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Acid sulfuric
« Indicatii de pericol:

H314 — Provoaca arsuri grave ale pielii si leziuni oculare grave.

 Recomandari de siguranta:

P260 Nu inspirati praful/fumul/gazul/abutiivaporii/spray-ul.
P303+P361 +P353 IN CAZ DE CONTACT CU PIELEA (sau cu pérul): scoateti imediat toatd imbracdmintea contaminata. Clatiti pielea cu

apda/faceti un dus.

P305+P351+P338 [N CAZ DE CONTACT CU OCHII: Clatiti cu atentie cu apd, timp de mai multe minute. Scoateti lentilele de contact, dacé
este cazul si daca acest lucru se poate face cu ugurintd. Continuati sa clatiti.
P310 Adresati-va imediat unui CENTRU DE INFORMARE TOXICOLOGICA sau unui medic.

P405 A se depozita sub cheie.

P501 Eliminati continutul/recipientul in conformitate cu legislatia in vigoare la nivel local/regional/national/international.

Atentie:

Controlul negativ, controlul pozitiv, calibratorul, conjugatul, diluantul pentru esantioane, diluantul pentru probe si solutie

concentrata tampon pentru spalare 20X sunt clasificate ca: Skin Sens. 1

e Avertisment:
Atentie

« Componente periculoase ce necesita etichetare:
Amestec de: 5-cloro-2-metil-2H-izotiazolin-3-one [Nr. CE 247-500-7]; 2-metil-2H-izotiazolin-3-one [Nr. CE 220-239-6] (3:1)

» Indicatii de pericol:

H317 Poate provoca o reactie alergica a pielii

o Recomandari de siguranta:

P261 Evitati sa inspirati praful/fumul/gazul/aburiivaporii/spray-ul.
P280 Purtati manusi de protectie/imbracaminte de protectie/ echipament de protectie a ochilor/echipament de protectie a fetei.
P321 Trattament specific (consultati aceasta etichetd).
P333+P313 In caz de iritare a pielii sau de eruptie cutanata: adresati-vd medicului.
P302+P352 IN CAZ DE CONTACT CU PIELEA: Spélati cu apd din abundents.

P501 Eliminati continutul/recipientul in conformitate cu legislatia in vigoare la nivel local/regional/national/international.

Pentru Fisele cu Date de Securitate, consultati site-ul www.adaltis.net.
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ROMANA

A. UTILIZARE

Test imuno-enzimatic (ELISA) de generatia a patra,
pentru detectarea anticorpilor la virusul hepatitei C, in
probe de ser sau plasma umana (EDTA, Heparina si
Citrat). Trusa poate fi utilizatd pentru detectarea
anticorpilor din unitatile de sdnge recoltate de la pacienti
infectati cu virusul HCV.

Numai pentru diagnosticarea in vitro.

B. INTRODUCERE
Organizatia Mondiala a Sanatatii
infectia cu virusul hepatitic C ca fiind:

(OMS) defineste

"Hepatita C este o infectie virala a ficatului, denumita,
inainte de 1989, pana la identificarea agentului cauzator,
hepatita "non A, non B”, cu mecanism de transmitere
parenteral. Descoperirea si caracterizarea virusului
hepatitic C (HCV) au permis intelegerea rolului primordial
al acestuia n hepatitele post-transfuzionale si a tendintei
acestuia de a induce infectii persistente”.

Virusul HCV este una din cauzele majore ale hepatitei
acute si a bolilor hepatice cronice, printre care ciroza si
cancer la ficat. La nivel global, sunt infectate cu virusul
HCV, estimativ, 170 de milioane de persoane, iar intre 3
spre 4 milioane de persoane sunt nou infectate in fiecare
an. Cele mai frecvente cauze de transmitere a virusului
HCV la nivel mondial sunt transfuziile de unitati de sange
necontrolate serologic, precum si folosirea, de la o
persoand la alta, a acelor si seringilor care nu au fost
corect sterilizate. In prezent nu exista niciun vaccin
disponibil pentru prevenirea hepatitei C, iar tratamentul
hepatitelor C cronice este prea costisitor, pentru ca
populatiile din tarile in curs de dezvoltare sa si-l poata
permite. Asadar, dintr-o perspectiva globala, cel mai
mare impact asupra bolnavilor de hepatita C consta in
focalizarea eforturilor asupra reducerii riscurilor de
transmitere a virusului HCV pe cale nozocomiala (ex.:
transfuzii de sange, injectii nesigure) si asupra reducerii
comportamentelor de risc (ex.: injectarea de droguri).

Virusul hepatitei C (HCV) este unul dintre virusii (A, B, C,
D si E) ce sunt responsabili de cele mai multe dintre
cazurile de hepatita virala. Este un virus ARN incapsulat
monocatenar, din familia Flaviviridae, ce are un spectru
restrdns de gazde. Oamenii si cimpanzeii reprezinta
singurele specii cunoscute ca fiind susceptibile la infectia
cu virusul HCV si ambele specii dezvolta boli similare. O
caracteristica importanta a virusului o reprezinta relativa
mutabilitate a genomului, legata probabil de o tendinta
marcata (80%) de a induce infectii cronice. Virusul HCV
este reunit Tn mai multe genotipuri diverse, ce pot fi
importante in determinarea gravitatii bolii si a raspunsului
la tratament.

Perioada de incubatie a infectiei cu virusul HCV, inainte
de manifestarea simptomelor clinice, variaza de la 15 la
150 de zile. In infectiile acute, simptomele cele mai
frecvente sunt oboseala si icterul; Tn orice caz,
majoritatea cazurilor (un procent cuprins intre 60% si
70%), inclusiv cele ce dezvolta o infectie cronica, sunt
asimptomatice. Aproximativ 80% dintre noii pacienti
infectati dezvolta o infectie cronica. Ciroza apare la un
procent cuprins aproximativ intre 10% si 20% dintre
pacientii cu infectie cronica, in timp ce cancerul hepatic
apare la un procent cuprins intre 1% si 5% dintre
persoanele care prezintd o infectie cronica, pe o
perioada de timp cuprinsa fintre 20 si 30 de ani.
Majoritatea pacientilor ce sufera de cancer hepatic fara a
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fi infectati cu virusul hepatitei B, prezintd infectie cu
virusul HCV. Mecanismul prin care infectia cu virusul
HCV cauzeaza cancerul hepatic nu este inca foarte clar.
Hepatita C accentueaza gravitatea bolilor ficatului, atunci
cand se manifesta concomitent cu alte probleme
hepatice. Mai precis, bolile ficatului evolueaza mai rapid,
la persoanele cu boli hepatice cauzate de consumul de
alcool si de infectia cu virusul HCV. Virusul HCV se
transmite Tn principal prin contactul direct cu sangele
infectat. Transmiterea virusului HCV prin transfuziile de
sénge necontrolate serologic in vederea depistarii
prezentei virusului, folosirea, de la o persoana la alta, a
acelor, seringilor si a altor echipamente medicale care nu
au fost corespunzator sterilizate, sau schimbul de ace
intre consumatorii de droguri, este foarte documentata.
Transmiterea se poate produce si pe cale sexuala sau
perinatald, insa nu la fel de frecvent. Alte modalitati de
transmitere, ce tin de practici comportamentale, sociale,
culturale (body piercing, circumcizii si tatuaje) sunt de
asemenea posibile, daca se utilizeaza instrumente care
nu au fost corespunzator sterilizate. Virusul HCV nu se
transmite pe calea stranutului, prin imbratisari, tuse,
mancare sau apa, daca se folosesc aceleasi tacamuri
sau pahare, sau prin contact intamplator.

Atat in tarile dezvoltate, cat si in cele in curs de
dezvoltare, grupurile de risc includ consumatorii de
droguri injectabile, primitorii de sange necontrolat
serologic, persoanele care sufera de hemofilie, pacientii
dializati si persoanele cu numerosi parteneri sexuali, ce
practicda raporturi sexuale neprotejate. In tarile
dezvoltate, se estimeaza ca 90% dintre persoanele
infectate cu virusul hepatitei C cronice sunt in principal
consumatori de droguri injectabile si persoane carora li s-
au administrat transfuzii de séange necontrolat serologic,
sau transfuzii de derivate din sange. In majoritatea tarilor
in curs de dezvoltare, unde se utilizeaza inca sange si
derivate din sédnge neanalizate, principala cale de
transmitere a infectiei o reprezintd instrumentele pentru
injectii nesterilizate si transfuziile de sdnge necontrolate
serologic. De asemenea, persoanele care practica
ritualuri de sacrificare si circumcizii sunt persoane cu
risc, daca folosesc sau refolosesc instrumente metalice
nesterilizate.

OMS estimeaza ca aproximativ 170 de milioane de
persoane, adica 3% din populatia globului, sunt infectate
cu virusul HCV si prezinta riscul de a se imbolnavi de
ciroza si/sau cancer hepatic. Prevalenta infectiei cu
virusul HCV in Africa, Orientul Mijlociu, Asia de Sud-Est
si Pacificul de Nord este mult mai mare, fata de America
de Nord si de Europa.

Testele diagnostice pentru HCV se utilizeazd pentru a
preveni infectiile prin screening-ul donatorilor de sénge si
plasma, pentru stabilirea diagnosticului clinic si pentru o
mai buna luare a deciziilor privind tratamentul administrat
unui pacient. Testele diagnostice disponibile in prezent
se bazeaza pe dozari imuno-enzimatice (EIA) pentru
detectarea unor anticorpi specifici HCV. Sistemul EIA
poate depista peste 95% dintre pacientii cu infectii
cronice, dar numai intre 50% si 70% dintre infectiile
acute. Analiza RIBA (metoda recombinata de imunoblot)
de identificare a anticorpilor care reactioneaza cu
antigene individuale HCV se utilizeazd adesea ca test
suplimentar pentru confirmarea unui rezultat pozitiv
obtinut prin teste EIA. Teste pentru HCV bazate pe
amplificarea acizilor ribonucleici (de ex. PCR, proba cu
ADN legat) au fost utilizate atat pentru confirmarea
rezultatului serologic, cat si pentru stabilirea eficacitatji
tratamentului antiviral folosit. Un rezultat pozitiv indica
prezenta infectiei active si posibilitatea de extindere a
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infectiei si/sau de dezvoltare a unor boli cronice ale
ficatului.

Medicamentele antivirale, cum ar fi interferonul,
administrat ca atare sau impreuna cu ribavirina, se pot
utiliza pentru tratamentul pacientilor cu hepatita C
cronica, nsa acest tratament este foarte costisitor.
Tratamentul ce constd doar 1n administrarea
interferonului este eficient la aproximativ 10-20% dintre
pacienti. Interferonul administrat impreuna cu ribavirina
este eficient la 30-50% dintre pacienti. In schimb, se pare
ca ribavirina, administrata ca atare, nu este eficienta.

Nu exista niciun vaccin eficient impotriva virusului HCV.
Cercetarile continua, Tnsa mutabilitatea accentuata a
genomului virusului HCV ingreuneaza descoperirea unui
vaccin eficient. De asemenea, si lipsa cunostintelor
privind un eventual raspuns imuno-protector, ulterior
infectiei cu virusul HCV, incetineste descoperirea
vaccinului. Nici mé&car nu se stie daca sistemul imunitar
este in stare sa elimine virusul.

in orice caz, cateva studii au demonstrat prezenta unor
anticorpi ce neutralizeaza virusul, la pacientii infectati cu
virusul HCV. Tn lipsa unui vaccin, trebuie adoptate toate
masurile de precautie pentru a preveni infectia, inclusiv
(a) teste screening, testele de sénge si a organelor
donate; (b) dezactivarea virusului in plasme si produse
derivate; (c) dezvoltarea si consolidarea practicilor de
control al infectiei in protocoalele de actiune sanitara,
precum si o corecta sterilizare a instrumentelor medicale
si stomatologice; (d) promovarea unor schimbari in
relatile dintre oamenii de rénd si operatorii sanitari,
pentru a reduce utilizarea excesiva a injectiilor si pentru
practicarea unor injectii sigure; (e) reducerea riscului
pentru persoanele consumatoare de droguri si cele ce
utilizeaza practici sexuale de mare risc”.

Genomul codifica pentru componentele structurale, o
proteind nucleocapsidica si doud glicoproteine de
suprafata si componentele functionale implicate in
replicarea virusului si in procesarea proteinelor acestuia.
Regiunea de codificare nucleocapsidica pare a fi cea mai
conservatoare, dintre probele izolate obtinute in intreaga
lume.

C. PRINCIPIUL TESTULUI

Microplacile sunt tapetate cu antigene HCV specifice
derivate din regiunile "core” si "ns” de codificare pentru
antigenele conservatoare si determinantii antigenici
imunodominanti (peptida de baza, NS3 recombinant,
peptide NS4 si NS5).

Faza solida este tratatd mai intai cu esantionul diluat si,
anticorpii HCV, daca sunt prezenti, se vor lega la
antigenele fixate. Dupa etapa de indepartare prin spalare
a tuturor celorlalte componente ale esantionului, in cea
de-a doua faza de incubare, dupa legarea anticorpilor
HCV, anticorpii IgG si IgM sunt detectati prin adaugarea
conjugatului cu anticorpi specifici policlonali anti-lgG&M,
marcati cu peroxidaza (HRP).

Enzima captata pe faza solida, reactionand cu amestecul
substrat TMB, genereaza un semnal optic care este
proportional cu cantitatea de anticorpi anti-HCV prezenti
in esantion. O valoare cut-off permite sa se interpreteze
densitatile optice in rezultate pozitive si negative de
anticorpi HCV.
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D. COMPONENTE
Trusa contine reactivi pentru 96 de teste (cod 071067),
192 de teste (cod 071064), sau 480 de teste (cod

071068).

Microplaca

Control negativ

Control pozitiv

Calibrator

Solutie de spalare tampon concentrata 20x
Conjugat

Diluant pentru esantioane

Substrat TMB

Solutie de stopare

1

1x4 mL/fiola
1x2 mL/fiola
2 fiole

1x50 mL/fiola
1x16 mL/fiola
1x50 mL/fiola
1x16 mL/fiola
1x15 mL/fiola

Diluant pentru probe 1x8 mL/fiola
Hartie de sigilare placa 2

Numar de teste 96

Cod 071067
Microplaca 2

Control negativ 2x4 mL/fiole
Control pozitiv 1x4 mL/fiola
Calibrator 3 fiole

Solutie de spalare tampon concentrata 20x 2x50 mL/fiole
Conjugat 2x16 mL/fiole

Diluant pentru esantioane
Substrat TMB
Solutie de stopare

2x50 mL/fiole
2x16 mL/fiole
2x15 mL/fiole

Diluant pentru probe 2x8 mL/fiole
Hartie de sigilare placa 4

Numar de teste 192
Cod 071064
Microplaca 5

Control negativ

Control pozitiv

Calibrator

Solutie de spélare tampon concentrata 20x
Conjugat

Diluant pentru esantioane

Substrat TMB

Solutie de stopare

Diluant pentru probe

Hartie de sigilare placa

1x20 mL/fiola
1x10 mL/fiola
7 fiole

5x50 mL/fiole
2x40 mL/fiole
5x50 mL/fiole
2x40 mL/fiole
2x40 mL/fiole
1x40 mL/fiola
10

Numar de teste

480

Cod

071068

1. Microplaca

12 strip-uri de 8 minigodeuri tapetate cu peptida Core,
antigen recombinant NS3, peptide NS4 si NS5. Placile
sunt sigilate in folie din aluminiu cu absorbant de
umezeala.

Asteptati ca microplaca sa ajungad la temperatura
mediului ambiant (18...24°C) Tnainte de a deschide folia.
Strip-urile nefolosite trebuie reintroduse la loc in folia cu
absorbant de umezeald si trebuie pastrate la o
temperatura de 2...8°C.

2. Control negativ

Control gata de utilizare. Contine 10 mM solutie tampon
citrat de Na cu pH 6.0 £ 0.1, proteind de baza 2%
cazeind si conservant 0.1% Proclin 150. Controlul
negativ este colorat in culoarea verde masliniu.

3. Control pozitiv

Control gata de utilizare. Contine proteine din ser de
capra in procent de 1%, anticorpi umani pozitivi la virusul
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HCV, 10 mM tampon citrat de Na cu ph 6.0+£0.1, 0.5%
Tween 20, 0.09% azidad de sodiu si conservant 0.1%
Proclin 150. Controlul pozitiv este colorat in culoarea
verde Tnchis.

Nota importanta: Lipsa agentilor patogeni vitali in
solutia de control pozitiv nu poate fi garantatd in
totalitate, prin urmare reactivul trebuie tratat ca fiind
potential infectat, in conformitate cu principiile de buna
practica de laborator.

4. Calibrator

Calibrator liofilizat. Se va dizolva in cantitatea de apa
distilatd cu aviz EIA indicatd pe eticheta. Contine
proteine din ser de fetus de vitel, anticorpi umani pozitivi
la virusul HCV, cu continut calibrat dupa codul NIBSC
Working Standard 06/188-006, 10mM de tampon citrat
de Na cu pH 6.0£0.1, 0.3 mg/mL sulfat de gentamicina si
conservant 0.1% Proclin 150.

Nota importanta: Lipsa agentilor patogeni vitali in
calibrator nu poate fi garantata in totalitate, prin urmare
reactivul trebuie tratat ca fiind potential infectat, in
conformitate cu principiile de buna practica de laborator.

Note: volumul necesar pentru dizolvarea continutului
fiolei poate varia de la un lot la altul. Va rugam sa
utilizati volumul corespunzétor, indicat pe eticheta.

5. Solutie de spalare tamponconcentrata 20x

Solutie concentrata 20X. Dupa diluare, solutia de spalare
(tampon de spalare diluat) contine 10 mM tampon fosfat
cu pH 7.0 £ 0.2, 0.05% Tween 20 si 0.05% Proclin 150.
Dupa diluare, solutia de spalare rdméane stabila timp de 1
saptamana, la temperaturi intre 2...8°C.

6. Conjugat

Reactiv gata de utilizare, colorat in culoarea rosie.
Contine peroxidaza de hrean conjugatd cu anticorpi
policlonali de capra cu IgG si IgM umani, 5% BSA, 10
mM tampon Citrat cu pH 6.4 + 0.1 si conservanti 0.1%
Proclin si 0.05% Tween 20.

7. Substrat TMB

Componentd gata de utilizare. Contine 50 mM solutie
tampon citrat-fosfat cu pH 3.5-3.8, 4% dimetil sulfoxid,
0.03% tetrametilbenzidind (TMB) si 0.02% peroxid de
hidrogen (H,0,). Amestecati usor, inainte de utilizare.
Nota: A se pastra ferit de lumina directa, deoarece
este sensibil la surse de lumina puternice.

8. Diluant pentru probe
Componenta gata de utilizare. Contine ser de capra, 10
mM solutie tris tampon cu pH 8.0+0.1 ce contine 0.1%
Proclin 150 si 0.09% azida de sodiu pentru pre-tratarea
esantioanelor si a solutiilor de control de pe placa, cu
stoparea interferentelor.

9. Solutie de stopare

Componenta gata de utilizare.

Contine o solutie 0.3 M de H,SO,. Amestecati usor,
Tnainte de utilizare.

10. Diluant esantion

Componenta gata de utilizare, colorata in culoarea verde
inchis. Contine 1% cazeina, 10 mM tampon citrat de Na
cu pH 6.0 + 0.1 si conservant 0.1% Proclin 150.

A se utiliza pentru diluarea esantionului.
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Nota: Diluantul isi schimba culoarea din verde
masliniu, in verde inchis-albastru, in prezenta
esantionului.

E. MATERIALE NECESARE, DAR NEINCLUSE IN
TRUSA

1. Micropipete calibrate (200 yL si 10 uL) si varfuri de
unica folosinta.

2. Apa distilatd cu aviz EIA (bidistilatd sau deionizata,
tratatd cu carbune activ pentru indepartarea
oxidantilor chimici folositi ca dezinfectanti).

3. Cronometru cu interval de timp de 60 minute sau mai
mult.

4. foi de hartie absorbanta.

5. Incubator termostatic calibrat pentru microplaci
ELISA, ce poate asigura o temperatura de +37°C.

6. Cititor calibrat de microplaci ELISA, cu capacitate de
citire la 450 nm, prevazut daca este posibil cu filtre
de 620-630 nm pentru detectarea blank-ului si filtre
de 405 nm.

7. Spalator calibrat pentru microplaci ELISA.

8. Mixer vortex sau alte dispozitive asemanatoare
pentru centrifugare.

F. AVERTISMENTE S| PRECAUTII

1. Aceasta trusa poate fi utilizatd doar de personal
tehnic specializat si corespunzator calificat, sub
supravegherea medicului sef de laborator. Cititi cu
atentie prezentul prospect, inainte de dozare si
respectati cu strictete instructiunile din cuprinsul
acestuia.

2. Cititi cu atentie Fisa cu Date de Securitate (SDS),
inainte de a efectua dozarea.

3. In cazul utilizarii trusei pentru screening-ul unor
unitati de sadnge si componente ale sangelui, acesta
va trebui séa fie utilizatad intr-un laborator certificat si
autorizat de autoritatea nationald responsabila n
domeniu (Ministerul Sé&natatii sau un organism
similar), in vederea efectuarii acestui tip de analize.

4. Intreg personalul implicat Tnh executarea probei
trebuie sa fie echipat cu imbracaminte de protectie
de laborator, manusi din latex fara talc si ochelari de
protectie. Utilizarea oricaror dispozitive ascutite (ace)
sau taioase (lame) este interzisa. Intreg personalul
implicat trebuie sa fie instruit cu privire la procedurile
de siguranta personala, conform recomandarilor
Centrului pentru Controlul Bolilor Atlanta, SUA,
indicate in publicatia Autoritatii Nationale pentru
Séanatate: "Siguranta personaléd in Laboratoarele de
Microbiologie si Biomedicina”, editia 1984.

5. Intreg personalul implicat Th  manipularea
esantioanelor trebuie sa fie vaccinat impotriva
virusurilor HBV si HAV, pentru care exista vaccinuri
sigure si eficiente.

6. Incaperea laboratorului trebuie sa aiba un mediu
controlat, pentru a se evita contaminarea cu praf sau
cu agenti microbiologici din aer, Tn momentul
deschiderii fiolelor si al microplacii din trusa si in
momentul efectuarii testului. Substrat (TMB) trebuie
ferit de lumina puternica. Dupa inceperea testului,
evitati vibratile mesei de lucru.

7. Dupa receptionarea trusei, aceasta trebuie pastrata
la o temperatura de 2...8°C, intr-un frigider sau intr-o
camera rece, cu temperatura controlata.

8. Nu folositi componente din truse apartinand unor loturi
diferite. Nu se recomanda folosirea componentelor din
doua truse apartindnd aceluiasi lot.

9. Asigurati-va ca reactivii sunt limpezi si c& nu contin
microorganisme sau particule de mari dimensiuni.
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10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.
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Daca reactivii nu indeplinesc aceste conditii, anuntati
imediat responsabilul de laborator, pentru a demara
procedurile necesare in vederea schimbarii trusei.
Evitati contaminarile incrucisate intre esantioane de
ser/plasma, folosind varfuri de unica folosinta, pe
care sa le Tnlocuiti la fiecare esantion.

Evitati contaminarile incrucisate intre reactivii din
trusa, folosind varfuri de unica folosinta pe care sa le
inlocuiti la fiecare componenta Tn parte.

Nu folositi trusa dupa expirarea termenului de
valabilitate a acesteia, tiparit pe cutie si pe eticheta
aplicata pe fiecare fiola in parte.

Toate esantioanele trebuie considerate ca fiind
potential infectate. Toate serurile umane trebuie
manipulate conform prevederilor Nivelului 2 de Bio-
Siguranta, urmand recomandarile Centrului pentru
Controlul Bolilor Atlanta, SUA, precum si cele din
cuprinsul publicatiei Autoritatii Nationale pentru
Sanatate: "Bio-Sigurantd in Laboratoarele de
Microbiologie si Biomedicina”, editia 1984.

Pentru prepararea componentelor lichide, sau pentru
componentele mutate pe statile de testare
automatizate, se recomanda folosirea de recipiente
din plastic de unica folosinta, Tn felul acesta
evitandu-se contaminarile incrucisate.

Deseurile rezultate in urma folosirii trusei se vor
elimina conform prevederilor legislatiei in vigoare la
nivel national si ale legislatiei in materie de deseuri
rezultate din substante chimice si biologice de
laborator. Mai precis, scurgerile de lichide, rezultate
in urma procedurii de spélare, resturile de solutii de
control si resturile de solutii esantion trebuie
considerate ca fiind potential infectate si trebuie
supuse procedurii de inactivare, Thainte de a fi
eliminate. Se recomanda procedura de inactivare
prin tratarea cu o solutie de hipoclorit de sodiu cu
concentratie de 10% timp de 16-18 ore sau
dezactivarea la cald, in autoclava, la 121°C timp de
20 minute.

Scurgerile accidentale de solutii esantion, in timpul
efectuarii testelor, trebuie absorbite cu foi de hartie
inmuiate in hipoclorit de sodiu, iar apoi trebuie clatite
cu apa. Ulterior, respectivele foi de hartie se vor
arunca fintr-un recipient special pentru deseuri
provenite din materiale biologice.

Solutia de stopare contine 0,3 M acid sulfuric. Evitati
contactul acesteia cu pielea si ochii. In caz de
contact, clatiti imediat si abundent cu apa.

Eliminarea solutiilor reactive ce contin azida de sodiu
sau thimerosal, drept conservanti, trebuie tratate
conform prevederilor si legislatiei in vigoare fin
materie, in tara Tn care se utilizeazd testul.
Eliminarea solutiilor ce contin azida de sodiu prevede
utilizarea unor mari cantitdti de apa de la robinet.
Retineti faptul ca azida de sodiu poate forma
compusi explozivi, Tn urma contactului prelungit cu
plumbul sau cuprul.

Nu fumati, nu mancati si nu aplicati
cosmetice in zonele in care sunt
esantioanele si reactivii.

Celelalte deseuri produse in urma utilizarii trusei (de
exemplu: varfurile folosite pentru controale si
esantioane, microplacile folosite) trebuie sa fie
manipulate ca si cum ar fi potential infectate si
trebuie colectate conform prevederilor legislatiei in
vigoare la nivel national si ale legislatiei privind
eliminarea deseurilor de laborator.

Nu pipetati substantele cu gura.

produse
manipulate
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G. ESANTIOANE: PREPARARE SI
RECOMANDARI

1. Sangele se recolteaza din vena prin metode
aseptice, iar plasmele si serurile se prepara prin
folosirea tehnicilor standard de preparare a
esantioanelor pentru analize clinice de laborator. Nu
s-a depistat nicio influentd, in cazul prepararii
esantionului cu citrat, EDTA sau heparina.

2. Nu adaugati niciun fel de conservanti in esantioane;
evitati mai ales azida de sodiu, deoarece aceasta
poate influenta activitatea enzimatica a conjugatului,
determinand obtinerea unor rezultate fals negative.

3. Esantioanele trebuie sa fie clar identificate cu coduri
sau nume, pentru a se evita confuzile Tn
interpretarea rezultatelor. In cazul in care trusa se
utilizeaza pentru teste screening ale unor unitati de
sange, recomandam insistent etichetarea acestora
cu coduri de bare ce se vor citi cu un cititor
electronic.

4. Esantioanele intens hemolizate (rosii) sau lipemice
(laptoase) trebuie aruncate, deoarece pot duce la
obtinerea unor rezultate false. Esantioanele ce
contin resturi de fibrina sau cheaguri si corpuri
microbiologice trebuie aruncate, deoarece pot duce
la obtinerea unor rezultate false.

5. Serurile si plasmele se vor pastra la temperaturi de
+2...8°C cel mult cinci zile dupa recoltare. Pentru
conservarea acestora pe perioade mai indelungate
de timp, esantioanele pot fi congelate la —20°C timp
de céateva luni. Niciun esantion congelat nu poate fi
congelat si decongelat decadt o singura data,
deoarece acest proces genereaza particule ce pot
compromite rezultatul testului.

6. In cazul in care esantionul contine particule,
centrifugati la o vitezd& de 2.000 rpm timp de 20
minute, sau filtrati cu filtre de 0.2-0.8um pentru a
curata esantionul ce trebuie testat.

H. PREPARAREA COMPONENTELOR SI
AVERTISMENTE

Studiile efectuate pe o trusa deschisa nu au demonstrat

nicio pierdere semnificativa de activitate la cel mult 1

reutilizare a aceluiasi material, in termen de 6 luni.

1. Microplaci:

Asteptati pana cand microplaca ajunge la temperatura
mediului ambiant (cel putin 1 ora) Tnhainte de a deschide
folia. Verificati daca absorbantul de umezeald nu sia-
schimbat culoarea in verde inchis, ceea ce ar indica o
conservare deficitard a trusei. In astfel de situatii,
adresati-va serviciului clienti din cadrul firmei Adaltis.
Strip-urile nefolosite trebuie introduse la loc in folie, cu
tot cu absorbantul de umezeala. Folia se va sigila perfect
si se va pastra la temperaturi de 2...8°C. Dupa prima
deschidere, strip-urile ramase vor fi stabile pana cand
indicatorul de umezeala din interiorul foliei cu absorbant
de umeazeald Tsi va schimba culoarea din galben in
verde.

2. Control negativ:
Gata de utilizare. Centrifugati in vortex, Tnhainte de
utilizare.

3. Control pozitiv:

Gata de utilizare. Centrifugati in vortex, inainte de
utilizare. Aceastd componenta trebuie tratatd ca si cum
ar fi potential infectata.
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4. Calibrator:

Dizolvati cu atentie continutul liofilizat al fiolei cu
cantitatea de apa distilata cu aviz EIA, indicata pe
eticheta. Centrifugati in vortex, inainte de utilizare.
Aceasta componenta trebuie tratata ca si cum ar fi
potential infectata.

Nota: Dupé dizolvare, calibratorul nu este stabil. Pastrati
in pérti egale, la temperaturi de —20°C.

5. Solutie de spalare concentrata 20x

(flacon de 50 mL):
Intreaga cantitate de solutie concentratd 20x se va
dizolva cu apa biodistilata, pana la 1000 ml (volumul este
indicat pe eticheta) si se va amesteca usor, Tnainte de
utilizare. Deoarece solutia poate sa contina formatiuni
cristaline, aveti grija sa dizolvati intreaga cantitate. in
timpul prepararii, evitati producerea spumei, deoarece
prezenta bulelor poate compromite eficienta fazei de
spalare.
Nota: Dupa diluare, solutia de spalare raméne stabila
timp de 1 saptaméana, la +2..8°C.

6. Conjugat:

Gata de utilizare. Centrifugati in vortex, Tnainte de
utilizare. Aveti grija sa nu contaminati lichidul cu oxidanti
chimici, pulberi sau microbi prezenti in aer. Daca este
necesara mutarea acestei componente, folositi exclusiv
recipiente din plastic, pe cat posibil sterilizate.

7. Substrat TMB:

Gata de utilizare. Centrifugati in vortex, Tnainte de
utilizare. Aveti grija sa nu contaminati lichidul cu oxidanti
chimici, pulberi sau microbi prezenti in aer. A se feri de
lumina puternica, agenti oxidanti si suprafete

metalice. Daca este necesard mutarea acestei
componente, folositi exclusiv recipiente din plastic, pe céat
posibil sterilizate.

8. Diluant pentru proba:
Gata de utilizare. Centrifugati in vortex, Tnainte de
utilizare.

9. Solutie de stopare:
Gata de utilizare. Centrifugati in vortex, Tnainte de
utilizare.

10. Diluant pentru esantion:
Gata de utilizare. Centrifugati in vortex, inainte de
utilizare.

I. INSTRUMENTAR UTILIZAT IMPREUNA CU TRUSA

1. Micropipetele trebuie sa fie gradate, pentru a picura
cantitatea corectd necesard pentru proba si este
obligatorie o decontaminare regulata (cu spirt
medicinal, Tnalbitor 10%, solutie dezinfectantd de uz
spitalicesc) a acelor componente care pot intra
accidental in contact cu esantionul. Acestea trebuie
sa fie in permanenta controlate, pentru a se asigura o
precizie de 1% si o corectitudine de +2%. La intervale
regulate de timp, este obligatorie o dezinfectare a
stropilor sau reziduurilor de componente din set.

2. Incubatorul ELISA trebuie sa fie setat la 37°C (cu o
toleranta de + 0.5°C) si trebuie sa fie verificat cu
regularitate, pentru a se asigura mentinerea unei
temperaturi corecte. Pentru incubare se pot utilizat
atat incubatoarele pe uscat, cat si baile de apa, daca
dispozitivele sunt omologate pentru incubarea testelor
ELISA.
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3. Spalatorul ELISA este extrem de important pentru

efectuarea cu succes a probei. Spalatorul trebuie sa
fie omologat si trebuie sa fie corect optimizat. De
regula, sunt suficiente 4-5 cicluri de spalare (aspirare
+ distribuire a unei cantitati de 350 yL de solutie de
spalare = 1 ciclu) pentru ca proba sa permita
obtinerea unui rezultat corect. Se recomanda un
interval de timp de Tnmuiere de 20-30 secunde, intre
cicluri. Pentru a stabili corect numarul acestora,
se recomanda sa se efectueze un test de proba cu
solutile de control din trusd si cu esantioane de
referinta clar stabilite ca fiind pozitive sau negative si
sa se verifice conformitatea cu valorile indicate mai
jos, in sectiunea O ’"Control de calitate intern”.
Operatiunile de gradare corecta a volumului distribuit
si de fintretinere a spélatorului (decontaminare si
curatare a acelor) se vor efectua conform
instructiunilor producatorului.

. Timpii de incubare au o toleranta de +5%.

v" Metoda de incubare de scurta durata (pentru
prima/a 2-a incubare, toleranta este cuprinsa
intre 43 min. si 47 min.; pentru cea de-a 3-a
incubare, toleranta este cuprinsa intre 14 si
16 min.).

v' Metoda de incubare standard (pentru prima
incubare, toleranta este cuprinsa intre 57
min. si 63 min.; pentru cea de-a 2-a si cea
de-a 3-a incubare, toleranta este cuprinsa
intre 29 si 31 min.).

. Cititorul de microplaci ELISA trebuie sa fie prevazut

cu un filtru de citire la 450nm si, pe cat posibil, si cu
un al doilea filtru (620-630nm) pentru operatiunile de
blank. Densitatea optica la 450 nm mai mare decat
liniaritatea cititorului, poate fi citita la 405 nm si
fnmultitd cu factorul de conversie.

Performantele sale standard trebuie sa fie (a)
amplitudine de banda < 10nm; (b) interval de
absorbtie de la 0 la 2 2.0; (c) liniaritate = 2.0; (d)
repetabilitate = 1%. Blank-ul este determinat in
godeul descris in sectiunea "Procedura de efectuare
a probei”. Sistemul optic al cititorului trebuie sa fie
corect etalonat, pentru a asigura o masurare corecta
a densitati optice. Efectuati cu regularitate
operatiunile de intretinere, conform instructiunilor
producatorului.

. Atunci cand se utilizeaza o statie automata pentru

truse ELISA, toate etapele critice (distribuire,
incubare, spalare, citire, manipulare a datelor) trebuie
sa fie atent verificate, etalonate si corect desfasurate,
in vederea mentinerii conformitatii cu valorile indicate
in sectiunile O "Control de calitate intern”. Protocolul
probei trebuie sa fie instalat in sistemul de operare al
unitatii si trebuie sa fie validat si pentru spalator si
cititor. De asemenea, partea statiei ce realizeaza
manipularea componentelor lichide (distribuire si
spalare) trebuie sa fie validata si corect setatda. O
atentie deosebita se va acorda evitarii transferului
prin intermediul acelor utilizate pentru distribuire si
spalare. Acesta trebuie sa fie studiat si controlat, in
vederea minimizarii pericolului de contaminare a
godeurilor alaturate. Utilizarea unor statii automate
ELISA este recomandata pentru testele screening de
sange, atunci cand numarul de esantioane ce trebuie
testate este de peste 20-30 unitati pe tura.
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L. CONTROALE S| OPERATIUNI PREMERGATOARE
PROBEI

1. Verificati termenul de valabilitate al trusei, tiparit pe
eticheta aplicatd pe cutie. Nu folositi trusa, daca
termenul de valabilitate este expirat.

