm wavelength;

- dry thermostat for +37°Cx1°C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 uL;
- graduated cylinder of 1000 mL capacity;

- distilled or deionized water;

- timer;

- vortex mixer;

- disposable gloves;

- absorbent paper.

6. WARNING AND PRECAUTIONS

In order to prevent incorrect results, strictly follow the recommended order and duration of
the analysis procedure.

6.1. The kit is for in vitro diagnostic use only. For professional laboratory use.

6.2. Follow the rules mentioned below during the kit using:

- do not use kit beyond expire date;

- do not use the kit if its packaging is damaged;

- in order to avoid contamination, use new tips to pipette samples and reagents;

- use only verified equipment;

- close each vial with its own cap, after using the reagent;

- do not use components of other kits or reagents of other manufacturers;

- do not let wells dry after completing the rinsing step; immediately proceed to the next
stage;

- avoid bubbles when adding reagents.

ATTENTION! The TMB substrate solution is light sensitive. Avoid prolonged exposure
of the component to light.

6.3. Some kit components, such as stop solution, substrate solution, and washing solution,
may cause toxic or irritant effects. If they get on the skin or mucosa, the affected area should
be washed with plenty of running water.

6.4. All human products, including patient samples, should be considered potentially
infectious. Handling and disposal should be in accordance with the procedures defined by an
appropriate national biohazard safety guidelines or regulations.

6.5. The positive and negative control serum included in the kit are negative for antibodies
to HIV 1,2, hepatitis C virus and HBsAg, but the reagents should be considered as potentially
infectious material and handled carefully.

6.6. Specimens must not contain any azide compounds, as they inhibit activity of peroxidase.

6.7. Wear protective gloves, protective clothing, eye protection, face protection.

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

6.9. Safety Data Sheet for this product is available upon request directly from XEMA LLC.

6.10. Serious incidents related to the kit must be reported to the manufacturer, Authorized
Representative, and to the Competent Authority of the EU member state(s) where the incident
has occurred.
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7. SPECIMEN COLLECTION, TRANSPORTATION AND STORAGE OF SAMPLES

7.1. Blood sampling should be carried out from the cubital vein with a disposable needle
using a vacuum blood sampling system. Serum or plasma specimens should be clearly labeled
and identified. Serum must be separated from the clot as early as possible to avoid hemolysis
of red blood cells. If there are any visible particles in the sample, they should be removed by
centrifugation at 3000-5000 rpm for 20 minutes at room temperature or by filtration.

Don’t use samples with high lipidemia, hemolysis as they may give false test results.

7.2. Specimen should be stored at +2...48°C up to 3 days. Specimen held for a longer time,
should be placed in a freezer at -15°C or below, avoid no more than three cycles of thawing-
freezing samples.

7.3. Forthe transportation of samples, it is recommended to use triple packaging. The primary
package is the labeled tube containing the sample. Secondary packaging is a polyethylene bag
that is hermetically closed with a zip-lock. The outer packaging is a heat-insulating container,
while the secondary packaging is placed in the outer packaging for transportation in the center
of the thermal container. Frozen refrigerants are placed on the bottom, along the side walls of
the thermal container, and cover the samples with them.

8. TRANSPORTATION AND STORAGE TERMS OF KIT, WASTE DISPOSAL

Information about the singularity storage conditions, transportation of the kit, and disposal
of waste should be taken into account by all persons who participate in these processes.

8.1. Transportation

The Borrelia burgdorferi IgM EIA kit should be transported in the manufacturer’s packaging
at +2...+8°C. Single transportation at the temperature up to 25°C for 5 days is acceptable.

8.2. Storage
The Borrelia burgdorferi IgM EIA kit should be stored in the manufacturer’s packaging at

+2...+8°C. Do not freeze.
The kit contains reagents sufficient for 96 determinations including Positive and Negative
Control Serum.
Once opened test-kit is stable for 2 months when stored properly as intended by manufacturer
at 2-8°C.
In case of partial use of the kit, the components should be stored in the following way:
- the remaining strips should be immediately resealed in the bag along with the silica gel,
closed with the zip-lock, and stored at +2...4+8°C within 2 months;
- EIA Buffer, Substrate Solution, Stop Solution, and Washing Solution concentrate after opening
the vial, can be stored tightly closed at +2...+8°C until the kit’s shelf life;
- Conjugate Solution, Positive and Negative Control Serum after opening the vial, can be
stored tightly closed at +2...4+8°C within 2 months;
- diluted Washing Solution can be stored at room temperature (+18...425°C) for up to 5 days or
at +2...+8°C for up to 14 days.
Kits that were stored in violation of the storage condition cannot be used.
8.3. Disposal
Expired kit components, used reagents and materials, as well as residual samples must be
inactivated and disposed of in accordance with legal requirements.
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9. REAGENTS PREPARATION

9.1. All reagents (including microstrips) and test samples should be allowed to reach room
temperature (+18...425 °C) for at least 30 minutes before use.

9.2. Microplate preparation

Open the package with the microplate and install the required number of strips into the
frame. The remaining strips should be immediately resealed in the bag along with the silica gel
and closed with the zip-lock to prevent moisture from affecting the plate’s strips.

9.3. Washing solution preparation

Add the contents of the 30 mL washing solution concentrate vial to 750 mL of distilled or
deionized water and mix thoroughly. In case of partial use of the kit, take the necessary amount of
washing solution concentrate and dilute it 26 times with distilled or deionized water.

The spending of the components in case of partial use of the kit is given in the table:

Quantity of strips 1 2 3 4 5 6 7 8 9 10 | 11 | 12

Volume of the washing

solution concentrate, 2.5 5 7.5 10 12.5 15 17.5 20 22.5 25 27.5 30
mL

Volume of water, mL 62.5 | 125 |187.5| 250 |312.5| 375 |437.5| 500 [562.5| 625 |687.5| 750

10. ASSAY PROCEDURE

10.1. Put the desired number of strips into the frame based on the number of test samples
and 4 wells for Positive and Negative Control Serum (1 well for Positive Control (CP)
and 3 wells for Negative Control Serum (CN)).

10.2. Dispense 90 pL of EIA Buffer to all wells.

10.3. Dispense 10 UL of Positive and Negative Control Serum as well as 10 pL of
test serum/plasma samples (SAMP) to the wells of the microplate according to
the scheme below. The introduction of Positive and Negative Control Serum and test

samples should be carried out within 5 minutes to ensure equal incubation time for
the first and last samples.

NOTE: during performing several independent series of tests,
Positive and Negative Control Serum should be used each time.

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 10 11 12
A CP | SAMP5 |SAMP13|SAMP21
B CN SAMP6 | SAMP14 | SAMP22
C CN SAMP7 | SAMP15 | SAMP23
D CN SAMP8 | SAMP16
E SAMP1| SAMP9 | SAMP17
F |SAMP2|SAMP10|SAMP18
G |[SAMP3|SAMP11|SAMP19
H |SAMP4|SAMP12|SAMP20
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10.4. Carefully mix the contents of the microplate in a circular motion on a horizontal
surface, cover strips with a plate sealing tape and incubate for 30 minutes at
+37°C.

10.5. At the end of the incubation period, remove and discard the plate cover. Aspirate
and wash each well 5 times using an automatic washer or an 8-channel dispenser.
For each washing, add 300 pL of Washing Solution (see 9.3) to all wells, then
remove the liquid by aspiration or decantation. The residual volume of the Washing
Solution after each aspiration or decantation should be no more than 5 pL. After
washing, carefully remove the remaining liquid from the wells on the absorbent
paper. For the automatic washer/analyzer, the Washing Solution volume can be
increased to 350 pL.

10.6. Add 100 pL of Conjugate Solution to all wells.
10.7. Cover strips with a plate sealing tape and incubate for 30 minutes at +37°C.

10.8. At the end of the incubation period, aspirate and wash each well 5 times as
described in 10.5.

10.9. Add 100 pL of Substrate Solution to all wells. The introduction of the Substrate
Solution into the wells must be carried out within 2-3 minutes. Incubate the
microplate in the dark at room temperature (+18...4+25°C) for 15 minutes.

10.10. Add 100 pL of Stop Solution to all wells in the same order as the Substrate
Solution. After adding the Stop Solution, the contents of the wells turn yellow.

10.11. Read the optical density (OD) of the wells at 450 nm and reference light filters
620-680 nm using a microplate photometer within 5 minutes of adding the stop
solution. Set photometer blank on air.

11. TEST VALIDITY AND CALCULATION OF RESULTS

11.1. The test results are valid only if Positive and Negative Control Serum are within the
specified ranges and if all other test parameters are also within the given assay specifications,
namely:

- OD of CONTROL- < 0.15;

- OD of CONTROL+ > 1.5;

- OD(CN) x 0,5 < OD(CN) < OD(CN) x 2.

11.2. Calculate the mean OD value of the Negative Control Serum:

meanOD(CN) = (OD1(CN) + OD2(CN) + OD3(CN))/3

11.3. Calculate the Cut Off value by adding to the mean OD value of the Negative Control
Serum the coeficient 0.3.

Cut off = meanOD(CN) + 0.3

11.4. Calculate Positivity Index (PI) for each sample by dividing the OD of the sample by
Cut off value:

PI = ODsample/Cut off

12. INTERPRETATION OF THE RESULTS

If PI value > 1.1 the result is POSITIVE,
If PI value is between 0.9 and 1.1 the result is EQUIVOCAL,
If PI value < 0.9 the result is NEGATIVE.
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If equivocal results are obtained, it is recommended to conduct a reexamination of the
sample in several replicates. If the result is equivocal again, a new sample should be obtained
within 5-7 days and retested. If the result remains equivocal, the sample should be considered
negative.