2. Verificati componentele lichide, acestea nu trebuie sa
fie contaminate cu particule sau microorganisme
vizibile cu ochiul liber. Asigurati-va ca substratul TMB
este incolor sau de culoarea bleu pal, aspirdnd o
cantitate mica din acesta cu o pipeta sterila din plastic
transparent. Verificati dacd ambalajul nu s-a rupt in
timpul transportului si daca nu s-au produs scurgeri
de lichide in interiorul cutiei. Verificati ca folia de
aluminiu, in care se afla microplaca, sa nu fie gaurita
sau deteriorata.

3. Diluati intreg continutul solutiei concentrate de
spalare 20x, conform instructiunilor de mai sus.

4. Dizolvati calibratorul, conform instructiunilor de mai
Sus.

5. Asteptati pana cand toate componentele trusei ajung
la temperatura camerei (aproximativ 1 ora) si apoi
amestecati conform instructiunilor.

6. Setati incubatorul ELISA la +37°C si pregatiti
spalatorul ELISA amorsandu-l cu solutia de spalare
diluata, conform instructiunilor producatorului. Setati
numarul corect de cicluri de spalare, conform
instructiunilor din sectiunea [.3.

7. Asigurati-va ca cititorul ELISA este pornit de cel putin
20 de minute, Tnainte de a efectua citirea.

8. Daca se utilizeaza o statie automatd, porniti statia,
verificati setarile acesteia si asigurati-va ca utilizati
protocolul corect.

9. Controlati daca micropipetele au fost setate Ia
volumul prevazut.

10.Asigurati-va ca aveti la indeméana toate instrumentele
necesare, gata de a fi utilizate.

11.In cazul sesizarii unor probleme, nu continuati
derularea testului, ci informati persoana responsabila.

M. PROCEDURA DE EFECTUARE A PROBEI
Proba trebuie efectuata conform instructiunilor de de mai
jos, avand grija sa se pastreze aceeasi incubare, pentru
toate esantioanele ce trebuie testate.
Proba se poate efectua prin doua proceduri de incubare.
Alegeti-o pe cea mai potrivitd, conform regulamentelor Tn
vigoare:
1. Incubare standard (prima incubare 60 minute, a
2-a si a 3-a incubare 30 minute)
2. Incubare de scurtd duratd (prima si a 2-a
incubare 45 minute, a 3-a incubare 15 minute)

=

. Incubare standard - Proba manuala:

1. Introduceti numarul corect de godeuri in suportul
respectiv. Lasati primul godeu gol, pentru blank.

2. Adaugati 200 pyL de control negativ in trei godeuri,
200 pL de calibrator in doua si 200 yL de control
pozitiv intr-un singur godeu. Nu diluati controalele si
calibratorul, deoarece sunt deja diluate si gata de
utilizare!

3. Adaugati 200 pyL de diluant pentru esantioane in
toate godeurile esantioanelor; adaugati apoi 10 pL
de esantion in fiecare godeu corespunzator
identificat. Agitati usor placa, avand grija sa evitati
revarsarea si contaminarea godeurilor alaturate,
pentru a dizolva complet esantionul in diluantul
acestuia.
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Nota importanta: Asigurati-vd c¢& diluantul pentru
esantion, dupd adaugarea esantionului, isi schimbé
culoarea din verde deschis in verde-albastru inchis,
pentru a semnala addugarea esantionului.

4. Adaugati 50 pL de diluant pentru probad in toate
godeurile cu solutii de control/calibrator si cu
esantioane. Verificati daca esantioanele isi schimba
culoarea in albastru inchis.

5. Incubati microplaca timp de 60 min la +37°C.

Nota importanta: Strip-urile trebuie sa fie sigilate cu
hartia adeziva speciala din dotare, numai atunci
cand testul este efectuat manual. Nu acoperiti strip-
urile, daca se foloseste un dispozitiv ELISA automat.

6. Spalati microplaca intr-un spalator automat,
distribuind si aspirdnd 350 plL/godeu de solutie de
spalare diluatd conform instructiunilor din sectiunea
1.3.

7. Pipetati 100 pL de conjugat enzimatic Tn toate
godeurile, cu exceptia celui pentru blank si apoi
sigilati cu hartie adeziva. Asigurati-va ca ati adaugat
aceasta componentda de culoare rosie in toate
godeurile, cu exceptia A1.

Nota importanta: Aveti grij s nu loviti peretele intern
din plastic al godeului, cu varful plin cu conjugat. Se pot
produce contaminari.

8. Incubati microplaca timp de 30 min la +37°C.

9. Spalati godeurile, urmand instructiunile din sectiunea
1.3.

10. Pipetati 100 yL de amestec substrat TMB in fiecare
godeu, inclusiv in cel pentru Blank. Incubati
microplaca la temperatura mediului ambiant (18-
24°C) timp de 30 minute.

Nota importanta: Amestecul trebuie ferit de lumina
directd puternicd. Lumina puternicd poate genera
fundaluri accentuate.

11. Pipetati 100 pL de solutie de stopare in fiecare
godeu, folosind aceeasi ordine de pipetare descrisa
la punctul 10, pentru a bloca reactia enzimatica. La
adaugarea solutiei de stopare, controlul pozitiv si
esantioanele pozitive isi vor schimba culoarea, din
albastru in galben.

12. Masurati intensitatea culorii solutiei din fiecare
godeu, conform instructiunilor din sectiunea 1.5, cu
un filtru de citire optica la 450 nm si daca este posibil
cu un filtru de citire optica la 620-630 nm pentru
blank-ul din godeul A1 de pe microplaca.

Note importante:

1. Dacéd nu aveli la dispozitie cel de-al doilea filtru de
citire opticad, asigurafi-vd c& nu existd amprente
digitale pe fundalul microplacii, inainte de citirea
optica la 450 nm. Astfel de amprente pot determina
obtinerea unor rezultate fals pozitive.

2. Citirea optica trebuie efectuatda imediat dupa
adadugarea solutiei de stopare i, in orice caz, in
maxim 20 de minute de la adaugarea acesteia. Este
posibil sé apara o usoara auto-oxidare a substratului,
cu generarea unui rezultat cu fundal accentuat.

3. Centrifugarea la 350 = 150 rpm in timpul incubarii
determind o crestere a sensibilitdtii de dozare, cu
circa 20%.
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. Incubare de scurta durata - Proba manuala:
Introduceti numarul corect de godeuri in suportul
respectiv. Lasati primul godeu gol, pentru blank.

2. Adaugati 200 pyL de control negativ in trei godeuri,
200 pL de calibrator in doua si 200 yL de control
pozitiv intr-un singur godeu. Nu diluati controalele si
calibratorul, deoarece sunt deja diluate si gata de
utilizare!

3. Adaugati 200 pyL de diluant pentru esantioane in

toate godeurile esantioanelor; adaugati apoi 10 pL

de esantion in fiecare godeu corespunzator
identificat. Agitati usor placa, avand grija sa evitai
revarsarea si contaminarea godeurilor alaturate,
pentru a dizolva complet esantionul in diluantul

=N

digitale pe fundalul microplacii, inainte de citirea
optica la 450 nm. Astfel de amprente pot determina
obtinerea unor rezultate fals pozitive.

Citirea optica trebuie efectuatd imediat dupa
addugarea solutiei de stopare si, in orice caz, in
maxim 20 de minute de la addugarea acesteia. Este
posibil s& aparé o usoara auto-oxidare a substratului,
Cu generarea unui rezultat cu fundal accentuat.
Centrifugarea la 350 + 150 rom in timpul incubadrii
determind o cregtere a sensibilitatii de dozare, cu
circa 20%.

N. SCHEMA PROBA

acestuia. Operatiuni Operatiuni
Metoda (Incubare (Incubare de scurta
Notd importantd: Asigurati-vd cé& diluantul pentru Standard) durata)
esantion, dupd adéugarea esantionului, Tsi schimba || Solutii de control & |,y 200 pL

culoarea din verde deschis Tn verde-albastru nchis,

Calibrator

pentru a semnala addugarea esantionului.

4. Adaugati 50 pL de diluant pentru probd in toate

Diluant pentru
esantioane si
Esantion

200 pL diluant+
10 L esantion

200 pL diluant+
10 L esantion

godeurile cu solutii de control/calibrator si cu
esantioane. Verificati daca esantioanele isi schimba

culoarea n albastru Tnchis.

5. Incubati microplaca timp de 45 min la +37°C.

Nota importanta: Strip-urile trebuie sa fie sigilate cu

hartia adeziva speciala din dotare, numai atunci

cand testul este efectuat manual. Nu acoperiti strip-

urile, daca se foloseste un dispozitiv ELISA automat.

6. Spalati microplaca intr-un spalator automat,

distribuind si aspirand 350 plL/godeu de solutie de

Diluant pentru probe | 50 pL 50 pL
Prima incubare 60 min (x 3) 45 min (£ 2)
Temperatura +37°C +37°C
Spalare 4-5 cicluri 4-5 cicluri
Conjugat enzimatic | 100 pL 100 pL

A 2-aincubare 30 min (£ 1) 45 min (£ 2)
Temperatura +37°C +37°C
Spalare 4-5 cicluri 4-5 cicluri
Substrat TMB 100 pL 100 pL

A 3-aincubare 30 min (¢ 1) 15 min (x 1)

spalare diluatd conform instructiunilor din sectiunea

1.3.
Pipetati 100 pL de conjugat enzimatic in toate
godeurile, cu exceptia celui pentru blank si apoi

Temperatura mediu

Temperatura mediu

Temperatura ambiant (18...24°C) | ambiant (18...24°C)
Solutie de stopare 100 pL 100 pL
Citire DO 450/620nm 450/620nm

sigilati cu hartie adeziva. Asigurati-va ca ati adaugat

aceasta componentd de culoare rosie in toate
godeurile, cu exceptia A1.

Nota importanta: Aveti grija s& nu loviti peretele intern
din plastic al godeului, cu varful plin cu conjugat. Se pot
produce contaminari.

Mai jos va prezentdm un exemplu

de schema de

distribuire (valabil pentru ambele proceduri de incubare):

8. Incubati microplaca timp de 45 min la +37°C.

9. Spalati godeurile, urméand instructiunile din sectiunea 1.3.

10. Pipetati 100 pL de amestec substrat TMB in fiecare

godeu, inclusiv Tn cel pentru Blank. Incubati
microplaca la temperatura mediului ambiant (18-

24°C) timp de 15 minute.

Nota importanta: Amestecul trebuie ferit de lumina

directd puternicd. Lumina puternicd poate genera
fundaluri accentuate.

11. Pipetati 100 pL de solutie de stopare in fiecare
godeu, folosind aceeasi ordine de pipetare descrisa
la punctul 10, pentru a bloca reactia enzimatica. La
adaugarea solutiei de stopare, controlul pozitiv si
esantioanele pozitive isi vor schimba culoarea, din
albastru in galben.

Masurati intensitatea culorii solutiei din fiecare
godeu, conform instructiunilor din sectiunea 1.5, cu
un filtru de citire optica la 450 nm si daca este posibil
cu un filtru de citire optica la 620-630 nm pentru
blank-ul din godeul A1 de pe microplaca.

12.

Note importante:
1. Dacé nu avetli la dispozitie cel de-al doilea filtru de
citire opticd, asigurati-vd cd nu existd amprente
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Microplaca
1 |2 |3 |4 |5 |6 |7 |8 |9 |10|11|12
A |BLK|E2
B |CN |E3
C |[CN |E4
D |[CN |E5
E |CAL |E6
F |CAL | EY
G |[CP |ES8
H |E1 |S9
Legenda: BLK = Blank CN = Control Negativ

CAL = Calibrator CP = Control Pozitiv E = Esantion

O. CONTROL DE CALITATE INTERN

Se va efectua un control de validare asupra solutiilor de
control si calibratorului, ori de céate ori se utilizeaza trusa,
pentru a se verifica daca performantele probei sunt in
conformitate atat cu valorile de DO 450/620nm, cét si cu
valorile asteptate, indicate Tn tabelul de mai jos:

Verificati Cerinte

Godeu blank < 0.100 DO 450/620nm valoare
Control negativ | < 0.050 valoare medie DO450/620nm
(CN) dupa extragerea blank-ului
Calibrator S/Co >1.1

Control pozitiv | >1.000 DO450/620nm valoare
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Daca rezultatele testului corespund cerintelor de mai
sus, treceti la sectiunea urmatoare.

In caz contrar, nu treceti mai departe si efectuati
urmatoarele verificari:

Probleme Verificati

Godeu blank 1. dacad solutia substrat nu s-a
> (0.100 DO450nm contaminat in timpul probei

Control Negativ [1. daca procedura de spalare si setarile
(CN) spalatorului au fost setate conform
> 0.050 DO450nm studiilor de precalificare;

dupd extragerea |[2. daca s-a utilizat solutia corecta de

blank-ului spalare si daca spalatorul a fost
amorsat Thainte de utilizare;

3. daca nu s-a comis vreo eroare in
procedura de efectuare a probei
(adaugarea de solutie de control
pozitiv, in locul celei de control
negativ);

4. daca nu s-a produs vreo contaminare
a solutiei de control negativ sau a
godeurilor acestuia, din cauza unor
stropi de solutie de control pozitiv sau
de conjugat enzimatic;

5. daca micropipetele nu s-au
contaminat cu esantioane pozitive sau
Cu conjugat enzimatic;

6. daca acele spalatorului nu
blocate sau partial infundate.

sunt

Calibrator 1.
S/Co<1.1

daca procedurile au fost executate

corect;

2. daca nu a aparut nicio eroare in timpul
adaugarii acestuia (de ex. adaugarea
de solutie de control negativ in locul
calibratorului);

3. daca procedura de spalare si setarile
spalatorului au fost setate conform
studiilor de precalificare;

4. daca nu s-a produs nicio contaminare

externa a calibratorului.

Control pozitiv 1.
<1.000 DO450nm

daca procedurile au fost executate

corect;

2. daca nu s-a comis nicio eroare in
timpul adaugarii controlului (adaugare
de solutie de control negativ, in locul
controlului pozitiv). In astfel de situatii,
controlul negativ va indica o DO
450nm > 0.150

3. daca procedura de spalare si setarile
spalatorului au fost setate conform
studiilor de precalificare;

4. daca nu s-a produs nicio contaminare

externa a controlului pozitiv

In cazul in care a apérut una dintre problemele de mai
sus, anuntati responsabilul, pentru a se decide modul de
actiune.

P. REZULTATE
Rezultatele testului sunt calculate pe baza unei valori
medii de cut-off stabilita cu ajutorul formulei de mai jos:

Cut-Off (Co) = valoare absorbanta medie CN (control
negativ) + 0.350

Valoarea determinatd pentru test se va utiliza pentru

interpretarea rezultatelor, conform instructiunilor din
paragraful urmator.

Adaltis Srl
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Q. INTERPRETAREA REZULTATELOR

Rezultatele testului se vor interpreta ca raport dintre
valoarea DO 450 nm a esantionului si valoarea Cutt-off
(sau S/Co), pe baza urmatorului tabel:

S/Co Interpretare
<0.9 Negativ
0.9-1.1]Invalid

>1.1 Pozitiv

Un rezultat negativ indica faptul ca pacientul nu este
infectat cu virusul HCV, sau ca unitatea de sange poate
fi utilizata pentru transfuzie.

Pentru pacientii in cazul carora rezultatul testului este
invalid, va fi necesara repetarea testului, cu un esantion
prelevat dupa 1-2 saptamani. Unitatea de sange nu va
putea fi utilizata pentru transfuzie.

Un rezultat pozitiv indica prezenta infectiei cu virusul
HCV, prin urmare pacientul trebuie sa fie supus
tratamentului aferent, iar unitatea de sange trebuie
distrusa.

Note importante:

1. |Interpretarea rezultatelor se va face exclusiv sub
supravegherea sefului de laborator, pentru a se
reduce riscul unor erori de analiza.

2. Orice rezultat pozitiv trebuie sa fie confirmat printr-o
metoda alternativa, in masura sé detecteze anticorpii
IgG si IgM (teste de confirmare), inainte de
pronuntarea unui diagnostic de hepatita virala.

3. Dupd cum am indicat in evaluarea performantelor
produsului, aceastd analiza este in mdéasurd sa
detecteze seroconversia la anticorpi anti-HCV core,
inaintea unor alte truse din comert. Agadar, un
rezultat pozitiv, neconfirmat, obtinut cu aceste truse
din comert, nu trebuie sé& fie exclus, ca rezultat fals
pozitiv! In orice caz, esantionul trebuie supus si unui
test de confirmare.

4. Din moment ce proba este in masurd s& determine si
anticorpii de clasa IgM, este posibil sa apara
neconcordante cu alte produse din comert, pentru
detectarea anticorpilor anti-HCV, ce nu contin
conjugat anti IgM. Pozitivitatea reald a esantionului
pentru anticorpii HCV trebuie s& fie confirmata
ulterior, examinandu-se si reactivitatea IgM,
importantd pentru diagnosticarea infectiei cu virusul
HCV.

5. Atunci cand rezultatele sunt transmise de la laborator
cdtre un sistem electronic, aveti grijd s& nu
transmiteti date gresite.

6. Diagnosticul de hepatita virald trebuie sé fie stabilit si
comunicat pacientului doar de personal medical
calificat.

Tn continuare va prezentdm un exemplu de calcul:

Datele de mai jos nu trebuie folosite in locul datelor
reale, obtinute de cétre utilizator.

Control negativ: 0.019 — 0.020 — 0.021 DO450nm
Valoare medie: 0.020 DO450nm Mai mica de 0.050 —
Acceptat

Control pozitiv: 2.189 DO450nm
Peste 1.000 — Acceptat
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Cut-Off = 0.020+0.350 = 0.370

Calibrator: 0.550 - 0.530 DO450nm
Valoare medie: 0.540 DO450nm S/Co=1.4
S/Co peste 1.1 — Acceptat

Esantion 1: 0.070 DO450nm
Esantion 2: 1.690 DO450nm
Esantion 1 S/Co < 0.9 = negativ
Esantion 2 S/Co > 1.1 = pozitiv

R. PERFORMANTELE TESTULUI

Evaluarea performantelor testului s-a realizat conform
prevederilor Specificatilor Tehnice Comune (CTS) (art.
5, Capitolul 3 din Directiva 98/79/CE) si s-a efectuat
pentru ambele proceduri de incubare (standard si de
scurta durata).

1. LIMITE DE DETECTARE

Limita de detectare a probei a fost calculata folosindu-se
procedura de incubare de scurta durata, conform
prevederilor Standardului de Lucru Britanic pentru
detectarea anticorpilor anti-HCV, NIBSC cod 06/188-006.
Tabelul de mai jos cuprinde valorile medii de DO450nm
prevazute de acest standard, diluat in plasma negativa si
apoi analizat.

Diluare Lot#1 | Lot#2 | Lot#3

Factor S/Co S/Co S/Co

1X 3,50 4,00 4,30

2 X 2,10 2,60 2,60

4 X 1,3 1,40 1,30

Plasma | o5 | 020 | 020
Negativa

De asemenea, s-a analizat "in toto” esantionul codificat
Accurun 1 - seria 3000 — pus la dispozitie de Boston

Biomedica Inc., USA si s-au obtinut urmatoarele
rezultate:
Accurun 1 | Lot#l | Lot#2 | Lot#3
series
Factor S/Co S/Co S/Co
1X 2,90 3,04 3,40

2. SPECIFICITATE S SENSIBILITATE DE
DIAGNOSTIC

Analiza performantei trusei s-a realizat printr-o testare

externa, efectuatda pe un numar de peste 5000 de

esantioane.

2.1 Specificitatea diagnosticului

Reprezinta probabilitatea ca proba sa dea un rezultat

negativ, in lipsa unei probe de analizat specifice. Au fost

examinati peste 5000 de donatori aleatori, inclusiv

donatori pentru prima data.

Specificitatea diagnosticului a fost verificata cu un test

omologat US FDA.

Au fost testati 5043 donatori si s-a obtinut o specificitate

de 99.5%.

210 pacienti spitalizati au fost testati pentru HCV; s-a

obtinut o specificitate a diagnosticului de 99.5%. De

asemenea, specificitatea diagnosticului a fost verificata si

prin testarea unui numar de 162 esantioane potential

interferente (cu alte boli infectioase, anticorpi pozitivi

E.coli, pacienti cu boli hepatice nevirale, pacienti supusi

dializei, femei insarcinate, esantioane intens hemolizate,

lipemice etc.). S-a obtinut o valoare a specificitatii de

100%.
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Nu s-a observat nicio falsa reactivitate determinata de
metoda de preparare a esantioanelor. Atat plasmele,
derivate prin diferite tehnici standard de preparare (citrat,
EDTA si heparind), cat si serurile au fost utilizate pentru
stabilirea valorilor de specificitate. Au fost testate
esantioane congelate, pentru a se verifica eventualele
interferente determinate de recoltare si conservare. Nu s-
a depistat nicio interferenta.

2.2 Sensibilitate de diagnostic

Reprezinta probabilitatea ca proba sa dea un rezultat
pozitiv, Tn lipsa unei probe de analizat specifice.
Sensibilitatea de diagnostic a fost verificata extern, pe un
numar total de 348 esantioane; s-a obtinut o sensibilitate
de diagnostic de 100%. Intern, au fost testate peste 50
de esantioane pozitive, obtindndu-se si de aceasta data
o0 sensibilitate de diagnostic de 100%.

Au fost testate esantioane pozitive la infectii provocate
de alte genotipuri decat HCV.

Mai mult de atat, s-au studiat majoritatea panelurilor de
sero-conversie puse la dispozitie de Boston Biomedica
Inc., USA, (PHV) si Zeptometrix, USA, (HCV).

Mai jos va prezentam rezultatele pentru unele dintre
acestea.

Panel | Nr. esantioane [Adaltis *|Ortho™?
PHV 901 11 9 9
PHV 904 7 2 4
PHV 905 9 3 4
PHV 906 7 7 7
PHV 907 7 3 2
PHV 908 13 10 8
PHV 909 3 2 2
PHV 910 5 3 3
PHV 911 5 3 3
PHV 912 3 1 1
PHV 913 4 2 2
PHV 914 9 5 5
PHV 915 4 3 0
PHV 916 8 4 3
PHV 917 10 6 6
PHV 918 8 2 0
PHV 919 7 3 3
PHV 920 10 6 6
HCV 10039 5 2 0
HCV 6212 9 6 7
HCV 10165 9 5 4
Nota:
1. Esantioane pozitive
2. HCVv.3.0

De asemenea, produsul a fost testat pe panelul EFS Ac
HCV, lot nr. 06.140817, produs de Etablissement
Francais Du Sang (EFS), Franta, obtindndu-se
urmatoarele rezultate:
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Panel EFS Ac HCV

Esantion Lot#1|Lot#2| Lot#3 |Rezultate
’ S/Co | S/ICo| S/Co |asteptate
HCV1 | 0,53]0,52 ] 0,55 | Negativ
HCV 2 | 3,28 |5,91| 3,04 | Pozitiv
HCV 3 | 2,17 | 3,18 | 2,56 | Pozitiv
HCV 4 | 2,26 | 2,23 | 2,35 | Pozitiv
HCV5 | 6,10 | 7,06 | 6,90 | Pozitiv
HCV6 | 1,66 ]| 1,77 | 1,67 | Pozitiv

3. PRECIZIE

A fost calculata pe cinci esantioane, unul negativ si patru
pozitive, examinate prin 4 replicari, fiecare in sase runde
separate.

S-au obtinut urmatoarele rezultate:

Rezultate in cadrul aceluiasi lot: Trusd EIAgen HCV Ab

EROARE

CAUZE POSIBILE / SUGESTII

DO foarte
diferite

(£ 50%) fata de
cele indicate in
CC

-reactivi aplicati in cantitati eronate
(sugestie: verificati conformitatea dintre
cantitatea setata in pipete si cea prevazuta
de test, etalonati din nou)

-temperatura eronata sau timp de incubare
eronat (sugestie: o intretinere mai atenta a
incubatorului, notati ora de incepere a
incubarii)

-eroare in executarea fazelor de spélare si
de citire fotometrica (sugestie: verificati
corecta functionare sau setarile
respectivelor dispozitive)

-contaminarea substratului sau a
conjugatului (sugestie: folositi numai
recipiente curate din plastic de unica
folosinta)

(v.4) -

Primul lot (procedura incubare de scurtd duraté)

Precizie - %CV
In 2
Esantion I\%ch?e interiorul Plrr]ctjoee Total
Probei
Negativ 0.03 6.66 10.56 12.48
1.20 8.52 8.49 12.03
Pozitive 151 7.69 12.22 14.44
3.57 7.43 11.82 13.97
11.87 3.42 9.32 9.92

Rezultate in cadrul aceluiasi lot: Trusd EIAgen HCV Ab

(v.4) -

Primul lot (procedura incubare de lunga durata)

Repetabilitate
redusa a
rezultatelor

-reactivii si esantioanele au fost aplicati in
cantitati care nu sunt constante (sugestie:
verificati precizia pipetelor si conformitatea
dintre cantitatea aplicata si cea prevazuta
de test; etalonati din nou)

-eroare in executarea fazelor de spalare
sau de citire (sugestie: verificati corecta
functionare sau setérile respectivelor
dispozitive)

-contaminarea substratului (sugestie: folositi
numai recipiente curate din plastic de unica
folosinta)

-murdarirea sau degradarea reactivilor
(sugestie: folositi varfuri adecvate,
recipiente curate din plastic de unica
folosinta si apa distilatd sau un produs
echivalent)

Nicio reactie
colorimetrica,
dupa
adaugarea
substratului

-unii reactivi nu au fost adaugati

-contaminare accentuata a conjugatului sau
a substratului

-executare gresita a procedurii de testare
(de ex. aplicare accidentala a reactivilor
ntr-o ordine gresita, sau din recipientul
gresit etc.)

Precizie - %CV
n
Esantion l\?f/scd?e |nte1|oru intre probe | Total
Probei
Negativ 0.04 4.67 12.34 13.19
1.47 9.62 11.40 14.92
Pozitive 1.82 8.92 12.77 15.58
4.31 4.59 12.88 13.67
13.78 2.42 8.96 9.26

Reactie prea
putin intensa
(DO prea mici)

-timp de incubare prea scurt, temperatura
de incubare prea joasa
-diluare eronata a conjugatului

Rezultate intre loturi: Trusd EIAgen HCV Ab (v.4) -
Primul, al 2-lea si al 3-lea lot (procedurd incubare de

scurta durata)

Reactie prea
intensa
(DO prea mari)

-diluare eronata a conjugatului

-timp de incubare prea lung, temperatura de
incubare prea ridicata

-calitate proasta a apei folosite pentru
solutia de spalare (grad redus de
deionizare)

-spalare insuficienta (conjugatele nu au fost
corect indepartate)

Precizie - %CV
Esantion Lot1l Lot 2 Lot 3
Negativ 8,65 8,29 6,13
Calibrator 4,98 4,44 5,38
Pozitiv 4,11 3,11 1,37

Variabilitatea indicata in tabele nu s-a soldat cu erori de
clasificare a esantioanelor.

S. SUGESTII PENTRU SOLUTIONAREA
PROBLEMELOR

Respectarea strictda a procedurii si a specificatiilor,

precum si o corecta utilizare a reactivilor si o distribuire

corecta permit e

vitarea urmatoarelor tipuri de erori:

Adaltis Srl

-contaminarea pipetelor, a varfurilor sau a
recipientelor

Rezultate - “
: o -spalarea nu este constanta sau nu este
inexplicabile N ;
suficienta (conjugatele nu au fost corect
indepartate)
%CV -reactivii si/sau strip-urile nu au ajuns la
n interiorul temperatura camerei, Thainte de utilizare
probei - spalatorul pentru microplaci nu spala
prea ridicat corect (sugestie: curatati capul
spalatorului)
-conditiile de incubare nu sunt constante
%CV (durata, temperaturg)
- -controalele si esantioanele nu au fost
intre probe « NSRS .
-~ adaugate Tn acelasi timp (cu aceleasi
prea ridicat ’ ’

pauze) (verificati ordinea de adaugare)
-modificari cauzate de personalul operator

12/14
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T. AUTOMATIZARE

Procedura descrisd in prezentul prospect cu instructiuni
de utilizare se refera exclusiv la testul efectuat prin
metoda manuala. In cazul utilizérii unor sisteme de
analizad automate, se vor urma instructiunile din cuprinsul
manualelor de utilizare ale respectivelor dispozitive.
Fiecare laborator trebuie sa respecte propriile proceduri
de validare interna, pentru a atesta conformitatea cu
sistemele automatizate.

U. RESTRICTII

Procentul de repetabilitate a unor rezultate fals pozitive,
neconfirmate de analiza RIBA de confirmare, sau de alte
metode similare, a fost stabilit ca fiind de sub 0,1% din
populatia normala.

Esantioanele congelate ce contin particule de fibrind sau
cheaguri dupa congelare au dus la obtinerea unor
rezultate fals pozitive.
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ATLAS SLE SLIDE TEST

IVD| For in vitro diagnostic and professional use only
8°C
2 ,f Store at 2°-8°C

INTENDED USE

Atlas SLE Slide Test is a slide agglutination assay for the
qualitative and semi quantitative detection of anti-
deoxyribonucleoprotein (anti-DNP) in human serum. No
initial dilution of patient samples is required for this test.
These materials are intended to be acquired, possessed and
used only by health professionals.

INTRODUCTION

The detection of antinuclear antibodies, by such laboratory
methods as immunofluorescence, LE cell test, and
agglutination of coated particles, can aid in the diagnosis of
such autoimmune diseases as systemic lupus erythematosus
(SLE). The antibodies most associated with SLE are those
directed against DNP. These antibodies are believed to cause
the formation of the LE cell in vitro, occurring in 75-80% of
patients diagnosed as having SLE. Given that 20-25% of SLE
patients do not exhibit the formation of LE cells, other
methods can be used to detect antinuclear antibodies.

PRINCIPLE

Atlas SLE Slide Test provides a means of detecting anti-DNP
in human serum. SLE Slide reagent is a stabilized buffered
suspension of polystyrene latex particles that have been
coated with DNP. When the latex reagent is mixed with the
serum containing antibodies to DNP, agglutination occurs.
Using dilutions of a reactive patient sample, the anti-DNP
titer can be determined.

MATERIALS
MATERIALS PROVIDED

e SLE Latex Reagent: Suspended inert latex particles
coated with DNP, with 0.1% sodium azide as

preservative.

e SLE Positive Human serum or defibrinated plasma

(liquid), with 0.1% sodium azide as preservative.

e  SLE Negative Control: Non-reactive buffer containing
BSA and 0.1% sodium azide.

Stirring sticks.

e  Glassslide.

e  Package insert.

MATERIALS NEEDED BUT NOT PROVIDED

e  Timing device.

. 13 x 75 mm test tubes

e Volumetric pipet to deliver 0.25 ml
e  Saline (0.9% NaCl solution)

e  Mechanical rotator (optional)

PACKAGING CONTENTS
8.00.11.0.0025 (1x1 mL Latex, 1x0.5 mL Positive

Control, 1x0.5 mL Negative Control)

8.00.11.0.0050 (1x2 mL Latex, 1x0.5 mL Positive

Control, 1x0.5 mL Negative Control)

8.00.11.0.0100 (1x4 mL Latex, 1x1 mL Positive Control,

1x1 mL Negative Control)

PRECAUTIONS

. For in vitro diagnostic use.

e Latex reagent and controls contain sodium azide.
Azides in contact with lead and copper plumbing may
react to form highly explosive metal azides. When
disposing of reagents containing azide, flush down the
drain with large quantities of water to prevent azide
build-up.

e  The controls contain human serum or plasma which
has been tested at the donor level for HBsAg and for
HIV-1, HIV-2 and HCV antibodies and found to be
nonreactive. As no known test offers complete
assurance that infectious agents are absent, the
controls should be considered potentially infectious
and universal precautions should be used.

e Do not pipet by mouth.

e Do not smoke, eat, drink or apply cosmetics in areas
where plasma/serum samples are handled.

e Any cuts, abrasions or other skin lesions should be
suitably protected.

. In order to obtain reliable and consistent results, the
instructions in the package insert must be strictly

e followed. Do not modify the handling and storage
conditions for reagents or samples.

e Do not use past the expiration date indicated on the
kit.

e Do not interchange components of one kit with those
of another kit.

e  Turbidity or precipitation in controls is indicative of
deterioration and the component should not be used.

. Bacterial contamination of reagents or specimens may
cause false positive results.

STORAGE & STABILITY

e  Store all reagents at 2-8°C in an upright position when
not in use.
e Do not freeze reagents.

SPECIMEN COLLECTION and STORAGE

e Use only serum that is free from contamination.
Test samples should not be heat-inactivated.

e It is preferable to test samples on the day of their
collection. If samples cannot be tested
immediately, maintain them in their original tubes
at 2-8°C and test within 48 hours.

e  Serum samples stored longer than 48 hours should
be stored at -20°C or below until testing. Avoid
repeated freezing and thawing of specimens.

e If necessary before testing, centrifuge the
specimens at a force sufficient to sediment cellular
components.

e Samples to be sent out for testing should be
placed on ice packs and packaged like any other
biohazardous material that could potentially
transmit infection.

REAGENT PREPARATION

e  Allow all reagents and samples to warm to room
temperature (20-30°C) before use. Do not heat
reagents in a water bath.

e All reagents are ready for use as supplied. Gently
mix the reagents before use; avoid foaming.

e  Gently mix the latex reagent before each use to
ensure homogeneity.

PROCEDURES
A. Method | (Qualitative)

1.

Dispense (35 L) of each serum sample onto a separate circle
on the test slide. Add one drop of Positive and negative
controls from the dropper vials supplied onto a separate
circle on the test slide.

Dispense one drop of latex reagent (35 L) to each serum
specimen and to each control.

Using the flat end of the stirring sticks, mix each specimen
and control serum with the latex reagent, in a circular
manner, over the entire area in the circles of the card.



4. Gently tilt and rotate the card for one (1) minute and observe
for agglutination. All test results should be compared to both
positive and negative controls.

INTERPRETATION OF RESULTS (QUALITATIVE)

Agglutination indicates a reactive SLE sample. Sera that elicit a

reactive result should be retested and tittered using the “Semi

guantitative Assay Protocol”.

B. Method Il (Semi-Quantitative)
1. Prepare serial dilutions of patient serum, in saline, in test
tubes as follows:

Tube Dilution Composition

1 1:2 0.25 ml of serum + 0.25 ml saline.

2 1:4 0.25 ml from tube 1 + 0.25 ml saline.
3 1:8 0.25 ml from tube 2 + 0.25 ml saline.
4 1:16 0.25 ml from tube 3 + 0.25 ml saline.
5 1:32 0.25 ml from tube 4 + 0.25 ml saline.
6 1:64 0.25 ml from tube 5 + 0.25 ml saline.

Note: Testing on additional dilutions should be performed as

needed.

2. Using each dilution as a separate test specimen, apply the
samples to the slide as described in Step 1 of the “Qualitative
method” and proceed with Steps 2 through 4 of the
“Qualitative method”. Include undiluted sample if not tested
previously on that day with the same lot of latex reagent.

INTERPRETATION OF RESULTS (SEMI-QUANTITATIVE)

as controls. Results from testing with the SLE Slide Test were
compared with the results from testing of the samples using
a standard LE cell preparation assay and a fluorescent ANA
assay.

Of the 29 active SLE patients, 82% were positive using the
SLE Slide Test, 86% were positive by the LE cell prep, and
82% positive by the ANA test. For the 23 clinically inactive
SLE patients, 19% were positive by both the SLE Slide Test
SLE and the LE cell prep; and 71% were positive by the ANA
test. None of the 8 patients having connective tissue disease
tested positive with the SLE Latex Test, whereas 17% and
50% tested positive by the LE cell prep and the ANA
procedures, respectively. Of the controls, 1% tested positive
by both the SLE Latex Test and the LE cell prep, while 6%
tested positive by the ANA assay.

LIMITATION

1. Serum from patients with scleroderma, rheumatoid arthritis,
dermatomyositis, and a variety of connective tissue diseases

may elicit agglutination in the SLE slide test.

2. Because extremely high levels of antibodies might affect the
degree of agglutination, positive samples should be

reassayed using the semi quantitative procedure.

3. Contaminated, lipemic, or grossly hemolyzed sera should not

be used because of the possibility of nonspecific results.

4. Plasma samples should not be used because of the possibility

of nonspecific results.

7. Rothfield NF, Phythyon JJ, McEwan C., Miescher P. 1961. Arth

Rheum, 4:223-229.
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The highest dilution in which visible agglutination occurs is
considered the endpoint titer.

QUALITY CONTROL

Quality Control requirements must be performed in
accordance with applicable local, state and/or federal
regulations or accreditation requirements and your
laboratory’s standard Quality Control Procedures. Controls
with graded reactivity should be included. If control samples
do not yield the expected response, the assay should be
considered invalid and the assay repeated. If the repeat
assay does not elicit the expected results for the control
samples, discontinue use of the kit and contact your local
distributer.

EXPECTED VALUES

Serum samples from 155 individuals were tested using the
SLE Slide Test. Of the 155 individuals, 29 had active SLE, 23
had clinically inactive SLE, 8 had connective tissue diseases
and the remaining 95 were either clinically normal or had
some nonrelated disease (including anemia, infectious
mononucleosis and rheumatic heart disease) and were used

Samples yielding indeterminate results may be resolved by
repeating the test utilizing a two (2) minute slide rotation
period. Reaction times longer than two minutes might cause
false positive results due to a drying effect.

Drugs such as hydralazine, isoniazid, procainamide and a
number of anticonvulsant drugs can induce an SLE syndrome.
In accord with all diagnostic methods, a final diagnosis
should not be made on the result of a single test, but should
be based on a correlation of test results with other clinical
findings.
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RPR SYPHILIS CARD TEST
@ For In-Vitro dit tic and prof I use only

el Storeat2to 8 °C

INTRODUCTION

Syphllis is a disease causad by infection with the spirochete
Trepenema pallidum. The infaction is systemic and the
disease s charactarized by periods of latency. These features,
together with the fact that T pallidum cannot be isolated in
cultura, mean that serologic tachniques play a major role in
the diagnosis and follow-up of treatment for syphilis.

Syphilis is categorized by an early primary infection in which
patients may have non-specific symptems, and potentially,
genital lesions, Patients tested by serology during the primary
phase may be negative for antib di pecially if testing is
performed during the first 1 to 2 weeks after symptam onset.
fs the disease progresses Into the secondary phase,
antibodies to T pallidum reach peak titers, and may persist
indefinitely regardless of the disease state or prior therapy.
Therefore, detaction of antibodies to nontreponemal
antigens, such as cardiolipin {a lipoidal antigen raleased by
host cells damaged by T pallidum) may help to differentiate
between active and past syphllis infection. Nontreponemal
antibodies are detected by the rapid plasma reagin (RPR)
assay, which Is typically positive during current |nfection and
negative following treatment or during late/latent forms aof
syphilis.

PRINCIPLE

RPR utilises carbon particles coated with cardiolipin antigen
to detect reagin antlbodies present in serum or plasma of
syphilitic persons.

Specimans that contain remgin cause aggregation of the
carban particles which appear as dark clumps against a white
backgreund. The aggregation can be read macroscopically.
Non-reactive samples typically appear 3s a smoath non-
aggregsted pattern which may form buttans [n the centre of
the testarea.

MATERIALS

MATERIALS PROVIDED

« RPR carbon antigen reagent:Contains less than 0.1%
sodium azide.

« Positive Control ; Contains ls5 than 0.1% sodium azide.

s Negative control; Contains less than 0.1% sodium azide

« RPR test cards (Optional).

» Plastic sticks. -
s Package insert.
NOTE: This is alsa used for Indi 1]

MATERIALS NEEDED BUT NOT PROVIDED

« Rotator (100rpm).

« Timer,

= Pipettes.

PACKAGING CONTENT

iﬁg’fjs.mw.n.uzm {2mL Latex, 1x0.5ml| Positive Control,
1x0.5mL Negative Cantrol)

[EF] 8,00.18.0.0500 (10mL Latex, iximl Positive Control,
1x1mL Negative Control)

SAMPLES
Erech ssrum or plasma. The samples with presence of fibrin
should ba centrifuged before testing. Do not Use highly
h lized or lipemic

PRECAUTIONS

* For professional in vitre diagnostic use only. Do not use
after axpiration date,

e Do not eat, drink or smoke In the area where the
specimens or kits are handled.

s Always use a fresh pipette tip far every test,

« Handle all negative and positive In the manner as patient
specimens.

o Wear protective clothing such as laboratary coais,
disposakle gloves and eya pratection when specimens are

assayed,

« The usad test should be discarded according to local
regulations.

« Components of different human origin have been tested
and found to be negative for the p of antibodi

anti- HIV 1#2 and anti-HCV, as well as for HBsAg.
However, the controls should be handled cautiously as
potentially infactious,

STORAGE AND STABILITY
All companents of the kit are stable until the expiration date
on the labsl when stored tightly closed at 2-8°C.

PROCEDURES

QUALITATIVE PROCEDURE

s Mix th eagent hefore use.

1. Bringthe reagents and samples to room temperature.

2, Dispense 50 pl of each sample into & separate circle on
the card. Use a separate tip for each sample.

3. Dispense 1 drop of each of positive and negative
controls into twe additianal circles.

»

Gently shake the dispensing vial and slightly press to

remove air bubbles from the nesdle and the drop

pbtained is correct,

5. Dispense 1 drop (17.5 i) of RPR antigen o each circle
next to the sample to be tested.

& Place the card on a mechanieal rotator and rotate at 100
r.p.m. far & minutes,

7. Ohbserve macroscopically for agelutination within &

minute after remaving the card from the retater.

SEMI-QUAN TIVE P EDURE

»  Mixwell the RPR reagent before use.

1. Maks doubling dilutions from Undiluted to 1:18
normz! saline.

2.  Place 50 ul of each dilution in to a separate circle on
the test card.

3. Spread each dilution evenly ever the test circle.

4, Continue as fram Qualitative procedure ,
The titer of the sample is expressed as the final
dilution which shows aggregation of the carbon
particles.

PERFORMANCE CHARACTERISTICS
1. Sensitivity: 100%
2. Specificity: 100%,

INTERPRETATION OF TEST RESULTS
1. Strong Reactive: Large clumps of carbon partlcles with a
clear background.

2. Reactive: Large clumps of carbon particles somewhat
mare disperse than Strong Reactive pattern.

3. Weak Reactive: Small clumps of carbon particles with
light grey background.



4. Trace Reactive: Slight clumping of carbon particles
typically seen as a button of aggregates in the centre of
the test circle or dispersad arcund the edge of the test
clrcle, .

5. Non-Reactive: Typically a smocth grey pattern or a
button of non-aggregated carbon particles in the centra
of the test circle.

REFERENCES
= Falcone V.H,, Stout G.W, and Moore M.B. ir, PHR 79:
491-495, 1964,
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EQUI HAV IgM

ELISA kit for the qualitative detection
of IgM antibodies to hepatitis A virus

1. INTENDED USE

The «EQUI HAV IgM» is ELISA kit intended for the qualitative detection of
IgM antibodies to hepatitis A virus in human serum or plasma by enzyme-linked
immunosorbent assay (ELISA) to diagnose acute hepatitis A. The testing procedure
is designed for both manual arrangement with automatic pipettes and standard
equipment, and for automated «open» immunoassay analysers.

Target group: blood or organ donors; pregnant women and children born to
infected mothers; patients with symptoms of liver disease.

Usage: ELISA kit is used in clinical diagnostic laboratories, blood transfusion
stations, as well as in other institutions working in the field of in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

One of the most common foodborne infections is hepatitis A. The hepatitis
A virus (HAV) causes acute liver disease, which can be mild or severe. Unlike
hepatitis B and C, this hepatitis does not become chronic, but can lead to acute
liver failure, which is characterized by high mortality.

Hepatitis A virus is a small shellless RNA virus from the Picornaviridae family.
It is characterized by being highly stable in different environments and can be
stored at + 4 ° C for several months, but becomes inactive after 5 minutes at 100 °
C. The virus replicates in liver cells, and then is released through the bile into the
environment with the fecal masses of the infected person. The cellular immune
response to HAV infection leads to the destruction of hepatocytes, liver dysfunction
and the development of symptoms, typical for other types of hepatitis.

Acute hepatitis A, even with the clinical manifestations, does not differ from other
viral hepatitis. Therefore, serological markers of infection are used for diagnosis,
namely the detection of specific antibodies to HAV antigens. IgM antibodies are
detected in the serum 1-2 weeks after infection, with the onset of symptoms or a
few days before. In the maximum titer of anti-CAA IgM are detected in the jaundice
period, after that their level gradually decreases. In most patients, specific IgM
ceases to be detected after 6 months, and may occasionally circulate in the blood
for more than a year. IgG antibodies to HAV antigens begin to be released shortly
after IgM antibodies and stay in the blood throughout life. Also, specific IgG is
produced after a vaccination. Detection of IgG antibodies to CAA indicates the
formation of a stable immunity due to infection or immunization.

3. ANALYSIS PRINCIPLE

Detection of specific IgM antibodies to hepatitis A virus in the «kEQUI HAV IgM»
ELISA kit is based on the principle of «IgM capture» of solid-phase ELISA in a two-
stage incubation. Monoclonal antibodies specific for human IgM immunoglobulins
are adsorbed into the wells of the plate. During the first step of incubation of the
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test samples in the wells of the ELISA plate, IgM immunoglobulins, if present in the
samples, bind to monoclonal antibodies in the solid phase. The wells are washed to
remove unbound components, leaving only specific antibody-antibody complexes.
A mixture of HAV antigen and peroxidase conjugate of HAV-specific antibodies
that bind to solid-phase immune complexes is then added. Unbound components
are removed during washing. Immune complexes are detected by adding a solution
of chromogen 3,3, 5,5-tetramethylbenzidine (TMB) with hydrogen peroxide. After
a 30-minute incubation, the reaction is halted by adding a stop solution. Optical
density (OG) in the wells is determined on a spectrophotometer at a wavelength of
450 / 620-695 nm. The intensity of the yellow color is proportional to the number
of antibodies in the sample.

4. MATERIALS AND EQUIPMENT
4 1. Contents of the ELISA kit

STRIPS

CONTROL

CONTROLJ - |

DIL|ISAMPLE

CONJ[11x]

[DIL[CONJ

SOLN[TMB]

Edition 6, 01.11.2021

1x96
wells

1x0,25 ml

1x0,6 ml

1x13 ml

1x1,3ml

1x13 ml

1x13 ml

Microplate

Each plate well is coated with monoclonal antibodies
specific for human IgM immunoglobulins. The wells are
detachable. After the first opening, store unused strips
in the package at 2-8 °C for a maximum of 6 months
Positive control

The solution of human IgM immunoglobulins crosslinked
with monoclonal antibodies specific for horseradish
peroxidase, with a preservative (pink). Store at 2-8 °C
Negative control

Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution

Buffer solution with monoclonal antibodies to human
IgG, milk extract, detergent and preservative (brown).
Store at 2-8 °C

Conjugate (11x concentrated)

11-fold concentrate of conjugate of antibodies to
hepatitis A virus with horseradish peroxidase in buffer
solution with stabilizers (purple).

Dilute the conjugate (11x) 1:11 with the conjugate
dilution solution before use (eg 100 pl concentrate +
1 ml conjugate dilution solution, enough for 8 wells).
Diluted solution should be stored at 2-8 ° C for no more
than 1 day

Conjugate dilution solution

Buffer solution of inactivated hepatitis A virus antigen
with detergent and preservative (yellow). Store at
2-8°C

TMB solution (ready to use)

TMB solution, H,O,, a stabilizer, a preservative

(colourless). Store at 2-8 °C
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Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

Stop Solution (ready to use)

[SOLNISTOP 1x13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

[TWEEN[WASH[20x] 1 x 50 ml

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10—1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI HAV IgM» ELISA Kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for conjugate
solution and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.
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5.2. Safety requirements

— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

— do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls from the «<EQUI HAV IgM» ELISA kit have been tested and
found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies
and HBsAg negative; however, controls and test samples should be handled as
potentially hazardous infectious materials;

—someofthekitcomponentscontainlowconcentrations ofharmfulsubstancesand
can damage skin or mucoga. In case of contact of [SOLN[TMB], [SOLN[STOP| and
conjugatesolutionwithmucousmembranesorskin,immediatelywashtheaffected
area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with a

disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface dry
as described above.

5.3. Waste inactivation and disposal

—the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

—thesolidwastemustbeinactivatedbyautoclavingatatemperature notless
than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

—disposal of inactivated waste must be conducted due to national laws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
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centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEENIWASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

8.3. Conjugate solution preparation

Working dilution of the conjugate is prepared as follows: dilute
(purple) in a clean vial of solution (yelow) in the ratio 1:11 (ie, 1 + 10), the
solution turns green. For example, for 8 well analysis add to 1 ml 100 pl
[CONJ[11x]. The solution of the conjugate in the working dilution is stable during the
day when stored at 2-8 °C.

9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.
9.2.Fill in the sample application plan.
9.3.Prepare the detergent as per para. 8.2.
9.4.Add 90 pL of [DILISAMPLE] into each plate well.
9.5.Add 10 pL of controls and test samples into the wells:
— into well A1,
[CONTROL[ - | — into wells B1, C1 and D1,
and test samples into the remaining wells.
At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.
9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.
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9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 p;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Prepare conjugate solution as per para. 8.3.

9.9.Add 100 pL of conjugate solution into each well. Cover the strips with a new
piece of adhesive film and incubate for 60 minutes at 37 °C.

9.10. Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.11.Add 100 uLofintotheweIIs; donottouchthebottomandthewalls ofthe
plate wells.

9.12.Incubatethestripsfor30minutesinadarkplaceataroomtemperatureof18-25°C.
Do not use adhesive film at this stage.

9.13. Add 100 pL of [SOLNISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding,the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.14.Measuretheopticaldensity (OD)ofthewellsat450/620-695nmwavelengthusing
an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|gand[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results

Calculate the average OD of the negative control (Nc), Cut off (CO) and a sample
positivity index (IP

).

sample
Nc = (Nc1 + Nc2 + Nc3)/3;  CO=Nc +0,3

IP =0D,,, ./CO, where OD_

sample sample

olo is the OD sample.

m

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
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0D 21,2
[CONTROL| -] OD 0,150

where Ncn is the OD for each

[CONTROL[-]  Nc x 0,5 < Ncn < Nc x 2,0 NG run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P> 11 POSITIVE
09<IP_ . <11 BORDERLINE*
P, .<09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. oD, P, CV, %
37s/2 1,576 4,85 5,3
24s 2,462 7,57 4,3

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, P, CV, %
37s/2 1,600 4,78 6,3
24s 2,463 7,36 71

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 ymol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.
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11.2. Diagnostic characteristics

The diagnostic characteristics of the ELISA kit were evaluated by examining
a set of 30 samples containing IgM antibodies to hepatitis A virus, a set of donor
serum samples (188 samples) and samples of PHT202 Anti-Hepatitis A Virus
(HAVed) panel. Performance Panel (contains 8 positive and 13 negative samples) -
a total of 239 samples - was compared to similar commercial kits. For this set (239
samples) the relative sensitivity of the «kEQUI HAV IgM» ELISA kit is 100%, the
relative specificity - 100%, the percentage of coincidence - 100%.

12. LIMITATIONS OF ASSAY

A positive result in the «<EQUI HAV IgM» ELISA kit is the evidence that the
patient has IgM antibodies specific for hepatitis A virus. Anti-CAA specific IgM
antibodies are usually markers of active replication of hepatitis A virus.

In order to counteract the false-positive results caused by the presence of
autoantibodies specific for class G immunoglobulins (rheumatoid factor) in human
serum samples, the kit uses a special block component that prevents the formation
of immune complexes with anti-human antibodies in the solid phase.

The final diagnosis cannot be established solely on the basis of serological test
results. When making a diagnosis the results of a set of laboratory and instrumental
studies, as well as clinical manifestations of the disease should all be taken into
account.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY

PROCEDURE
Possible reasons | Solution
High background in all wells
Contaminated washer Clean the washer head and rinse
according to the instructions for use
Poor quality or contaminated water Use purified water with specific
resistance = 10 MQ - cm
Use of poorly washed glassware Use chemically clean utensils
Use of chlorinated disinfectants Do not use chlorine disinfectants
Use of contaminated tips Use new tips
Increased incubation times or change Adhere to the incubation regime
in the temperature conditions according to the instructions for use
High background in a row of wells
Repeat application of TMB solution TMB solution should be applied
once
Contamination of the automatic pipette Clean the pipette and dial carefully
nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer
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Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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[ec [rer] Authorized Representative in the European Community
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Contains sufficient for <n> tests
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Consult instructions for use
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Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:

Obelis s.a.

Bd Général Wahis 53

1030 Brussels
Belgium

Tel: +(32)2 732-59-54
Fax: +(32)2 732-60-03
mail@obelis.net

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME
Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 pl into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 —[CONTROL[-],
other wells — examined samples
(change of colour from brown to blue)

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

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of prepared 1:11 (1+10) conjugate solution into all wells
(green)

Cover strips with an adhesive film, incubate for 60 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc +0,3;

IPsampIe = ODsampIe/CO

Nc - the average value of OD 3-x [CONTROL[-]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS
P, > 11 POSITIVE
09<IP,_ <11 BORDERLINE

IP <09 NEGATIVE

sample
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EQUI Ascaris lumbricoides IgG

ELISA kit for the qualitative detection of
IgG antibodies to Ascaris lumbricoides

1. INTENDED USE

The «EQUI Ascaris lumbricoides IgG» is ELISA kit intended to qualitatively
detect anti-Ascaris lumbricoides IgG in human serum or plasma by enzyme-
linked immunosorbent assay (ELISA) in order to diagnose lumbricosis. The testing
procedure is designed for both manual arrangement with automatic pipettes and
standard equipment, and for automated «open» immunoassay analysers.

Target group: children, rural people, summer visitors.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Ascaris lumbricoides is a human parasite resulting in lumbricosis — one
of the most common helminthiases in the world. By some estimates, over a
milliard of people infested with acaricides are on earth.

Human ascaris belongs to Nematoda roundworms infesting the small
intestine of a man who is its exclusive host. Ascaris lumbricoides eggs are
excreted in the environment with faeces of the infested man. In a warm,
wet soil, ascaris larvae develops in the eggs, therefore eggs become
invasive only after a maturation period (2 to 3 weeks at 25-30 °C, lower
temperatures require longer term). After infestation, larvae leave eggs in
the human intestine, penetrates blood circulation and migrate to the liver
and lungs with blood flow. The larvae move to the pharynx from the lungs,
and here they are re-ingested and further enter the small intestine. In 2 to
3 months, adult ascaris able to propagate develops from larvae in the small
intestine.

The helminths are transferred by faecal-oral route upon injection of mature
eggs of Ascaris lumbricoides with soil-contaminated vegetables, fruits,
water, as well as through dirty hands after contact with soil. Lumbricosis
is conditionally divided into the early stage (migration of larvae) and late
stage (parasitism of adults in the intestine). Invasion is asymptomatic in
most cases. Primary feeling of being unwell occurs as early as several
days after infestation and is accompanied by weakness, abdominal pain,
nausea. Migration of larvae to the lungs may manifest as rales and cough.
In some cases, intense invasion may result in pneumonia and liver damage.
However, the most common symptom of early lumbricosis are allergic
reactions due to hypersensitivity to metabolic products of larvae.

Late stage manifests as decreases appetite, abdominal pain, vomiting,
diarrhoea, constipation. Massive ascaris invasion may result in the intestinal
obstruction with a lump of helminths or rupture of the walls with peritonitis.
When ascarides penetrate other organs, complications may develop such as
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hepatitis, cholangitis, pancreatitis and even asphyxia. Cases of neurological
disorders sometimes develop in lumbricosis, namely: headache, irritability,
sleep impairment, inattention, etc. If no timely treatment is started for
intense invasion, it may lead to death, especially in younger children.

Strong immune response to Ascaris lumbricoides invasion develops as
early as atthe early stage. Itincludes cellularand humoralimmunity. Antigens
of ascaris larvae stimulate secretion of all-class specific immunoglobulins,
however, the level of specific and total IgE antibodies is the highest. The
intensity of the immune response (including increased IgG titres) correlates
with the massiveness of the invasion.

For diagnosis of lumbricosis, parasitologic stool test for presence of
ascaris larvae and eggs is the most common. X-ray imaging of the lungs
is additionally applied at the early stage of invasion. Complete blood count
(eosinophilia develops in lumbricosis) and detection of serum anti-Ascaris
lumbricoides antibodies also is included in the set of exams. The presence
of specific anti-ascaris antibodies may suggest asymptomatic invasion, and
allows initiation of treatment before complications develop in conjunction
with other diagnostic instruments.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Ascaris lumbricoides 1gG in «EQUI
Ascaris lumbricoides IgG» ELISA kit is based on «indirect» solid-phase
ELISA with a two-stage incubation. Antigens of Ascaris lumbricoides
larvae are entrapped in the wells. During the first step of incubation of
ELISA plate wells with test samples, specific anti-Ascaris lumbricoides
antibodies (if present in the samples) bind to the solid-phase antigens. The
wells are washed to remove unbound antibodies and have only specific
antigen-antibody complexes left. Then, a conjugate of anti-species I1gG
monoclonal antibodies with horseradish peroxidase is added, which binds
to solid-phase immune complexes. Unbound components are removed by
washing. Antigen-antibody complexes are detected by adding a solution of
chromogen 3,3’,5,5-tetramethylbenzidine (TMB) with hydrogen peroxide.
After 30-minute incubation, the reaction is stopped by adding the stop
solution. The optical density (OD) in the wells is determined using a
spectrophotometer at 450/620-695 nm. The intensity of the yellow colour is
proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with Ascaris lumbricoides
antigen. The wells are detachable. After the first
opening, store unused strips in the package at 2-8 °C
for a maximum of 6 months

1x96
wells
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Positive control
1x 0,25 ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C
Negative control
[CONTROL] - | 1x0,6 ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C
Serum dilution solution
DIL|SAMPLE 1x13 ml  Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C
Conjugate solution (ready to use)
Buffer solution of monoclonal antibodies to human

Tx A3 ml IgG, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C
TMB solution (ready to use)

1x13ml TMB solution, H,0,, a stabilizer, a preservative

(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEEN[WASH[20x] 1 x 50 ml

Stop Solution (ready to use)
Tx13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI Ascaris lumbricoides IgG» ELISA Kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;
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— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;
—do not eat, drink, smoke, or apply make-up in the test room;
— do not mouth-pipette the solutions;

— controls from the «kEQUI Ascaris lumbricoides IgG» ELISA kit have been
tested and found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum
antibodies and HBsAg negative; however, controls and test samples should be
handled as potentially hazardous infectious materials;

— someofthekitcomponentscontainlowconcentrationsofharmfulsubstancesand
can damage skin or mucoga. In case of contact of [SOLN[TMB], [SOLN|STOP] and
with mucous membranes or skin, immediately wash the affected
area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

—the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

—the solidwaste mustbeinactivated by autoclavingatatemperature notless
than 132°C;
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— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal ofinactivated waste must be conducted due to national laws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute [TWEEN]WASH[20x]| at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.
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9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.
9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.
9.4.Add 90 pL of [DIL[SAMPLE] into each plate well.

9.5.Add 10 uL of controls and test samples into the wells:
— into well A1,
[CONTROL[ - | — into wells B1, C1 and D1,
and test samples into the remaining wells.
At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 p;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of into each well. Cover the strips with a new piece
of adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13.Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles

in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave one wellforblank (only|SOLN[TMB]and[SOLNISTOP|mustbe added
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in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results B
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Ne1 + Nc2 + Nc3)/3;  CO=Nc+0,3
IP =0D /CO, where OD

sample sample

is the OD sample.

sample
10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
OD=1,0
OD < 0,150

Ncx 0,5<Ncn<Ncx20 where Ncn is the OD for each
Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P> 11 POSITIVE
09<IP, . <11 BORDERLINE*
P, <09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated in 24 replicates on one series of ELISA kits.

Sample No. OD,, IP,, CV, %
547 0,504 1,43 2,9
671 0,753 213 3,6
413 1,165 3,30 3,1
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Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, P, CV, %
547 0,534 1,55 5,0
671 0,750 217 4.6
413 1,159 3,36 3,6

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 ymol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To evaluate clinical sensitivity and specificity of «kEQUI Ascaris lumbricoides
IgG» ELISA Kkits, 55 serum samples from patients with clinical symptoms typical
for lumbricosis and 60 serum samples from patients without clinical manifestations
(seronegative in terms of Ascaris lumbricoides) were used. Clinical sensitivity
of «EQUI Ascaris lumbricoides IgG» ELISA kits was 94.55 % and clinical
specificity — 93.3 %.

Method characteristics in comparison with equal commercial ELISA kit was
studied in target paediatric population (160 samples) and population of donors (346
samples). For paediatric population serum, relative specificity of «EQUI Ascaris
lumbricoides IgG» ELISA kits was established at the level of 97.92 % and percent
agreement was 95.51 %. For donor population serum, relative specificity of was
89.74 %, relative specificity — 96.30 % and percent agreement was 95.47 %.

12. LIMITATIONS OF ASSAY

Positive result in «kEQUI Ascaris lumbricoides IgG» ELISA kit supports presence
of anti-Ascaris lumbricoides specific IgG antibodies. Presence of this class
antibodies in newborns is not an evidence of Ascaris lumbricoides invasion.

Inconclusive results may suggest a history of Ascaris lumbricoides invasion.

Negative result of «<EQUI Ascaris lumbricoides IgG» ELISA kit supports the
absence of anti- Ascaris lumbricoides 1gG specific antibodies in the test sample or
concentration of specific antibodies is below the sensitivity limit of the assay.

The results of serological test only are not the basis for final diagnosis. When
establishing the diagnosis, the results of complex laboratory and instrumental
tests, as well as clinical manifestations should be considered. Cross-reactions with
antibodies to antigens of other helminths cannot be fully ruled out.
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13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY

PROCEDURE

Possible reasons

Solution

High background in all wells

Contaminated washer

Clean the washer head and rinse
according to the instructions for use

Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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Manufacturer

Authorized Representative in the European Community
In vitro diagnostic medical device

Catalogue number

Date of manufacture

LEEHE

Use by date

-
3

) Batch code

Temperature limit

Contains sufficient for <n> tests
Caution

Non-Sterile

Consult instructions for use

Keep away from sunlight

Keep dry

m A EEPD s

Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:

Obelis s.a.

Bd Général Wahis 53
1030 Brussels
Belgium

Tel: +(32)2 732-59-54
Fax: +(32)2 732-60-03
mail@obelis.net

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

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

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)
Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm
CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc+0,3;

lPsampIe = ODsampIe/CO

Nc - the average value of OD 3-x [CONTROL]]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS
P, > 11 POSITIVE
09<IP_ . <11 | BORDERLINE

P <0,9 NEGATIVE

sample
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EQUI Toxocara canis IgG
ELISA kit for the qualitative detection of
IgG antibodies to Toxocara canis

1. INTENDED USE

The «EQUI Toxocara canis IgG» is ELISA kit intended to qualitatively detect anti-
Toxocara canis IgG in human serum or plasma by enzyme-linked immunosorbent
assay (ELISA) in order to diagnose toxocariasis. The testing procedure is designed
for both manual arrangement with automatic pipettes and standard equipment, and
for automated «open» immunoassay analysers.

Target group: children, pet owners, rural people, summer visitors, forest guards,
veterinarians.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Toxocariasis is a common disease induced by Toxocara helminth which
is transmitted from animals to human. Toxocariasis is spread throughout the
world, however, it is more common in depressed areas with poor hygienic
conditions. In some regions, up to 90 % of puppies and up to 10 % of
adult domesticated dogs are infested with toxocara. The risk of infestation
is higher for owners of cats and dogs and for children due to playing in the
sandpits and on the playgrounds contaminated with animal faeces.

Toxocara are threadworms belonging to Nematoda. Human conditions
are mostly caused by Toxocara canis, which infested canids, rare - Toxocara
cati, which is more common in felids. Adult toxocara in the body of infested
animals reaches 5-15 cm in length; their propagation takes place here.
Female helminths lay about 200 thous eggs daily, which are excreted in
the environment with faeces. If conditions are favourable, following several
weeks of maturation in the soil they become invasive — a larva is developed
in the eggs. In the paratenic host (mice, poultry, cows, pigs, etc.). larva
develops without propagation. If the conditions are unfavourable, larvae
are encapsulated and may maintain viability for a long time (up to 10 years).
They may also be the source of invasion.

People are infested through faecal-oral route when ingesting Toxocara
canis mature eggs with soil-contaminated vegetables, fruits, berries, via dirty
hands or when consuming meat of paratenic hosts. In the small intestine,
larvae leave their cover and penetrates blood circulation through the
intestinal walls. The larvae migrate to other organs and tissues with blood,
namely: liver, lungs, muscles, eyes, CNS, etc. In the most of the infested,
toxocariasis is asymptomatic. Clinical manifestations of this disease are
associated with the site of larvae migration and depend on the intensity of
invasion and age of the host. Visceral syndrome larva migrans is typical
after infestation of the internal organs with Toxocara canis and occular
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toxocariasis, when eye and optic nerve are involved. Symptoms of visceral
toxocariasis: fever, fatigue, abdominal pain, anorexia, hepatomegaly, cough
and others. Heart and respiratory failure may develop in severe cases. Due
to a strong immune response to larvae antigens, immediate and delayed
hypersensitivity reactions develop. Granulomatosis in occular toxocariasis
may result in retinal detachment and loss of vision.

Diagnosis of toxocariasis is complicated due to the lack of specific
manifestations of the disease, even upon intense invasion. Furthermore,
a man is an intermediate host of Toxocara canis and does not excrete
parasites in the environment, whereas it is difficult to localise larvae in
certain organs via non-invasive methods. Eosinophilia may appear in blood
tests, however, serological tests are more common to detect toxocariasis
(immunofluorescence reaction, ELISA and immunoblotting). Detection of
specific anti-Toxocara canis 1gG to larvae antigens may suggest current
or previous invasion. High titter of IgE antibodies is also typical for active
invasion. However, the combination of clinical manifestations and laboratory
findings are necessary for diagnosis.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Toxocara canis 1gG in «kEQUI Toxocara
canis IgG» ELISA kit is based on «indirect» solid-phase ELISA with a two-
stage incubation. Antigens of Toxocara canis larvae are entrapped in the
wells. During the first step ofincubation of ELISA plate wells with testsamples,
specific anti-Toxocara canis antibodies (if present in the samples) bind to the
solid-phase antigens. The wells are washed to remove unbound antibodies
and have only specific antigen-antibody complexes left. Then, a conjugate
of anti-species IgG monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound
components are removed by washing. Antigen-antibody complexes are
detected by adding a solution of chromogen 3,3',5,5'-tetramethylbenzidine
(TMB) with hydrogen peroxide. After 30-minute incubation, the reaction is
stopped by adding the stop solution. The optical density (OD) in the wells
is determined using a spectrophotometer at 450/620-695 nm. The intensity
of the yellow colour is proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT
4.1. Contents of the ELISA kit

Microplate
Each plate well is coated with Toxocara canis larval
STRIPS 1x96 wells antigens. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C
for a maximum of 6 months
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Positive control

1x025ml Conjugated specific monoclonal antibody solution with
’ preservative (pink). Store at 2-8 °C

Negative control

[CONTROL] - | 1x0,6ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution
[DIL[SAMPLE 1x13ml  Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C

Conjugate solution (ready to use)

1% 13 ml Buffer sqlutlon of monoclonal .antlbodles. to humgn
IgG, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C

TMB solution (ready to use)
SOLN|TMB 1x13ml TMB solution, H,O,, a stabilizer, a preservative

272
(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEEN[WASH[20x]| 1 x 50 ml

Stop Solution (ready to use)
1x13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10—1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at 450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybefore thetest. The validity ofthetest
results depends on strict following of the test procedure.
— do not use the ELISA kit components after the expiry date;
— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI Toxocara canis IgG» ELISA kit;
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— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;
— do not eat, drink, smoke, or apply make-up in the test room;
— do not mouth-pipette the solutions;

— controls from the «kEQUI Toxocara canis IgG» ELISA kit have been tested
and found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum
antibodies and HBsAg negative; however, controls and test samples should
be handled as potentially hazardous infectious materials;

—some of the kit components contain low concentrations of harmful substances
and can damage skin or mucoga. In case of contact of [SOLN[TMB] [SOLN[STOP]
and with mucous membranes or skin, immediately wash the
affected area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

— the liquid waste must be inactivated, for example, with hydrogen
peroxide solution at the final concentration of 6% for 3 hours at room
temperature, or with sodium hypochlorite at the final concentration of
5% for 30 minutes, or with other approved disinfectants;
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— the solid waste must be inactivated by autoclaving at a temperature not
less than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal of inactivated waste must be conducted due to national laws
and regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute [TWEEN]WASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.
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9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.
9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.
9.4.Add 90 pL of [DILISAMPLE] into each plate well.
9.5.Add 10 uL of controls and test samples into the wells:
—into well A1,
[CONTROL[ - | — into wells B1, C1 and D1,
and test samples into the remaining wells.

At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 p;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of into each well. Cover the strips with a new piece
of adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of [SOINISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB] At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles

in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave one wellforblank (only|SOLN[TMB]and[SOLNISTOP|mustbe added
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in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results .
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3; CO =Nc +0,3
IP =0D /CO, where: OD_,

sample sample

. is the OD sample.

mpl

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:

oD =1,0
0D £0,150
where Ncn is the OD for each

Nc x 0,5 < Ncn < N x 2,0 NG run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P> 11 POSITIVE
09<IP_ <11 BORDERLINE®
P .<09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated in 24 replicates on one series of ELISA kits.

Sample No. OD,, IP,, CV, %
669 0,927 2,81 4,8
544 1,503 4,56 1,4
666 1,694 514 4,5
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Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, P, CV, %
669 1,016 3,04 4,7
544 1,516 4,54 1,9
666 1,683 5,04 41

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To evaluate diagnostic characteristics of «EQUI Toxocara canis IgG»
ELISA kits, 78 serum samples from patients with clinical symptoms typical
for toxocariasis and 60 serum samples from patients without clinical
manifestations (seronegative in terms of Toxocara canis) were used.
Clinical sensitivity of «kEQUI Toxocara canis IgG» ELISA kits was 98.7 %,
clinical specificity — 96.7 %.

Method characteristics in comparison with equal commercial ELISA kit
was studied in target paediatric population (160 samples) and population of
donors (298 samples). For paediatric population serum, relative specificity
of «kEQUI Toxocara canis IgG» ELISA kits was established at the level
of 99.28 % and percent agreement was 97.45 %. For donor population
serum, relative specificity of was 89.19 %, relative specificity — 93.55 %
and percent agreement was 91.73 %.

12. LIMITATIONS OF ASSAY

Positive result in «EQUI Toxocara canis IgG» ELISA kit supports
presence of anti-Toxocara canis specific IgG antibodies. Presence of this
class antibodies in newborns is not an evidence of Toxocara canis invasion.

Inconclusive results may suggest a history of Toxocara canis invasion.

Negative result of «kEQUI Toxocara canis IgG» ELISA kit supports the
absence of anti-Toxocara canis specific IgG antibodies in the test sample
or concentration of specific antibodies is below the sensitivity limit of the
assay.

The results of serological test only are not the basis for final diagnosis.
When establishing the diagnosis, the results of complex laboratory and
instrumental tests, as well as clinical manifestations should be considered.
Cross-reactions with antibodies to antigens of other helminths cannot be
fully ruled out.
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13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY

PROCEDURE

Possible reasons

Solution

High background in all wells

Contaminated washer

Clean the washer head and rinse
according to the instructions for use

Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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Manufacturer

Authorized Representative in the European Community
In vitro diagnostic medical device

Catalogue number

Date of manufacture

LA E

Use by date

LO

3

Batch code

Temperature limit

Contains sufficient for <n> tests
Caution

Non-Sterile
Consult instructions for use

Keep away from sunlight

Keep dry

A S R=1 >k

Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:

Obelis s.a.

Bd Général Wahis 53
1030 Brussels

Belgium

Tel: +(32)2 732-59-54
Fax: +(32)2 732-60-03
mail@obelis.net

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150
Tel: 0(800)31-89-87, +38 (044)334-89-87,

e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 pl [DIL[SAMPLE] into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

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

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)
Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc+0,3;

IPsampIe = ODsampIe/CO

Nc - the average value of OD 3-x
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P> 1.1 POSITIVE
09<IP, <11 | BORDERLINE

P <0,9 NEGATIVE

sample
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EQUI anti-Trichinella spiralis

ELISA kit for the qualitative detection of antibodies to
Trichinella spiralis

1. INTENDED USE

The «EQUI anti-Trichinella spiralis» is ELISA kit intended to qualitatively detect
anti-Trichinella spiralis antibodies in human serum or plasma by enzyme-linked
immunosorbent assay (ELISA) in order to diagnose trichinosis. The testing
procedure is designed for both manual arrangement with automatic pipettes and
standard equipment, and for automated «open» immunoassay analysers.