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1. Precision of Measurement

Reproducibility (Intra assay repeatability) was determined by evaluation the coefficient of
variation (CV) for 2 different samples, with different levels of IgM antibodies to the Borrelia
burgdorferi sensu lato antigen, during 1 day in 43 replicates on one series of ELISA kit.

N2 serum mean 0D mean Pl CVPI, %
1 0.31 1.02 8.29
2 1.08 3.59 6.65

Reproducibility (Inter assay reproducibility) was determined by evaluating the coefficients
of variation (CV) for 2 samples of each serum for 4 days in 8-replicate determinations.

N2 serum mean 0D mean Pl CVPIL, %
1 0.27 0.9 8.1
2 1.1 3.66 6.8

13.1.2. Analytical specificity

For the analysis result is not affected by the presence in the sample of bilirubin in a
concentration of up to 0.21 mg/mL, hemoglobin in a concentration of up to 10 mg/mL and
triglycerides in a concentration of up to 10 mg/mL.

13.2. Diagnostic performance characteristics
The clinical sensitivity and specificity of the assay were evaluated using a serum panel with
8 positive and 8 negative clinical serum samples and were 100%. The relative sensitivity and
specificity of the assay were investigated in a sample of 96 donor sera characterised for the
content of IgM antibodies to Borrelia burgdorferi antigen in commercical Kits, and the ressults
were 99.7% and 97.5%, respectively.

14. LIMITATIONS

A positive result is evidence of the presence of IgM antibodies to Borrelia burgdorferi sensu
lato antigen. The diagnosis cannot be based on the results of an IgM antibody test to Borrelia
burgdorferi alone and requires confirmation, including an assessment of the patient’s clinical
presentation and history, the detection of IgG antibodies to Borrelia burgdorferi and conducting
an immunoblot test.

A negative result indicates the absence of IgM antibodies to Borrelia burgdorferi sensu lato
or antibody levels below the limit of sensitivity of the kit.

The results of serum tests in patients with immunosuppression and immunological disorders
should be interpreted with caution.
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For any issues related to operation of the kit and technical support,
please contact by telefon number

+38 044 294-69-78

or write to:

qa@xema.com.ua

XEMA LLC
Akademika Yefremova St. 23

03179, Kyiv, Ukraine
tel..+38 044 422-62-16
tel..+38 044 294-69-78
E-mail: qa@xema.com.ua
WWW.Xema.com.ua
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CERTIFICATE

on compliance of Quality Management System

Registration Date:

July 29, 2024

No. UA.SM.211-21

Expiry Date: July 28, 2027
First edition: July 29, 2021

THIS IS TO CERTIFY THAT
QUALITY MANAGEMENT SYSTEM CONCERNING

The Design and Development, Manufacture and Distribution
of ELISA test kits for in vitro diagnostics

was implemented by: Vitrotest Bioreagent LLC
at the legal address: Boychuka Myhaila str. 18B, of. 56, Kyiv, 01103, Ukraine
production site address: Kurortna str. 11, Kyiv, 04075, Ukraine

meets the requirements of the standard DSTU EN ISO 13485:2018
(EN ISO 13485:2016, IDT; ISO 13485:2016, IDT).

Compliance control of the certified quality management system with the requirements of the specified
standard is carried out through supervision, the frequency and procedures of which are regulated by the
procedures of the conformity assessment body.

The conformity assessment body UKRMEDCERT LLC, address: Drahomanova str., 1-A, of. 2, Kyiv, 02059,
Ukraine, phone: +38-067-595-02-30, https:// ukrmedcert.org.ua

Head of CAB

o 5 o N g 4@ C‘Y\'a.. . .
The validity of a certificate of compliance can be* “«mﬁ fe online Register

https://ukrmedcert.org.ua or by phone +38-067-595-02-30.
The original version of this Certificate is issued in Ukrainian.




MHCTPYKLS MO MPUMEHEHMIO
- - TKO31
Vitrotest® Lamhlia-lgM 96 arannsoe

MIMMyHOepMeHTHas TecT-cucTema AN BbISBNEHUS aHTuTen knacca IgM k
Giardia lamblia (intestinalis)

1. HASHAYEHUE

MMmMyHObepmeHTHaa TecT-cnuctema Vitrotest® Lamblia-IgM npeaHasHadeHa AN BbIABNEHWS aH-
TMTen knacca IgM k Giardia lamblia (intestinalis) B CbIBOPOTKe UM N1a3mMe KPOBM YenoBeka.

TecT-Habop MOXeT OblTb MPUMEHEH Kak N9 NPOBEeAEHNS UMMYHOMEPMEHTHOrO aHannsa (MDA)
C MCNONb30BAHMEM aBTOMATUYECKMUX MUNETOK U CTaHAAPTHOro 000PYyAOBaHUA, Tak 1 A8 NoCTa-
HOBKMW Ha aBTOMaTU4E€CKOM MMMYHO(EPMEHTHOM aHann3aTope OTKPbLITOro Tmna.

2. KIMHNYECKOE 3HAYEHUE

Giardia lamblia (intestinalis) Bbi3biBaeT NAMO6AMO3 (rMapanas) - napasuTapHyo MHBa3Wio, KoTopas
npoTekaeT B BUAE NAaTEHTHOro Napa3nToHOCUTENBbCTBA M MaHUMECTHbIX (hopmax (HapyLleHve hyHKLWA
KULeYHKnKa). 3a6oneBaHna NAM6IM030M 3aPUKCUPOBAHO Ha BCEX 5 KOHTMHEHTaxX U B OONbLUMHCTBE
CTPaH MMpa. YpoBHU NHGMUMPOBaHUSA BapbmpytoT oT <1 4o 50 %. Bo MHOMMX pa3BMBAIOLLMXCS CTpaHax,
C OTCYTCTBYIOWMMY 6@30BbIMM CaHUTapHbIMKU YCNOBUAMU, MHDULMpoBaHue Giardia B Bo3pacTe 2 net
ABNAETCH NOYTU CTONPOLEHTHBIM. B NPOTUBOMNONOXHOCTL 3TOMY, B Pa3BUTbIX CTPaHax UHMOULMPOBaH-
HOCTb Nambnueit coctaBnaeT Nuwb 3-7 %. 3a6oneBaHnst pacnpoCTpaHeHbl Cpean BCex BO3PaCTHbIX
rpynn, OAHaKO OCHOBHOW KOHTMHIEHT COCTaBNSAIOT AETN AOLIKOMIBHOIO BO3pacTa.

OcHoBHoIi nyTb Nnepepauv G. lamblia - hekanbHO-OpanbHbIA. Mapa3nt MMeeT NpoCToi, AByXCTa-
OVIAHBIVE XXW3HEHHbBIV UK. Mocne npornatbiBaHNs XO39MHOM LWCT, U3 NOCNEAHNX B ABEHaauaTunep-
CTHOW KULUKE NOABASHOTCS TPOO30UThI, KOTOPbIE NPUKPENAATCA K CAN3UCTON 060/104Ke TOHKOro
KULLEYHMKA.

Tpo030UThI CYLLECTBYIOT TO/IbKO Ha MOBEPXHOCTU CIN3UCTON 060/T0UKY BEPXHErO OTAeNa TOHKON
KULWKK. [o3TOMY N1aGMOnM MexaHn4yeCckn 6NOKUPYIOT CAN3UCTYIO 000MN0YKY U HapyLLaT NPUCTEHOY-
HOe NuLleBapeHne 1 ABUraTebHYIO aKTUBHOCTb TOHKOW KWLWKW. JIGMONUK BbI3bIBAIOT yXYyALIEHWe
BCaCbIBaHUSA XMPOB, YrneBoaos, ButammHos C 1 B12 n 06ycnoBnvBaioT BTOPUYHYO 6akTepranbHyto
nHekumio. Cumntomamm nAmM6aM03a MOTyT ObiTb: AMapesd, yCTanocCTb, OTeK, anaTus, NoTeps mMacchl
TeNna, CHUXeHne annetnta, 61eAHOCTb, MbllleYHble nogepruBaHna. Co CTOPOHbI XeNYyAOUYHO-KULLEeY-
HOro TpakTa NIM6/IM03 NPOSBNSETCA rMaBHbIM 00Pa30M B BUAE SHTEPOKOAUTA C KaTapa/ibHbIMK NPO-
ABNEHUAMM.

MHoro4ncneHHble akTbl CBUAETENLCTBYIOT O POW NYMOPANbHOrO MMMYHHOIO OTBETA B 3/IMMUHAE-
unmn G.Jlamblia. Kak 66110 NOKa3aHO Ha MOAe NN C 3KCNepUMeEHTaNbHbIM MH(MLUMPOBaHMEM Ntoael, ypo-
BEeHb aHTUTEN knacca IgM 3HaunTenbHO Bo3pacTtan Ha 14-21 aeHb nocne MHPULNPOBaHNSA 1 NOCTENEH-
HO CHW>Xancs nocne Tepanuun. B npoTMBONONOXHOCTb 3TOMY, YPOBHM aHTUTeN knacca IgG octaBanuch
MOBbILLIEHHBIMK NOC/E YCMELWHOro neveHnd. InHammka yposHs IgA 6bina nogo6Ha tTakoson IgM.