Target group: villagers, hunters and their families, people whose diet includes
meat, particularly pork.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Among helminthiases, which are often caused by meat consumption, trichinosis
has a special place. The causative agent of this disease is the Trichinella spiralis
roundworm, the larvae of which were found even in the mummies of Ancient Egypt.
The greatest danger of this helminthiasis is the possibility of severe damage to the
central nervous system, which leads to death.

Adult Trichinella spiralis have a filamentous body up to 0.5 mm in diameter and
2 mm in length. Trichinella is characterized by live birth — while in the human body,
one female can give birth to about one and a half thousand rod-shaped larvae.
The larvae actively migrate to other organs, but only settle massively in the striated
muscles. Connective tissue capsule with feeding vessels gets formed around the
larva after 1-1.5 months. About a year later, the capsule begins to calcify, but the
larva inside remains alive and invasive for many years. Most mammals can become
infected with trichinosis in the natural environment by eating fresh or deconposed
meat that contains Trichinella larvae.

Trichinella enters the human body through the meat infested with encapsulated
larvae (pork, horse meat, nutria’s meat, wild boar, bear, etc.). Acute (intestinal)
trichinosis may be asymptomatic or show symptoms 1-2 days after eating raw
or undercooked meat. This stage of the disease is characterized by abdominal
pain, nausea or diarrhea. However, the classic symptoms of trichinosis appear at
the stage of larval migration about 2 weeks after the invasion and can last up to
two months. These include fever, fatigue, muscle aches and pain, swelling of the
face and eyes, skin rashes, and more. Trichinella spiralis affects the most active
human muscles: diaphragm, intercostal and abdominal muscles, tongue, as well as
facial and skeletal muscles. The overall extent of clinical manifestations is directly
correlated with the quantity of consumed parasites.

During larval migration, the organism is hyper-sensitized by highly immunogenic
products of Trichinella metabolism. Patients have eosinophilia and an increase
in IgE antibodies. However, a strong immune response does not lead to the
elimination of parasites, although it may be crucial for protection from re-infection.
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Thus, recurring cases of trichinosis are much easier to tolerate than the primary
ones.

To diagnose this helminthiasis, specific tests are conducted on meat that could
be a source of invasion, to test for the presence of encapsulated larvae of Trichinella
spiralis. During the early stages of infection, PCR is used to detect Trichinella DNA.
A few weeks after the probable invasion, a biopsy of the affected patient’s muscle
tissue may be performed to detect the parasite. But from the second week of the
invasion, serodiagnosis with the detection of specific antibodies to antigens of
larvae of the pathogen trichinosis and an increase in the titer of these antibodies
in paired sera is particularly useful. 4-5 months after the invasion, the number of
specific antibodies decreases, but may remain at a level sufficient for detection
for several years. Immunoblotting is used to confirm the positive result of the
detection of specific IgG antibodies. However, for a comprehensive diagnosis of
trichinosis we should use not only laboratory-generated data but also clinical and
epidemiological studies.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Trichinella spiralis antibodies in «EQUI
anti-Trichinella spiralis» ELISA kit is based on «indirect» solid-phase
ELISA with a two-stage incubation. Antigens of Trichinella spiralis larvae are
entrapped in the wells. During the first step of incubation of ELISA plate
wells with test samples, specific anti-Trichinella spiralis antibodies (if
present in the samples) bind to the solid-phase antigens. The wells are
washed to remove unbound antibodies and have only specific antigen-
antibody complexes left. Then, a conjugate of anti-species (anti-lgG and
anti-lgA) monoclonal antibodies with horseradish peroxidase is added,
which binds to solid-phase immune complexes. Unbound components are
removed by washing. Antigen-antibody complexes are detected by adding a
solution of chromogen 3,3’,5,5'-tetramethylbenzidine (TMB) with hydrogen
peroxide. After 30-minute incubation, the reaction is stopped by adding the
stop solution. The optical density (OD) in the wells is determined using a
spectrophotometer at 450/620-695 nm. The intensity of the yellow colour is
proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT
4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with Trichinella spiralis larvae

antigens. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C for

a maximum of 6 months

Positive control

1x 0,25 ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C

1x96
wells
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[CONTROL| - | 1x0,6 ml

[DILISAMPLE 1x13 ml

SOLN[CONJ] 1x13 ml
SOLN|TMB 1x13 ml

[TWEENIWASH[20x] 1 x 50 ml

SOLN|STOP 1x13 ml

Negative control

Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution

Buffer solution with a milk extract, a detergent and a
preservative (purple). Store at 2-8 °C

Conjugate solution (ready to use)

Buffer solution of monoclonal antibodies to human IgG
and IgA, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C
TMB solution (ready to use)

TMB solution, H,0,, a stabilizer, a preservative
(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

Stop Solution (ready to use)
0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions

Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI anti-Trichinella spiralis» ELISA Kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the

wells;

— use a new pipette tip each time you add samples or reagents;
— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

Edition 7, 01.06.2022

5/16



- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for [SOLNJCONJ]
and [SOLN[TMB]:

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;
— do not eat, drink, smoke, or apply make-up in the test room;
— do not mouth-pipette the solutions;

— controls from the «EQUI anti-Trichinella spiralis» kit have been tested and
found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies
and HBsAg negative; however, controls and test samples should be handled
as potentially hazardous infectious materials;

— some of the kit components contain low concentrations of harmful substances
and can damage skin or mucoga. In case of contact of [SOLN[TMB] [SOLN[STOP]
and with mucous membranes or skin, immediately wash the
affected area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

— the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

—the solid waste must be inactivated by autoclaving at a temperature not
less than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

—disposal ofinactivated waste must be conducted due to national laws and
regulations.

Edition 7, 01.06.2022 6/16



6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute [TWEEN]WASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.

9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.
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9.4.Add 90 pL of [DILISAMPLE] into each plate well.

9.5.Add 10 pL of controls and test samples into the wells:
— into well A1,
[CONTROL[ - | — into wells B1, C1 and D1,
and test samples into the remaining wells.
At the time of adding, the solution changes its colour from purple to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 pl;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of [SOLN]CONJ] into each well. Cover the strips with a new piece of
adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 L of [SOLN[TMB]into the wells; do nottouch the bottom and the walls of the
plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of [SOLNISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible, inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|and[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results .
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'
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Nc = (Ne1 + Nc2 + Ne3)/3;  CO=Nc+0,3
IP =0D,,, ./CO, where OD_

sample sample

ol is the OD sample.

m

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:

0D 21,0
OD < 0,150

where Ncn is the OD for each
Nc run
If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

[CONTROL[-]  Nc x 0,5 <Ncn <Nc x 2,0

10.3. Interpretation of results

P> 11 POSITIVE
09<IP, . <11 BORDERLINE*
P, <09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. OoD,, P, CV, %
G12 0,554 1,59 41
E5 0,999 2,87 6,5

Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. OoD,, P, CV, %
G12 0,561 1,56 4,7
ES 1,042 2,89 71
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Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

Studies of the characteristics of the method in comparison with a similar
commercial ELISA kit were performed on a sample of characterized serum and
a sample of donor blood serum. The relative sensitivity of «kEQUI anti-Trichinella
spiralis» ELISA kits was determined from 24 serum samples that were tested for
antibodies to anti-Trichinella spiralis and characterized as positive in a commercial
ELISA kit. According to the results of the analysis, the relative sensitivity of the
sets «EQUI anti-Trichinella spiralis» is 96%. Studies of the relative specificity of
ELISA kits were performed on a complex of 260 samples of donor blood serum.
According to research, the relative specificity of ELISA kits «kEQUI anti-Trichinella
spiralis» was 98%. The coincidence percentage is 97.86%.

12. LIMITATIONS OF ASSAY

A positive result in the «<EQUI anti-Trichinella spiralis» ELISA kit is an indication
that the patient has antibodies of IgG and / or IgA specific to Trichinella spiralis. The
presence of IgG antibodies in newborns is not an evidence of Trichinella spiralis
invasion.

Uncertain results may indicate a history of Trichinella spiralis invasion. A negative
result in the «EQUI anti-Trichinella spiralis» ELISA kit indicates the absence of
antibodies specific for Trichinella spiralis in the test sample or the concentration
of specific antibodies below the sensitivity limit of the analysis. Specific antibodies
may not be detected at the beginning of the clinical manifestations of the invasion.
In this case, it is recommended to re-obtain and test serum samples from patients
with clinical signs of trichinosis in one or two weeks.

The final diagnosis cannot be established solely on the basis of serological test
results. When making a diagnosis the results of a set of laboratory and instrumental
studies, should be taken into account as well as clinical manifestations of the
disease. Cross-reactions with antibodies to antigens of other helminths cannot
be completely ruled out. To exclude a false-positive result, it is recommended to
conduct a verification study of positive samples by immunoblotting.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution
High background in all wells

Clean the washer head and rinse

Contaminated washer according to the instructions for use

Use purified water with specific

Poor quality or contaminated water resistance = 10 MQ - cm
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Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests
Caution

Non-Sterile

Consult instructions for use

Keep away from sunlight

Keep dry

Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:
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Bd Général Wahis 53

1030 Brussels

Belgium

Tel: +(32)2 732-59-54

Fax: +(32)2 732-60-03

mail@obelis.net

Ekvitestlab LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150
Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 into the wells
(purple)

Add to 10 ul of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from purple to blue)

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

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[CONJ] into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc+0,3;

IPsampIe = ODsample/CO

Nc - the average value of OD 3-x [CONTROL[ -]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P o> 1.1 POSITIVE
09<IP <11 BORDERLINE
sample

IP <09 NEGATIVE

sample




anti-Lamblia
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EQUI anti-Lamblia

ELISA kit for the qualitative detection of antibodies to
no Giardia lamblia (intestinalis)

1. INTENDED USE

The «EQUI anti-Lamblia» is ELISA kit intended to qualitatively detect antibodies
to Giardia lamblia (intestinalis) in human serum or plasma by enzyme-linked
immunosorbent assay (ELISA) to diagnose giardiasis. The testing procedure is
designed for both manual arrangement with automatic pipettes and standard
equipment, and for automated «open» immunoassay analysers.

Target group: children, pet owners, citizens of rural areas, summer house
owners.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Giardiasis is considered one of the most common parasitic diseases of the small
intestine in the world. This infection is a major cause of acute and chronic diarrhea,
especially in children. The etiological agent of giardiasis is Giardia lamblia, which
is also called Giardia intestinalis or Giardia duodenalis.

Giardia lamblia are unicellular flagellate protozoa that parasitize in the intestines
of humans and some other mammals. During the life cycle of these parasites, two
stages alternate: cysts, resistant to external conditions, and a vegetative form -
trophozoites. Infection occurs when cysts enter the human gastrointestinal tract.
After experiencing the effects of gastric acid, cysts in the duodenum turn into
trophozoites, which parasitize in the upper parts of the small intestine. They absorb
nutrients from the intestinal lumen, block parietal digestion and disrupt the maotility
of the intestine.

Humans get infected via fecal-oral routes through cyst-contaminated food,
water, unwashed hands, and so on. Giardia can also be transmitted to humans
from infected cats, dogs, and livestock. Giardiasis is especially common in regions
with poor sanitation. In addition, human-to-human transmission is common in
preschools.

In many cases, the invasion of Giardia occurs without clinical manifestations. In
other cases, the first symptoms of giardiasis appear in 1-3 weeks after infection.
They are most often manifested by spasms, bloating, nausea and diarrhea,
which leads to dehydration and weight loss. The acute form of the disease can
last up to two weeks and end in recovery without additional treatment or become
chronic. Chronic giardiasis develops when the duration of the invasion is longer
than 2 month and the exacerbation of clinical manifestations (diarrhea) is cyclical.
Giardia lamblia parasitism can lead to malabsorption syndrome, which disrupts the
absorption of carbohydrates and fats, as well as the metabolism of vitamins B12,
A and C.

Immune response to invasion and non-immune factors are important to control
the development of the disease and the severity of clinical manifestations. Both
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humoral and cellular immunity play the part in the eradication of the pathogen, the
role of which is still subjected to scientific research. In addition, partial resistance
to re-infection is formed due to protective mechanisms of the body.

Typically, to diagnose giardiasis, the duodenal contents and feces are examined
for trophozoites and cysts of giardiasis. In case of the chronic course of the disease,
cysts get excreted periodically, and, considering this, the additional tests should be
performed regularly for several weeks. Another method of diagnosing giardiasis
is to detect Giardia lamblia antigens in the feces. However, serodiagnosis with
the detection of specific antibodies to Giardia antigens is an important step in
assessing the immune response of patients. Detection of specific IgM antibodies
suggests an acute stage of giardiasis. However, the detection of specific IgG and
IgA antibodies should be interpreted with caution: in some regions they persist for
a long time after infection, while in others their level decreases after eradication of
the pathogen.

3. ANALYSIS PRINCIPLE

The procedure of testing for Giardia lamblia specific antibodies in «EQUI
anti-Lamblia» ELISA kit is based on «indirect» solid-phase ELISA with a two-stage
incubation. Recombinant Giardia lamblia antigens are entrapped in the wells.
During the first step of incubation of the test samples in the wells of the ELISA plate,
Giardia lamblia-specific antibodies, if present in the samples, bind to the solid phase
antigens. The wells are washed to remove unbound antibodies and have only
specific antigen-antibody complexes left. Then, a conjugate of anti-species
(anti-lgG and anti-lgA) monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound
components are removed by washing. Antigen-antibody complexes are
detected by adding a solution of chromogen 3,3’,5,5'-tetramethylbenzidine
(TMB) with hydrogen peroxide. After 30-minute incubation, the reaction is
stopped by adding the stop solution. The optical density (OD) in the wells
is determined using a spectrophotometer at 450/620-695 nm. The intensity
of the yellow colour is proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT
4.1. Contents of the ELISA kit

Microplate
Each plate well is coated with Giardia lamblia purified
1x 96 wells antigens. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C
for a maximum of 6 months
Positive control

1x0,35ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C
Negative control

[CONTROL| - | 1x1,2ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C
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Serum dilution solution
DIL|SAMPLE 1x 11 mi Buffer solution with a milk extract, a detergent and a
preservative (purple). Store at 2-8 °C
Conjugate solution (ready to use)
Buffer solution of monoclonal antibodies to human IgG

Tx 13 ml and IgA, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C
TMB solution (ready to use)

SOLN|TMB Tx13ml TMB solution, H,0, a stabilizer, a preservative

(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

Stop Solution (ready to use)

Tx13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

[TWEEN[WASH[20x] 1 x 50 ml

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10—1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at 450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefully beforethetest. The validity ofthetest
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI anti-Lamblia» ELISA kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA kit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

Edition 7, 18.02.2022 5/16



— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;
— do not eat, drink, smoke, or apply make-up in the test room;
— do not mouth-pipette the solutions;

— controls from the «EQUI anti-Lamblia» ELISA kit have been tested and found
to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies and
HBsAg negative; however, controls and test samples should be handled as
potentially hazardous infectious materials;

— some of the kit components contain low concentrations of harmful substances
and can damage skin or mucoga. In case of contact of [SOLN[TMB] [SOLN[STOP]
and with mucous membranes or skin, immediately wash the
affected area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

— the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

— the solid waste must be inactivated by autoclaving at a temperature not
less than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal of inactivated waste must be conducted due to national laws
and regulations.

6. STORAGE AND STABILITY
ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
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temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min at room
temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a room
temperature before opening. Open the vacuum pack, detach the appropriate number of
wells, and carefully pack the remaining wells with a desiccant and store tightly zip-locked at
2-8 °C. Storing the packed plate this way ensures its stability for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEENIWASHI[20x] gt 1:20 (1+19) with distilled or deionized
water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is enough for 8 wells. If there
are crystals present in the detergent concentrate, heat the vial at 37 °C until the crystals
dissolve completely (15-20 minutes). Store the diluted solution at 2-8 °C for a maximum of 7
days.

9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.
9.2.Fill in the sample application plan.
9.3.Prepare the detergent as per para. 8.2.
9.4.Add 80 pL of [DILISAMPLE] into each plate well.
9.5.Add 20 yL of controls and test samples into the wells:
— into well A1,
[CONTROL[ -] — into wells B1, C1 and D1,
and test samples into the remaining wells.

Edition 7, 18.02.2022 7116



At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 pl;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of [SOLN]CONJ] into each well. Cover the strips with a new piece of
adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|gand[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results .
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc + 0,25
IP =0D /CO, where OD_,

sample sample

is the OD sample.

mple
10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
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OD 21,0
0D <0,150

e 0.5 < Nen < N x 20 where Ncn is the OD for each

Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P, 0> 11 POSITIVE
09<IP_ <11 BORDERLINE®
P <09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristic

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. OD,, P, CV, %
14L 0,679 2,47 6,5
16L 0,490 1,79 6,6

Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 3 days in 3 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, P, CV, %
14L 0,670 2,39 5,55
16L 0,463 1,65 7,06

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.
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11.2. Diagnostic characteristics

Studies of the characteristics of the method in comparison with a similar
commercial ELISA kit were performed on a sample of characterized sera, the
target group of children and a group of donors. The relative sensitivity of «EQUI
anti-Lamblia» ELISA kits was determined from a group of 23 serum samples that
were tested for antibodies to Giardia lamblia and characterized as positive in a
commercial ELISA kit. All sera were also determined to be positive in «kEQUI anti-
Lamblia» kits, so the relative sensitivity equals 100%. For 148 serum samples of
children that were tested and characterized in commercial analogues, the relative
specificity of «EQUI anti-Lamblia» ELISA kits was 92.86%, the percentage of
coincidence - 93.24%. According to a similar principle, for 238 serum samples of
donor blood, the relative specificity was 97% and the percentage of coincidence
was 96.64%.

12. LIMITATIONS OF ASSAY

The final diagnosis cannot be made solely on the basis of serological test
results, sunce clinical manifestations of the disease and laboratory data (such
as the detection of cysts in faecal samples or trophozoites in duodenal contents;
the results of detection of Giardia lamblia antigen in faeces) should be taken into
account as well.

Addionally, cross-reactions with antibodies to antigens of other parasites cannot
be completely ruled out.

Giardia lamblia-specific antibodies may not be detected in case of children with
persistent and prolonged giardiasis.

It should be noted that IgG antibodies to Giardia lamblia can be detected via
ELISA for a long time, even after successful treatment.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution

High background in all wells

Clean the washer head and rinse
according to the instructions for use

Contaminated washer

Use purified water with specific

Poor quality or contaminated water resistance = 10 MQ - cm

Use of poorly washed glassware Use chemically clean utensils
Use of chlorinated disinfectants Do not use chlorine disinfectants
Use of contaminated tips Use new tips
Increased incubation times or change Adhere to the incubation regime
in the temperature conditions according to the instructions for use

High background in a row of wells
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Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 80 pl into the wells
(purple)

Add to 20 pl of controls and samples into the wells:
A1 - [CONTROL[ +], B1, C1, D1 — [CONTROL[-],

other wells — examined samples
(change of colour from purple to blue)

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

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
NG = (Nc1 + Nc2 + Nc3)/3;

CO = Nc + 0,25;

IPsample = ODsample/CO

Nc - the average value of OD 3-x [CONTROL[ -]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P> 1.1 POSITIVE
09<IP, <11 | BORDERLINE

P <0,9 NEGATIVE

sample




Fecal Occult Blood Rapid Test Cassette (Feces)

INTENDED USE

Fecal Occult Blood Rapid Test Cassette (Feces) is a rapid chromatographic immunoassay for the qualitative detection of
human occult blood in feces by professional laboratories or physician's offices. It is useful to detect bleeding caused by a
number of gastrointestinal disorders, e.g., diverticulitis, colitis, polyps, and colorectal cancer.

Fecal Occult Blood Rapid Test Cassette (Feces) is recommended for use in1) routine physical examinations, 2) hospital
monitoring for bleeding in patients, and 3) screening for colorectal cancer or gastrointestinal bleeding from any source.

INTRODUCTION

Most of diseases can cause hidden blood in the stool. In the early stages, gastrointestinal problems such as colon cancer,
ulcers, polyps, colitis, diverticulitis, and fissures may not show any visible symptoms, only occult blood. Traditional
guaiac-based method lacks sensitivity and specificity, and has diet-restriction prior to the testing.

Fecal Occult Blood Rapid Test Cassette (Feces) is a rapid test to qualitatively detect low levels of fecal occult blood in feces.
The test uses double antibod- sandwich assay to selectively detect as low as 50 ng/mL of hemoglobin or 6 pg hemoglobin/g
feces. In addition, unlike the guaiac assays, the accuracy of the test is not affected by the diet of the patients.

PRINCIPLE

Fecal Occult Blood Rapid Test Cassette (Feces) is a lateral flow chromatographic immunoassay based on the principle of
the double antibody-sandwich technique. The membrane is pre-coated with anti-hemoglobin antibodies on the test line
region of the device. During testing, the specimen reacts with the colloidal gold coated withl anti-hemoglobin antibodies.
The mixture migrates upward on the membrane chromatographically by capillary action to react with anti-hemoglobin
antibodies on the membrane and generate a colored line. The presence of this colored line in the test region indicates a
positive result, while its absence indicates a negative result. To serve as a procedural control, a colored line will always
appear in the control line region indicating that proper volume of specimen has been added and membrane wicking has
occurred.

MATERIALS PROVIDED

20 Test cassettes
20 Specimen collection tubes with buffer
1 Package insert

MATERIALS REQUIRED BUT NOT PROVIDED

1. Specimen collection containers 2. Clock or timer

STORAGE AND STABILITY

All reagents are ready to use as supplied. Store unused test device unopened at 2°C-30°C. If stored at 2°C-8°C, ensure
that the test device is brought to room temperature before opening. The test is not stable out of the expiration date printed
on the sealed pouch. Do not freeze the kit or expose the kit over 30°C.

PRECAUTIONS

1. For professional in vitro diagnostic use only.

2. This package insert must be read completely before performing the test. Failure to follow the insert gives inaccurate test
results.

3. Do not use it if the tube/pouch is damaged or broken.

4. Test is for single use only. Do not re-use under any circumstances.

5. Do not use specimen with visible blood for the testing.

6. Handel all specimens as if they contain infectious agents. Observe established standard procedure for proper disposal
of specimens.

7. Specimen extraction buffer contains Sodium Azide (0.1%). Avoid contact with skin or eyes. Do not ingest.

8. Wear protective clothing such as laboratory coats, disposable gloves and eye protection when specimens are assay.

9. Humidity and temperature can adversely affect results.

10. Do not perform the test in a room with strong air flow, ie. electric fan or strong airconditioning.

PATIENT PREPARATION

1. A specimen should not be collected from a patient with following conditions that may interfere with the test results:

C€

o Menstrual bleeding

o Bleeding hemorrhoids

o Constipating bleeding

e Urinary bleeding.

2. Dietary restrictions are not necessary.

3. Alcohol and certain medications such as aspirin, indomethacin, phenylbutazone, reserpine, cortocosteroids, and
nonsteroidal anti-inflammatory drugs may cause gastrointestinal irritation and subsequent bleeding, thus gives positive
reactions. On the advice of the physician, such substances should be discontinued at least 48 hours prior to testing.

SPECIMEN COLLECTION AND PREPARATION

Consider any materials of human origin as infectious and handle them using standard biosafety procedures.

. Collect a random sample of feces in a clean, dry receptacle.

. Unscrew the top of the collection tube and remove the applicator stick.

. Randomly pierce the fecal specimen in at least five (5) different sites.

. Remove excess sample off the shaft and outer grooves. Be sure sample remains on inside grooves.

. Replace the stick in the tube and tighten securely.

. Shake the specimen collection bottle so that there is proper homogenisation of feces in buffer solution.

Note: Specimens prepared in the specimen collection tube may be stored at room temperature (15-30°C) for 3 days
maximum, at 2-8°C for 7 days maximum or at -20°C for 3 months maximum if not tested within 1 hour after preparation.

TEST PROCEDURE

Allow the test cassette, specimen, and/or controls to reach room temperature (15-30°C) prior to testing.

1. Remove the test cassette from the foil pouch and use it as soon as possible. Best results will be obtained if the assay is
performed within one hour.

2. Place the test cassette on a clean, flat surface.

3. Shake the specimen collection tube several times.

4. Hold the specimen collection tube upright and then unscrew and open the upper cap.

5. Squeeze 3 drops (~90 pL) of the sample solution in the sample well of the cassette and start the timer.

6. Wait for the colored line(s) to appear. Read results in 5 minutes. Do not interpret the result after 5 minutes.

3 Drops of specimen
'
FOB
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Unscrew and
open the
upper cap
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NEGATIVE POSITIVE INVALID

&

INTERPRETATION OF RESULTS

(Please refer to the illustration above)

Positive: Two lines appear. One colored line should be in the control line region (C) and another apparent colored line
should be in the test line region (T).

Negative: One colored line appears in the control line region(C). No line appears in the test line region (T).

Invalid: Control line fails to appear. The test should be repeated using a new cassette. If the problem persists, discontinue
using the test kit immediately and contact your local distributor.

NOTE:

1. The intensity of color in the test region (T) may vary depending on the concentration of analytes present in the specimen.
Therefore, any shade of color in the test region should be considered positive. Note that this is a qualitative test only, and



Fecal Occult Blood Rapid Test Cassette (Feces)

cannot determine the concentration of analytes in the specimen.
2. Insufficient specimen volume, incorrect operating procedure or expired tests are the most likely reasons for control band
failure.

QUALITY CONTROL

An internal procedural control is included in the test. A colored line appearing in the control line region (C) is an internal
procedural control. It confirms sufficient specimen volume, adequate membrane wicking and correctl procedural technique.
Control standards are not supplied with this kit; however it is recommended that positive and negative controls be tested as
a good laboratory practice to confirm the test procedure and to verify proper test performance.

LIMITATIONS

1. This test kit is to be used for the qualitative detection of human hemoglobin in fecal samples. A positive result suggests
the presence of human hemoglobin in fecal samples. In addition to intestinal bleeding the presence of blood in stools may
have other causes such as hemorrhoids, blood in urine etc.

2. Not all colorectal bleedings are due to precancerous or cancerous polyps. The information obtained by this test should
be used in conjunction with other clinical findings and testing methods, such as colonoscopy gathered by the physician.

3. Negative results do not exclude bleeding since some polyps and colorectal region cancers can bleed intermittently or not
at all. Additionally, blood may not be uniformly distributed in fecal samples. Colorectal polyps at an early stage may not
bleed.

4. Urine and excessive dilution of sample with water from toilet bowl may cause erroneous test results. The use of a
receptacle is recommended.

5. Feces specimens should not collect during the menstrual period and not three day before or afterwards, at bleeding due
to constipation, bleeding haemorrhoids,or at taking rectally administered medication. It could cause false positive results.
6. This test may be less sensitive for detecting upper g.i. Bleeding because blood degrades as it passes through the g.i.
Track.

7. The Fecal Occult Blood Rapid Test Cassette (Feces) is to aid indiagnosis and is not intended to replace other diagnostic
procedures such as G.l. fibroscope, endoscopy, colonoscopy, or X-ray analysis. Test results should not be deemed
conclusive with respect to the presence or absence of gastrointestinal bleeding or pathology. A positive result should be
followed up with additional diagnostic procedures to determine the exact cause and source for the occult blood in the feces.

PERFORMANCE CHARACTERISTICS

1. Sensitivity:99.6%

Fecal Occult Blood Rapid Test Cassette (Feces) can detect the levels of human occult blood as low as 50 ng/mL hemoglobin
or 6 ug hemoglobin/g feces.

2. Prozone Effect:

It is observed that this FOB test can detect 2 mg/mL hemoglobin.

3. Specificity: 99.9%

Fecal Occult Blood Rapid Test Cassette (Feces) is specific to human hemoglobin. Specimen containing the following
substances at the standard concentration was tested on both positive and negative controls and showed no effects on test
results at standards concentration.

Concentrations
Substances (Diluted with the extraction buffer)

Beef hemoglobin 2 mg/mL
Chicken hemoglobin 0.5 mg/mL

Pig hemoglobin 0.5 mg/mL
Goat hemoglobin 0.5 mg/mL
Horse hemoglobin 20 mg/mL

Rabbit hemoglobin 0.06 mg/mL

REFERENCES

1. Simon J.B. Occult Blood Screening for Colorectal Carcinoma: A Critical Review, Gastroenterology, Vol. 1985;88:820.
2. Blebea J. and Ncpherson RA. False-Positive Guaiac Testing With lodine, Arch Pathol Lab Med, 1985;109:437-40.
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H. pylori Ag Rapid Test Cassette (Feces) ce€

INTENDED USE

H. pylori Ag Rapid Test Cassette (Feces) is a sandwich lateral flow chromatographic immunoassay for the qualitative
detection of H.Pylori antigen in feces.lt is for professional in vitro diagnostic use only.

INTRODUCTION

H.Pylori is associated with a variety of gastrointestinal diseases included non-ulcer dyspepsia, duodenal and gastric
ulcer and active, chronic gastritis."? The prevalence of H.pylori infection could exceed 90% in patients with signs and
symptoms of gastrointestinal diseases. Recent studies indicate an association of H. Pylori infection with stomach
cancer.®H. Pylori colonizing in the gastrointestinal system elicits specific antibody responses*®¢ which aids in the
diagnosis of H. Pylori infection and in monitoring the prognosis of the treatment of H. Pylori related diseases.
Antibiotics in combination with bismuth compounds have been shown to be effective in treating active H. Pylori
infection. Successful eradication of H. pylori is associated with clinical improvement in patients with gastrointestinal
diseases providing a further evidence.”

PRINCIPLE

H. pylori Ag Rapid Test Cassette (Feces) is a lateral flow chromatographic immunoassay based on the principle of
the double antibody—sandwich technique. The test cassette consists of: 1) a burgundy colored conjugate pad
containing H. Pylori antibodies conjugated with color particles (H. Pylori conjugates. 2) a nitrocellulose membrane
strip containing a test band (T band) and a control band (C band). The T band is pre-coated with non-conjugated H.
Pylori antibodies.

When an adequate volume of test specimen is dispensed into the sample well of the cassette, the specimen
migrates by capillary action across the cassette. The antigen of H. Pylori if present in the specimen will bind to the
H. Pylori antibodies conjugates. The immunocomplex is then captured on the membrane by the pre-coated H. Pylori
antibodies, forming a burgundy colored T band, indicating a H. Pylori antigen positive test result. To serve as a
procedural control, a colored line will always appear in the control line region indicating that proper volume of
specimen has been added and membrane wicking has occurred. Otherwise, the test result is invalid and the
specimen must be retested with another device.

PRODUCT CONTENTS

H. pylori Ag Rapid Test Cassette (Feces) containing anti- H.pylori antibodies particles and anti-H.pylori antibodies
coated on the membrane.

MATERIALS SUPPLIED

20 Sealed pouches each containing a test cassette and a desiccant
20 Specimen collection tubes with extraction buffer, 2.0 mL
1 Package insert

MATERIAL REQUIRED BUT NOT PROVIDED

1. Clock or timer
2. Specimen collection containers.

STORAGE AND STABILITY

All reagents are ready to use as supplied. Store unused test device unopened at 2°C-30°C. If stored at 2°C-8°C,
ensure that the test device is brought to room temperature before opening. The test is not stable out off the
expiration date printed on the sealed pouch. Do not freeze the kit or expose the kit over 30°C.

WARNINGS AND PRECAUTIONS

1. For professional in vitro diagnostic use only.

2. Do not use it if the tube/pouch is damaged or broken.

3. Test is for single use only. Do not re- use under any circumstances.

4. Handle all specimens as if they contain infectious agents. Observe established standard procedure for proper
disposal of specimens

5. Wear protective clothing such as laboratory coats, disposable gloves and eye protection when specimens are
assay.

6. Humidity and temperature can adversely affect results

SPECIMEN COLLECTION

Collect sufficient quantity of feces (1-2 mL or 1-2 g) in a clean, dry specimen collection container to obtain maximum
antigens (if present). Best results will be obtained if the assay is performed within 6 hours after collection. Specimen
collected may be stored for 3 days at 2-8°C if not tested within 6 hours. For long term storage, specimens should be
kept below -20°C.

To process fecal specimens:

° For Solid Specimens:

Unscrew the cap of the specimen collection tube, then randomly stab the specimen collection applicator into the
fecal specimen in at least 3 different sites to collect approximately 50 mg of feces (equivalent to 1/4 of a pea). Do
not scoop the fecal specimen.

e For Liquid Specimens:

Hold the dropper vertically, aspirate fecal specimens, and then transfer 2 drops (approximately 80 pL) into the
specimen collection tube containing the dilution buffer. Screw on and tighten the cap onto the specimen collection
tube, then shake the specimen collection tube vigorously to mix the specimen and the dilution buffer. Leave the tube
alone for 2 minutes.

into the diflution tip here

’;&J Place the applicator 2 minutes < Break the
1 buffer and mix well

< Collect the feces

Leave the tube alone

\ Feces /

TEST PROCEDURE

1. Remove the test device from its foil pouch by tearing along the notch and use it as soon as possible.

2. Specimen collection. See also specimen collection.

3. Holding the sample collection device upright, carefully break off the tip of collection device.

4. Squeeze 2 drops (~80 pL) of the sample solution in the sample well of the cassette, as in the illustration.

5. Read the test results in 10 minutes. It is important that the background is clear before the result is read. Do not
read results after 10 minutes. To avoid confusion, discard the test device after interpreting the result.

INTERPRETATION OF RESULTS

2 Drops of Specimen

NEGATIVE POSITIVE  INVALID




H. pylori Ag Rapid Test Cassette (Feces)

Positive: Two lines appear. One colored line should be in the control line region (C) and another apparent colored
line should be in the test line region (T).

Negative: One colored line appears in the control line region(C). No line appears in the test line region (T).

Invalid: Control line fails to appear.

QUALITY CONTROL

A procedural control is included in the test. A colored line appearing in the control line region (C) is an internal
procedural control. It confirms sufficient specimen volume, adequate membrane wicking and correct procedural
technique.

Control standards are not supplied with this kit; however, it is recommended that positive and negative controls be
tested as a good laboratory practice to confirm the test procedure and to verify proper test performance.

LIMITATIONS

1. The Assay Procedure and the Assay Result Interpretation must be followed closely when testing the presence of
H. Pylori antigen in feces from individual subjects. Failure to follow the procedure may give inaccurate results.

2. H. pylori Ag Rapid Test Cassette (Feces) is limited to the qualitative detection of H. Pylori antigen in feces. The
intensity of the test band does not have linear correlation with the antigen titer in the specimen.

3. A negative result for an individual subject indicates absence of detectable H. Pylori antigen. However, a negative
test result does not preclude the possibility of exposure to or infection with H. Pylori.

4. A negative result can occur if the quantity of the H. Pylori angtigen present in the specimen is below the detection
limits of the assay, or the antigen that are detected are not present during the stage of disease in which a sample is
collected.

5. The results obtained with this test should only be interpreted in conjunction with other diagnostic procedures and
clinical findings.

PERFORMANCE CHARACTERISTICS

A study was performed with 165 patient feces samples including both symptomatic gastrointestinal disorders and
samples from non-symptomatic patients and 100 normal feces samples.Comparison for all subjects with H. pylori
Ag Rapid Test Cassette (Feces) and reference ELISA kit is showed in the following table:

Method EIA
Total Results
Results Positive Negative
H.P
Test Positive 163 0 163
Cassette
Negative 2 100 102
Total Results 165 100 265

Relative sensitivity: 98.8%
Relative specificity: 100%
Accuracy:98.9%
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2. Marshall,B.J.et.al. Prospective double-blind trial of duodenal ulcer relapse after eradication of Campylobacter
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3. Megraud,F.et.al. Seroepidemiology of Campylobacter pylori infection in virious populations J.Clin.Microbiology.
27:1870-3,1989.
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Malaria P.f./P.v. Ag Rapid Test Cassette (Whole Blood) C€

INTENDED USE

The Malaria P.f./P.v. Ag Rapid Test Cassette (Whole Blood) is a rapid lateral flow chromatographic immunoassay for the
simultaneous detection and differentiation of Malaria P.falciparum specific histidine rich protein-2 (Pf HRP-II) and Malaria
P.vivax specific lactate dehydrogenase (Pv-LDH) in human blood specimen as an aid in the diagnosis of Malaria
infection.lt is for /In-Vitro Diagnostic use only.

INTRODUCTION

Malaria is a serious, sometimes fatal, parasitic disease characterized by fever, chills, and anemia and is caused by a
parasite that is transmitted from one human to another by the bite of infected Anopheles mosquitoes. There are four
kinds of malaria that can infect humans: Plasmodium falciparum, P. vivax, P. ovale, and P. malariae. In humans, the
parasites (called sporozoites) migrate to the liver where they mature and release another form, the merozoites. The
disease now occurs in more than 90 countries worldwide, and it is estimated that there are over 500 million clinical cases
and 2.7 million malaria-caused deaths per year. At the present, malaria is diagnosed by looking for the parasites in a drop
of blood. Blood will be put onto a microscope slide and stained so that the parasites will be visible under a microscope.

PRINCIPLE

The Malaria P.f./P.v. Ag Rapid Test Cassette (Whole Blood) contains a membrane, which is precoated with mouse
monoclonal antibodies specific to HRP-II of P. falciparum on test line Pf region and with mouse monoclonal antibodies
specific to lactate dehydrogenase of P.vivax species on test line Pv region respectively. Conjugate pad is dispensed with
monoclonal antibodies conjugated to colloidal gold, which are specific to P.falciparum histidine rich protein-2 (Pf HRP-II)
and specific to the lactate dehydrogenase of P.vivax.

During the assay, an adequate volume of the blood specimen is dispensed into the sample well (S) of the test cassette,
a lysis buffer is added to the buffer well (B). The buffer contains a detergent that lyses the red blood cells and releases
various antigens, which migrate by capillary action across the strip held in the cassette. Pv-LDH if presents in the
specimen will bind to the Pv-LDH-gold conjugates. The immunocomplex is then captured on the membrane by the
pre-coated anti-Pv-LDH antibody, forming a burgundy colored Pv band, indicating a Pv positive test result.
Alternatively, pHRP-II if presents in the specimen will bind to the pHRP-II-gold conjugates. The immunocomplex is then
captured on the membrane by the pre-coated anti-pHRP-II antibodies, forming a burgundy colored Pf band, indicating a
Pf positive test result.

Absence of any T bands suggests a negative result. The test contains an internal control (C band) which should exhibit
a burgundy colored band of the immunocomplex of goat anti- mouse IgG | mouse IgG (anti-Pv-LDH and
anti-pHRP-Il)-gold conjugates regardless of the color development on any of the T bands. Otherwise, the test result is
invalid and the specimen must be retested with another device.

MATERIALS SUPPLIED

25 Sealed pouches each containing a test cassette, a dropper and a desiccant
1 Buffer, 7.0 mL
1 Package insert

MATERIAL REQUIRED BUT NOT PROVIDED

1. Clock or timer
2. Collection by venipuncture: collection tube (containing EDTA, citrate or heparin)
3. Collection using a lancet: sterile lancet

STORAGE AND STABILITY

All reagents are ready to use as supplied. Store unused test device unopened, preferably at 2°C-30°C. Do not expose
the kit over 30°C. Do not freeze the kit. Ensure that the test device is brought to room temperature before opening. The
test device is stable through the expiration date printed on the sealed pouch if it is stored at 2°C-30°C.

WARNINGS AND PRECAUTIONS

1. For professional in vitro diagnostic use only. Do not use after expiration date.

2. The instruction must be followed exactly to get accurate results. Failure to follow the insert gives inaccurate test
results.

3. Do not eat, drink or smoke in the area where the specimens or kits are handled.

4. Handle all specimens as if they contain infectious agents. Observe established precautions against microbiological
hazards throughout testing and follow the standard procedures for proper disposal of specimens.

5. Hemolized blood may be used for the testing, but do not take precipitants.

6. Wear protective clothing such as laboratory coats, disposable gloves and eye protection when specimens are being
tested.

7. Humidity and temperature can adversely affect results.

8. Do not perform the test in a room with strong air flow, ie. an electric fan or strong airconditioning.

SPECIMEN COLLECTION

Collection by venipuncture:

1) Collect whole blood into a collection tube (containing EDTA, citrate or heparin) by venipuncture.

2) If specimens are not immediately tested, they should be refrigerated at 2-8°C. For storage periods greater than three
days, freezing is recommended. They should be brought to room temperature prior to use. Using the specimen after
long-term storage of more than three days can cause non-specific reaction.

3) When stored at 2-8°C, the whole blood sample should be used within three days.

Collection using a lancet:

1) Clean the area to be lanced with an alcohol swab.

2) Squeeze the end of the fingertip and pierce with a sterile lancet.

3) Wipe away the first drop of blood with sterile gauze or cotton.

4) Using the dropper provided, while gently squeezing the tube, immerse the open end in the blood drop and then gently
release the pressure to draw blood into the dropper.

TEST PROCEDURE

Allow the test device, specimen, buffer, and/or controls to equilibrate to room temperature (15-30°C) prior to
testing.

1.Remove the test cassette from the foil pouch and use it as soon as possible. Best results will be obtained if the assay
is performed within one hour.

2. Place the test cassette on a clean and level surface. Be sure to label the device with specimen's ID number.

3. With a 5 pyL mini plastic dropper provided, draw whole blood specimen to exceed the specimen line as showed in the
following image and then transfer drawn whole blood into the sample well (S). Then add 3 drops (about 120 pL) of Lysis
Buffer to the buffer well (B) immediately.

Note: Practice a few times prior to testing if you are not familiar with the mini dropper. For better precision, transfer
specimen by pipette capable to deliver 5 uL of volume.

4. Set up timer.

If preferred, after 5 minutes of adding specimen and buffer, you may add one more drop of Lysis Buffer to help the
background become clearer.

5. Results can be read in 20 to 30 minutes. It may take more than 20 minutes to have the background become clearer.
Don't read results after 30 minutes. To avoid confusion, discard the test cassette after interpreting the result.

[—U 5 uL of whole blood

3 drops of buffer
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Malaria P.f./P.v. Ag Rapid Test Cassette (Whole Blood)

INTERPRETATION OF RESULTS

(Please refer to the illustration above)

POSITIVE:

P.f Positive: One line appears in the control region, and one line appears in P.f. line region.

P.v Positive: One line appears in the control region and one line appears in Pv line region.

P.f and P.v Positive: One line appears in the control region, one line appears in Pv line region and one line appears in
P.f. line region.

NEGATIVE: Only one colored line appears in the control region.

INVALID: Control line fails to appear. Insufficient specimen volume or incorrect procedural techniques are the most likely
reasons for control line failure. Review the procedure and repeat the test with a new test device. If the problem persists,
discontinue using the test kit immediately and contact your local distributor.

QUALITY CONTROL

Internal procedural controls are included in the test. A colored line appearing in the control region (C) is an internal
procedural control. It confirms sufficient specimen volume and correct procedural technique. Control standards are not
supplied with this kit; however, it is recommended that positive and negative controls be tested as a good laboratory
practice to confirm the test procedure and to verify proper test performance.

LIMITATIONS

1. The Malaria P.f./P.v. Ag Rapid Test Cassette (Whole Blood) is for in vitro diagnostic use only. This test should be used
for the detection of P.f and P.v antigens in whole blood specimens only. Neither the quantitative value nor the rate of
increase in P.f and P.v concentration can be determined by this qualitative test.

2. The Malaria P.f./P.v. Ag Rapid Test Cassette (Whole Blood) will only indicate the presence of antigens of P.f and / or
P.v in the specimen and should not be used as the sole criterion for the diagnosis of malaria infection.

3. As known relevant interference, haemolytic samples, rheumatoid factors-contained samples and lipaemic, icteric
samples can lead to impair the test results.

4. The test is limited to the detection of antigen to Malaria Plasmodium sp. Although the test is very accurate in detecting
HRP-II specific to P.f or pLDH specific to P.v, a low incidence of false results can occur. Other clinically available tests
are required if questionable results are obtained.

5. If the test result is negative and clinical symptoms persist, additional testing using other clinical methods is
recommended. A negative result does not at any time preclude the possibility of malaria infection.

6. As with all diagnostic tests, a definitive clinical diagnosis should not be based on the results of a single test, but should
only be made by the physician after all clinical and laboratory findings have been evaluated.

PERFORMANCE CHARACTERISTICS

1. Clinical Performance for P.f Ag test:
A total of 352 samples from susceptible subjects were tested by the Malaria P.f./P.v. Ag Rapid Test Cassette (Whole
Blood) and by thick blood smear test.

Method Smear Test Total Results
Malaria Results Positive Negative
Pf/Pv Ag Positive 50 4 54
Rapid Test Negative 0 298 298
Total Results 50 302 352

Relative Sensitivity: 100%

Relative Specificity: 98.7%

Overall Agreement: 98.9%

2. Clinical Performance for P.v Ag test:

A total of 289 samples from susceptible subjects were tested by the Malaria P.f./P.v. Ag Rapid Test Cassette (Whole
Blood) and by thick blood smear test.

Method Smear Test Total Results
Malaria Results Positive Negative
Pf/Pv Ag Positive 63 3 66
Rapid Test Negative 0 223 223
Total Results 63 226 289

Relative Sensitivity: 100%
Relative Specificity: 98.7%

Overall Agreement: 99.0%

3. Precision: Within-run and between-run have been determined by the testing 10 replicates of four specimens: a
negative, a low positive, a medium positive and a strong positive. All values were correctly identified 100% of the time.
4. Interference: To evaluate the interference of Malaria P.f./P.v. Ag Rapid Test Cassette (Whole Blood) with known
relevant interfering specimens, the haemolytic samples, rheumatoid factors-contained samples and lipaemic, icteric
samples were investigated. In these studies, those specimens did not interfere with the Malaria P.f./P.v. Ag Rapid Test
Cassette (Whole Blood).
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Vitrotest SARS-CoV-2 lgM EL034-96

ELISA test kit for the qualitative determination of IgM class antibodies to W
coronavirus SARS-CoV-2 96

1. INTENDED USE

The test kit Vitrotest SARS-CoV-2 IgM is an enzyme linked immunosorbent assay (ELISA) for the
qualitative determination of IgM class antibodies to N (nucleocapsid) and S (spike) antigens of SARS-
CoV-2 coronavirus 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

COVID-19 is an infectious disease caused by a new SARS-CoV-2 coronavirus which had not
previously been detected in humans.

The viral infection leads to the development of a respiratory flu-like disease with symptoms such
as cough and fever. In more severe cases pneumonia can develop. The average incubation period
of the COVID-19 is 6.5 days, but it can range from 3 to 21 days.

Coronavirus SARS-CoV-2 is an RNA-containing virus with a characteristic envelope with spikes
in the form of a “corona”. The main structural proteins of the virus include the nucleocapsid protein
and transmembrane S (spike) protein with a receptor-binding domain (RBD), which binds to human
cell receptors ACE2, causing infection of the mucosal epithelial cells. Both proteins are highly
immunogenic antigens for humans.

Specific antibodies (IgM, IgG, IgA) to the SARS-CoV-2 N- and S-proteins appear on the 7-11th
day from the moment the virus enters / contacts the body of an infected person. Anti-SARS-CoV-2
IgM and IgA antibodies can be detected as early as 4 days after the first symptoms of the disease.
N- and S-specific IgM in not requiring intensive care patients may peak in the second week after
COVID-19 symptoms appear. According to the literature, the simultaneous determination of N- and
S-specific IgM antibodies makes it possible to identify up to 75 % of patients infected with SARS-
CoV-2 in the first week of clinical manifestations.

Atthe same time, the level of specific IgG continues to grow and can be detected in almost 100 %
of patients (except for those with immunosuppression) by the 20th day from the onset of COVID-19
symptoms.

3. PRINCIPLE OF THE TEST

Determination of IgM antibodies specific to SARS-CoV-2 in the test kit Vitrotest SARS-CoV-2 IgM
is based on “IgM-capture” solid phase ELISA in a two-step incubation procedure. Microwells are
coated with monoclonal antibodies to human IgM. During the first incubation step, IgM antibodies
will be bound to the solid phase precoated monoclonal antibodies. The wells are washed to
remove unbound components. Recombinant antigens of SARS-CoV-2 (N- and S- antigens), which is
conjugated to horseradish peroxidase (HRP), is added next and binds to the specific IgM captured
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 30 minutes 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 specific antibodies present in the sample.

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

1x96 Microplate (12 strips x 8 wells)

ELISA STRIPS wells Each well is coated with monoclonal antibodies to
human IgM. The wells can be separated.
Positive control

CONTROLJ +] 1x0.5 ml Solution of specific monoclonal immunoglobulins with
preservative (pink).
Negative control

CONTROL] -] 0.5 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).

1st Edition

1/8



2/8

Sample diluent
SAMPLE DILUENT 12 m Buffer solution with detergent and preservative (violet).

Conjugate solution

Buffer solution of recombinant antigens of SARS-CoV-2
[CONJUGATE SOLUTION] | 1x12 mI conjugated to HRP with stabilizers and preservative
(green), ready to use.

TMB solution

TMB SOLUTION 1x12 ml TMB, H2oz, 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 12 ml | Stop Solution

0,5 mol/I 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 (10ul-1000 pl) and disposable pipette tips;
— plate reader (single wavelength 450 nm or dual wavelength 450/620—-695 nm);
— volumetric laboratory glassware (10—-1000 ml);
— distilled/DI 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;

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

— never use the same glassware for [CONJUGATE SOLUTION] and [TMB SOLUTION]

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).

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 [STOP SOLUTION| containing 0.5 mol/I HZSO4. 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 contactshould

be immediately rinsed with large amounts of water; 1st Edition



— 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) 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 pumol/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| preparation

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 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, re-
solubilise by warming at 37°C, until crystals dissolve (15-20 min). Dilute the [WASH TWEEN]20X]1:20
(1+19) with distilled/DI water before use. 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

91. 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 wells into the frame. Wells
with the controls must be included in every test.

9.2. Complete the sera identification plan.

9.3. Prepare washing solution (see 8.2.).

9.4. Dispense 90 pl of [SAMPLE DILUENT|into each well [ELISA STRIPS|.

9.5. Dispense 10 pl of controls and patient samples into the wells in the following order: Al —

[CONTROL[ +], B1, C1 — [CONTROL[ CUT-OFF], and D1 — [CONTROL[ =], other wells — patient
samples. Mix gently to avoid foaming. The colour of the sample diluent changes from violet to
blue.
9.6. Cover strips with an adhesive film and incubate for 30 min at 37 °C.
9.7. Remove and discard the adhesive film and wash all wells 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.
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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. Remove and discard the adhesive film and wash all wells five times as described above (see
9.7).

9.10. Dispense 100 pl into all wells. Do not touch the walls and bottoms of the wells
to avoid contamination.

9M. Incubate the strips for 30 min at room temperature (18-25 °C) in the dark. Do not use adhesive

film in this step.
912. Add 100 pl [STOP SOLUTION|to each well 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 4 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 +] oD >1.2
[CONTROL[ CUT-OFF]| 0D in arange 0.25-0.65
CONTROL[ -] OD<0.150

If one of the control cut-off absorbances does not match the above criteria, this value should be
discarded and a mean value should be calculated using the remaining cut-off value. 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=(0OD +0D )/2;

CONTROL CUT-OFF 1 CONTROL CUT-OFF 2

The sample result is reported as a Ratio:
oD /CO, OD

sample sample sample

10.3. Interpretation of results

Ratio — optical density of the well containing sample

Ratiosample> 11 POSITIVE
09< Ratiosamme <11 DOUBTFUL*
Ratio_ . <0.9 NEGATIVE

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

11. PERFORMANCE CHARACTERISTICS

11.1. Specificity and sensitivity

To assess the diagnostic characteristics of the Vitrotest SARS-CoV-2 IgM test kit we used Anti-SAR-
SCoV-2 Verification Panel for Serology Assays (manufactured by NIBSC, UK), which contains 23 blood
plasma samples from COVID-19 convalescents and 14 negative blood plasma samples. The results
obtained in the Vitrotest SARS-CoV-2 IgM test kit completely coincide with the panel passport data.

In a comparative studies of the sensitivity of the Vitrotest SARS-CoV-2 IgM test kit on 85 samples,
which were determined as positive in a commercial analogue recommended by the FDA, the percent-
age of agreement of the obtained results was 96.5 %.

To determine the sensitivity of the Vitrotest SARS-CoV-2 IgM test kit in the early stages of SARS-
CoV-2 infection, 1117 blood sera obtained 5-15 days from the onset of clinical manifestations of COV-
ID-19 were tested. Specific IgM antibodies were detected in 972 samples.

The specificity of the Vitrotest SARS-CoV-2 IgM test kit on 706 human blood serum samples ob-
tained during the first half of 2019 (before the start of the COVID-19 pandemic) was 99.4 %.
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11.2. Accuracy

Intra assay repeatability

Coefficient of variation (CV) was calculated by measuring 2 samples with various specific antibody
levels in 32-replicate determinations using 1 lot of the test kit.

Serum No. oD Ratio CV, %
336 0.755 3.45 2.7
345 2.408 11.02 1.6

Inter assay reproducibility
Coefficient of variation (CV) was calculated by measuring 2 samples with various specific antibody
levels in 4 ELISA performances during 4 days, in 8-replicate determinations.

Serum No. oD Ratio CV, %
336 0.758 3.46 2.4
345 2.409 10.99 1.2

12. LIMITATIONS OF THE PROCEDURE

If the test sample was obtained in the first days after infection IgM antibodies may not be detected.
Therefore, a negative result of the test for IgM antibodies to SARS-CoV-2 does not exclude the infec-
tion of the patient with the virus. In the presence of clinical manifestations of the disease it is recom-
mended to repeat the test at least in 1-2 weeks, for example when using test kits Vitrotest SARS-CoV-2
IgM, Vitrotest SARS-CoV-2 IgG and Vitrotest SARS-CoV-2 Total Ab.

Negative test results in immunosuppressed individuals should also be interpreted with caution.

The final diagnosis cannot be established solely on the basis of serological test results. The diag-
nosis should take into consideration clinical history, symptomatology, as well as the results of other
laboratory tests (including PCR).

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

Low quality water or contaminated water Use distilled/DI with resistivity > 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

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 contam-

inated Clean the washer channel, clean the washer

OD of the positive control below normal

Conjugate solution/tmb solution was prepared Run ELISA repeatedly, prepared conjugate
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

e e e Test the absorbance reader’s performance
reader is misaligned or malfunctioning P
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Vitrotest SARS-CoV-2 IgM
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]

(violet 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 violet 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 [TMB SOLUTION] into the wells

Incubate for 30 min in the dark at 18-25 °C

Add 100 pl of [STOP SOLUTION

(colour changes from blue to yellow)

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

CALCULATION INTERPRETATION
co= (ODCONTROL cur-orFi ODCONTROL CUT-OFF 2)/2; Ratio,, . > 11 POSITIVE
Ratio =0D /CO

sample

sample’

0.9 < Ratio <11 DOUBTFUL

sample

Ratio <0.9 NEGATIVE

sample




Vitrotest SARS-CoV-2 I!Iﬁ QuantiSpike EL040-96

ELISA test kit for the quantitative determination of IgG class antibodies to

coronavirus SARS-CoV-2 Spike protein W%
1. INTENDED USE

The test kit Vitrotest SARS-CoV-2 IgG QuantiSpike is an enzyme linked immunosorbent assay
(ELISA) for the quantitative determination of IgG class antibodies to SARS-CoV-2 Spike protein
synthesized in humans due to the disease or vaccination in 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

COVID-19 is an infectious disease caused by a new SARS-CoV-2 coronavirus which had not
previously been detected in humans.

The viral infection leads to the development of a respiratory flu-like disease with symptoms such
as cough and fever. In more severe cases pneumonia can develop. The average incubation period of
the COVID-19 is 6.5 days, but it can range from 3 to 21 days.

SARS-CoV-2 is an RNA-virus with a specific envelope with spikes in the form of a “corona”.
The main structural proteins of the virus include envelope protein (E), membrane protein (M), spike
(S) glycoprotein, and nucleocapsid (N) protein. S protein on the surface of the SARS-CoV-2 virion
mediates the receptor recognition and cell membrane fusion with ACE2 molecules, which are mainly
expressed on type Il pneumocytes, colon and kidney epithelial cells. It contains three fragments,
namely the ectodomain, the transmembrane domain and the short intracellular segment. The
ectodomain consists of a receptor-binding subunit S1containing the RBD domain and a fusion subunit
(S2). During viral infection, S1 C-terminal domain binds to the extracellular peptidase (PD) domain of
ACE2 to ensure that the virus attaches to the surface of the target cell. The S1N-terminal domain binds
to glycans causing the cleavage of S protein between S1 and S2 fragments by cellular proteases,
which, in turn, initiates the fusion of viral and cell membranes by the S2 subunit.

Although most viral proteins are able to induce the production of specific antibodies after SARS-
CoV-2 infection, and antibodies to N- and S-protein are widely used in the serological diagnosis of
COVID-19, antibodies targeting viral S-protein are more noteworthy because they can block SARS-
CoV-2 entry into the host cells. And since most vaccines induce antibodies to the spike protein
the determination of IgG specific to this antigen also makes it possible to assess the presence of
protective antibodies after the disease or vaccination against COVID-19.

3. PRINCIPLE OF THE TEST

Determination of IgG antibodies to S-protein of SARS-CoV-2 in the test kit Vitrotest SARS-CoV-2 IgG
QuantiSpike is based on a solid phase, indirect ELISA in a two-step incubation procedure. Microwells
are coated with the recombinant antigen, SARS-CoV-2 S-protein analogue. During the first incubation
step, the specific antibodies to SARS-CoV-2 S-protein, if present in the sample, will be bound to the
solid phase precoated antigens. The wells are washed to remove unbound antibodies. 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.

Internal calibrators of the Vitrotest SARS-CoV-2 IgG QuantiSpike test kit are standardized according
to the First WHO International Standard for anti-SARS-CoV-2 immunoglobulin (human) code: 20/136
(NIBSC, UK), which contains 1000 binding antibody units (BAU) per ml.

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

Microplate (12 strips x 8 wells)

1x96 Each well is coated with the recombinant antigens,
[ELISA STRIPS] .
ELISA STRIPS wells SARS-CoV-2 S-protein analogues. The wells can be
separated.
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Microplate for preliminary dilution of sera

Calibrator 0
Buffer solution with detergent and preservative (yellow).

Calibrator 25
5 1x0.3 ml | Solution of specific monoclonal immunoglobulins to S-pro-
tein (25 BAU/mI) with stabilizers and preservative (green).

Calibrator 50
1x0.3 ml | Solution of specific monoclonal immunoglobulins to S-pro-
tein (50 BAU/mI) with stabilizers and preservative (orange).

Calibrator 100
CAL 10 1x0.3 ml | Solution of specific monoclonal immunoglobulins to S-pro-
tein (100 BAU/mI) with stabilizers and preservative (pink).

Calibrator 200
CAL 20 1x0.3 ml | Solution of specific monoclonal immunoglobulins to S-pro-
tein (200 BAU/m) with stabilizers and preservative (violet).

1x0.3 ml

o

Positive control

Solution of specific monoclonal immunoglobulins

with a known concentration to S-protein with stabilizers
and preservative (red).

O O O

> > >

— — —

a1 N o
o (@)

CONTROLJ +] 1%x0.5 ml

Sample prediluent

|SAMPLE PREDILUENTl 1x50 ml Buffer solution with detergent and preservative (brown-
green).
SAMPLE DILUENT X12mi | S3mple diluent

Buffer solution with detergent and preservative (yellow).

Conjugate solution

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

[CONJUGATE SOLUTION] | 1x12 ml

TMB solution
TMB SOLUTION 1x12 ml TMB, H,0O,, stabilizers, preservative (colourless), ready
to use.

Washing solution Tw20 (20x concentrate)
x50 ml 20X concentrated of phosphate buffer with Tween-20
and NacCl (colourless).

STOP SOLUTION x12 mi | Stop Solution

0.5 mol/I H,SO, (colourless), ready to use.

=]
>
wn
T
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=
m
m
Z
N
o
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Adhesive films (2), sera identification plan (1), blank calibration curve (1), instruction for use and
certificate of analysis.

4.2. Material required but not provided
— Variable volume automatic pipettes (10ul-1000 pl) and disposable pipette tips;
— plate reader (single wavelength 450 nm or dual wavelength 450/620—-695 nm);
— volumetric laboratory glassware (10—-1000 ml);
— distilled/DI 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.
2/12 Edition 1



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 [WASHTWEEN]20X] [TMB SOLUTION] [STOP SOLUTION] and
[SAMPLE PREDILUENT] from other lots.

— close reagents after use only with appropriate caps;

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

— use anew tip for each sample and reagent;

— avoid exposure of kit reagents to direct sunlight;

- must be colourless before use. If [TMB SOLUTION|is blue or yellow it cannot
be used. Avoid any contact of [TMB SOLUTION| with metals or metal ions. Use glassware
thoroughly washed and rinsed with distilled/DI water;

— never use the same glassware for[CONJUGATE SOLUTION] and [TMB SOLUTION],

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).

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;

— 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.

5.3. Waste treatment

Patient specimens, calibrators, control 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) 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 minutes before use. Do not use preheated samples. Mix thawed samples
thoroughly to homogeneity. Avoid repeated freezing/thawing. Samples containing aggregates must
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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] preparation

Before opening the bag with the |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
wells. Once opened, the bag with the remaining strips and desiccant must be resealed with the 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, re-

solubilise them by warming the vial at 37 °C, until crystals have been fully dissolved (15-20 min).
Dilute the [WASH TWEEN]20X] 1:20 (1+19) with distilled/D! water before use. For example, 4ml
concentrate + 76 ml water is sufficient for 8 wells. Once diluted it is stable at 2-8 °C for 7 days.

8.3. Predilution of samples, calibrators and positive control

Predilute patient samples, calibrators and positive control 1:10 with [SAMPLE PREDILUENT]

immediately before test. Dispense 90 pl of [SAMPLE PREDILUENT| in the wells of

[PREDILUTION PLATE], add 10 i of samples, calibrators and positive control. Gently mix the content

inthe wells. After addition of the sample colour of the sample prediluent changes from brown-green
to blue.

The procedure for dilution of samples, controls and calibrators should be carried out immediately

before analysis.

9. ASSAY PROCEDURE

9.1. Take out from the protective bag the support frame and the necessary number of the wells

ELISA STRIPS| (the number of specimens, 1 well for the positive control and 5 wells for
calibrators). Place the wells into the frame. Wells with calibrators and positive control must be
included in every test.

9.2. Complete the sera identification plan.
9.3. Prepare washing solution (see 8.2.).

. Predilute patient samples, calibrators and positive control (see 8.3).
9.5. Dispense 90 ul of [SAMPLE DILUENT]in the wells of [ELISA STRIPS|.

9.6. Add 10 pl of prediluted (1:10) calibrators, positive control and patient samples to the wells in

the following order: A1—[CAL 200], B1- [CAL100], C1-[CAL 50}, D1-[CAL 25] E1-[CAL 0] and
F1—[CONTROL| + [respectively; other wells — patient samples. The final dilution in the wells is
1:100. Pipette gently to avoid foaming. The colour of the sample diluent changes from yellow to
green.

Given the technical features of the equipment used for analysis, the order of dispense calibrators

can be reversed: A1-[CAL 0] B1-[CAL 25| C1-[CAL 50] D1-[CAL 100] E7-[CAL 200]

9.7. Cover strips with an adhesive film and incubate for 30 min at 37 °C.
9.8. Remove and discard the adhesive film and wash all wells 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 ul 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.

9.9. Dispense 100 pl [CONJUGATE SOLUTION] per well. Cover strips with a new adhesive film,

incubate for 30 min at 37 °C.

9.10.Remove and discard the adhesive film and wash all wells five times as described above (see

9.8).

9.11 Dispense 100 ul[TMB SOLUTION]into all wells. Do not touch the walls and bottoms of the wells

to avoid contamination.
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9.12. Incubate the strips for 15 min at room temperature (18-25 °C) in the dark. Do not use adhesive

film in this step.
9.13 Add 100 p [STOP SOLUTION| to each well in the same order and at the same rate as for

TMB SOLUTION|
9.14. 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:

CALO OD<0.100
CAL 25 0D >0.120
CAL 200 OD >1.500

CONTROL[ +] Within the concentration range
on the tube label and on the certificate of analysis

10.2. Calculation of results

To determine the concentration of specific IgG antibodies in BAU/mI build a calibration curve. Plot
the absorbances (OD) for 5 calibrators [CAL 0], [CAL 25|, [CAL 50], [CAL 100] and [CAL 200] on Y
axis and their corresponding concentrations in BAU/ml (0, 25, 50,100 and 200 BAU/ml) respectively,
on X axis. Using the absorbance values for each sample and positive control determine the
corresponding concentration (BAU/mI) from the calibration curve.
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0 25 50 100 200
Concentration, BAU/mlI

Note that the calibration curve is intended for use only as an example, not for calculation of your
results.

In case of OD of patient samples is higher of [CAL 200] the test result will be “>200 BAU/mI”. Such
samples can be retested at a dilution of 1:800. For diluted samples (1:800) multiply calculated results
by 8.

final concentration = concentration by the calibration curve x 8

If the optical density of the samples at a dilution of 1:800 is still above the value [CAL 200] it is

recommendedto retestsuch samples ata dilution of 1:1000 and 1:4000. In this case, the concentration

of specific antibodies should be multiplied by the dilution rate of 10 and 40, respectively.
Itis recommended to use computer software to read and calculate the obtained results.
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10.3 Interpretation of results

Ig G concentration Interpretation
> 25 BAU/mI POSITIVE
20 - 25 BAU/mI DOUBTFUL*

<20 BAU/mI NEGATIVE

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

11. PERFORMANCE CHARACTERISTICS

11.1. Specificity and sensitivity

The specificity of the test kit Vitrotest SARS-CoV-2 IgG QuantiSpike using 352 samples of human
sera obtained in the first half of 2019 (before the COVID-19 pandemic) was 100 %.

The sensitivity of the test kit Vitrotest SARS-CoV-2 IgG QuantiSpike, using 49 serum samples of
COVID-19 convalescents (obtained 2-10 months after the disease), was 100 %. In addition, when testing
18 serum samples of vaccinated individuals all samples contained IgG antibodies to spike protein at a
concentration of more than 1000 BAU/m.

Diagnostic characteristics of the test kit Vitrotest SARS-CoV-2 IgG QuantiSpike were also evaluat-
ed on the verification panel Anti-SARSCoV-2 Verification Panel for Serology Assays code: 20/B770
(manufactured by NIBSC, UK), which consists of 23 characterized plasma samples of COVID-19 conva-
lescents containing antibodies to SARS-CoV-2, and 14 characterized blood plasma samples not con-
taining antibodies to SARS-CoV-2. The sensitivity and specificity of the test kit on this panel was 100%.

In the study of samples of the First WHO International Reference Panel for anti-SARS-CoV-2 im-
munoglobulin code: 20/268 (manufactured by NIBSC, UK) in the test kit Vitrotest SARS-CoV-2 IgG
QuantiSpike obtained results matched the panel passport data.

11.2. Accuracy
Intra assay repeatability

Coefficient of variation (CV) was calculated by measuring 2 samples with various specific antibody
levels in 32-replicate determinations using 1 lot of the test kit.

Concentration,

No. o

Serum No oD BAU/MI CV, %
783 0.671 359 5.5
977 2.222 92.3 75

Inter assay reproducibility
Coefficient of variation (CV) was calculated by measuring 2 samples with various specific antibody
levels in 4 ELISA performances during 4 days, in 8-replicate determinations.

Concentration,

Serum No. oD BAU/mI CV, %
783 0.643 34.8 5.3
977 2143 93.4 6.9

11.3 Analytical sensitivity

The limit of determination (LOD), the lowest concentration of the analyte in the sample, which is
detected with the declared probability for the test kit Vitrotest SARS-CoV-2 IgG QuantiSpike is 3.5
BAU/mI.
11.4. Linearity range

The linearity range of the test kit Vitrotest SARS-CoV-2 IgG QuantiSpike is within 10-164 BAU/mI.
11.5. Compliance of the test-kit calibrators with the International Standard

Vitrotest SARS-CoV-2 IgG QuantiSpike calibrators comply with the First WHO International Standard
for anti-SARS-CoV-2 immunoglobulin (human) code: 20/136 (NIBSC, UK). The coefficient of determina-
tion (R2) is 0.99.
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12. LIMITATIONS OF THE PROCEDURE

If the test sample was obtained in the first days after the infection IgG antibodies may not be detect-
ed. Therefore a negative result does not exclude the SARS-CoV-2 infection. In the presence of clinical
manifestations of the disease it is recommended to repeat the test in 1-2 weeks.

Negative test results in immunosuppressed individuals should also be interpreted with caution.

The diagnosis should take into consideration clinical history, symptomatology, as well as the results
of other laboratory tests.
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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

Low quality water or contaminated water Use distilled/DI with resistivity > 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

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 contam-

inated Clean the washer channel, clean the washer

OD of the positive control below normal

Conjugate solution/tmb solution was prepared Run ELISA repeatedly, prepared conjugate
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

reader is misaligned or malfunctioning Test the absorbance reader’s performance
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\itrotest SARS-CoV-2 lgG QuantiSpike
ASSAY PROCEDURE

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

Dispense 90 pl of [SAMPLE PREDILUENT] (brown-green colour) into the wells

Eﬂiﬂ!ﬂ:ﬂj of [PREDILUTION PLATE] and add 10 pl of calibrators, positive control and the
samples
(colour changes from brown-green to blue)

Dispense 90 pl of (yellow colour) into the wells of
ELISA STRIPS|and add 10 pul of prediluted calibrators, positive control and sam-
ples into the wells of [ELISA STRIPS]in the following order:

UE[[{[UU A1-[CAL 200], B1-[CAL 100], C1-[CAL 50], D1-[CAL 25| E1-[CAL O] (or vice
versa: Al-[CAL 0] B1-[CAL 25] C1-[CAL 50] D1-[CAL 100] E1-[CAL 200),

F1-[CONTROL] + ], G1 and other wells — patient samples

(colour changes from yellow to green)

7
ﬂ§c Cover wells with an adhesive film, incubate for 30 min at 37 °C

066666 Rinse the wells 5 times with diluted 1:20 (1+19) washing solution Tween-20 (300
ul per well)
EEFI!}UU Add 100 pl of[CONJUGATE SOLUTION] to each well

(violet colour)

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

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

Eﬂiﬂfﬂ:ﬂj Add 100 pl of [TMB SOLUTION]| to each well
ﬂRT

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

W:!”:ﬂj Stop the reaction by adding 100 ul of [STOP SOLUTION

(colour changes from blue to yellow)

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

Build a calibration curve, determine the concentration of IgG specific antibodies to SARS-CoV-2 S-protein in
the samples and interpret the test results according to the table:

1gG concentration Interpretation
> 25 BAU/ml POSITIVE
20-25 BAU/mI DOUBTFUL

<20 BAU/mI NEGATIVE
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Instruction for use

MHCTPYKUMA NO NPUMEHEHUIO

HABOPA PEATEHTOB AJ11 UMMYHO®EPMEHTHOTIO
ONMPEAENEHNA IgG AHTUTEJ1 K AHTUTEHAM
HERPES SIMPLEX VIRUSES 2 TUTA (HSV 2)

B CbIBOPOTKE (MJIASME) KPOBU

«HSV 2 1gG-UDA»

A SOLID-PHASE ENZYME IMMUNOASSAY

FOR THE QUALITATIVE DETERMINATION

OF IgG ANTIBODIES TO HERPES SIMPLEX
VIRUSES 2 (HSV 2) IN HUMAN SERUM OR PLASMA

HSV 2 EIA

HOMEP MO KATASIOTY K104B
TY Ne 9398-1042-18619450-2012

PETMCTPALIMOHHOE YAOOCTOBEPEHWE
Ne ®CP 2012/14170 o1 21 fekabpAa 2012 r.

AnTtuTena K BUY 1,2, Bupycy renatuta C n HBsAg oTcyTcTBYIOT
KOHTponbHble CbIBOPOTKY, BXOAALIME B COCTaB Habopa, MHAKTUBMPOBaHbI.