[vnarHoctuka nAmM6n1Mo3a TpaanUMOHHO 6a3MpyeTcs Ha KIMHUYECKOW UCTOpUK, CUMATOMax, Hanm-
UYMW UMCT B hekanbHbIX Npobax nam Tpoho301TOB B Matepuane, NoNy4YeHHOM U3 TOHKOro KULEYHMKaE
npwv AyofAeHanbHoOW acnvpaumn uan ayoaeHanbHoi 6noncun. AnbTepHaTUBHBIMU METOAAMU SBASETCH
BblIABNEHWe aHTUreHa G./lamblia B hekanvax n onpeaeneHmne ypoBHa cneynduyecknx aHTutesn knacca
IgM npotue Giardia B cblBOpOTKE NauneHTa. Ceponornyeckoe TeCTupoBaHMe paccMaTpuBaeTcs Kak
nonesHoe AOMNOMHEHNEe B AMArHOCTUKe rnapanasa. Mo nutepaTypHbIM AaHHBIM NPUCYTCTBUE Cneum-
uryecknx aHTUTEN knacca IgM Koppenvpyet ¢ OCTPbIM NPOLECCOM ¥ MOXET OblTb UCMONb30BaHO B
3NMAEMNONOTNYECKNX NCCNEA0BAHNAX NAMONNO3a.

3. MPUHUMMN AHANTU3A

BbigBneHve cneunduyecknx K G. lamblia aHTuten knacca IgM B TecTt-cucteme Vitrotest® Lamblia-IlgM
6a3npyeTcs Ha NpyHUMNE «<HenpAMoro» teepaoasHoro VIOA npu AByX3TanHoW MHKyOaumn. B nyHkax
nnaHLweTa 3acCopOMpPOBaHbl OUnLLEHHbIE aHTUreHbl G. lamblia. Bo Bpemsa nepBoro atana MHkybauum nc-
cnepyembix 06pa3uoB B NyHkax MOA-nnaHWweTa NponcxoanT CBA3blBaHWe, Npy YCNOBUM NPUCYTCTBUS
B o6pas3uax, cneunduyeckux K G. lamblia aHTUTEN C aHTUreHaMu Ha TBepaoi (rase. JIyHKM OTMbIBa-
0TCA ANS YAANEHNA HECBA3AHHBIX KOMMNOHEHTOB, OCTAIOTCH TONILKO CNneundrnyeckme KOMNIeKCsl aHTu-
reH-aHTuTeno. Nocne 31oro 4O6aBNKETCA KOHBIOraT aHTUBUAOBbLIX @HTU-IgM MOHOKNOHANBHbLIX aHTUTEN
C NepoKCNaa30i XpeHa, KOTopble CBA3BLIBAIOTCH C UMMYHHbBIMU KOMMAEKCaMn Ha TBepaoi hase. Hecsa-
3@HHblE KOMMOHEHTbI YAANAITCA BO BPEMS OTMbIBAHNA. KOMNAEKCHI aHTUreH-aHTUTENO BbIABNSIOTCH
nytem go6aBneHna pactesopa xpomoreHa 3,3',5,5'-tetpametnnbersnavHa (TMB) ¢ nepekucbio BOAOPO-
na. MNocne 15 min nHKy6aummn peakumsa oCTaHaBNMBaETCS Npu fo6aBneHuy cton-peareHTta. Ontnuyeckas
nnoTHocTb (OMM) B NyHKax onpeaenserca Ha CnekTpodoToMeTpe npu AnvHe BonHbl 450/620-695 nm.
MHTEHCMBHOCTb XENTON OKPacKK NPONOpLMOHanbHa KONMYeCTBY aHTUTEN B oOpasLe.
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4. MATEPUAJTbl U OBOPYIOBAHUE

4.1. CoctaB Habopa

N®A-nnaHwer

ELISA STRIPS 1x96 B kaxgon nyHke nnaHuwera 3acopOnpoBaHbl OYULLEH-
NYHOK Hble aHTureHsl G. lamblia. JTlyHKN MOXHO OTAENATb.

12 cTpunoB No 8 NyHOK.

MONOXMTENbHBIA KOHTPONb
CONTROLJ +] 1x0,5ml |PacTBOP CNEUMEMUUYECKUX MOHOKIOHAMBHBIX aHTUTEN C
KOHCEPBAHTOM (PO30BbIN).

OTpuuaTenbHbli KOHTPO/b

CONTROL[ -] 1x0,5 ml |OTpuuaTensHas CbIBOPOTKA KPOBU YeoBeKa C KOHCep-

BaHTOM (KeNTbIiA).

PacTBoOp ANs passefeHus 06pasLos
SAMPLE DILUENT X12ml | BydepHbili pacTBOp C AETEPreHTOM 1 KOHCEPBaHTOM
(dbronetoBelii).

PactBop koHblorata

BythepHbIi pacTBOp MOHOKMOHANbHbIX aHTUTEN K IgM yve-
[CONJUGATE SOLUTION] | 1x12 ml | noseKa, KOHBIOrMPOBAHHbIX C NepOKCHMAA30H XpeHa, Co
cTabunmsatopamm 1 KOHCEPBAHTOM (3eNEHbli), rOTOBbLIN
K MCMOMb30BaHWUIO.

PacteBop TMb
TMB SOLUTION X12ml  |Pacteop TMB, H,O, crabunnsatop, KOHCEepBaHT

(6ecuBETHbIN), FOTOBbLIN K MCMNOb30BaHMIO.

PactBop ans npombiBaHus Tw20 (20x)
[wASH TWEEN]20X] 1X50 ml | 20-Tv KpaTHbIN KOHLEHTpaT hocdaTHoro Gydepa ¢ Teu-
HoM-20 1 NaCl (6ecuBeTHbIN).

Cron-peareHTt
STOP SOLUTION X12ml | PacTBop 0,5 mol/l H,S04 (GecuseTHbIi),
rOTOBbI/ K UCMOMNB30BaHMIO.

Knelikas nnexka (2), 6naHk BHeceHns npoo (1), MHCTPYKLMA NO NPUMEHEHMIO 1 CepTUdnKaT KayecTtsa.
4.2. lononHutenbHble peakTuBbl, MaTepuansl h 060pyaoBaHmue

— ABTOMaTM4YeCKMe NUNeTkn nepemeHHoro oo6vema Ha 10-1000 pl 1 HAKOHEYHUKM K HUM;
— cnekTpodoToMeTp (puaep) Ana MukponaaHweTos Ha 450/620-695 nm;

— MepHasd nabopatopHad nocyaa (10-1000 ml);

— [AeMOHU3NPOBaHHAas UV AUCTUNNNPOBaHHAas BOAE;

TepmocTar Ha 37 °C;

aBTOMaTUYeCKWiA UK NoNyaBTOMaTUYECKUA MPOMbIBaTENb NNaHLLETOB (BOLEP);
KOHTeMHepbl 415 OTXOA40B NOTEHUMANbHO 3apaXKeHHOro Matepuana;

Tanmenp;

— dmnbTpoBanebHas bymara;

— O[HOpa30BbIe NepyaTky;

— AesnHduumnpyoumne CpeacTea;

— 3allMTHasA oaexna.

5. MEPbI MPEAOCTOPOXHOCTHU
5.1. Mpepoctepexexus
CobntopeHne BpeMeHn MHKy6aLmn v TeMneparypbl IBASIETCS 4pe3BbIYAiHO BaXHbIM /151 KOPPEKTHOro pe3yibtara NOA.

— He MCNoNb30BaTb KOMMOHEHThI TECT-CUCTEMbI MO OKOHYaHWNIO CpOKa FOAHOCTY,

— He UCNOoMb30BaTh NPW aHaNn3e 1 He CMeLVBaiTe KOMNOHEHThI Pa3HbIX CePUii, KOMNOHEHTHI 13
TECT-CUCTEM PAa3NNYHbIX HO30/TOMUI UV PeareHTbl APYrX NPOU3BOAUTENEN B COYeTaHn C Ha-
6opamn Vitrotest®;

Tpumeyanue: gonyckaercs ucrnosb3o8aHne (WASH TWEEN]20X] [TMB SOLUTION] # [STOP SOLUTION]
APYrux cepui.

— Mocne 1CMOMb30BaHNUA peareHTa 3akpbiBaTb KaX bl (1akoH CBOEN KPbILLKOI;

— BO BPEMS NPOMbIBAHWUSA KOHTPOIMPOBATL HAMOMHEHWE W NOHYI0 acnypauunio pacTBopa U3 Ny-
HOK;

— KaX[bli pa3 1CMOMb30BaTh HOBbIA HAKOHEUYHUK MUNETKW 719 BHECEHNA 06PasL0B UK peareH-
TOB;

— n36eraTtb NONaaaHNs NPAMbIX CONMHEUHbBIX /TyYeii Ha peareHTbl TeCT-CUCTEMBI;
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- D,OI'I>KeH ObITh GeCLBETHLIM Nepes 1Cnonb3osaHnem. ECiv pacTsop okpalleH
B CUHWIA UMW XeNTblii UBET ero HeNb3d UCMONb30BaTb. VI30eratb KOHTaKTa
C MeTanfamu Uan voHamu metannos. [ng paboTbl UCMONb3YNTE TOMBKO YUCTYIO, TUATENbHO
BbIMbITYIO ANCTUNIMPOBAHHOM BOAOY Nocyay;

— HWM B KOEM C/ly4yae He WCMO/Ib30BaTb OAHY W Ty Xe nocyay A4 [CONJUGATE SOLUTION] n
TMB SOLUTION|

lpoussoanTenb He HECeT OTBETCTBEHHOCTH 30 /I00bIe HEKOPPEKTHbIE PE3Y/IbTATH M HEONAroNpHUsTHbIE CTY4aMu,
BO3HUKLLNE BCAIGACTBAE HAPYILIEHWI BbILIEYKA3AHHbIX MPeAoCTepexeHui. [lpon3soanTesis He HeceT 0TBETCTBEHHOCTH
30 BU3YQ/IbHBII yYET PEe3Y/IbTATOB AHA/IM3A (0€3 NCMOb30BAHUS CIEKTPOMOTOMETA).

5.2. Mepbl 6€30MacHOCTH

— BCe peareHTbl Habopa NpefHasHayeHbl TONbKO ANS in Vitro AMarHOCTUKU U MOTYT MCMOMb30-
BATbCHA TO/IbKO KBANMMPULMPOBAHHBLIM MEPCOHANOM;

— MOCTAHOBKY aHa/nv3a NPOBOANTL TOMbKO B OAHOPA30BbIX NepyaTkax 1 3aLlMTHbIX O4KaX;

— He JonycKaeTcsa NMpuHUMaThb NULLy, MUTb, KYPUTb WAK NONb30BaTbCA KOCMETUKON B KOMHaTe
BbIMNO/THEHWA TECT];

— He nNMneTMpoBaTb PaCTBOPbI PTOM;

— NONOXUTENbHbIA KOHTPONb HE COAEPXMUT KOMMOHEHTOB YETOBEYECKOIrO MPOUCXOXAEHWUS;

— oTpuLaTenbHbI KOHTPOb TecT-cucTembl Vitrotest® Lamblia-lgM npoTtectupoBaH 1 HaligeH oT-
puuatenbHbiM Ha aHTuTena k BUYY,, BI'C 1 Treponema pallidum n HBsAg, oaHako pa6oTtaTb
C HUM ¥ UccnepgyemMbliMy o6pasuamm cneayer Kak ¢ NOTeHUMaNbHO ONacHbIM UHPEKLMOHHBIM
matepunanom;

— HeKOTOpble KOMMOHEHTbl TEeCT-CUCTEMbI COAEPXAT HW3KME KOHLEHTpauuum BpeaHbixX Be-
LeCTB M MOTYT Bbl3BaTb pa3fpaxkeHne KOXW W CAUM3KUCTbIX o6onodek. MMpu nonagaHum
[TMB SOLUTION], [STOP SOLUTION] v [CONJUGATE SOLUTION] Ha cnusncTsie 060/104KN U
KOXY HEOOXOANMO HEMEeANEHHO NPOMbITb NOPaxeHHoe MeCTO 60/bLLUNM KOTMYECTBOM BOAbI;

— B C/ly4dae pa30pbi3rnBaHMa pacTBOPOB, HE COAEPXALLMX KUCAOTY, HanpuMep, CblIBOPOTOK,
o6paboTaTb NOBEPXHOCTb AE3UHMULMPYIOLWNM CPEACTBOM, @ 3aTeM BbITEPETL HACYXO Pu/b-
TpOBasibHOI Gymaroii. B opyrom cnyydae KUCnoTy cHayana Heo6xo4AnMo HelTpannM3oBaTe pa-
CTBOPOM OukKapOoHaTa HaTpud, a 3aTeM BbiITePETb MOBEPXHOCTb, KaK ONUCAaHO BhILIE.

5.3. YTunusauusa otxonos

- XWAKWE OTXOAbl cnefyeT MHAKTUBUPOBaTb, HanpumMep, pacTBOPOM NepeKncr BOAOPOAA B KO-
HEeYHOW KOHLEeHTpauun 6 % B TeueHre 3 h Npu KOMHaTHOI TemnepaType, UK TMNoX10PUTOM
HaTPUA B KOHEYHOW KOHLEeHTpauun 5 % B TeueHune 30 min, unm gpyruMun paspelleHHbiMn ge-
3UHPMLMPYIOWMMK CPeACcTBaMY;

- TBepable OTXOAbl CneayeT WHaKTMBMPOBATb MyTEM aBTOK/1aBMPOBaHWA Mpu Temnepatype
121°C B TeyeHne 1h;

- He aBTOK/1aBMpOBaTb PaCcTBOPSI, CoAepXallne asng HaTpusa AN TMNOXTOPUT HaTPUS;

- yAaneHne MHaKTVBUPOBAaHHbIX OTXOA0B NPOBOANUTL B COOTBETCTBUN C AECTBYIOWMM HaLMO-
HaNbHbIM 3aKOHOAATENLCTBOM;

- yaoaneHue ocTanbHbIX KOMMOHEHTOB TECT-CUCTEM NOC/1e UCMOMNb30BaHMsA NPOBOANTL COrMTacHO
GLP (good laboratory practice) n geicTBytoLLEero HauMoHanbLHOro 3akoHoAaTeNbCcTBa B chepe
obpalleHns c oTxoaamu.

6. XPAHEHWE U CTABUJIBHOCTb

PeareHTbl TeCT-CHCTEMbI CTaOUbHbBI B TEYEHWE CPOKa FMOAHOCTU, yKa3aHHOIO Ha 3TUKETKE, ecnn
nx xpaHutb nNpu 2-8 °C. He gonyckaeTrca 3aMopaxunBaHue TecT-CUCTeMbl. TpaHCNopTMPOBaTh Ha-
60op npu Temnepatype 2-8 °C. [lonyckaeTtcs ogHOKpaTHasa TpaHCNOPTUPOBKa Npu TemnepaType He
Bblwe 23 °C B TeYeHne ABYyX CYyTOK.

[Mocne BCKPpbITUSI MEPBUYHOM YTAKOBKM KOMIOHEHTbI TeCT-CUCTeMbI SB/ISIIOTCS] CTAOU/IbHBIMU B
TeyeHue 3 MecsLeB, KPOMe TeX, KOTOPbIE YKA3AHbI B 1. 8 HACTOSLYENR VIHCTpyKUmn.

7.M0ArOTOBKA OBPA3LIOB

O6pasubl cbiIBOPOTKM uan nna3mbel (EDTA, nuTuidi-renapuH, pTtopua Kanusa) KpoBW XpaHWUTb
npu Temnepatype 2-8 °C He 6onee 3 cyTok nocne 3abopa. [Ana 6onee ANUTENBHOro XpaHeHns
o6pasLbl XpaHUTb B MOPO3UNbHOM Kamepe npu Temnepatype oT -20 go -70 °C. 3aMOpOXeHHble
o6pasLbl Nnepe ncnonb30BaHNEM HEOOXOAMMO PA3MOPO3UTb U BblAEPXaTb NPU KOMHATHOW TEM-
nepatype B TeyeHne 30 min. He ncnone3oBatb nporpetbie o6pasubl. [locne pasmopaxmnBaHna
o6pa3ubl cnegyeT nepeMellats A9 AOCTUXEHNA OAHOPOAHOCTU. 136eratb NOBTOPHOrO 3aMopa-
KNBaAHUA-OTTaVBaHNA nccnedyemolx oopasuos. B cnyvae NnOMyTHEHUS CbIBOPOTKU (MK NNa3Mbl)
0cB06OANTL 06pasel OT HepaCTBOPUMbIX BKAOUYEHUI LeHTpudyrupoBaHem npu 3000 o6opo-
ToB/min B TeyeHue 10-15 min. He ncnonb3oBaTth 06pas3Lbl CbIBOPOTOK (MK N1a3Mbl) C BbIPaXXEHHO
NUNUAEMNER, TEMONTU30M, @ TakXe 0akTepuanbHbIM NpopacTaHMeM. Ha pesyneratbl aHanmsa He
BMSIET NpUCYTCTBME B 06pa3ue 6unmpyouHa B KoHUeHTpauum go 0,21 mg/ml (361,8 umol/l), remor-
nobuHa B KOHLeHTpauuu Ao 10 mg/ml n Tpurnnuepuaos B KoHUeHTpaumm Ao 10 mg/ml (11,3 mmol/l).
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8. MOArOTOBKA PEATEHTOB

OyeHb BAXXHO BbIAEPXATL BCE PEAreHTbl TECT-CUCTEMbI PY KOMHATHOM Temnepatype (18-25 °C) B
Teverme 30 min nepea ncrnosib308aHneM!

8.1. MogrotoBka NDA-nnaHLWweTa

YNakoBaH Mof BakyyMOM C B/arornornoTutesnem.

[Tns npepynpexxaeHns KOHAeHcaumnm Boabl B yHKax HeOOXOAMMO OTKPbIBaTb
TONbKO Nocne BblaepXnBaHusa 30 min npu KOMHaTHOW TemnepaType. NoTOM packpbiTb BaKyyMHYIO
YNaKoBKY, OTAENNTb HEOOXOAMMOE KO/TMYECTBO /TYHOK, @ OCTaslbHble CPas3y Xe TLlaTe/lbHO ynako-
BaTb C BNAronornoTUTENEM U XPAHUTb M1I0THO 3AKPLITLIMU HA 3AMOK (zip-lock) npu Temnepatype
2-8 °C. XpaHeHune TakMM 06pa30oM ynakoBaHHOro nnaHweTta obecneymsBaeTt ero ctabuabHOCTb B
TeyeHue 3 Mecsaues.