W For 96 determinations /Ha 96 onpegeneHui

[Ons uH BUMPO ArarHoCTUKM

S j “XEMA Co, Ltd.
%

L% = ' Theoth Parkovaya str, 48 Authorized Representative in EU:
e, 105264 Moscow, Russia Polmed.de

SFTN Tel/fax: +7(495) 510-57-07 Steinacker 20, D-73773

EY f% | e-mail: redkin@xema-medica.com Aichwald, Germany

% EE internet: www.xema-medica.com e-mail: info@polmed.de
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XEMA

COAEPXXAHMUE

HA3HAYEHUE

MPUHLUWMM PABOTbl HABOPA

AHANTUTUYECKUE XAPAKTEPUCTUKN

COCTAB HABOPA

MEPbI MPEAOCTOPOXXHOCTHU

OBOPYAOBAHUE N MATEPWAJbI, HEOBXOAUMBIE MNMPN PABOTE C HABOPOM
NOArOTOBKA PEATEHTOB /14 AHAJTIN3A
YCNoBMA XPAHEHUA U SKCMJTYATALUN HABOPA
. NMPOBEAEHWE AHAJIN3A

10. OXMAAEMbIE 3HAYEHNA N HOPMbI

11. INTEPATYPA

0 oOoNOGO R WNE
WO UIU WA WNN

WNHCTpyKUMs cocTaBneHa PykoBoauTeneM cnyx6bl knveHTckoro cepsmuca OO0 «XEMA»,
K. 6. H. []. C. KOCTpUKNHbIM
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K104BIR

«YTBEPXOEHA»
Mpuka3 PocsgpaBHaasopa N2 4496-Mp/08 ot 10 mioHsA 2008 r.
KPA N° 10620 ot 13.03.2008 r.

MHCTPYKLUWNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
ansa AMMYHO®EPMEHTHOIO ONPEAEJIEHNA IgG AHTUTEN
K AHTUFEHAM HERPES SIMPLEX VIRUSES 2 TUMNA (HSV 2)
B CbIBOPOTKE (NJIASME) KPOBU «HSV 2 IgG-N®DA>»

1. HASBHAYEHME

1.1. Habop peareHtoB «HSV 2 IgG-U®A» npepHa3HayeH ANsi KayeCTBEHHOro
onpeaeneHns KoHueHTpauun IgG aHTUTENn K aHTUreHam Herpes Simplex Viruses 2 Tvna
(HSV 2) B cbiBOpOTKE (Nna3sme) KpoBM MeToAOM TBepAoda3HOro UMMyHodepMeHTHOro
aHanusa.

1.2. VHdekunm, BbiabiBaeMble BUPYCoOM npocTtoro repneca (BIMIM) oTHocaTcs kK uncny
Hanbonee vacTtbix 3aboneBaHuii yenoseka. [poBeaeHHbIE Cepo3anNUMAEMMONOrnyeckne
MccnenoBaHus rnokasanun, 4to okoso 90 % Bcero HaceneHus K 4-n aekane XnsHu MMeroT
aHTuTena K BII. Mepepava 4vepe3 MHMULMPOBaAHHbIE CEKPETbI ABASETCA OCHOBHbLIM
nytTemM nepegadn wmHdekuuu. JlateHums M peakTuBauMs O4YeHb 4acTo BCTpedvarTcs
npu BMI-mHdekumn. AHTuTena k BII urpatoT 3aWwMTHYK ponab B nNpeaoTBpalleHum
pa3BuTUA 3aboneBaHNs M OrpaHUYeHUn NaTeHuMn, XOoTS U He obecrneymsaloT MOSHOM
3awmnTbl. MccnepgoBaHune cneumdundecknx IgG-aHtuten k BT BbINONHAETCA Ha paHHUX
cpokax 6epeMeHHOCTM ANS OUEeHKW npeablayliein 3KCnosuuun K Bupycy. B cnydae
CepoHeraTMBHOCTN 6epeMeHHOW NoKa3aHOo OrpaHMYeHne KOHTaKTOoB.

2. MPUHUMN PABOTbl HABOPA

OnpepeneHne IgG aHTUMTENn K aHTureHam Herpes Simplex Viruses 2 Tuna
(HSV 2) ocHOBaHO Ha WCNOMb30BaHUU HenpsiIMoro BapuaHTa TBepAoda3HOro
MMMYHOMEPMEHTHOMO aHanu3a. Ha BHyTpeHHel MOBEepXHOCTUM JIYHOK MjaHLWeTa
MMMobunusoBaH aHTureH - Herpes Simplex Viruses 2 tuna (HSV 2). AHTuTena
n3 obpasua CBA3bIBAOTCA C aHTUIEHOM Ha MOBEPXHOCTM NyHkW. Ob6pa3soBasLuuMiics
KOMMJIEKC BbISABASIOT C MOMOLLbIO KOHbOraTa — MbIWWHBIX MOHOKJIOHAJNbHbIX aHTUTenN
k IgG 4yenoBeka C nepokcumaason xpeHa. B pe3ynbTaTe 06pa3syeTca CBsi3aHHbIA C
NIAaCTUKOM «C3HABUY>», COAepXallui nepokcmaasy. Bo Bpems nHkybaumm ¢ pactBopom
cybcTtpata TeTpameTunbeHsnanHa (TMB) npoucxoauT OKpalMBaHMe pacTBOpPOB B
NyHKax. IHTEeHCMBHOCTb OKpacku NpsiMO NMponopuuoHanbHa cogaepxaHuto I1gG aHTuten
K aHTureHam Herpes Simplex Viruses 2 Tuna (HSV 2) B uccneayemom obpasue. MHaekc
nosutmeHocTn (UM, %) IgG aHTUTEN k aHTUreHam Herpes Simplex Viruses 2 Tuna (HSV
2) B uccnepyembix obpasuax paccumTbiBaeTcs no Gopmyne, NnpuBeaeHHOM B UHCTPYKLNN.
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3. AHAJTUTUYECKUE XAPAKTEPUCTUKHA
3.1. CneundnNYHOCTD.

Mcnonb3oBaHne

Mo3BONSET AOCTUYb BbICOKOM crneunduyHOCTM aHanm3a.
3.2. Bocnpou3BoanMOCTb.
KoadduruneHT Bapmaunmn pesynbTaToB OnpeaeneHus coaepxanus IgG aHtuten K

aHTureHam Herpes Simplex Viruses 2 Tuna (HSV 2) B 04HOM 1 TOM e 06pa3Lie CbIBOPOTKU

(nnasmbl) KpoBM € ucnonb3oBaHneM Habopa «HSV 2 IgG-UDA» He npesbiwaeT 8.0%.
KoadduuneHT Bapmaunm (CV) ana obpasuos, aMepeHHbIX Ha ABYyX cepuax Habopa

peareHToB «HSV 2 IgG-U®A» (Intra-assay)

BbICOKOOYULLEHHOIO

XEMA

npenapaTa

° KON-BO 3HaueHue, o o
o6pasen, N2 NoBTOPOB N cpeawmwii CV1, % CV2, %
1 32 0.429 4.1 5
2 32 3.4 3.4 3.2

KoadduuneHT Bapraumnm (CV) ana o6pasuoB, M3MepeHHbIX Ha 04HON cepum Habopa
peareHToB «HSV 2 IgG-U®A» B TeueHune Tpex AHewn (Inter-assay)

° _ 3HauyeHue, o
o6paseu, N2 KOJ1-BO NOBTOPOB WM cpeannii CV1, %
1 8 0.395 7
2 8 1.4 4.3
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5. MEPbI MPEAOCTOPOXHOCTU

5.1. MoTeHUManbHbIl pUck NnpumMmeHeHns Habopa — knacc 2a (FOCT P 51609-2000).

5.2. Bce koMnoHeHTbl Habopa, 3a ucknwuyeHnem crton-peareHta (5.0% pacTtBop
CEPHOW KMUCNOTbI), B UCMOJIb3YEMbIX KOHLLEHTPaUUSAX ABASIOTCA HETOKCUYHBIMMU.

PactBop cepHOM KkucnoTbl ob6bnagaeTr pasgpaxatowmMm aenctemeM. Wsberatb
pa3bpbI3rMBaHns M MnonagaHna Ha KOXY W cnu3uctblie. Mpu nonagaHumM Ha KOXYy U
C/IM3UCTbIE MOPaXKeHHbI Y4acTOK cieflyeT NPOMbITb 60/bWMM KOSIMYECTBOM MPOTOYHOM
BOZAbI.

5.3. lNpu pabote c Habopom cnepyet cobnogate «lMpaBuna yCTpONCTBa, TEXHUKMU
6e30MacHOCTN, MNPOU3BOACTBEHHOW CaHWUTapuu, MNPOTUBOIMUAEMUYECKOTO pexuma u
JINYHOWN rurneHbl npu paboTte B nabopaTopusx (oTaeneHusX, oTAenax) CaHUTapHO-
3MNAEMUONIOTMYECKUX YUYPEXAEHUA cuCcTeMbl MuHUCTEpcTBa 3apaBooxpaHeHus CCCP»
(MockBa, 1981 r.).

5.4. MNpu pabote c Habopom cneayeT HazeBaTb OAHOPA30Bble PE3VHOBbIE WU
N1acTMKOBbIE NepyaTky, Tak Kak o6pa3Lbl KpOBU YesioBeKka clellyeT paccMaTpmBaTb Kak
NOTEeHUMaNbHO MHPULMPOBaHHbIM MaTepuasn, CNoCObHbIN ANNTENIbHOE BPEMSI COXPaHATb U
nepefasatb BUY, Bupyc renatuta nnum nioboi Apyro Bo3byanTenb BUPYCHON MHPEKLUN.

6. ObOPYAQOBAHUE N MATEPWUAIJbI,
HEOBXOAWMUMBbIE NPU PABOTE C HABOPOM
- (OTOMETp BEPTUKANIbHOMO CKaHWPOBAHWS, MO3BONSAIOWMIA U3MEPSATb ONTUYECKYIO
MIOTHOCTb COAEPXXMMOrO JIYHOK MJaHLwWweTa npu AnvHe BOAHbI 450 HM;
- TepMocTaT, noaaepxuBatowmii Temnepatypy +37 °C £0.1 °C;
- [03aTopbl CO CMEHHbIMW HaKOHeYHMKaMu, No3BonglWmMe oTbupatb 06beMbl B
avanasoHe 10-250 mkn;
- UMIMHAP MepHbli BMecTuMocTbio 1000 Mn;
- BOJa AUCTWUANIMPOBaHHas;
- nep4yaTku pe3nHOBble UMY NIACTUKOBbIE;
- bymara dunbTpoBanbHas.

7. NOArOTOBKA PEAFEHTOB A4J11 AHAJTU3A

7.1. lMepep npoBeneHneM aHanm3a KoMnoHeHTbl Habopa n nccneagyemele obpasubl
CbIBOPOTKM (NNasMbl) KpOBM clieAyeT BblAepXaTb MNpuM KOMHATHOM TemnepaTtype
(+18...425 °C) He meHee 30 MUH.

7.2. MpurortosneHve njaaHwWweTa.

BCKpbITb MakeT C NaaHWeTOM U YCTaHOBWUTb Ha paMKy HeobxoAmMoe KOM4yecTBO
ctpynoB. OcTaBlwMecs  HEWCNONb30BaHHbIMKM  CTpUMbl, 4YTObBbI  MNpeaoTBpaTUTb
BO3JENCTBME Ha HUX BNaru, TwaTenbHO 3aKkienTtb 6ymMaron Ans 3akienBaHus niaHwerta
M XpaHUTb Npu TemnepaType +2...+8 °C B TedeHuMe BCEro cpoka rogHoctn Habopa.

7.3. MpuroTtoBsieHMne OTMbIBOYHOIO pacTBopa.

Coaepxumoe hnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pactsopa (22 Mn), nepeHectn
B MepHbIA uUuAMHAp BMecTMMocTbio 1000 mn, pob6aButb 550 MA AMCTUANMPOBAHHOM
BOAbl M TWaTeNbHO nepemewartb. B cnyyae apobHoro ucnonb3oBaHua Habopa cnepyer
oTobpaTb HeobXxoAMMOE KOSIMYECTBO KOHLEHTpaTa OTMbIBOYHOrO pacTBopa W pa3BecTu
AVCTUNNIMPOBaHHOM BoAon B 26 pa3 (1 Mn KOHUEeHTpaTa OTMbIBOYHOro pacTteopa + 25 mn
OVCTUIIMPOBAHHOM BOAbI).
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8. YC/NNIOBUA XPAHEHUSA N SKCNJIYATALUUN HABOPA

8.1. Habop peareHtoB «HSV 2 IgG-UDA» [O/MKEH XPaHUTbLCA B YNakoBKe
npeanpuaTUA-U3roToBuTens npu TemnepaTtype +2...+8 °C B TeuyeHue BCEro cpoka
roAHOCTW, yKasaHHOro Ha ynakoske Habopa.

JonyckaeTca xpaHeHue (TpaHcnopTupoBka) Habopa npu Temnepatype ao +25 °C He
6onee 15 cyTok. He gonyckaeTtcs 3amMopaxvBaHue Lenoro Habopa.

8.2. Habop paccuuTaH Ha nMpoBeAeHMe aHanusa B aybnukatax 46 uccrienyembix
06pa3uoB 1 2 Npob KOHTPOsIbHOM CbIBOPOTKM (BCEro 96 onpeaeneHunii).

8.3. B cnyyae apobHoro mcnonb3oBaHus Habopa KOMMOHEHTbI cnefyeT XpaHUTb
cneaytowmm obpasom:

—  OCTaBlUMECH HEWCNOSb30BaHHbIMW CTPUMbl HEob6XO0AMMO TLATENbHO 3aKNeuTb
6yMaroii Ans 3aK/femBaHuUs MNaHWeTa U XpaHUTb Npu Temnepatype +2...+8 °C B
TeueHue BCero cpoka rogHoctn Habopa;

- bBydep ansa passeaeHuns obpasuoBs, KOHLEHTPAT KOHblorata, bydep Ans passeneHns
KOHLUEHTpaTa KOHblorata, cybcTpaT, CTon-peareHT MNocie BCKpbITUS (1akoHOB
cnepyeT XpaHuTb npu Temnepatype +2...+8 °C B TedeHWe BCEro Cpoka roagHoCcTu
Habopa;

—  KOHTpOJIbHble CbIBOPOTKM TMOC/Ae BCKPbITUS (NAKOHOB cneayeT XpaHuTb Mnpu
TemnepaTtype +2...+8 °C He 6onee 2 MecsauUeB;

- OCTaBLWMMNCA HEWCMNOsb30BaHHbIM KOHLIEHTpaT OTMbIBOYHOrO pacTBopa creayeT
XpaHUTb Npu TemnepaType +2...+8 °C B TeyeHMe BCero cpoka rogHoct Habopa.
MpUroToBNEHHbIV OTMbIBOYHbIN PacTBOp CleAyeT XpaHUTb NP KOMHATHOW TeMnepaTtype
(+18...425 °C) He 6onee 15 cyTtok unu npu Temnepatype +2..+8 °C He 6onee 45
CYTOK.

MpumeyaHue. locne WCNONb30BaHUS peareHTa HeMeA/IeHHO 3aKpbiBaWTe KPbIWKY

dnakoHa. 3akpbiBaniTe KaxAabl dfakoH CBOEN KPbILLKOW.

8.4. 1na npoBeAeHWs aHanusa He cnefyeT MCMNosb30BaTb FEMOIU3UPOBAHHYIO,
MYTHYIO CbIBOPOTKY (M1a3My) KPOBM, @ TakxXe CbIBOPOTKY (Maa3My) KpOBU, coAepallyro
asna Hatpus. Ecnn aHann3 Nnpon3BoAMTCS HeE B AeHb B3ATUS KPOBU, CbIBOPOTKY (Ma3my)
cnepyeT xpaHuTb npu Temnepatype -20 °C. NoBTOpHOE 3aMopaXuBaHWe-OoTTamBaHue
06pa3uoB CbiBOPOTKKM (Mas3Mbl) KPOBM He gonyckaeTtcs. [JonyckaeTcs uccnenoBaHue
CbIBOPOTOK, XpaHEeHMe KOTOPbiIX C MOMeHTa 3abopa KpOBM OCYLLECTBASNOCL MNpu
TemnepaType oT +2 °C go +8 °C He 6onee 7 cyToK.

8.5. VcknoyaeTcs mcnonb3oBaHue Ana aHanu3a o6pasuoB CbiIBOPOTKM (MiasMmbl)
KPOBW NIOAEN, NOMYyYaBLWMX B LeNsx AMarHOCTUKM UK Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOASAT MblIWWHbIE aHTUTENa.

8.6. [1ns nonyyeHus HadeXHbIX pe3ynbTaToB HeobxoauMo cTporoe cobntogeHue
NHCTpyKuMn no npumeHeHuto Habopa.

8.7. He wncnonb3yiiTe KOMMOHEHTbI M3 ApPYyrux HabopoB WAM W3 aHANOrUYHbIX
HabopoB Apyrnx cepun.

9. NPOBEAEHUE AHAJIN3A

1 |MomecTute B paMKy Heo6XxoAMMOE KOJIMUECTBO CTPUMOB - UCCleayeMble
o6pasubl B 2 MOBTOpax M 4 NYHKW ANl KOHTPOJIbHbIX CbIBOPOTOK (OTpuuaTeNbHbIN
KOHTPO/b 3 IYHKW, [MON0XUTENbHBIA KOHTPOb 1 NyHKA).

2 | BHecuTe BO BCe JIyHKku niaHweTa no 90 mxn UPA-Bydepa.
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BHecuTe B COOTBETCTBYIOLIME NNYHKU B ay6nmkatax no 10 MK/ KOHTPOJIbHbIX
CbIBOPOTOK. B ocTanbHble NyHKU BHecuTe B AybnvkaTtax no 10 MKJI uccnenyembix
o6pa3uoB CbiIBOPOTKM (MJla3Mbl) KPOBU. BHeceHne kannbpoBOYHbIX NMpob, KOH-
TPOJIbHOWM CbIBOPOTKM U UccnenyemMbix o6pa3uoB He06X0AMMO NMPON3BECTU B TeyeHue
15 MUHYT.

BHUMAHME! lpu BHeceHMM 06pa3LOB CbIBOPOTKM (MasMbl) KPOBM MPOUCXOAUT
M3MEeHeHWe LBeTa pacTeopa.

AKKYypaTHO nepeMellaiTe COAEpXMMOEe MJaHWeTa KPYroBbiIMW ABWXXEHUSMU MO
rOpVM30HTA/IbHOM MOBEPXHOCTU, 3aK/eiTe nnaHweT 6Gymaroin And 3akneuMBaHus
nnaHweTta. MHKy6upyiTe nnaHwer B TeyeHne 30 MUHYT Npu TemnepaType
+37 °C.

Mo OKOHYaHWW MHKYb6auuu yaanuTe COAEPXMMOE JYHOK acnupauuen (Hanpumep, C
MOMOLLIbIO BOAOCTPYWHOr0 Hacoca) Unn AeKaHTMpPOBaHUMEM U OTMOWTE JIYHKM 3 pasa.
Mpu Kaxaon oTMbiBKEe f06aBbTe BO BCE NyHKM MO 250 MKA OTMbIBOYHOrO pacTtsopa
(cM. n. 7.3), BCTPSXHUTE MNNAHLWET KPYroBbIMU ABMXEHUSMW MO FOPU3OHTaNbHOMN
NMOBEPXHOCTW C MocneayolWein acnupaumen WnnM LeKaHTUpoBaHWEM. 3ajepxka
npu OTMbIBKE (3aMaumBaHue NyHOK) He TpebyeTtcs. lNpu KaxaoM AeKaHTUpOBaHWK
Heob6x0AMMO TLATeNbHO YAANATb OCTaTKM XUAKOCTU U3 JTYHOK.

BHecuTe BO Bce NIYyHkM no 100 MKN KOHblOrarta.

3aknenTe nnaHwet 6ymaroi Ans 3akneMBaHWs nnaHweTa U UHKY6upyiiTte ero
B TeueHue 30 MMHYT npu Temnepartype +37 °C.

Mo okOHYaHMK NHKYb6aLMK yaanvuTe coaepXxnMoe IyHOK 1 OTMOWMTE JIYHKU 5 pas.

10

BHecuTe Bo Bce nyHku no 100 Mk pacTBopa cybcTpaTta teTpaMmeTunbeH3snamHa.
BHeceHne pactBopa cybcTpata TeTpaMeTunbeHsuMamMHa B JIYHKM Heobxoammo
npovsBectM B TeuyeHne 2-3 MuH. WIHKY6MpyiTe nnaHWeT B TEMHOTE Npu
KOMHaTHOM TeMmnepaTtype (+18...+25°C) B TeueHme 10-20 MHUHYT B
3aBMCHMMOCTMU OT CTENMEHU Pa3BUTUA CUHEro OKpaluMBaHUSA.

11

BHecuTe BO BCE JIYHKM C TOW Xe CKOPOCTbIO 1 B TOM e Noc/iefoBaTeIbHOCTH, KakK U
pacTtBop cybcTpaTa TeTpameTunberHsnanHa, no 100 MK cTon-peareHTa, Npyn 3ToM
COZAEPXMMOE JIYHOK OKPaLUMBAETCS B SPKO-XKENTbIA LBET.

12

U3MepbTe BeJIMUMHY oONTUYECcKOW nnoTHoctu (OfN) coaepXuMMoro JiyHoK
naaHweTa Ha GOTOMETPE BEPTUKASIBHOIO CKaHNMPOBAHNS NPU AJSIMHE BOJTHbI 450 HM.
M3mepeHve OF1 coaep>XMMOro SIyHOK MiaHweTa Heo6X0ArMO NPOM3BECTU B TeueHue
15 MWH nocne BHeCeHMUs CTomn-peareHTa. bnaHk oToMeTpa BbICTaBAANTE MO BO3AYXY.

PaccuuTtaiite cogep)xaHme aHTUTEN K aHTUreHaM B uccnegyemMbix ob6pasuax.
Ansa 3Toro:
1. PaccuuTarite cpegHee 3HauyeHne Ol OTpuULATENbHOIO KOHTPOIS:

On (CN104BZ)Cp = (OM1 (CN104BZ)+0M2 (CN104BZ)) /2;

Pe3synbTaThbl aHannsa cumMTaTb AOCTOBEPHbLIMU, €CN

- Ol MonoXX1UTenbHOro KOHTponsa He Hxe 0.6 onTnyecknx eaunumi (OE)

- OlN OTpuuaTenbHOro KOHTposA He sbiwe 0.15 OE BO BCex /lyHKax

- ON kaxpaoro 3HaveHns OTpuLaTENbHOrO KOHTPONA OT/inYaeTcs He 6onee yem B
[Ba pasa OT CpeAHero 3HayeHnsa oTpuuaTenbHoro KoHtpons, T.e. O (CN104BZ)Cp
x 0.5 < OMNn (CN104BZ) < ON (CN104BZ)Cp x 2.0

€CN 0AHO U3 3HaYeHUn OTpULATENbHOr0 KOHTPOS BbIXOAWUT 3@ NpeAenbl 3Toro
MHTepBana, To ero 3HayeHne He yyacTtsyeT B pacyeTte Ol (CN104BZ)Cp

2. PaccuuTanite ypoBeHb rpaHnMyHOro 3HadeHus Cut off, ana atoro K cpeaHemy
3HayeHunto Ol OTpuuaTenbHoOro KoHTpons npmbasbTe 0.25

Cut off = OMN (CN104BZ)Cp + 0.25
3. PaccuuTainte NHaekc MosuntnsHoctn (UM, %) ons Kaxaoro nccnenyeMmoro
obpasua, ans atoro Ol obpa3ua pa3genute Ha 3HayeHue Cut off

MM = OMNo6pa3sua / Cut off
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasACb Ha pe3yfnbTaTax MccnenoBaHuii, npoBeAeHHbIX OO0 «XEMA»,
peKoMeHAyeM NoSib30BaTbCA HOPMaMM, NPUBEAEHHbIMU HUXe. BMecTe cTeM, B COOTBETCTBUM
c npaBunamu GLP (Xopowei nabopaTopHOI NpakTuMKK), Kaxaas nabopaTtopus ooskHa
caMma onpefenuTb NapaMeTpbl HOPMbl, XapakTepHble Ansa obcnenyemMor nonynaumm.

WNHTepnpeTaums pe3ynbTaToB:
Mpy UM>1.1 o6pasel NONOXKUTENbHDIN,
npu UM<0.9 - oTpMuaTe/ibHbIN.

Mpu 3HadeHnn WM, nexawem B npomexyTtke oT 0.91 po 1.09 - pesynbtaT B
rnorpaHnyHom 3oHe (+/-). TakMe CbIBOPOTKM PEKOMEHAYeTCs MUCcCnenoBaTb MOBTOPHO.
Ecnun noBTOPHbIN NOyYeHHbIW pe3ynbTaTt 6yaeT HeonpeaeneHHbIiM, TO C/ielyeT NpoBeCcTyH
TecTupoBaHWe CbIBOPOTKM, MOSy4eHHOU 4epe3 2-4 Hepenu. B cnydae nonydveHus
HeonpeaeneHHbIX pe3ynbTaToB TakMe obpasubl cuMTaTb OTpULLATENbHBIMMU.
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Mo BonpocaM, kacarwmumcsa kayectsa Habopa «HSV 2 IgG-UDA»,
cneayet obpawaTtbcs B OO0 «XEMA» no agpecy:

105043, r. MockBa, a/a 58

105264, r. MockBa, yn. 9-s Napkosas, 4. 48, 1-i noa., 5 atax,
Ten/dakc (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbI)

3M1eKTpoHHas noyta: info@xema.ru; rqgc@xema.ru
WHTEPHET: wWww.Xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knneHTckoro cepnca OO0 «XEMA»,
K. 6. H. []. C. KocTpuknH
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(VBa)KaeMbu?l Knunent!
Ecnv B npouecce paboTbi c Hawmmmn Habopamu Bam noHago6unmncs nnacTMkoBble BAHHOUKYM ANA KUOKUX
peareHTOB, OJHOPA30Bble HAKOHEYHVKWN ANA [A03aTOPOB UMW [OMOHUTENbHbIE 0ObeMbl peareHToB
(KOHLieHTpaT oTMbIBOYHOTO pactBopa, IOA-bydep, pactBop cybcTpata TeTpametnbeHsmamHa (TMB),
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«XEMA» B Bawem pervoHe.
Bce ykasaHHble pacxopHble MaTepuanbl NpefocTaBnAloTcA 6ecnnatHo, B Heo6xoanmom ans
_PoBefieHUA aHann3a Konuuecrse.

J
MNMepeueHb Ha6opoB peareHTOB ANA ANArHOCTUKN MHGEKLMOHHBIX ~
3a6onesaHuii nponssopacTea 000 «XEMA»
N2 no katanory HanmeHoBaHmne

K101 «Toxoplasma IgG-VI®A» Resion gt
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K111 «Cndunuc cymmapHble aHTutena-MoOA»

K121 «Aspergillus IgG-UDA»
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www.xema-medica.com

D000 «Xemay, Ten.: +7 (812) 271-24-41

191144, CankT-TeTepbypr, JertapHbiii nep., A. 8-10, nutep A
e-mail: sppb@xema.ru

CM 000 «Xemma-TecTt», Ten.: (17) 211-80-39

Odnic: 220029, MuHck, MpocnekT Malweposa, a. 11,

nutep A, kopn. 8/K, odpuc 416

e-mail: hemma-test@yandex.ru
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A solid-phase enzyme immunoassay kit
for the quantitative determination of
total IgE in human serum or plasma

Total IgE EIA
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In vitro diagnostic medical device
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Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
total IgE in human serum or plasma
Total IgE EIA

1. INTENDED USE

The Total IgE EIA kit is an enzyme immunoassay, intended for the quantitative
determination of total IgE concentration in human serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

Total immunoglobulin E (IgE) serum level is widely reported as the laboratory
marker of atopic diseases such as atopic asthma, atopic dermatitis, and pollenosis.
An atopic (IgE-dependent) mechanism can also underlie gastroenterocolitis, urticaria,
other forms of vasculitis (including systemic), cholecystitis, vulvovaginitis, and cystitis.
Part of the drug allergy (mainly to penicillin and protein drugs) also develops according
to the IgE-dependent mechanism. In all of the conditions listed above, the production
of high titers of specific IgE antibodies can lead to an increase in the level of total IgE
in the serum. A particularly high level of total IgE is characteristic of atopic dermatitis.
In addition to atopic diseases, total serum IgE is significantly increased in parasitic
infestations and mycoses (especially systemic), rarely in systemic autoimmune
diseases and immunodeficiency states (especially in hyper-IgE syndrome), as well as
in mastocytosis (mast cell tumor) and extremely rare IgE-myeloma. A decrease in
the level of total IgE in serum (below 15 IU/ml in adults) is a rare and little-studied
phenomenon described in hypogammaglobulinemia, some autoimmune diseases,
ulcerative colitis, and primary biliary cirrhosis.

3. TEST PRINCIPLE

The determination of the total IgE is based on the two-site sandwich enzyme
immunoassay principle. On the inner surface of the microplate wells are immobilized
specific murine monoclonal antibodies to human IgE. Second antibodies - rabbit
polyclonal antibodies to IgE conjugated to the horseradish peroxidase is used as
enzyme conjugate. The analysis procedure includes tree stages of incubation:

- during the first stage the total IgE from the specimen is captured by the monoclonal
antibodies coated onto the microwell surface;

- during the second stage horseradish peroxidase-conjugated with rabbit polyclonal
antibodies bind to free epitopes of immobilized total IgE, 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 in the microwell is directly related to the
quantity of the measured total IgE in the serum specimen (plasma).

The concentration is determined according to the calibration graph of the
dependence of the optical density on the content of total IgE in the calibration samples.

Document: K200IE Instruction version/date: 2023.09
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm wavelength or 450\620-680 nm;
- dry thermostat for 37 °C+£2 °C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 pL;

- 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. Allhuman 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 Calibrators and 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: K200IE Instruction version/date: 2023.09
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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...+8°C up to 3 days. Specimen held for a
longer time, should be placed in a freezer at -15°C or below; do not refreeze/thaw
samples.

7.3. For the 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 Total IgE EIA kit should be transported in the manufacturer’s packaging at
+2...48°C. Single transportation at the temperature up to 25°C for 5 days is acceptable.

8.2. Storage
The Total IgE EIA kit should be stored in the manufacturer’s packaging at +2...4+8°C.

Do not freeze.

The kit contains reagents sufficient for 96 determinations including Calibrators and

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:

- strips that remain unused must be carefully sealed with the plate sealing tape and
stored at +2...+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, Calibrators and Control Serum after opening the vial, can be
stored tightly closed at +2...+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: K200IE Instruction version/date: 2023.09
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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. Unused strips must be sealed with plate sealing tape to prevent moisture
from affecting the plate’s holes and placed back in the bag.

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

Volume of

the washing
solution con-
centrate, mL

Volume of
water, mL

1 2 3 4 5 6 7 8 9 10 11 12

2.5 5 7.5 10 (125| 15 |17.5| 20 |[22.5| 25 |27.5| 30

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 in 2 replicates and 12 wells for Calibrators and Control Serum (2 wells for
each Calibrator (CAL 1-5) and 2 wells for Control Serum (Q)).

10.2 Dispense 50 pL of EIA Buffer to all wells.

10.3 Dispense 50 pL of Calibrators and Control Serum as well as 50 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control
Serum should be used each time.

Scheme of introduction of samples
1 2 3 4 5 6 7 8 9 10 | 11 | 12
CAL1 | CAL1 | SAMP3 | SAMP3 |SAMP11|SAMP11

CAL2 | CAL2 | SAMP4 | SAMP4 |SAMP12|SAMP12

CAL3 | CAL3 | SAMP5 | SAMP5 |SAMP13|SAMP13

CAL4 | CAL4 | SAMP6 | SAMP6 |SAMP14|SAMP14
CALS5 | CAL5 | SAMP7 | SAMP7 |SAMP15|SAMP15

Q Q SAMP8 | SAMP8
SAMP1|SAMP1| SAMP9 | SAMP9
H |SAMP2|SAMP2|SAMP10|SAMP10

Q|mmoOlO|m|>
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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 3 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
5uL. 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...+25°C) for 20 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 450nm and reference light filters
620-680 nm using a microplate photometer within 5 minutes of adding the stop
solution. Set photometer blank on CAL1.

10.12 Plot a calibration curve in linear coordinates: (x) is the concentration of total
IgE in the Calibrators IU/mL, (y) — OD versus concentration of total IgE (OD
450 nm / 620-680 nm). Manual or computerized data reduction is applicable at
this stage. Point-by-point or linear data reduction is recommended due to non-
linear shape of curve.

10.13 Determine the corresponding concentration of total IgE in tested samples from
the calibration curve.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 0.15, and the values
of the Control Serum fall into the required range (see Quality control Data Sheet).

12. EXPECTED VALUES

12.1. Therapeutical consequences should not be based on the results of IVD
methods alone - all available clinical and laboratory findings should be used by a
physician to elaborate therapeutically measures. Each laboratory should establish its
own normal range for total IgE. Based on data obtained by XEMA LLC, the following
normal range is recommended (see below).

NOTE: values of total IgE concentrations in the tested samples that are below the LoD (3 IU/
mL) and also exceed the value of the upper calibrator (1000 IU/mL) should be provided in the

following form : «the total IgE concentration of tested sample X is «lower than 3 IU/mL» or «higher
than 1000 IU/mL».

Document: K200IE Instruction version/date: 2023.09
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12.2. The calibrators concentration values of the Total IgE EIA kit are expressed in
IU/mL. To calculate concentrations in ng/mL, the received concentration value in IU/mL
shall be multiplied by 2.4.

1IU/mL = 2.4 ng/mL.

< 6 months - 12 - 28.8
6-12 months - 30 - 72.0
1-3 yrs - 45 - 108.0
4-6 yrs - 70 - 168.0
7-9 yrs - 90 - 216.0
10-15 yrs - 120 - 288.0
>15 yrs - 130 - 312.0

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1 Precision of Measurement

Repeatability (Intra assay repeatability) was determined by evaluation the
coefficient of variation (CV) for 2 different samples during 1 day in 24 replicates on one
series of ELISA Kkit.

10.6 4.33
2 116.2 5.47

Reproducibility (Inter assay reproducibility) was determined by evaluating the
coefficients of variation for 2 samples during 5 days in 8-replicate determinations.

12.5 8.36
2 113.4 1.47

Reproducibility between lots was investigated by testing samples for one day on
three lots. Each sample was run in 8 replicates.

12.7 13.3 12.3 3.66
2 115.5 117.8 115.1 1.25

13.1.2 Trueness

The trueness of measurement is the degree of closeness of the average value
obtained from a large number of measurement results to the true value. The bias of the
measurement result (bias of measurements) is the difference between the mathematical
expectation of the measurement result and the true value of the measurand. The
bias was calculated for each sample and it was determined that it corresponds to the
specified limits of £ 10%.
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13.1.3 Linearity

Linearity was determined using sera samples with known total IgE concentration
(low and high) and mixing them with each other and buffer solution in different
proportions. According to the measurements, linear range of kit is 50-1000 IU/mL
+10%.

13.1.4 Analytical sensitivity

Limit of detection (LoD) - the lowest total IgE concentration in the serum or plasma
sample that is detected by the Total IgE EIA kit is no lower than 3 IU/mL.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the
sample that is determined quantitatively with the declared trueness for Total IgE EIA
kit is 50IU/mL.

13.1.5 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 and hemoglobin in a concentration of up to
10 mg/mL.

The cross-reactivity of total IgE with other analytes is shown in the table:

Analyte Concentration, IU/mL Cross-reactivity, %
IgA 1000 Not detected
IgM 1000 Not detected
IgG 1000 Not detected
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Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
triiodothyronine in human serum or plasma
T3EIA
1. INTENDED USE

The T3 EIA kit is an enzyme immunoassay, intended for the quantitative
determination of triiodothyronine in human serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

Triiodothyronine (T3) is a hormone with a molecular weight of 651 Da, 58% of
which is iodine. Thyroid hormones thyroxin (T4) and 3,5,3’-triiodothyronine (T3) exert
regulatory influences on growth, differentiation, cellular metabolism and development
of skeletal and organ systems. T4 and T3 in blood are found both in free and bound
form — mostly, they are bound to thyroxin binding globulin (TBG). Only free forms of
T3 and T4 exert hormonal activity also their percentage is very low - 0.3% for T3 and
0.03% for T4.

The concentration of T3 is much less than that of T4 but its metabolic activity is
about 3 times greater. About 80% of T3 is produced in peripheral tissues by deiodination
of T4, and only 20% is secreted by thyroid gland. That is why in hypothyroid patients
T3 level may for a long time remain on the lower limit of the normal range, because its
loss may be compensated by enhanced conversion of T4 into T3.

Determination of T3 level is most useful in T3-hyperthyroidism because 5-10% of
such patients do not show significant changes in T4 level while concentration of T3 is
highly elevated. Elevated T3 levels are seen in early thyroid hypofunction, after intake
of estrogens, oral contraceptives, heroin, methadone, during pregnancy.