8.2. MpuroToBneHne pacTBopa Ans NPOMbIBaHUS

[Nns NpuroToBieHWa pacTBopa AN NPOoMbIBaHWA passecTu koHueHTpat [WASH TWEEN]20X]
1:20 (1+19) AMCTMNNNPOBAHHOM UM AENOHU3MPOBAHHOM BOAOM, 3aTeM nepemeluatb. Hanpumep,
4 ml KoHueHTpaTa + 76 ml BoAbl, 4TO A4OCTaTOYHO ANdA 8 NyHOK. B cnyyae Hanuuna KpucTtanios B
KOHUEeHTpaTe pacTBopa 415 NpoMbIBaHUs, nporpetb hnakoH npun 37 °C 4o NONHOrO pacTBOPEHNSA
kpuctannos (15-20 min). Pa3segeHHbIn pacTBOP MOXHO XpaHuTb nNpu Temnepatype 2-8 °C He 60-
nee 7 CyToK.

9. MPOLEOYPA AHANN3A

9.1. ToAroToBMNTbL HEOBXOAMMOE KONNYECTBO NTYHOK Ans aHanu3a (Konnm4yecTso uc-
cnepgyeMbix 06pasuoB 1 YeTblpe NYyHKW AN KOHTponeli), BCTaBUTb UX B paMky VMOA-nnaHwe-
Ta. JTYHKN C KOHTPONAMKU 0693aTeNbHO BK/IOUATb B KaXAyo NOCTaHOBKY aHanmnsa.

9.2. 3anoNHUTbL 6naHk BHECEHMA Npoo.

9.3. MpuUrotoBUTL PAacTBOP A/15 MPOMbIBaHWSA COrnacHo NyHkTa 8.2.
9.4. BHecTtn BO BCe NyHkKW nnaHweta no 90 pl [SAMPLE DILUENT]
9.5

. BHecTn B nyHKu Mo 10 l KOHTpOnel n NcCReayeMbix 06pasLos: B nyHKy Al — [CONTROL] +],
B nyHku B1, C11a DI — , B OCTa/IbHbIE NYHKM - MCCeayeMble 06pasibl. OcTo-
POXHO MUNEeTUpPoBaTb CMECh B JlyHKaX, He Aonyckaa neHoo6pa30oBaHus. Ipun BHeCEHUN 00-
pas3L 0B MPOUCXOANT U3MEHEHME LiBETa pacTBopa B IyHKax C (PMONETOBOrO Ha CUHUIA.

Or60p, BHECEHME U MUNETUPOBAHME 1POBOANTL C OCOBO0IO TLLATE/TbHOCTBIO.

9.6.3aknenTb CTpUNbl KNEkor NNEeHKOM U MHKYOupoBaTb B TedeHre 30 min npu TemnepaType
37 °C.

9.7. Mo OKOHYaHMW MHKYBaLMN OCTOPOXHO CHATb KNElKylo NAEHKY 1 NPOMbITb IYHKW NSATb pas C
MNCMNONb30BaHWEM aBTOMATMYECKOrO NPOMbIBATENSA UM 8-KaHaNbHOW NUNETKK CNedytolnm
o6pasom:

— yAanuTb COAEPXNMOE NTYHOK B KOHTEMHEP AN XNAKMX OTXOA0B;

— HanoNHUTb NyHKK He MeHee Yyem no 300 pl pacTBOpa A9 NPOMbIBaHWS, OCTaBUTb HE Me-
Hee yem Ha 30 s;

— acnupupoBaTb pPacTBOP W3 NIYHOK, OCTaTOYHbIi OObeM pacTBOpa Noc/e acnupauun Ha
BCEX 3Tanax NPoMbIBaHUS OOMKEH COCTaBNATb He 6onee 5 ;

— NOBTOPUTb NpoLEeAypPYy NPOMbIBAHUA eLLe YeTbipe pasa;

— nocne nocnepHen acnupaunm n36aBnUTbCA OT NULIHER BNaru, NOCTyKMBas NaaHWeTom no
hunnsTpoBanbHoO ymare.

9.8. B nyHku BHecTn no 100 ul [CONJUGATE SOLUTION]. CTpunbl HakpbiTh HOBOW KNekoi naeH-
KOW 1 MHKyBupoBaTb B TedeHune 30 min npun 37 °C.

9.9. T10 OKOHYaHUN MHKYOaLMM OCTOPOXHO CHATb KNEMKYIO MAEHKY U MPOMbITh YHKN NATb Pas,
Kak OnMncaHo B NyHKTe 9.7.

9.10.He kacadcb AHa U CTEHOK YHOK nnaHweTa, BHect no 100 pl B NTYHKW.

9.11. IHKy6upoBaTb CTpunbl B TeyeHne 15 min B TEMHOM MecTe Npu KOMHATHOW TemnepaTtype

18-25 °C. He ncnonb3oBatb KNeikyto NIEHKY Ha AaHHOM 3Tane.
9.12. lns ocTaHOBKM hepMeHTaTnBHOM peakunmn BHecTn B 1yHkW No 100 ul |[STOP SOLUTION| npu-
[ePXMBaACh TOW XXe NocneaoBaTeNlbHOCTU, YTO U Npu BHeceHun [TMB SOLUTION|.
9.13.N3mepuTb Ha puaepe Ol B KaXAoW NyHKe Npu AVHE BOMHbI - nm B TeyeHune
5 min nocne oCTaHOBKW peakuunn. 1o NpoBeAeHNS N3MEPEHNA HEOOXOAMMO yOeanTsCca B
YNCTOTE HaPY>XHOW MOBEPXHOCTM AHA NTYHOK 1 OTCYTCTBMM MY 3bIPbKOB.
Yyer pesynbTaroB aHAIM3A MOXHO MPOBOAUTL B OAHOBO/IHOBOM PEXUME Mpu A/IMHE BO/IHbI

450 nm, B 3TOM C/1iyHae caegyeT oCTaBuTb SYHKY A/18 YCTAHOB/IeHNS 6/1aHKA (B TAKYIO /1YHKY BHO-

cuTh T0/16Kk0 [TMB SOLUTION] # [STOP SOLUTION].

10. YYET PE3Y/IbTATOB U UX MHTEPMPETALUA
10.1. YueT pe3ynbTraToB aHanusa

Paccuwntats cpeaHee 3HaueHne Ol oTpuuaTenibHOro KOHTpons (N ), ypOBEHb rpaHnYHOro
3HauveHus (Cut off - CO) n nHaekc no3uTmBHOCTH obpasua (IP

somple)
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Nc =(Ncl1+ Nc2 +Nc3)/3;

CO =Nc+0,25;
IP = /CO;
sample sample
roe OD on

sample

10.2. locToBEpHOCTb Pe3ynbTaToB aHann3a
[aHHble TecTa CUMTaloTCs OCTOBEPHbLIMU, €C/IM OHU OTBEYAIOT CNIEAYIOLIUM TPEGOBAHUAM:

o6pa3ua

CONTROLJ +] Orn=1,200
CONTROLJ -] OM<0,150
Nc x 0,5<Ncn <Nc x 2,0,
roe Ncn - KaXgoe n-3Ha4yeHune
CONTROL| -] Ol oTpuuaTenbHOro KOHTPoONA
(Nc1, Nc2, Nc3)

Ecnn ogHo w3 3HaueHwuii O oTpuLaTeNbHOro KOHTPONSA BbIXOAMT 38 Npeaesnbl yKa3aHHOoro
BbILLE MHTepBana, ero oTépackiBaloT U paccunTbiBaloT cpefHee Nc no ocTanbHbIM 3HayYeHnam Ol
oTpuLaTeNnbLHOro KoHTpons. Ecnn 6onee ogHoro 13 3HaveHnit O oTpuUaTeNbHOrO KOHTPOSS He
0TBEYaloT yKasaHHbIM TpeboBaHUSAM, TO TECT CUMTAETCS HEKOPPEKTHbIM 1 TpebyeT MOBTOPHOrO
aHanusa.

10.3. UHTepnpeTaumsa pe3ynbratoB

P mote > 1] MONOXUTE/IbHbBIN
09< IP_ . <11 HEOMPEJE/IEHHbIA*
lPsamo\e <09 OTPVILIATEJ'IbeIl?l

*HeonpepenerHble o6pasLbl peKoMeHayeTCst UccnefoBaTh NOBTOPHO. Ecnn pesynetaTel CHOBA
OyayT B npeAenax HeomnpeaeneHHolx, cnefyeT nponssect 3a6op HOBOro o6pasua.

1. ANATHOCTUYECKME XAPAKTEPUCTUKW TECTA

11.1. CneundnyuHOCTb 1 YyBCTBUTENIBHOCTD

[ONnsa oueHkn 4YyBCTBUTENBHOCTM MNPOaHaNM3npoBaHo 23 obpas3ua CbIBOPOTOK KPOBW AETEMN,
npeaBapuTENbHO OXapakTepu3oBaHHbIe B APYroOri KOMMEPYECKOol TeCT-cucTemMe Kak copgepallne
aHTMTena knacca IgM k G. lamblia. B tect-cucteme Vitrotest® Lamblia-IgM 13 23 o6pasuos B 21
oOHapyXeHbl aHTuTena knacca IgM k G. lamblia. Takxe B CpaBHUTEMbHbIX UCCAEAOBaHNAX TecCT-
cuctembl Vitrotest® Lamblia-IgM ¢ apyroii KoMMepyeckoi TecT-cuctemoit 6bin npoaHanuanpoBaH 231
o6pazel] CbIBOPOTOK KPOBU AOHOPOB. [1pn 3TOM OTHOCUTENIbHAA cneunuYHOCTb cocTaBmnna 97,4%.