Decreased concentrations of T3 are found in initial stage of hyperthyroidism,
acute and subacute thyroiditis, after intake of androgens, dexamethasone, salycilates.
Decreased concentrations of T3 are found in initial stage of hyperthyroidism, acute and
subacute thyroiditis, after intake of androgens, dexamethasone, salycilates.

3. TEST PRINCIPLE

The determination of triiodothyronine is based on the competition principle of the
enzyme immunoassay. On the inner surface of the microplate wells are immobilized
specific rabbit polyclonal to T3 antibodies. T3 conjugated to the horseradish peroxidase
is used as enzyme conjugate. The analysis procedure includes two stages of incubation:

- during the first stage T3 from the specimen competes with the conjugated T3 for
coating antibodies. As a result, a complex bounded to the solid phase and containing
peroxidase is formed.

- during the second 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 in the microwell is inversely related to the
quantity of the measured T3 in the serum specimen (plasma).

The concentration is determined according to the calibration graph of the
dependence of the optical density on the content of T3 in the calibration samples.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm wavelength;

- shaker maintaining a speed of 500 rpm for +37 °C+2°C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 pL;
- 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. Allhuman 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 Calibrators and 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...4+8°C up to 3 days. Specimen held for a
longer time, should be placed in a freezer at -15°C or below; do not refreeze/thaw
samples.

7.3. For the 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 T3 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 T3 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 Calibrators and
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:
- strips that remain unused must be carefully sealed with the plate sealing tape and

stored at +2...+8°C within 2 months;
- 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 Concentrate, Conjugate Dilution Buffer, Calibrators and Control Serum

after opening the vial, can be stored tightly closed at +2...+8°C within 2 months;
- diluted Washing Solution can be stored at room temperature (+18...4+25°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. Unused strips must be sealed with plate sealing tape to prevent moisture
from affecting the plate’s holes and placed back in the bag.

9.3. Washing Solution preparation
Add the contents of the 22 mL Washing Solution concentrate vial to 550 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.

9.4. Working conjugate solution preparation

Prepare a working conjugate solution by 2 dilutions of Conjugate Concentrate in
Conjugate Dilution Buffer (eg, 450 pL of concentrate + 450 pL of Conjugate Dilution
Buffer). In the case of partial use of the kit, take the necessary amount of Conjugate
Concentrate and dilute it 2 times with Conjugate Dilution Buffer, since the working
conjugate solution in a diluted form is not stored for a long time.

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| 1.8 3.6 5.4 7.2 9 10.8 | 12.6 | 14.4 | 16.2 18 19.8 22
concentrate, mL
\Volume of water,
mL

\Volume of Conju-
gate Concentrate/ 0.45| 0.9 |1.35| 1.8 |2.25| 2.7 | 3.15| 3.6 [4.05| 4.5 [495| 5.4
mL

\Volume of Conju-
gate Dilution 0.45| 0.9 |1.35| 1.8 [2.25| 2.7 |3.15| 3.6 [4.05| 45 |495| 54
Buffer, mL

45 90 | 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550

10. ASSAY PROCEDURE

10.1 Put the desired number of strips into the frame based on the number of test
samples in 2 replicates and 12 wells for Calibrators and Control Serum (2 wells for
each calibrator (CAL 1-5) and 2 wells for control serum (Q)).

10.2 Prepare Working conjugate solution as described in 9.4.

10.3 Dispense 25 yL of Calibrators and Control Serum as well as 25 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control Sample
should be used each time.
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Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 (10 | 11 | 12
CAL1 | CAL1 | SAMP3 | SAMP3 [SAMP11|SAMP11
CAL2 | CAL2 | SAMP4 | SAMP4 [SAMP12|SAMP12
CAL3 | CAL3 | SAMPS5 | SAMP5
CAL4 | CAL4 | SAMP6 | SAMP6
CALS5 | CAL5 | SAMP7 | SAMP7

Q Q SAMP8 | SAMP8
SAMP1(SAMP1| SAMPY | SAMP9
H |SAMP2|SAMP2(SAMP10|SAMP10

QMmO |m|>

10.4 Dispense 100 pL of Working conjugate solution to all wells.

10.5 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 60 minutes at
+37°C with continuous shaking 500 rpm.

10.6 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
5uL. 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.

10.7 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...+25°C) for 15 minutes.

10.8 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.

10.9 Read the optical density (OD) of the wells at 450nm using a microplate photometer
within 5 minutes of adding the Stop Solution.

10.10 Plot a calibration curve in semi-logarithmic coordinates: (x) is the decimal
logarithm of the T3 concentration in the calibrators nmol/L, (y) — OD versus T3
concentration (OD 450 nm). Manual or computerized data reduction is applicable
at this stage. Point-by-point or linear data reduction is recommended due to non-
linear shape of curve. Adjust the concentration of CAL1 to an infinitesimally small
value, for example, 0.001 nmol/L.

10.11 Determine the corresponding concentration of T3 in tested samples from the
calibration curve.
11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 1.2, and the values
of the Control Serum fall into the required range (see Quality control Data Sheet).
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12. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods alone
- all available clinical and laboratory findings should be used by a physician to elaborate
therapeutically measures. Each laboratory should establish its own normal range for
T3. Based on data obtained by XEMA, the following normal range is recommended
(see below). NOTE: the patients that have received murine monoclonal antibodies for
radioimaging or immunotherapy develop high titered anti-mouse antibodies (HAMA).
The presence of these antibodies may cause false results in the present assay. Sera from
HAMA positive patients should be treated with depleting adsorbents before assaying.

NOTE: values of T3 concentrations in the tested samples that are below the LoD (0.2 nmol/L)
and also exceed the value of the upper calibrator (15 nmol/L) should be provided in the following
form: «the T3 concentration of tested sample X is «lower than 0.2 nmol/L» or «higher than
15 nmol/L».

The concentration values of the T3 EIA kit calibrators are expressed in nmol/L. To
convert the concentration in ng/mL it is necessary to multiply by 0.65 the obtained
concentration value in nmol/L.

1 nmol/L = 0.65 ng/mL

Healthy donors 1.2 3.2 0.8 2.1

13. PERFORMANCE CHARACTERISTICS
13.1. Analytical performance characteristics
13.1.1 Precision of Measurement
Repeatability (Intra assay repeatability) was determined by evaluation the
coefficient of variation (CV) for 2 different samples during 1 day in 24 replicates on one
series of ELISA kit.

1 2.32 9.16
2 1.45 9.66

Reproducibility (Inter assay reproducibility) was determined by evaluating the
coefficients of variation for 2 samples during 5 days in 8-replicate determinations.

1 1.38 9.89
2 1.75 8.41

Reproducibility between lots was investigated by testing samples for one day on
three lots. Each sample was run in 8 replicates.

1 2.12 2.02 2.27 13.9
2 1.56 1.44 1.81 15.6
Document: K211IE Instruction version/date: 2023.10
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13.1.2 Trueness

The trueness of measurement is the degree of closeness of the average value
obtained from a large number of measurement results to the true value. The bias of the
measurement result (bias of measurements) is the difference between the mathematical
expectation of the measurement result and the true value of the measurand. The
bias was calculated for each sample and it was determined that it corresponds to the
specified limits of £ 10%.

13.1.3 Linearity

Linearity was determined using sera samples with known T3 concentration (low
and high) and mixing them with each other and buffer solution in different proportions.
According to the measurements, linear range of kit is 0.75 =15 nmol/L £10%.

13.1.4 Analytical sensitivity

Limit of detection (LoD) - the lowest T3 concentration in the serum or plasma
sample that is detected by the T3 EIA kit is no lower than 0.2 nmol/L.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the
sample that is determined quantitatively with the declared trueness for T3 EIA kit is
0.55 nmol/L.

3.1.5 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 and hemoglobin in a concentration of up to
10 mg/mL.

The cross-reactivity of T3 with other analytes is shown in the table:

Analyte Cross-reactivity, %
L-Thyroxin 0.01
D-Thyroxin 0.04

14. REFERENCES

1. Physiology of thyroid hormones. IN: Division of Drugs and Toxicology, American
Medical Association: Drug Evaluations Annual 1995. Amer Med Assn, Chicago, 1995,
ch 47, pp 1039-1040.

2. Robins J & Rall JE. The Iodine -Containing Hormones. IN Hormones in Blood (2nd ed)
1: 383-490, Gray CH & Bacharach AL (eds) London Academic Press, 1987.

3. Hakaz MO3 YkpaiHu N°325 Big 08.06.2015 «[lpo 3aTBepaxeHHs [epxXaBHUX
CaHiTapHO-nNpoTuenigeMiyHMx npaBua i HOPM LWOAO MOBOAXEHHS 3 MeAUYHUMU
BiaAxoaamMmmu».

4. MNoctaHoBa KMY Big 02 xoBTHS 2013p. N9754 «[po 3aTBEpAXEHHS TEXHIYHOro
pernameHTy WoA0 MeaANYHUX BUPObIB ANs AiarHOCTUKM in vitro».

5. HMAOM 85.14-1.09-81. lNpaBuna obnawTyBaHHS, TexHikn 6e3neku, BMPOOHUYOI
caHiTapii, npoTueniaeMiyHoOro pexuMmy i ocobucToi ririeHn npu poboTi B nabopaTopisix
(BigaineHHsx, Biaainax) caHiTapHoenigeMionoriyHMx ycTtaHoB cuctemu MiHicTepcTBa
0XOpOoHM 3a0poB " 9 CPCP (HAOM 9.1.50-1.09-81)
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Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
thyroxin in human serum or plasma
T4 EIA

1. INTENDED USE

The T4 EIA kit is an enzyme immunoassay, intended for the quantitative
determination of thyroxin in human serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

Thyroxine (T4) and triiodothyronine (T3) are hormones that are produced by the
thyroid gland and circulate in the blood both free and bound - mainly with thyroxine-
binding globulin (TBG). Only free T3 and T4 are characterized by Hormonal activity,
but their share is very small: 0.03% of the total content for T4 and 0.3% - for T3.
Concentration of T4 in serum blood is the most accepted indicator of thyroid gland
function, which allows you to clearly distinguish between hyper-, hypo- and euthyroidism.

Increase of total T4 concentration is observed with hyperthyroidism, with pituitary
tumors, with conditions with elevated TSH levels (pregnancy, acute or chronic active
hepatitis, estrogen-secreting tumors or estrogen intake, genetically conditional
increase), while taking oral contraceptives, heroin, methadone, thyroid drugs, TSH,
thyroliberin.

Decrease of total T4 concentrationis observedin hypothyroidism, panhypopituitarism,
states of low levels of TSH (acromegaly, nephrotic syndrome, hypoproteinemia, chronic
liver disease, androgen-secreting tumors, or androgens, genetically determined
decrease), hemolysis, exercise, when taking amino salicylic and acetylsalicylic
acids, glucocorticoids, sulfonamides, cholestyramine, reserpine, potassium iodide,
trilodothyronine.

3. TEST PRINCIPLE

Determination of the thyroxine is based on competition principle of the enzyme
immunoassay. Microwells plate is coated with specific murine monoclonal to thyroxine
antibodies. Thyroxine conjugated to the horseradish peroxidase is used as enzyme
conjugate. The analysis procedure includes two stages of incubation:

- during the first stage thyroxine from the specimen competes with the conjugated
thyroxine for coating antibodies. As a result, a complex bounded to the solid phase and
containing peroxidase is formed.

- during the second stage, the complexes formed due 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. Optical density in the microwell is inversely related to the
quantity of the measured thyroxine in the specimen of the serum (plasma).

The concentration is determined according to the calibration graph of the
dependence of the optical density on the content of thyroxine in the calibration samples.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm wavelength;

- dry thermostat for +37°C+2°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. Allhuman 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 Calibrators and 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...4+8°C up to 3 days. Specimen held for a
longer time, should be placed in a freezer at -15°C or below, do not refreeze/thaw
samples.

7.3. For the 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 T4 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 T4 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 Calibrators and
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:
- strips that remain unused must be carefully sealed with the plate sealing tape and

stored at +2...+8°C within 2 months;
- Substrate Solution, Stop Solution, and Washing Solution concentrate after opening

the vial, can be stored tightly closed at +2...4+8°C until the kit's shelf life;
- Conjugate Solution, Calibrators and Control Serum after opening the vial, can be

stored tightly closed at +2...+8°C within 2 months;

NOTE: Single freezing of Calibrators and Control Serum in aliquots is allowed
- diluted washing solution can be stored at room temperature (+18...4+25°C) forup to 5

days or at +2...48°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...+25 °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. Unused strips must be sealed with plate sealing tape to prevent moisture
from affecting the plate’s holes and placed back in the bag.

9.3. Washing Solution preparation
Add the contents of the 22 mL Washing Solution concentrate vial to 550 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
Volume of
the Washing
Solution con-
centrate, mL

Volume of 45 | 90 | 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550
water, mL

1 2 3 4 5 6 7 8 9 10 11 12

1.8 3.6 54 | 7.2 9 10.8 | 12.6 | 14.4 | 16.2 | 18 |19.8 | 22

10. ASSAY PROCEDURE

10.1 Put the desired number of strips into the frame based on the number of test
samples in 2 replicates and 12 wells for Calibrators and Control Serum (2 wells for
each calibrator (CAL 1-5) and 2 wells for control serum (Q)).

10.2 Dispense 25 pL of Calibrators and Control Serum as well as 25 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control Sample
should be used each time.

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 (10 | 11 | 12
CAL1 | CAL1 | SAMP3 | SAMP3 [SAMP11|SAMP11
CAL2 | CAL2 | SAMP4 | SAMP4 [SAMP12(SAMP12
CAL3 | CAL3 | SAMP5 | SAMP5
CAL4 | CAL4 | SAMP6 | SAMP6
CALS5 | CAL5 | SAMP7 | SAMP7

Q Q |SAMP8 |SAMP8
SAMP1|SAMP1| SAMP9 | SAMP9
SAMP2 SAMP2|SAMP10(SAMP10

IO|mMmmMmOO|m|>
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10.3 Add 100 pL of the Conjugate Solution to all wells.

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 60 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
5uL. 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 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...+25°C) for 15 minutes.

10.7 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.

10.8 Read the optical density (OD) of the wells at 450nm using a microplate photometer
within 5 minutes of adding the Stop Solution.

10.9 Plot a calibration curve in semi-logarithmic coordinates: (x) is the decimal
logarithm of the T4 concentration in the calibrators nmol/L, (y) - OD versus T4
concentration (OD 450 nm). Manual or computerized data reduction is applicable
at this stage. Point-by-point or linear data reduction is recommended due to non-
linear shape of curve. Adjust the concentration of CAL1 to an infinitesimally small
value, for example, 0.001 nmol/L.

10.10 Determine the corresponding concentration of T4 in tested samples from the
calibration curve.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 1.2, and the values
of the Control Serum fall into the required range (see Quality control Data Sheet).

12. EXPECTED VALUES

12.1. Therapeutical consequences should not be based on results of IVD
methods alone - all available clinical and laboratory findings should be used by a
physician to elaborate therapeutically measures. Each laboratory should establish its
own normal range for T4. Based on data obtained by XEMA, the following normal
range is recommended (see below). NOTE: the patients that have received murine
monoclonal antibodies for radioimaging or immunotherapy develop high titered anti-
mouse antibodies (HAMA). The presence of these antibodies may cause false results in
the present assay. Sera from HAMA positive patients should be treated with depleting
adsorbents before assaying

NOTE: values of T4 concentrations in the tested samples that are below the LoD (3.0 nmol/L)
and also exceed the value of the upper calibrator (320 nmol/L) should be provided in the following
form : «the T4 concentration of tested sample X is «lower than 3.0 nmol/L» or «higher than 320
nmol/L».
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12.2. The calibrators concentration values of the T4 EIA kit are expressed in nmol/L.
To calculate concentrations in pg/dl, the received concentration value in nmol/L shall be
multiplied by 0.0775.

1 nmol/L = 0.0775 ug/dl

Healthy donors 60 160 4.7 12.4
Males

>61 yrs | 60 | 129 | 4.7 | 10.0
Females

>61 yrs | 70 | 135 | 5.4 | 10.5
Children

1-5 yrs 90 190 7.0 14.7

6-10 yrs 83 170 6.4 13.2

>10 yrs 60 160 4.7 12.4

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

3.1.1 Precision of Measurement

Repeatability (Intra assay repeatability) was determined by evaluation the
coefficient of variation (CV) for 2 different samples during 1 day in 24 replicates on one
series of ELISA kit.

1 17.5 4.36
2 110.7 3.67

Reproducibility (Inter assay reproducibility) was determined by evaluating the
coefficients of variation for 2 samples during 5 days in 8-replicate determinations.

1 16.4 1.17
2 111.1 5.43

Reproducibility between lots was investigated by testing samples for one day on
three lots. Each sample was run in 8 replicates.

1 14.59 13.67 15.39 5.92
2 116.23 114.53 120.13 2.45
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13.1.2 Trueness

The trueness of measurement is the degree of closeness of the average value
obtained from a large number of measurement results to the true value. The bias of the
measurement result (bias of measurements) is the difference between the mathematical
expectation of the measurement result and the true value of the measurand. The
bias was calculated for each sample and it was determined that it corresponds to the
specified limits of £ 10%.

13.1.3 Linearity

Linearity was determined using sera samples with known T4 concentration (low
and high) and mixing them with each other and buffer solution in different proportions.
According to the measurements, linear range of kit is 0.75-15 nmol/L £10%.

13.1.4 Analytical sensitivity

Limit of detection (LoD) - the lowest T4 concentration in the serum or plasma
sample that is detected by the T4 EIA kit is no lower than 3 nmol/L.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the sample
that is determined quantitatively with the declared trueness for T4 EIA kit is 32 nmol/L.

13.1.5 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 and hemoglobin in a concentration of up to
10 mg/mL.

The cross-reactivity of T4 with other analytes is shown in the table:

Analyte Cross-reactivity, %
T3 0.5
D-Thyroxin 30
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K212IE

14. REFERENCES

1. Helfand M et al. Screening for thyroid disease. Ann Intern Med 1990; 112:840.

2. Chopra, I1.]J. et al. A Radioimmunoassay of Thyroxine. J. Clinical EndocrinoL 1971;
33:865.

3. Young, D.S. et al. Effects of Drugs on Clinical Laboratory Tests. Clinical Chemistry
1975; 21: 3660.

4. Sterling, L. Diagnosis and Treatment of Thyroid Disease, Cleveland , CRC Press, P.
19 51 (1975).

5. Surks M.I. et al. American Thyroid Association guidelines for use of laboratory tests
in thyroid disorders. JAMA 1990; 263:1529

6. Hakaz MO3 Ykpainm N°325 Big 08.06.2015 «[lpo 3aTtBepaxeHHS [ep>xxaBHUX
CaHiTapHO-NpoTUeniAeMiyHMX npaBua | HOPM LWWOAO TMOBOAXEHHS 3 MeAUYHUMMU
BiAXo4aMm».

7. MoctaHoBa KMY Big 02 >xoBTHA 2013p. N2754 «[po 3aTBEpAXEHHS TEeXHIYHOro
pernameHTy WoA0 MeaANYHUX BUPO6IB ANs AiarHOCTUKM in vitro».

8. HMAOM 85.14-1.09-81. MpaBuna obnawTyBaHHA, TexHiku 6e3nekn, BUPOBGHMYOI
caHiTapii, npoTueniaeMiyHoro pexumy i ocobucToi ririeHn npu poboTi B nabopaTtopisix
(BiadineHHsx, Bigainax) caHiTapHoenigeMionoriYyHMX ycTaHOB cucTeMm MiHicTepcTBa
0X0poHu 3a0poB " 9 CPCP (HAOIMM 9.1.50-1.09-81)

Document: K212IE Instruction version/date: 2023.05
10



12

11

10

SAMPLES IDENTIFICATION PLAN
6

<

o

I

XEMA

DATE

LOT

Document: K212IE

11

Instruction version/date: 2023.05



SAMPLES IDENTIFICATION PLAN

K212IE

12

11

10

<

o

I

DATE

LOT

Document: K212IE

12

Instruction version/date: 2023.05




Manufacturer

IVD

In vitro diagnistic medical device

Catalogue number

&

Use-by date

(o)

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution

Consult instructions for use

@|H|B>|d|~|E|i |B

Conformity Marking with technical regulations in
Ukraine

m
H

Authorized representative in the European Com-
munity/European Union

N
m

CE Conformity Marking




or any issues related to operation of the
please contact by telefon humber

+38 044 294-69-78

or write to:

ga@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.in.ua



Instruction for use

A solid-phase enzyme immunoassay kit

for the quantitative determination of

free triiodothyronine in human serum or plasma

fT3 EIA

Catalogue number K213

IVD

For 96 determinations ‘ € @

In vitro diagnostic medical device

XEMA LLC

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:+49911 931639 67

E-mail: qa@xema.com.ua E-mail: info@polmed.de

www.xema.in.ua www.polmed.de



TN

~N

iMool

anl
sdans

uonnjos
ojedisqns

Ve

-

\

@ J,S¢-8T+

T uoneqnoug

~N
J

A—

sown g
Buiysem
—

.

Do LET

T uoneqnout

FANAIO0Ud AVSSY

N s e N
uonnjos S3|nsad Jo uonje|ndjed
dois ‘furansesw @o
- \ . y,
) e N A
sa|dwes
1s91
uonnjos s9ojdwes 1S9} pue wnJIds
ajebnfuo) lo43uo) ‘siojedqiied jo buisuadsiq
J \_ ) J




RN hWN

CONTENT

INTENDED USE

GENERAL INFORMATION

TEST PRINCIPLE

KIT COMPONENTS

EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

WARNING AND PRECAUTIONS

SPECIMEN COLLECTION, TRANSPORTATION AND STORAGE OF SAMPLES
TRANSPORTATION AND STORAGE TERMS OF KIT, WASTE DISPOSAL
REAGENTS PREPARATION

. ASSAY PROCEDURE

. TEST VALIDITY

. EXPECTED VALUES

. PERFORMANCE CHARACTERISTIC
. REFERENCES

SAMPLES IDENTIFICATION PLAN

XEMA

o

H OO0 uUuTuh, A WNNN

Document: K213IE

Instruction version/date: 2023.05



K213IE

Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
free triiodothyronine in human serum or plasma
fT3EIA

1. INTENDED USE

The fT3 EIA kit is an enzyme immunoassay, intended for the quantitative
determination of free triiodothyronine in human serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

Thyroxine (T4) and triiodothyronine (T3) are hormones that are produced by the
thyroid gland and circulate in the blood both free and bound - mainly with thyroxine-
binding globulin (TBG). Only free T3 and T4 are characterized by Hormonal activity, but
their share is very small: 0.03% of the total content for T4 and 0.3% - for T3.

The concentration of T3 is much less than that of T4 but its metabolic activity is about
3 times greater. About 80% of T3 is produced in peripheral tissues by deiodination of T4,
and only a small amount of it is secreted by thyroid gland. That is why in hypothyroid
patients T3 level may for a long time remain on the lower limit of the normal range,
because its loss may be compensated by enhanced conversion of T4 into T3.

The determination of total and free T3 concentration is carried out at the initial
stage of hyperthyroidism, in case of recurrence of hyperthyroidism, in the differential
diagnosis of hyperthyroidism, in case of a symptomatic increase of the T3 level, in case
of acute hyperthyroidism after suppressive therapy with L-thyroxine.

3. TEST PRINCIPLE

Determination of the fT3 is based on competition principle of the enzyme
immunoassay. Microwells plate is coated with specific rabbit polyclonal to T3 antibodies.
fT3 conjugated to the horseradish peroxidase is used as enzyme conjugate. The analysis
procedure includes two stages of incubation:

- during the first stage fT3 from the specimen competes with the conjugated fT3 for
coating antibodies. As a result, a complex bounded to the solid phase and containing
peroxidase is formed.

- during the second stage, the complexes formed due 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. Optical density in the microwell is inversely related to the
quantity of the measured fT3 in the specimen of the serum (plasma).

The concentration is determined according to the calibration graph of the
dependence of the optical density on the content of fT3 in the calibration samples.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm wavelength;

- dry thermostat for +37°C+2°C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 pL;
- 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. Allhuman 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 Calibrators and 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, do not refreeze/thaw
samples.

7.3. For the 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 fT3 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 fT3 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 Calibrators and
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:
- strips that remain unused must be carefully sealed with the plate sealing tape and
stored at +2...+8°C within 2 months;
- 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, Calibrators and Control Serum after opening the vial, can be
stored tightly closed at +2...+8°C within 2 months;
NOTE: Single freezing of Calibrators and Control Serum in aliquots is allowed.
- diluted washing solution can be stored at room temperature (+18...4+25°C) forup 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

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

.2. Microplate preparation
Open the package with the microplate and install the required number of strips into
the frame. Unused strips must be sealed with plate sealing tape to prevent moisture
from affecting the plate’s holes and placed back in the bag.

9.3. Washing Solution preparation
Add the contents of the 22 mL Washing Solution concentrate vial to 550 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 con-
centrate, mL

Volume of
water, mL

1.8 | 3.6 | 54 | 7.2 9 10.8 | 12.6 | 14.4 | 16.2 | 18 |19.8 | 22

45 90 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550

10. ASSAY PROCEDURE

10.1 Put the desired number of strips into the frame based on the number of test
samples in 2 replicates and 14 wells for Calibrators and Control Serum (2 wells for
each calibrator (CAL 1-6) and 2 wells for control serum (Q)).

10.2 Dispense 25 pL of Calibrators and Control Serum as well as 25 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control Sample
should be used each time.

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 10 | 11 | 12
CAL1 | CAL1 | SAMP2 | SAMP2 |SAMP10|SAMP10
CAL2 | CAL2 | SAMP3 | SAMP3 [SAMP11(SAMP11
CAL3 | CAL3 | SAMP4 | SAMP4 [SAMP12|SAMP12
CAL4 | CAL4 | SAMP5 | SAMP5
CAL5 | CALS | SAMP6 | SAMP6

CAL6 | CAL6 | SAMP7 | SAMP7
Q Q | SAMP8 | SAMP8
H |SAMP1|SAMP1| SAMP9Y | SAMP9

QMmO |m|>
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10.3 Add 100 pL of the Conjugate Solution to all wells.

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 60 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
5uL. 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 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...+25°C) for 15 minutes.

10.7 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.

10.8 Read the optical density (OD) of the wells at 450nm using a microplate photometer
within 5 minutes of adding the Stop Solution.

10.9 Plot a calibration curve in semi-logarithmic coordinates: (x) is the decimal
logarithm of the fT3 concentration in the calibrators pmol/L, (y) — OD versus fT3
concentration (OD 450 nm). Manual or computerized data reduction is applicable
at this stage. Point-by-point or linear data reduction is recommended due to non-
linear shape of curve. Adjust the concentration of CAL1 to an infinitesimally small
value, for example, 0.001 pmol/L.

10.10 Determine the corresponding concentration of fT3 in tested samples from the
calibration curve.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 1.2, and the values
of the Control Serum fall into the required range (see Quality control Data Sheet).

12. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods alone
- all available clinical and laboratory findings should be used by a physician to elaborate
therapeutically measures. Each laboratory should establish its own normal range for
fT3. Based on data obtained by XEMA, the following normal range is recommended
(see below). NOTE: the patients that have received murine monoclonal antibodies for
radioimaging or immunotherapy develop high titered anti-mouse antibodies (HAMA).
The presence of these antibodies may cause false results in the present assay. Sera from
HAMA positive patients should be treated with depleting adsorbents before assaying.

NOTE: values of fT3 concentrations in the tested samples that are below the LoD (0.5 pmol/L)
and also exceed the value of the upper calibrator (40 pmol/L) should be provided in the following

form: «the fT3 concentration of tested sample X is «lower than 0.5 pmol/L» or «higher than
40pmol/L».
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Healthy donors 2.5 5.8

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

3.1.1 Precision of Measurement

Repeatability (Intra assay repeatability) was determined by evaluation the
coefficient of variation (CV) for 2 different samples during 1 day in 24 replicates on one
series of ELISA Kkit.

4.32 7.44
2 6.87 5.14

Reproducibility (Inter assay reproducibility) was determined by evaluating the
coefficients of variation for 2 samples during 5 days in 8-replicate determinations..

2,34 7,12
2 3,83 6,41

Reproducibility between lots was investigated by testing samples for one day on
three lots. Each sample was run in 8 replicates.

5.17 5.42 4.78 6.54
2 3.61 3.78 3.45 9.6

13.1.2 Trueness

The trueness of measurement is the degree of closeness of the average value
obtained from a large number of measurement results to the true value. The bias of the
measurement result (bias of measurements) is the difference between the mathematical
expectation of the measurement result and the true value of the measurand. The
bias was calculated for each sample and it was determined that it corresponds to the
specified limits of = 10%.

13.1.3 Linearit

Linearity was determined using sera samples with known fT3 concentration (low
and high) and mixing them with each other and buffer solution in different proportions.
According to the measurements, linear range of kit is 2.5-40 pmol/L £10%.

13.1.4 Analytical sensitivity
Limit of detection (LoD) - the lowest fT3 concentration in the serum or plasma

sample that is detected by the fT3 EIA kit is no lower than 2.0 pmol/L.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the
sample that is determined quantitatively with the declared trueness for fT3 EIA kit is
2.25 pmol/L.
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13.1.5 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 and hemoglobin in a concentration of up to

10 mg/mL.

The cross-reactivity of fT3 with other analytes is shown in the table:

L-Thyroxin

0,01

D-Thyroxin

0,04
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or any issues related to operation of the
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or write to:
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Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
free thyroxin in human serum or plasma
fT4EIA

1. INTENDED USE

The fT4 EIA kit is an enzyme immunoassay, intended for the quantitative
determination of free thyroxin in human serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

Thyroid hormones thyroxin (T4) and 3,5,3'-triiodothyronine (T3) exert regulatory
influences on growth, differentiation, cellular metabolism and development of skeletal
and organ systems. T4 and T3 in blood are found both in free and bound form - mostly,
they are bound to thyroxin binding globulin (TBG). Only free forms of T3 and T4 exert
hormonal activity also their percentage is very low - 0.3% for T3 and 0.03% for T4.

The concentration of T4 is generally accepted as an index of thyroid function which
provide enough information to differentiate between hyper-, hypo- and euthyroidism.

Elevation of total T4 is found in hyperthyroidism, in patients with tumours of
pituitary gland, in subjects with elevated TBG level (pregnancy, acute or chronic active
hepatitis, estrogen-secreting tumours or estrogen intake, hereditary elevation of TBG),
in patients taking oral contraceptives, heroin, methadone, thyroid preparations, TSH,
thyroliberin.

Low total T4 is found in hypothyroidism, in patients with panhypopituitarism, in
subjects with low TBG level (acromegaly, nephritic syndrome, hypoproteinemia, chronic
liver diseases, androgen-secreting tumours, hereditary reduction), in patients taking
aminosalicylic and acetylsalicylic acids, cholestyramine, reserpine, potassium iodide,
trilodothyronine.

3. TEST PRINCIPLE

Determination of free thyroxin is based on competition principle of the enzyme
immunoassay. Microwells plate is coated with specific murine monoclonal antibodies to
T4. fT4 conjugated to the horseradish peroxidase is used as enzyme conjugate. The
analysis procedure includes two stages of incubation:

- during the first stage fT4 from the specimen competes with the conjugated fT4 for
coating antibodies. As a result, a complex bounded to the solid phase and containing
peroxidase is formed.

- during the second stage, the complexes formed due 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. Optical density in the microwell is inversely related to the
quantity of the measured fT4 in the specimen of the serum (plasma).

The concentration is determined according to the calibration graph of the
dependence of the optical density on the content of fT4 in the calibration samples.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm wavelength;

- dry thermostat for +37°Cx1°C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 pL;
- 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. Allhuman 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 Calibrators and 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...4+8°C up to 3 days. Specimen held for a
longer time, should be placed in a freezer at -15°C or below; do not refreeze/thaw
samples.

7.3. For the 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 fT4 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 fT4 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 Calibrators and
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...+8°C within 2 months
- Substrate Solution, Stop Solution, and Washing Solution concentrate after opening
the vial, can be stored tightly closed at +2...4+8°C until the kit's shelf life;
- Conjugate Solution, Calibrators and Control Serum after opening the vial, can be
stored tightly closed at +2...4+8°C within 2 months;
NOTE: Single freezing of Calibrators and Control Serum in aliquots is allowed.
- diluted washing solution can be stored at room temperature (+18...+25°C) for up
to 5 days or at +2...4+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 22 mL Washing Solution concentrate vial to 550 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
Volume of
the Washing
Solution con-
centrate, mL

Volume of
water, mL

1 2 3 4 5 6 7 8 9 10 11 12

1.8 | 3.6 | 54 | 7.2 9 10.8 | 12.6 | 14.4 | 16.2 | 18 |19.8 | 22

45 90 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550

10. ASSAY PROCEDURE

10.1 Put the desired number of strips into the frame based on the number of test
samples in 2 replicates and 14 wells for Calibrators and Control Serum (2 wells for
each calibrator (CAL 1-6) and 2 wells for control serum (Q)).

10.2 Dispense 25 pL of Calibrators and Control Serum as well as 25 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control Sample
should be used each time.

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 10 | 11 | 12
CAL1 | CAL1 | SAMP2 | SAMP2 |SAMP10|SAMP10
CAL2 | CAL2 | SAMP3 | SAMP3 |SAMP11|SAMP11
CAL3 | CAL3 | SAMP4 | SAMP4 [SAMP12(SAMP12
CAL4 | CAL4 | SAMP5 | SAMP5

CAL5 | CALS | SAMP6 | SAMP6
CAL6 | CAL6 | SAMP7 | SAMP7
Q Q |SAMP8|SsAMPS
H |SAMP1|SAMP1| SAMP9 | SAMP9

QMmO |m|>

Document: K214IE Instruction version/date: 2023.12



XEMA

10.3 Add 100 pL of the Conjugate Solution to all wells.

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 60 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
5uL. 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 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...+25°C) for 15 minutes.

10.7 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.

10.8 Read the optical density (OD) of the wells at 450nm using a microplate photometer
within 5 minutes of adding the Stop Solution.

10.9 Plot a calibration curve in semi-logarithmic coordinates: (x) is the decimal
logarithm of the fT4 concentration in the calibrators pmol/L, (y) - OD versus fT4
concentration (OD 450 nm). Manual or computerized data reduction is applicable
at this stage. Point-by-point or linear data reduction is recommended due to non-
linear shape of curve. Adjust the concentration of CAL1 to an infinitesimally small
value, for example, 0.001 pmol/L.

10.10 Determine the corresponding concentration of fT4 in tested samples from the
calibration curve.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 1.2, and the values
of the Control Serum fall into the required range (see Quality control Data Sheet).

12. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods alone
- all available clinical and laboratory findings should be used by a physician to elaborate
therapeutically measures. Each laboratory should establish its own normal range for
fT4. Based on data obtained by XEMA, the following normal range is recommended
(see below). NOTE: the patients that have received murine monoclonal antibodies for
radioimaging or immunotherapy develop high titered anti-mouse antibodies (HAMA).
The presence of these antibodies may cause false results in the present assay. Sera from
HAMA positive patients should be treated with depleting adsorbents before assaying.

NOTE: values of fT4 concentrations in the tested samples that are below the LoD (0.75 pmol/L)
and also exceed the value of the upper calibrator (100 pmol/L) should be provided in the following
form : «the fT4 concentration of tested sample X is «lower than 0.75 pmol/L» or «higher than
100 pmol/L».
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Healthy donors
< 60 yrs 10 25
> 60 yrs 10 21
Pregnancy week
1st trimester 9 26
2nd trimester 6 21
3rd trimester 6 21

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1 Precision of Measurement

Repeatability (Intra assay repeatability) was determined by evaluation the
coefficient of variation (CV) for 2 different samples during 1 day in 24 replicates on one
series of ELISA Kkit.

1 54.4 5.83
2 85.23 3.67

Reproducibility (Inter assay reproducibility) was determined by evaluating the
coefficients of variation for 2 samples during 5 days in 8-replicate determinations.

1 54.36 1.15
2 85.73 3.23

Reproducibility between lots was investigated by testing samples for one day on
three lots. Each sample was run in 8 replicates.

1 54.59
2 85.23
13.1.2 Trueness

The trueness of measurement is the degree of closeness of the average value
obtained from a large number of measurement results to the true value. The bias of the
measurement result (bias of measurements) is the difference between the mathematical
expectation of the measurement result and the true value of the measurand. The
bias was calculated for each sample and it was determined that it corresponds to the
specified limits of £ 10%.