11.2. TouHocTb
MoBTOPSIEMOCTL PE3Y/ILTATOB B MPEAENax OAHOMA NOCTAHOBKM aHam3a (Intra assay repeatability)
KoathpurumneHT sapraunm (CV) Ang Tpex CbiIBOPOTOK C Pa3HbIM YPOBHEM CreLnprUyecknx aHtmten
oueHvBanu B 24 NOBTOPax Ha OAHOW CEpUN TECT-CUCTEMDI.

N° cbiBOpOTKHM or|Cp P, CV, %
18S 0,524 179 5.2
14S 0,821 2,80 55
3S 1,608 5,49 4,

Bocrpon3BoaumocTb pe3ynbiatoB MEXAY PA3ndHbIMU MOCTAHOBKaMu aHanu3a (Inter assay reproducibility)
KoapprumeHT Bapuaunn (CV) ana Tpex CbIBOPOTOK C Pa3HbIM YPOBHEM cneunduyeckmnx aH-
TUTEN OUEHMBaNN B TEYEHME YeTbipex AHEN B YeTbipex NOCTaHOBKax aHannsa, No 8 NOBTOPOB B

KaXXaoM aHanmse.

N° cbiIBOpOTKHU or|cp IPCp CV, %
18S 0,548 1,88 52
14S 0,794 2,72 56
3S 1,632 5,59 37
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12. OTPAHUYEHWA AHAJTU3A

OKOHYaTeNbHbI ANAarHO3 HEe MOXET ObiTb YCTAHOBNEH TONbKO Ha OCHOBaHWW Pe3ynbTaToB ce-

PONOrMYeCcKoro Tecta, caeayeT yunTbiBaTb KANHUYECKME NPOABAEeHMs 3a00NeBaHus U AaHHble
nabopaTopHbIX NCCNeAOBaHMN (Takne Kak pesynbTatbl 0OHaPY>XEeHUA LUCT B (hekanbHblIX npodax
NN TPOO30UTOB B AYOAEHABHOM COAEPXMMOM; pPe3ynbTaTel 0OHAPYXeHnsa aHTureHa G./lamblia
B chekanuax).

Henb39 NoNHOCTBIO MCKOUYNTL nepekpecTtHble peakuynn ¢ aHTUuTeIaMmn K aHTureHam gpyrmx na-

pasunToB, PEBMATOUAHLIM (DAKTOPOM.

Cneumncunyeckue k Giardia lamblia aHTUTeNna MOryT HEe NPOABNATLCH Y AeTel CO CTOMKUM U NPO-

OO/MKUTENBHBIM 1AMO/IMO30M.

13. MPOBJIEMbI, KOTOPbIE MOI'YT BO3HUKHYTb IMPW NMPOBEAEHUN UDA U
CIMOCOBbl UX'YCTPAHEHUA

Bo3moxHbie npndnHbi Criocobbl ycTpaHeHus npobnem

Beicokunit hoH B /IyHKAX BCEro niaxiuera

[MpoYnNCTUTL FONOBKY NPOMbBIBATENSA U MPOMbITh

3arpasHeHHblin NpoMbIBaTeNb 30 % pacTBOPOM 3TUNOBOrO CNMPTa, 3aTeEM

OVCTUNMPOBAHHOW BOAOW

Hv3koe Ka4yecTBO WK 3arpPA3HEHHOCTb BOAbI

Mcnonb3oBaTh OYULLEHHYIO BOAY C YAENbHbIM
conpotusnexvem > 10 MQ-cm.

Vcnonb3oBaHme nioxo BbIMbITON NOCY bl Mcnonb3oBaTh XMMUYECKN YUCTYIO MOCYAY
Vcnonb3oBaHne Ae3nHMULMPYIOLLNX CPEACTB, He ncnonb3oBatb xnopcodepxatine
coaepxaliux xaop fesunHduumupyloume cpeactsa

Vcnonb3oBaHMe 3arpsisHEHHbIX HAKOHEUYHUKOB Vcnonb30BaTh HOBbIE HAKOHEUYHWKM
YBenuueHo Bpemsi UHKyOSaLUun unmn naMeHeH MpraepXmBaThCs pexmnma MHKyGaLrmn cornacHo
TeMnepaTypHbIA PeXUM MHCTPYKLMM MO MPUMEHEHUIO

Beicoknit hoH B oT€/IbHBIX PSAAX

[NoBTOpHOE BHECceHWe pacTtBopa TMb PactBop TMB BHOCKUTL 0AMH pa3

3arpasHeHne KoHyca aBToMaTUYHOM NUNeTkn [MpOYNCTUTL MUNETKY U OCTOPOXHO HabupaTb
pacTBOPOM KOHbloraTa pactBop

3arpA3HeH OfMH U3 KaHanoB NPoMbIBaTENS MpouncTUTh KaHan NPoMbIBaTENS, NPOMbITL BOLWEP

3Hayerne Ol1 10N0XUTENbHOrO KOHTPO/IS HUXE YCTAHOB/IEHHOMA PAHNLbI

HenpaBWAbHO NPUrOTOBNEH N HE BHECEH OANH M3 [10BTOpHO NpoBecTn MDA, o6paTnTb BHUMaAHME Ha
peareHToB (KOHblorat unm pactsop TMB) NPUroTOoBAEHNE 3TUX peareHToB

CokpallleHo Bpem4a MHKYyOaLnn Ha O4HOM KX 3Tanos

MpoBOANTb MHKYBALMIO COrNAcHO NHCTPYKLKK NO
NPUMUHEHNIO

WHTEHCMBHOCTH OKDALUNBAHNA JTYHOK HE OTBeYaer nonyue/-//-/oﬁ on

CMellleH onTuyeckuii nyy [MpoBepUTL KOPPEKTHOCTL PaboThl puaepa
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Vitrotest® Lamblia-lgM
CXEMA AHAJIN3A

BbigepxaTb Bce peareHTbl He meHee 30 min npn 18-25 °C nepea
NCMNoNb30BaHMEM

BrecTtn 90ul [SAMPLE DILUENT| B NTyHKMK

(chuonetosblii yseT)

BHectn 10 pl koHTponen n o6pa3uoB B NYHKU:
Al —[CONTROL[+],

B1, C1, D1 —[CONTROL[ -]

E1 v apyrune nyHku — nccnegyemble o6pasubl
(UBET U3MEHNTCS C h1OSIETOBOrO HA CUHMI)

3akneunTb CTpMnbl NNeHKOM’, nHkyouposaTe 30 min npu 37 °C

MpoMmbITb NyHKK 5 pa3 pa3seféHHbiM 1:20 (14+19) pacTBOPOM ANA NPOMbIBaHUA
Tw20 no 300 pl B nyHky ¢ 30 s 3amMaymBaHmem

[Oo6asuTb 100 pl [CONJUGATE SOLUTION] B NyHKM
(3eneHblit yger)

3akneunTb CTPUNbl HOBOW KNENKOW NNeHKOR, MHKyOuposaTts 30 min npun 37 °C

MpoMmblTb NyHKK 5 pa3 pa3seféHHbiM 1:20 (1+19) pacTBOPOM ANA NPOMbIBAHUA
Tw20 no 300 pl B nyHky ¢ 30 s 3amaymBaHnem

[o6asnTb 100 pl B KaXAyI0 NyHKY

MHKy6uposaTb 15 min B TemHoTe npu 18-25 °C 6e3 knekoi NneHku

OcTaHoBUTb peakumto BHeceHnem 100 pl [STOP SOLUTION

(UBET MEHSIETCS C CUHEro HA XE/NThIN)

Onpegenntb oNTUYeckyto NoTHOCTL (OT1) npu 450/620-695 nm

YYET PE3YJIbTATOB WHTEPNPETALINS PE3Y/IbTATOB
Nc = (Nc1+Nc2 +Nc3)/3; -
CO=Nc+0.25: P e >0 MONOXUTEbHBIN
P 1= OD e/ CO; 09< P <11 HEOMPEAENEHHbBI
Nc - cpegHee 3HauveHne Ol ana 3
[CONTROL[—] cmpe <09 OTPULIATE/IbHBINA

CO - Cut off, IP- nHaekc NoO3NTUBHOCTH,
oD —-0on

sample obpasua
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To whom it may concern

STATEMENT

Herewith we, Vitrotest Europe Sp. z 0.0. with registered address at Krakowska str., 139-155, 50-
428, Wroclaw, Poland, acting as a manufacturer, hereby assign SRL SANMEDICO having a
registered office at A. Corobceanu street 7A, apt. 9, Chisinau MD-2012, Moldova , as authorized
representative in Republic Moldova.

We declare that the company mentioned above is authorized to register, notify, renew or modify the
registration of medical devices on the territory of the Republic of Moldova.

June 2, 2022

Galyna Rayevska, Chief of the board

Vitrotest Europe Sp. z 0.0.

Z 0.0.
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ul. Krakowska 139-159, 50-428 Wmcle;w
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VitrOtESt EC DECLARATION OF CONFORMITY

No DoC_Echinococcus_granulosus_IlgG_EL066-96 1st ed. P.10f1

MANUFACTURER:

ADDRESS:

PRODUCT NAME:

PRODUCT CATALOGUE NUMBER:

GMDN CODE:

Vitrotest Europe Sp. z 0.0.

Krakowska str., 139-155, 50-428, Wroclaw, Poland

Vitrotest Echinococcus granulosus IgG
ELISA test kit for the detection of IgG class antibodies to
FEchinococcus granulosus

EL066-96

52210

We hereby declare that the above mentioned product meet the provisions of the Directive 98/79/EC
of the European Parliament and of the Council of 27 October 1998 on in vitro diagnostic medical

devices.
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INSTRUCTION FOR USE
Vitrotest Echinococcus granulosus 196G EL066-96

ELISA test kit for the detection of IgG class antibodies to VD W
Echinococcus granulosus 96

1. INTENDED USE

The test kit Vitrotest Echinococcus granulosus IgG is an enzyme linked immunosorbent assay
(ELISA) for the detection of IgG class antibodies to Echinococcus granulosus in human serum or
plasma.

The test kit might be applied for the ELISA using both automatic pipettes and standard equipment
as well as open system automated ELISA analyzers.

2. CLINICAL VALUE

Echinococcosis is a chronic disease of humans and animals caused by parasitizing the larvae
of the helminth Echinococcus. The causative agent of this helminthiasis is most often the larva of
Echinococcus granulosus. Echinococcosis is quite common all over the world, especially in southern
countries, where livestock breeding, mainly sheep breeding, is widespread.

Echinococcus eggs enter the human body through dirty hands after contacting dogs (less
often - cats). Also, infection is not excluded when eating unwashed vegetables, berries, fruits, water
that are contaminated with helminth eggs.

In the digestive canal of the intermediate host, the egg of the echinococcus is freed from the
membrane, and the embryo (oncosphere) deepens into the mucous membrane of the small intestine,
entering the internal organs, where, in most cases, they linger and develop into echinococcal cysts.
More often, echinococcus affects the liver (in 44-85 % of cases) and lungs (10 % of cases).

The pathological effect of echinococcus is due to the sensitization of the body by the metabolic
products of the parasite and mechanical damage to the affected organs and tissues. The sizes
of cysts are from 1-5 cm in diameter to large blisters, which can contain several liters of fluid. The
mechanical effect of such a cyst leads to dysfunction of the affected organ, its hypertrophy.

To diagnose echinococcosis, cysts visualization methods are used: X-ray and ultrasound studies,
computed and magnetic resonance imaging. Puncture biopsy of a cyst is considered dangerous
due to the possibility of spreading parasites into adjacent tissues.

The detection of antibodies specific to the antigens of echinococcus in the blood is a reliable
indicator of parasite invasion. The level of the immune response largely depends on the organ
localization of the cyst and its morphology. Low antibody levels are observed at the onset of cyst
formation or at a late inoperable stage of the disease.

Today, methods of indirect hemagglutination and fluorescence, enzyme immunoassay are used
to detect specific antibodies to Echinococcus granulosus. These methods are characterized by a
sensitivity of 60-90 %, therefore, the best information content is achieved using a combination of
serological methods.

Serological methods are also quite informative for monitoring the patient's postoperative state -
a gradual decrease in the level of specific antibodies 4-6 months after surgical removal of the cyst
indicates a successful result of the surgical intervention. With relapses of cyst formation, specific
antibodies are kept at a high level for years.

3. PRINCIPLE OF THE TEST

Vitrotest Echinococcus granulosus IgG ELISA is a solid phase, indirect ELISA method for the
detection of IgG antibodies to Echinococcus granulosus in a two-step incubation procedure.
Microwells are coated with the E. granulosus antigens. During the first incubation step, the specific
antibodies to E. granulosus, if present in the sample, will be bound to the solid phase precoated
antigens. The wells are washed to remove unbound antibodies leaving only the specific antigen-
antibody complexes. A secondary antibody (anti-IgG), which is conjugated to horseradish peroxidase
(HRP), is added next and binds to the immune complexes on the solid phase. Unbound components
are removed by washing. Antigen-antibody complexes are revealed by addition of chromogen solution
containing 3,3',5,5'- tetramethylbenzidine (TMB) and hydrogen peroxide. After 15 min the reaction has
been stopped, the absorbance values are read using a spectrophotometer at 450/620-695 nm. The
colour intensity is proportional to the amount of the antibodies present in the sample.

4. MATERIALS AND EQUIPMENT
4.1. Composition of the test kit

196 Microplate ELISA (12 strips x 8 wells)
ELISA STRIPS v: I Each well is coated with E. granulosus antigens. The
ells wells can be separated.
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Positive control

CONTROL]J +] 1x0.5 ml Solution of specific monoclonal immunoglobulins with

preservative (pink).
Negative control

CONTROL] -] 1x0.5 ml Buffer solution with detergent and preservative
(yellow).
Cut-off control

[CONTROL] CUT-OFF] 1x0.5 ml Solution of specific monoclonal immunoglobulins with

preservative (orange).

Sample diluent
SAMPLE DILUENT 1x12 ml Buffer solution with detergent and preservative
(brown-green).

Conjugate solution

Buffer solution of monoclonal antibodies to human IgG
conjugated to HRP with stabilizers and preservative
(green), ready to use.

[CONJUGATE SOLUTION] | 1x12 ml

TMB solution

TMB SOLUTION 1x12 ml TMB, H,0,, stabilizers, preservative (colourless), ready
to use.
Washing solution Tw20 (20x concentrate)

[WASH TWEEN[20X] x50 ml 20X concentrated of PBS buffer with Tween-20 and
NaCl (colourless).
Stop Solution

STOP SOLUTION 12 mi 0.5 mol/l H,SO, (colourless), ready to use.

Adhesive films (2), sera identification plan (1), instruction for use and certificate of analysis.

4.2. Material required but not provided
— variable volume automatic pipettes (10 ul-=1000 pl) and disposable pipette tips;
— plate reader (single wavelength 450 nm or dual wavelength 450/620-695 nm);
volumetric laboratory glassware (101000 ml);
— distilled or deionized water;
— incubator thermostatically controlled at 37 °C;
— automatic/semiautomatic plate washer;
— appropriate waste containers for potentially contaminated materials;
— timer;
— absorbent paper;
— disposable gloves;
— disinfectants;
— protective clothes.

5. PRECAUTIONS AND SAFETY
5.1. Precautions

The ELISA assays are time and temperature sensitive. Strictly follow the test procedure and do not modify it.
— do not use expired reagents;
— do not use for analyses and do not mix reagents from different lots or from test kits of different
nosology as well as other manufacturer’s reagents with Vitrotest kits;

Note: it is possible to use [WASH TWEEN]20X] [TMB SOLUTION] and [STOP SOLUTION] from other
Vitrotest ELISA kits.

— close reagents after use only with appropriate caps;

— control the filling and full aspiration of the solution in the wells;

— use a new tip for each sample and reagent;

— avoid exposure of kit reagents to direct sunlight;

— must be colourless before use. If is blue or yellow it cannot be used. Avoid any contact of with
metals or metal ions. Use glassware thoroughly washed and rinsed with distilled or deionized
water;

— never use the same glassware for and .

The manufacturer is not responsible or liable for any incorrect results and/or incidents taking place as a result of
any violation of the instruction. The manufacturer is not responsible for visual readings of samples (without using a
plate reader).
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5.2. Safety
— all components of test kit are intendent for in vitro diagnostic use only;
— all materials of human or animal origin should be regarded and handled as potentially infectious;
— the ELISA is only designed for qualified personnel;
— disposable gloves and safety glasses must be worn at all times while performing analysis;
— never eat, drink, smoke or apply cosmetics in the assay laboratory;
— never pipette solutions by mouth;
— controls do not contain of human origin components;
— avoid contact with containing 0.5 mol/l H_SO,. It may cause skin irritation
and burns;
— some components of the test kit contain low concentrations of harmful compounds and

could cause irritation of the skin and the mucosa. In the case of contact of [TMB SOLUTION],
[STOP SOLUTION]or[CONJUGATE SOLUTION|with skin or mucosa, the place of contact should
be immediately rinsed with large amounts of water;

— in case of spilling of solutions that do not contain acid, e.g. sera, rinse the surface with
disinfectant, then dry it with absorbent paper. In other case acid first must be neutralized by
sodium bicarbonate and then wiped out as described above;

— forinformation on hazardous substances included in the kit please refer to Safety Data Sheets.
Safety Data Sheets for this product are available upon request.

5.3. Waste treatment

Patient specimens, controls and incubated microplate strips should be treated as infectious
waste, residues of chemicals and preparations are generally considered as hazardous waste.
The disposal of this kind of waste is regulated through national and regional laws and regulations.
Contact your local authorities or waste management companies which will give advice on how to
dispose hazardous waste.

6. STORAGE AND STABILITY

Reagents are stable until stated expiration date on the label when stored refrigerated (2-8 °C). Do
not freeze. The kit should be shipped at 2-8 °C. Single transportation at the temperature up to 23 °C
for two days is acceptable.

After the first opening of the packaging, the components of the ELISA kits are stable
within 3 months, except for those specified in p. 8 of this Instruction.

7. SPECIMEN COLLECTION

The fresh serum or plasma (EDTA, lithium-heparin, sodium citrate, potassium fluoride) samples
can be stored for 3 days at 2-8 °C, or frozen for longer periods at -20 —-70 °C. Frozen samples must
be thawed and kept at room temperature for at least 30 min before use. Do not use preheated
samples. Mix thawed samples thoroughly to homogeneity. Avoid repeated freezing/thawing.
Samples containing aggregates must be clarified by centrifugation (3000 rpm for 10-15 min). Do
not use hyperlipeamic, hyperhaemolysed or contaminated by microorganisms serum specimens.
The presence of bilirubin up to concentration of 0.21 mg/ml (361.8 umol/l), haemoglobin up to
concentration of 10 mg/ml and triglycerides up to concentration of 10 mg/ml (11.3 mmol/l) are allowed.

8. REAGENT PREPARATION

Itis very important to keep all test components for at least 30 min at room temperature (18-25 °C) before the assay!

8.1. [ELISA STRIPS| preparatign
Before opening the bag with [ELISA STRIPS|, keep it at room temperature for 30 min to avoid water

condensation inside the wells. Open the vacuum bag and take out the necessary number of the
wells. Once opened the bag with the remaining strips and desiccant must be resealed with zip-lock
immediately and kept refrigerated at 2-8 °C for no more than 3 months.

8.2. Washing solution preparation

Check the [WASH TWEEN]20X] for the presence of salt crystals. If crystals have formed,
resolubilise by warming at 37 °C, until crystals have been fully dissolved (15-20 min).

Dilute the [WASH TWEEN]20X]1:20 (1+19) with distilled or deionized water before use and mix. For
example, 4 ml concentrate + 76 ml water is sufficient for 8 wells. Once diluted it is stable at 2-8 °C
for 7 days.

9. ASSAY PROCEDURE

9.1. Take out from the protective bag the support frame and the necessary number of the wells
(the number of specimens + 4 for controls). Place the welis into the frame. Wells
with the controls must be included in every test.

. Complete the sera identification plan.

. Prepare washing solution (see 8.2.).
. Dispense 90 pl of [SAMPLE DILUENT|into each well.

Lo
rwio
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9.5. Dispense 10 pl of controls and patient samples into the wells in the following order: A1 —
[CONTROL[ +], B1, C1 = [CONTROL] CUT-OFF}, and D1 - [CONTROL][ =}, other wells — pa-
tient samples. Mix gently to avoid foaming. The colour of the sample diluent changes from
brown -green to blue.
9.6. Cover strips with an adhesive film and incubate for 30 min at 37 °C.
9.7. Atthe end of the incubation period, remove and discard the adhesive film and wash the well 5
times with automatic washer or 8-channel pipette as follows:
— aspirate the contents of all wells into a liquid waste container and add immediately a minimum
of 300 pl of diluted washing solution to each well;
— soak each well for 30 s between each wash cycle;
— aspirate again. The residual volume must be lower than 5 pl;
— repeat the washing step 4 times;
— after the final washing cycle, turn down the plate onto an absorbent paper and tap it to remove
any residual buffer.
9.8. Dispense 100 pl of [CONJUGATE SOLUTION] per well. Cover strips with a new adhesive film,
incubate for 30 min at 37°C.
9.9. Atthe end of the incubation period, remove and discard the adhesive film and wash the wells

five times as described above (see 9.7).
9.10. Dispense 100 ul [TMB SOLUTION|into all wells. Do not touch the walls and bottoms of the wells
to avoid contamination.

9.11. Incubate the strips for 15 min at room temperature (18-25 °C) in the dark. Do not use adhesive
film in this step.

912. Dispense 100 ul [STOP SOLUTION|into all wells in the same order and at the same rate as for
TMB SOLUTION|.

913. Read the optical density (OD) of the wells at 450/620-695 nm using a microplate reader within 5
min after adding the [STOP SOLUTION| Pay attention to the cleanness of the plate bottom and

absence of bubbles in the wells before reading.
Measurement in the single-wave procedure at 450 nm is possible. Reserve blank well to adjust

spectrophotometer in such analysis. Only [TMB SOLUTION] and [STOP SOLUTION] must be added
in blank well.

10. CALCULATION AND INTERPRETATION OF RESULTS
10.1. Validation of the test
The test run may be considered valid provided the following criteria are met:

CONTROLJ +] OoD=>12
[CONTROL[ CUT-OFF]| 0D in arange 0.25-0.65
CONTROL[ -] 0D <0.150

If one of the control cut-off absorbances does not match the above criteria, this value should be
discarded and a cut-off value should be calculated using the remaining cut-off control. If both control
cut-off absorbance do not meet the criteria, the test is invalid and must be re-tested.

10.2. Calculation of results

The cut-off (CO) is the mean optical density (OD) of the wells containing [CONTROL| CUT-OFF].
CO=(0D +0D /2;

The sample result is reported as a Ratio

=0D /CO, OD

sample sample

CONTROL CUT-OFF 1 CONTROL CUT-OFF 2)

sample’

Ratio — optical density of the well containing sample

sample

10.3. Interpretation of results

Ratio_ > POSITIVE
0.9< Ratio <1 DOUBTFUL*
Ratio_  <0.9 NEGATIVE

*If the result is doubtful, repeat the test. If it remains doubtful, collect a new serum sample.
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11. PERFORMANCE CHARACTERISTICS

11.1. Specificity and sensitivity

In comparative studies of the Vitrotest Echinococcus granulosus IgG test kit with another test kit,
366 serum samples were analyzed. The relative sensitivity of the kit was 92.3 %, and the relative
specificity - 99.7 %

11.2. Accuracy

Intra assay repeatability
Coefficient of variation (CV) was calculated by measuring 3 samples with various specific antibody
levels in 24-replicate determinations using 1ot of the test Kit.

Serum No. oD Ratio CcV, %
1399 0.880 2.78 6.2
38S 0.452 142 75
24S 1.914 6.04 6.3

Inter assay reproducibility
Coefficient of variation (CV) was calculated by measuring 3 samples with various specific antibody
levels in 4 ELISA performances during 4 days, in 8-replicate determinations.

Serum No. oD Ratio CVv, %
28S 2.030 5.99 14
38S 0.528 156 46
39S 1.228 3.62 2.1

12. LIMITATIONS OF THE PROCEDURE

A positive result in the test kit Vitrotest Echinococcus granulosus 1gG indicates the presence of
specific antibodies IgG to E. granulosus. The presence of the antibodies in newborn infants cannot
be held as proof of E. granulosus invasion.

A negative result in the Vitrotest Echinococcus granulosus IgG test kit indicates either the absence
of IgG antibodies to E. granulosus in the sample tested, or that the concentration of specific
antibodies is below the detection threshold of the test. That is a negative result does not rule out
echinococcosis .

Diagnosis of an infectious disease should not be established on the basis of a single test result. A
precise diagnosis, in fact, should take into consideration as well as clinical history, symptomatology
and serological data. It is impossible to completely eliminate cross-reactions of antibodies
to antigens of other worms. In addition, the results of patients with cancer and immune system
disorders should be interpreted with care.

After successful surgical removal of the cyst, the level of specific antibodies begins to decrease
after 4-6 months.

13. TROUBLESHOOTING

Possible causes Solutions

High background in all wells

Clean the washer head, then rinse it with 30 %

Contaminated washer ethanol and distilled water

Use distilled or deionized water with resistivity

Low quality water or contaminated water >10 MQ-cm.

Using contaminated glassware Use clean glassware

Using chlorine based disinfectants Use disinfectants without chlorine

Using contaminated tips Use new tips

Increased time of incubation or temperature Follow incubation regimen according to instruc-
regimen was changed tion for use
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High background in a few wells

TMB solution was added more than once Add TMB solution once

Pipette shaft was contaminated with conjugate

solution Clean the pipette; pipette the liquids carefully

One the channels of the washer was

contaminated Clean the washer channel, clean the washer

OD of the positive control below normal

Conjugate solution/TMB solution was pre- Run ELISA repeatedly, prepared conjugate
pared improperly or not added solution / TMB solution properly

Follow incubation regimen according to the

Reduced incubation time in one of the stages instruction for use

Visual colour intensity of the wells does not correspond to optical density

The optical beam or another component of the

ST P T h rbancer r rforman
reader is misaligned or malfunctioning est the absorbance reader’s performance
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Vitrotest Echinococcus granulosus 196G

O

ASSAY PROCEDURE

Keep all reagents and specimens for at least 30 min at 18-25 °C before use

Dispense 90 pl of [SAMPLE DILUENT| into the wells of |ELISA STRIPS

(brown-green colour)

Dispense 10 pl of controls and samples into the wells in the following order:
Al —[CONTROL[ +],

B1, C1 —[CONTROL[ CUT-OFF},

D1 —|CONTROL|[—],

E1and other wells — patient samples

(colour changes from brown-green to blue)

Cover wells with an adhesive film, incubate for 30 min at 37 °C

Rinse the wells 5 times with diluted 1:20 (1+19) washing solution Tween-20
(300 pl per well)

Add 100 pl of [CONJUGATE SOLUTION] into the wells
(green colour)

Cover wells with an adhesive film, incubate for 30 min at 37 °C

Rinse the wells 5 times with diluted 1:20 (1+19) washing solution Tween-20
(300 pl per well)

Add 100 pl of into the wells

Incubate for 15 min in the dark at 18-25 °C

Add 100 I of

(colour changes from blue to yellow)

Determine the optical density (OD) at 450/620-695 nm

CALCULATION INTERPRETATION
CO= (ODCONTR’OL CUT-OFF1+ ODCONTROL CUT-OFF 2)/2; Ratiosamp\e > 11 POSITIVE
Ratio =0D /CO 09< Ratiog, . <11 DOUBTFUL
sample sample’
Ratio_  <0.9 NEGATIVE
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