52.67
87.53

60.39 7.19
85.13 1.58
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13.1.3 Linearity
Linearity was determined using sera samples with known fT4 concentration (low

and high) and mixing them with each other and buffer solution in different proportions.
According to the measurements, linear range of kit is 5-100 pmol/L £10%.

13.1.4 Analytical sensitivity
Limit of detection (LoD) - the lowest fT4 concentration in the serum or plasma

sample that is detected by the fT4 EIA kit is no lower than 0.75 pmol/L.
Limit of quantification (LoQ) - the lowest concentration of the analyte in the sample
that is determined quantitatively with the declared trueness for fT4 EIA kit is 5 pmol/L.

13.1.5 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 and hemoglobin in a concentration of up to

10 mg/mL.
The cross-reactivity of fT4 with other analytes is shown in the table:
Analyte Cross-reactivity, %

L-Thyroxin 100

D-Thyroxin 94
3,3',5'-Triiodo-L-Thyronine 86

(Reverse T3)
3,3’,5-Triiodo-L-Thyronine (T3) 3.3
3,3’,5'-Triiodo-D-Thyronine 1.8
3,3',5’-Triiodothyropropionic 0.6
acid
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Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
antigen CYFRA 21-1 in human serum or plasma
CYFRA 21-1EIA

1. INTENDED USE

The CYFRA 21-1 EIA kit is an enzyme immunoassay, intended for the quantitative
determination of antigen CYFRA 21-1 in human serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

The CYFRA 21-1 antigen is a fragment of cytokeratin 19, which is formed as a
result of proteolysis and, unlike the main cytokeratin structure, is able to change into a
soluble form and enter the systemic bloodstream.

The precursor molecule of the CYFRA 21-1 antigen - cytokeratin 19 - is expressed
in all normal tissues, but a particularly high level of expression is observed in lung or
bladder wall tumor cells.

Increased content of CYFRA 21-1 is observed in the blood of patients with lung
tumors (mainly squamous cell carcinoma, less often adenocarcinoma and other
histological forms) and bladder tumors. Determination of the level of the CYFRA 21-1
antigen is useful for monitoring the effectiveness of treatment and monitoring the
course of these tumors; however, the results of the measurement of the CYFRA 21-1
antigen should always be interpreted in conjunction with the results of other research
methods and clinical data.

3. TEST PRINCIPLE

The determination of the CYFRA 21-1 is based on the two-site sandwich enzyme
immunoassay principle. On the inner surface of the microplate wells are immobilized
specific murine monoclonal antibodies to soluble cytokeratin 8/19 (CYFRA 21-1).
Second antibodies — murine monoclonal antibodies to human CYFRA 21-1 conjugated
to the horseradish peroxidase is used as enzyme conjugate. The analysis procedure
includes two stages of incubation:

- during the first stage CYFRA 21-1 from the specimen is captured by the antibodies
coated onto the microwell surface, as well as horseradish peroxidase-conjugated
monoclonal antibodies bind to free epitopes of immobilized CYFRA 21-1;

- during the second 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 in the microwell is directly related
to the quantity of the measured CYFRA 21-1lin the serum specimen (plasma). The
concentration is determined according to the calibration graph of the dependence of the
optical density on the content of CYFRA 21-1in the calibration samples.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm wavelength or 450\620-680 nm;
- dry thermostat for 37 °C+£2 °C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 pL;

- 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. Allhuman 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 Calibrators and 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...+8°C up to 3 days. Specimen held for a
longer time, should be placed in a freezer at -15°C or below, do not refreeze/thaw
samples.

7.3. For the 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 CYFRA 21-1 EIA kit should be transported in the manufacturer’s packaging at
+2...48°C. Single transportation at the temperature up to 25°C for 5 days is acceptable.

8.2. Storage
The CYFRA 21-1 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 Calibrators and
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:
- strips that remain unused must be carefully sealed with the plate sealing tape and
stored at +2...+8°C within 2 months;
- 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, Calibrators and Control Serum after opening the vial, can be
stored tightly closed at +2...+8°C within 2 months;
- diluted Washing Solution can be stored at room temperature (+18...4+25°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. Unused strips must be sealed with plate sealing tape to prevent moisture
from affecting the plate’s holes and placed back in the bag.

9.3. Washing Solution preparation

Add the contents of the 22 mL Washing Solution concentrate vial to 550 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
Volume of
the Washing
Solution con-
centrate, mL
Volume of
water, mL

9.4. Samples preparation

If suggested analyte concentration in the sample exceeds the 50 ng/mL, additionally
dilute this sample accordingly, using (Calibrator C1). Use of other buffers or reagents for
sample dilution may lead to incorrect measurement.

NOTE: in order to obtain reliable results, we recommend to use several successive dilutions of
the blood serum (plasma) sample
D t dilute Control S | Calibrat P
10. ASSAY PROCEDURE

10.1 Put the desired number of strips into the frame based on the number of test
samples in 2 replicates and 12 wells for Calibrators and Control Serum (2 wells for
each Calibrator (CAL 1-5) and 2 wells for Control Serum (Q)).

10.2 If necessary, dilute the test samples as described in 9.4.

10.3 Dispense 50 pL of Calibrators and Control Serum as well as 50 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control
Serum should be used each time.

10.4 Dispense 50 pL of Conjugate Solution to all wells.

1 2 3 4 5 6 7 8 9 10 11 12

1.8 | 3.6 | 54 | 7.2 9 10.8 | 12.6 | 14.4 | 16.2 | 18 |19.8 | 22

45 90 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550
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Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 (10| 11 | 12
CAL1 | CAL1 | SAMP3 | SAMP3 [SAMP11|SAMP11
CAL2 | CAL2 | SAMP4 | SAMP4 [SAMP12(SAMP12
CAL3 | CAL3 | SAMP5 | SAMP5
CAL4 | CAL4 | SAMP6 | SAMP6
CALS5 | CAL5 | SAMP7 | SAMP7

Q Q | SAMP8|SAMP8
SAMP1|SAMP1| SAMP9Y | SAMP9
H |SAMP2|SAMP2/SAMP10|SAMP10

O mMmmMmOO|m|>

10.5 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 60 minutes at
+37°C.

10.6 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
5uL. After washing, carefully remove the remaining liquid from the wells on the
absorbent paper. For the automatic washer/analyzer, the wash solution volume
can be increased to 350 pL.

10.7 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.

10.8 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.

10.9 Read the optical density (OD) of the wells at 450nm and reference light filters
620-680 nm using a microplate photometer within 5 minutes of adding the Stop
Solution. Set photometer blank on CAL1.

10.10 Plot a calibration curve in linear coordinates: (x) is the CYFRA 21-1 concentration
in the calibrators ng/mL, (y) - OD versus CYFRA 21-1 concentration (OD 450
nm / 620-680 nm). Manual or computerized data reduction is applicable at this
stage. Point-by-point or linear data reduction is recommended due to non-linear
shape of curve.

10.11 Determine the corresponding concentration of CYFRA 21-1 in tested samples
from the calibration curve. In the case of preliminary dilution of the test sample
(see 9.4), the obtained result should be multiplied by the dilution factor.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 0.15, and the values
of the Control Serum fall into the required range (see Quality control Data Sheet).
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12. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods
alone - all available clinical and laboratory findings should be used by a physician to
elaborate therapeutically measures. Each laboratory should establish its own normal
range for CYFRA 21-1. Based on data obtained by XEMA, the following normal range is
recommended (see below). NOTE: the patients that have received murine monoclonal
antibodies for radioimaging or immunotherapy develop high titered antimouse
antibodies (HAMA). The presence of these antibodies may cause false results in the
present assay. Sera from HAMA positive patients should be treated with depleting
adsorbents before assaying.

NOTE: values of CYFRA 21-1 concentrations in the tested samples that are below the LoD
(0.5 ng/mL) and also exceed the value of the upper Calibrator (50 ng/mL) should be provided in
the following form : «the CYFRA 21-1 concentration of tested sample X is «lower than 0.5 ng/mL»
or «higher than 50 ng/mL».

Healthy donors - 3.0

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1 Precision of Measurement

Repeatability (Intra assay repeatability) was determined by evaluation the
coefficient of variation (CV) for 2 different samples during 1 day in 24 replicates on one
series of ELISA Kkit.

1 12.3 6.2
2 25 3.3

Reproducibility (Inter assay reproducibility) was determined by evaluating the
coefficients of variation for 2 samples during 5 days in 8-replicate determinations.

1 12.27 4.3
2 25.89 5.2

Reproducibility between lots was investigated by testing samples for one day on
three lots. Each sample was run in 8 replicates.

1 12.32 12.02 12.81 5.2
2 25.02 25.6 26.0 2.9
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13.1.2 Trueness

The trueness of measurement is the degree of closeness of the average value
obtained from a large number of measurement results to the true value. The bias of the
measurement result (bias of measurements) is the difference between the mathematical
expectation of the measurement result and the true value of the mezhurand. The bias
was calculated for each sample and it was determined whether it corresponds to the
specified limits of = 10%.

13.1.3 Linearity

Linearity was determined using sera samples with known CYFRA 21-1 concentration
(low and high) and mixing them with each other and buffer solution in different
proportions. According to the measurements, linear range of kit is 3-25 ng/mL £10%.

13.1.4 Analytical sensitivity

Limit of detection (LoD) - the lowest CYFRA 21-1 concentration in the serum or
plasma sample that is detected by the CYFRA 21-1 EIA kit is no lower than 0.5 ng/mL.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the sample
that is determined quantitatively with the declared trueness for CYFRA 21-1 EIA kit is
3 ng/mL.

13.1.5 Hook Effect
Hook effect is absent for all samples up to reasonably foreseen concentrations
50 ng/mL.

13.1.6 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 and hemoglobin in a concentration of up to
10 mg/mL.

The cross-reactivity of CYFRA 21-1 with other analytes is shown in the table:

Analyte Cross-reactivity, %
CA 15-3 <0.1
CA 125 <0.1
CA 19-9 <0.1
AFP <0.1
PSA <0.1
Document: K236IE Instruction version/date: 2023.06



K236IE
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Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
carbohydrate antigen 242 in human serum or plasma
CA 242 EIA

1. INTENDED USE

The CA 242 EIA kit is an enzyme immunoassay, intended for the quantitative
determination of carbohydrate antigen 242 in human serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

The carbohydtrate antigen CA 242 is one of the most advanced markers of
gastrointestinal cancer. CA 242 is found on cells of colonal mucosa as well as on apical
part of cells lining pancreatic ducts.

CA 242 is one of the most important markers used in oncology. For differential
diagnostics between pancreatic cancer (PC) and chronic pancreatitis, diagnostic
specificity of CA 242 is 1.4 fold higher than that of CA 19-9. In patients with PC, a
positive prognostic value of CA 242 determination is higher than that of CA 19-9 at any
stage of the disease.

3. TEST PRINCIPLE

The determination of the CA 242 is based on the two-site sandwich enzyme
immunoassay principle. On the inner surface of the microplate wells are immobilized
specific murine monoclonal antibodies to CA 242/CA 19-9. Second antibodies — murine
monoclonal antibodies to human CA 242 conjugated to the horseradish peroxidase is
used as enzyme conjugate. The analysis procedure includes two stages of incubation:

- during the first stage CA 242 from the specimen is captured by the antibodies
coated onto the microwell surface, as well as horseradish peroxidase-conjugated
monoclonal antibodies bind to free epitopes of immobilized CA 242;

- during the second 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 in the microwell is directly related to the
quantity of the measured CA 242 in the serum specimen (plasma). The concentration is
determined according to the calibration graph of the dependence of the optical density
on the content of CA 242 in the calibration samples.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm wavelength or 450\620-680 nm;
- dry thermostat for +37°C+2°C;

- automatic plate washer (optional);

- micropipettes with variable volume, range volume 5-1000 pL;

- 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. Allhuman 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 Calibrators and 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...+8°C up to 3 days. Specimen held for a
longer time, should be placed in a freezer at -15°C or below, do not refreeze/thaw
samples.

7.3. For the 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 CA 242 EIA kit should be transported in the manufacturer’s packaging at
+2...48°C. Single transportation at the temperature up to 25°C for 5 days is acceptable.

8.2. Storage

The CA 242 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 Calibrators and
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:
- strips that remain unused must be carefully sealed with the plate sealing tape and

stored at +2...+8°C within 2 months;
- 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, Calibrators and Control Serum after opening the vial, can be

stored tightly closed at +2...+8°C within 2 months;

NOTE: Single freezing of Calibrators and Control Serum in aliquots is allowed.
- diluted Washing Solution can be stored at room temperature (+18...4+25°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. Unused strips must be sealed with plate sealing tape to prevent moisture
from affecting the plate’s holes and placed back in the bag.

9.3. Washing Solution preparation
Add the contents of the 22 mL Washing Solution concentrate vial to 550 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

Volume of

the Washing
Solution con-
centrate, mL

Volume of
water, mL

9.4. Samples preparation
If suggested analyte concentration in the sample exceeds the 200 U/mL, additionally

dilute this sample accordingly, using (Calibrator C1). Use of other buffers or reagents for
sample dilution may lead to incorrect measurement.

NOTE: in order to obtain reliable results, we recommend to use several successive dilutions of
the blood serum (plasma) sample

1 2 3 4 5 6 7 8 9 10 11 12

1.8 | 3.6 | 54 | 7.2 9 10.8 | 12.6 | 14.4 | 16.2 | 18 |19.8 | 22

45 90 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550

10. ASSAY PROCEDURE

10.1 Put the desired number of strips into the frame based on the number of test
samples in 2 replicates and 12 wells for Calibrators and Control Serum (2 wells for
each Calibrator (CAL 1-5) and 2 wells for Control Serum (Q)).

10.2 If necessary, dilute the test samples as described in 9.4.

10.3 Dispense 25 uL of Calibrators and Control Serum as well as 25 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control
Serum should be used each time.

Document: K243IE Instruction version/date: 2023.07
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10.5

10.6

10.9

10.10

10.11

10.13

10.14

XEMA

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 (10 | 11 | 12
CAL1 | CAL1 | SAMP3 | SAMP3 [SAMP11|SAMP11
CAL2 | CAL2 | SAMP4 | SAMP4 [SAMP12|SAMP12
CAL3 | CAL3 | SAMPS5 | SAMP5
CAL4 | CAL4 | SAMP6 | SAMP6
CALS5 | CAL5 | SAMP7 | SAMP7

Q Q SAMP8 | SAMP8
SAMP1(SAMP1| SAMPY | SAMP9
H |SAMP2|SAMP2|SAMP10|SAMP10

QMmO |m|>

Dispense 100 pL of Conjugate Solution to all wells.

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 60 minutes at
+37°C.

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
5uL. After washing, carefully remove the remaining liquid from the wells on the
absorbent paper. For the automatic washer/analyzer, the wash solution volume
can be increased to 350 pL.

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...+25°C) for 15 minutes.

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.

Read the optical density (OD) of the wells at 450nm and reference light filters
620-680 nm using a microplate photometer within 5 minutes of adding the Stop
Solution. Set photometer blank on CAL1.

Plot a calibration curve in linear coordinates: (x) is the CA 242 concentration
in the calibrators U/mL, (y) - OD versus CA 242 concentration (OD 450 nm /
620-680 nm). Manual or computerized data reduction is applicable at this stage.
Point-by-point or linear data reduction is recommended due to non-linear shape
of curve.

Determine the corresponding concentration of CA 242 in tested samples from the
calibration curve. In the case of preliminary dilution of the test sample (see 9.4),
the obtained result should be multiplied by the dilution factor.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 0.15, and the values
of the Control Serum fall into the required range (see Quality control Data Sheet).
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12. EXPECTED VALUES

12.1. Therapeutical consequences should not be based on results of IVD methods
alone - all available clinical and laboratory findings should be used by a physician to
elaborate therapeutically measures. Each laboratory should establish its own normal
range for CA 242. Based on data obtained by XEMA LLC, the following normal range is
recommended (see below).

NOTE: values of CA 242 concentrations in the tested samples that are below the LoD
(0.5 U/mL) and also exceed the value of the upper Calibrator (200 U/mL) should be provided in the
following form : «the CA 242 concentration of tested sample X is «lower than 0.5 U/mL» or «higher
than 200 U/mL».

Males
Females - 20

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1 Precision of Measurement

Repeatability (Intra assay repeatability) was determined by evaluation the
coefficient of variation (CV) for 2 different samples during 1 day in 24 replicates on one
series of ELISA kit.

10.12
2 53.64 2.8

Reproducibility (Inter assay reproducibility) was determined by evaluating the
coefficients of variation for 2 samples during 5 days in 8-replicate determinations.

10.27
2 53.87 6.1

Reproducibility between lots was investigated by testing samples for one day on
three lots. Each sample was run in 8 replicates.

10.32 10.02 10.81
2 53.71 53.56 54.32 0.6

13.1.2 Trueness

The trueness of measurement is the degree of closeness of the average value
obtained from a large number of measurement results to the true value. The bias of the
measurement result (bias of measurements) is the difference between the mathematical
expectation of the measurement result and the true value of the mezhurand. The
bias was calculated for each sample and it was determined that it corresponds to the
specified limits of £ 10%.
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13.1.3 Linearity

Linearity was determined using sera samples with known CA 242 concentration
(low and high) and mixing them with each other and buffer solution in different
proportions. According to the measurements, linear range of kit is 15-100 U/mL £10%.

13.1.4 Analytical sensitivity

Limit of detection (LoD) - the lowest CA 242 concentration in the serum or plasma
sample that is detected by the CA 242 EIA kit is no lower than 0.5 U/mL.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the
sample that is determined quantitatively with the declared trueness for CA 242 EIA kit
is 15 U/mL.

13.1.5 Hook Effect
Hook effect is absent for all samples up to reasonably foreseen concentrations
200 U/mL.

13.1.6 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 and hemoglobin in a concentration of up to
10 mg/mL.

The cross-reactivity of CA 242 with other analytes is shown in the table:

Analyte Cross-reactivity, %
CEA <0.1
CA 15-3 <0.1
Document: K243IE Instruction version/date: 2023.07
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Instruction for use
A solid-phase enzyme immunoassay kit
for the quantitative determination of
carbohydrate antigen 72-4
in human serum or plasma

CA72-4EIA

1. INTENDED USE

The CA 72-4 EIA kit is an enzyme immunoassay, intended for the quantitative determination
of carbohydrate antigen 72-4 in human serum or plasma.

Determination of CA 72-4 antigen concentration in serum (plasma) is used as an auxiliary
method of early diagnosis, monitoring the effectiveness of therapy in malignant tumors of
glandular tissue, such as gastric carcinoma, colon or ovarian cancer, for all population groups.

The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

CA 72-4, or a carbohydrate antigen 72-4, is a high MM (230-1000 kD) antigen (epitope)
associated to gastric and ovarian cancer as well as some other malignancies and not expressed
in noticeable quantities in tissues of healthy adult individuals.

Quantitative determination of CA 72-4 in serum or plasma is helpful (particularly, in
combination with CA 19-9 - see XEMA LLC, Cat.# K223) for monitoring of gastric cancer and its
therapy, while combined determination of CA 72-4 and CA 125 (see XEMA LLC, Cat.# K222) is
used for monitoring of ovarian cancer.

Elevated levels of CA 72-4 are often seen in adenocarcinomas of the gastro-intestinal tract,
ovaries (mucinous type) and lungs. Besides, raised CA 72-4 is sometimes also seen in patients
with benign pathology (chronic inflammation, cysts, fibrosis). That is why, results of CA 72-4
determination should always be interpreted in conjunction with other laboratory and clinical
data.

Functional purpose. Determination of the concentration of CA 72-4 antigen in serum
(plasma) is used as an auxiliary method for early diagnosis, monitoring the effectiveness of
therapy for malignant glandular tumours, such as gastric carcinoma, colon or ovarian cancer, for
all population groups.

3. TEST PRINCIPLE

The determination of carbohydrate antigen 72-4 is based on the two-site sandwich enzyme
immunoassay principle. On the inner surface of the microplate wells are immobilized specific
murine monoclonal antibodies to human CA 72-4. Second antibodies — murine monoclonal
antibodies to human CA 72-4 conjugated to the horseradish peroxidase is used as enzyme
conjugate. The analysis procedure includes two stages of incubation:

- during the first stage CA 72-4 from the specimen is captured by the antibodies coated onto
the microwell surface, as well as horseradish peroxidase-conjugated monoclonal antibodies bind
to free epitopes of immobilized CA 72-4;

- during the second 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 in the microwell is directly related to the quantity of the measured
CA 72-4 in the serum specimen (plasma). The concentration is determined according to the
calibration graph of the dependence of the optical density on the content of CA 72-4 in the
calibration samples.

Document: K2441E Instruction version/date: 2024.02



XEMA

(*sod 1) adey bujjess a3e|d pue 199ys eiep |043U0d Ajljenb ‘asn 104 uoI3ONIISUl SBPN|DUl OS|e 31X YL

(pinbi| ss91uN0j02) asn 0] Apeau

‘ppe 21NYd|NS JO UORN|OS %0°S qw ¢t uonnjos dois dOol1S Z0S0Y
(pinbi| ss9jun0|02) uonnjos X927
i qw ¢ge Buiysem Z800S
9]e13Uu2dU02 X97 ‘Juabuaalap YIm uoIIN|os Jayng sjesusdu0) x9z | HSYM 4ngd
(pinbi| ssa]4n0j02) 9sn 03 Apead uonnjos
‘uonn|os aieJisqns (giAl) aulpizuaqjAylswelial et Qjedisqns gl sans Z550d
(pinbi) @njq) asn 03 Apead Jayng uonnjia
7uabI332p YIIM UOIIN|OS JByNg et ajebnfuoy | [(NOOId Zyyels
pinbi| usaub) 93e13UBOU0D XTT
‘asepix01a8 USIpEISSI0! U 0 PISBNTULS b-2L v Wzt O aebntuos | XTT (NOD ZXvbTL
uewny 03 S31pogiue [BUO|DOUD0UOW SULINW JO UOIIN|0S -
(pinbi] moJ|9A) asn 03 Apead
‘@A13RAIRSDId YIM “JUSIU0D H-2/ VD qw S0 wnias [o43uo0) | TOYLNOD VAZ Zde)
umouy| Jo Bujuieuod ‘wnJas uewny Uo paseq uoIN|0S
(spinbij an|q) asn 03 Apeal
‘anizeAsssald yIm ‘v-z/ vD 0 Jw/n 00T pue qw S0 sdojeaqiied S-C VO Z¥¥CO
0S ‘ST ‘g Bululeluod ‘wnJas uewny uo paseq suoiln|os
(pinbi moj|2A) asn 03 Apead ‘aaneAsssaud .
UM ‘$-7/ VD 40 9944 ‘WNJISS uewNY U0 paseq uoiin|os S0 1O J03e4qlied Fvo Zvveo
asn 03 Apead ‘f- uewiny 03 sa|pogiue [ruojpouow
1P BTl V) 4 O3 SIIPOGILIE |EUO) - a1e1dosdI | dLW 9Y0S Zvbzd

aulLINW Yyym pajeod ajejdosoiw diuis ausdAisAjod [|am-96

SLNaNOdWOD 1IX ¥

Instruction version/date: 2024.02

Document: K2441E



K244IE

5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

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

- dry thermostat for 37°C+1°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;

- donot 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 Calibrators and 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...4+8°C up to 3 days. Specimen held for a longer time,
should be placed in a freezer at -15°C or below; do not refreeze/thaw 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 CA 72-4 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 CA 72-4 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 Calibrators and 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...+8°C within 2 months;
- 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 Concentrate, Conjugate Dilution Buffer, Calibrators and 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 should 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...4+25 °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 22 mL Washing Solution concentrate vial to 550 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.

9.4. Working conjugate solution preparation

Prepare in a different container a working conjugate solution by 11 dilutions of Conjugate
Concentrate in Conjugate Dilution Buffer (eg, 90 pL of concentrate + 900 pL of Conjugate Dilution
Buffer). In the case of partial use of the kit, take the necessary amount of Conjugate Concentrate
and dilute it 11 times with Conjugate Dilution Buffer, since the working conjugate solution in a
diluted form is not stored for a long time.

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

) 1.8 | 3.6 | 54 | 7.2 9 10.8 | 12.6 | 14.4 | 16.2 | 18 |19.8 | 22
Solution concentrate, mL

Volume of water, mL 45 90 | 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550

Volume of Conjugate

Concentrate, mL 0.09|0.18 | 0.27 | 0.36 | 0.45| 0.54 | 0.63 | 0.72| 0.81| 0.9 | 0.99 | 1.08

Volume of Conjugate

Dilution 09|18 | 27|36 |45 |54 |63 ]| 72] 8.1 9 9.9 |10.8
Buffer, mL

10. ASSAY PROCEDURE

10.1. Put the desired number of strips into the frame based on the number of test samples in
2 replicates and 12 wells for Calibrators and Control Serum (2 wells for each Calibrator
(CAL 1-5) and 2 wells for Control Serum (Q)).

10.2. Dispense 20 pL of Calibrators and Control Serum as well as 20 pL of test
serum/plasma samples (SAMP) to the wells of the microplate according to the
scheme below. The introduction of Calibrators, 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, Calibrators, and Control
Serum should be used each time.
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10.10.

XEMA

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 10 | 11 | 12
CAL1 CAL1 | SAMP3 | SAMP3 |SAMP11|SAMP11
CAL2 | CAL2 | SAMP4 | SAMP4 |SAMP12|SAMP12

CAL3 CAL3 | SAMPS5 | SAMP5

CAL4 CAL4 | SAMP6 | SAMP6

CAL5 CAL5 | SAMP7 | SAMP7

Q Q SAMP8 | SAMP8
SAMP1 | SAMP1 | SAMPS | SAMP9
SAMP2 | SAMP2 |SAMP10(SAMP10

I|OmMmmMmO(O|m|>

Dispense 100 pL of Working conjugate solution to all wells (see 9.4).

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 60 minutes at +37°C.

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 5pL. 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.

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...+25°C) for 30 minutes.

The incubation time can be varied depending on the intensity of the blue colour
development.

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.

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 CAL1.

Plot a calibration curve in linear coordinates: (x) is the concentration of CA 72-4 in the
Calibrators U/mL, (y) — OD versus concentration of CA 72-4 (OD 450 nm / 620-680 nm).
Manual or computerized data reduction is applicable at this stage. For the algorithm
calculation (approximation) of the calibration curve, using the interval (segment-
linear, point-to-point) method is recommended.

Determine the corresponding concentration of CA 72-4 in tested samples from the
calibration curve.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 0.15, and the values of the
Control Serum fall into the required range (see Quality control Data Sheet).
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12. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods alone - all
available clinical and laboratory findings should be used by a physician to elaborate therapeutically
measures. Each laboratory should establish its own normal range for CA 74-2. Based on data
obtained by XEMA, the following normal range is recommended (see below). NOTE: the patients
that have received murine monoclonal antibodies for radioimaging or immunotherapy develop
high titered antimouse antibodies (HAMA). The presence of these antibodies may cause false
results in the present assay. Sera from HAMA positive patients should be treated with depleting
adsorbents before assaying.

NOTE: values of CA 74-2 concentrations in the tested samples that are below the LoD (0.3 U/mL) and also
exceed the value of the upper calibrator (200 U/mL) should be provided in the following form : «the CA 74-2
concentration of tested sample X is «lower than 0.3 U/mL» or «higher than 200 U/mL».

Units, U/mL

Lower limit Upper limit
Healthy donors - 6.0

Sex, age

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1. Precision of Measurement

Reproducibility. The coefficient of variation of determining the content of CA 72-4 in the
same sample of blood serum (plasma) using the kit CA 72-4 EIA does not exceed 10%.

13.1.2. Trueness

The trueness of measurement is the degree of closeness of the average value obtained
from a large number of measurement results to the true value. The bias of the measurement
result (bias of measurements) is the difference between the mathematical expectation of the
measurement result and the true value of the mezhurand. The bias was calculated for each
sample and it was determined whether it corresponds to the specified limits of £ 10%.

13.1.3. Linearity

Linearity was determined using sera samples with known CA 72-4 concentration (low and
high) and mixing them with each other and buffer solution in different proportions. According to
the measurements, linear range of kit is 5-200 U/mL £10%.

13.1.4. Analytical sensitivity

Limit of detection (LoD) - the lowest CA 72-4 concentration in the serum or plasma sample
that is detected by the CA 72-4 EIA kit is no lower than 0.3 U/mL.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the sample that is
determined quantitatively with the declared trueness for CA 72-4 EIA kit is 5 U/mL.

13.1.5. Hook Effect

Hook effect is absent for all samples up to reasonably foreseen concentrations 20000 U/mL.

13.1.6. 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 and hemoglobin in a concentration of up to 10 mg/mL.

The cross-reactivity of CA 74-2 with other analytes is shown in the table:

Analyte Cross-reactivity, %
CEA <0.1
CA 125 <0.1
CA 19-9 <0.1
Document: K2441E Instruction version/date: 2024.02
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INSTRUCTION FOR USE
A SOLID-PHASE ENZYME IMMUNOASSAY KIT
FOR THE QUANTITATIVE DETERMINATION OF C-PEPTIDE
IN HUMAN SERUM OR PLASMA

C-peptide EIA
1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of C-peptide in blood
serum or plasma.
The field of application is clinical laboratory diagnostics.

2. GENERAL INFORMATION

C-peptide is a component of the endocrine secretion of the pancreas. This protein is necessary
for insulin synthesis in pancreatic cells, a multi-step process during which inactive proinsulin is
broken down to release active insulin. C-peptide and insulin are secreted in equimolar amounts,
so determining the level of C-peptide allows to estimate insulin secretion. It should be noted
that although the number of C-peptide and insulin molecules formed during secretion into the
bloodstream is the same, the molar concentration of C-peptide in the blood is approximately 5
times higher than the molar concentration of insulin, which is most likely due to the different
rates of excretion of these substances from the bloodstream.

C-peptide determination has a number of advantages over insulin determination: the half-
life of C-peptide in the bloodstream is longer than that of insulin, so the level of C-peptide is
a more stable indicator than the concentration of insulin. In immunoassays, C-peptide does
not cross-react with insulin, which makes it possible to measure C-peptide to assess insulin
secretion even when taking exogenous insulin and in the presence of autoantibodies to insulin,
which is important in the examination of patients with diabetes. The level of C-peptide changes
in accordance with fluctuations in insulin levels. The ratio of these indicators may change in
case of liver and kidney disease, as insulin is metabolised mainly by the liver, while C-peptide is
metabolised and excreted by the kidneys. In this regard, the determination of this indicator can
be useful for the correct interpretation of changes in blood insulin levels in case of liver function
disorders.

3. TEST PRINCIPLE

The determination of C-peptide is based on the two-site sandwich enzyme immunoassay
principle. On the inner surface of the microplate wells are immobilized specific murine monoclonal
antibodies to human C-peptide. Second antibodies — murine monoclonal antibodies to human
C-peptide conjugated to the horseradish peroxidase is used as enzyme conjugate. The analysis
procedure includes two stages of incubation:

- during the first stage C-peptide from the specimen is captured by the antibodies coated
onto the microwell surface, as well as horseradish peroxidase-conjugated monoclonal antibodies
bind to free epitopes of immobilized C-peptide;

- during the second 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 in the microwell is directly related to the quantity of the measured
C-peptide in the serum specimen (plasma). The concentration is determined according to the
calibration graph of the dependence of the optical density on the content of C-peptide in the
calibration samples.
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5. EQUIPMENT AND MATERIAL REQUIRED BUT NOT PROVIDED

- microplate photometer with 450 nm and 620-680 nm wavelength;
automatic plate washer (optional);

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

distilled or deionized water;

- timer;

- 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 Calibrators and 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, do not refreeze/thaw samples.

7.3. Forthetransportation of samples, itis 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 C-peptide 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 C-peptide 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 Calibrators and 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:
- strips that remain unused must be carefully sealed with the plate sealing tape and stored at
+2...+8°C within 2 months;
- 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 after opening the vial, can be stored tightly closed at +2...+8°C within
2 months;
- Calibrators and Control Serum after dissolving should be stored frozen in aliquots
below -15°C.

NOTE: only one freezing/thawing cycle of Calibrators and Control Serum is allowed.
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...4+25 °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. Unused strips must be sealed with plate sealing tape to prevent moisture from affecting
the plate’s holes and placed back in the bag.

9.3. Washing Solution preparation
Add the contents of the 22 mL Washing Solution concentrate vial to 550 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 1.8 3.6 5.4 7.2 9 10.8 | 12.6 | 14.4 | 16.2 18 19.8 22
concentrate, mL

Volume of water, mL | 45 90 135 | 180 | 225 | 270 | 315 | 360 | 405 | 450 | 495 | 550

9.4.Calibrators and Control Serum preparation
Before first use of the kit dissolve the Calibrators and Control Serum: add 0.5 mL deionized

water to each vial and mix thoroughly avoiding foam formation. Liquid Calibrators and Control
Serum should be assayed within 72 hours. For next assays Liquid Calibrators and Control Serum
should be aliquoted and stored frozen below -15°C immediately.

10. ASSAY PROCEDURE

10.1.  Put the desired number of strips into the frame based on the number of test samples in
2 replicates and 14 wells for Calibrators and Control Serum (2 wells for each Calibrator
(CAL 1-6) and 2 wells for Control Serum (Q)).

10.2. Prepare Calibrators and Control Serum as described in 9.4.

10.3. Dispense 25 pL of Calibrators and Control Serum as well as 25 pL of test serum/
plasma samples (SAMP) to the wells of the microplate according to the scheme below.
The introduction of Calibrators, 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, Calibrators and Control Serum should
be used each time.
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10.4.
10.5.

10.6.

10.7.

10.8.

10.9.

10.10.

10.11.

XEMA

Scheme of introduction of samples

1 2 3 4 5 6 7 8 9 10 11 12
CAL1 | CAL1 | SAMP2 | SAMP2 |SAMP10|SAMP10
CAL2 | CAL2 | SAMP3 | SAMP3 |[SAMP11|SAMP11
CAL3 | CAL3 | SAMP4 | SAMP4 [SAMP12|SAMP12
CAL4 | CAL4 | SAMPS | SAMP5

CALS5 | CAL5 | SAMP6 | SAMP6
CAL6 | CAL6 | SAMP7 | SAMP7

Q Q | SAMP8 | SAMP8
H |SAMP1|SAMP1| SAMP9 | SAMP9

QMmO |m|>

Dispense 100 pL of Conjugate Solution to all wells.

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 60 minutes at room
temperature (+18...+25°C).

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 wash solution volume can be increased to 350 pL.

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.

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.

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.

Plot a calibration curve in linear coordinates: (x) is the C-peptide concentration in the
calibrators ng/mL, (y) — OD versus C-peptide concentration (OD 450 nm / 620-680 nm).
Manual or computerized data reduction is applicable at this stage. For the algorithm
calculation (approximation) of the calibration curve, using the interval (segment-linear,
point-to-point) method is recommended.

Determine the corresponding concentration of C-peptide in tested samples from the
calibration curve.

11. TEST VALIDITY

The test run shall be considered valid if the OD of CAL1 is above 0.15, and the values of the
Control Serum fall into the required range (see Quality control Data Sheet).
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12. EXPECTED VALUES

Therapeutical consequences should not be based on the results of IVD methods alone - all
available clinical and laboratory findings should be used by a physician to elaborate therapeutically
measures. Each laboratory should establish its own normal range for C-peptide. Based on data
obtained by XEMA LLC, the following normal range is recommended (see below).

NOTE: values of C-peptide concentrations in the tested samples that are below the LoD (0.015 ng/mL)
and also exceed the value of the upper Calibrator (30* ng/mL) should be provided in the following form : «the
C-peptide concentration of tested sample X is «lower than 0.015 ng/mL» or «higher than 30* ng/mL».

* - concentration of the C-peptide of the upper calibration sample may slightly differ from
the specified value, the exact value is indicated on the component label.

The calibrators concentration values of the C-peptide EIA kit are expressed in ng/mL. To
calculate concentrations in pmol/L, the received concentration value in ng/mL shall be multiplied
by 331.

1 ng/mL = 331 pmol/L

Healthy donors 0.9 5.0 298 1655

13. PERFORMANCE CHARACTERISTICS

13.1. Analytical performance characteristics

13.1.1. Precision of Measurement
Repeatability (Intra assay repeatability) was determined by evaluation the coefficient of
variation (CV) for 2 different samples during 1 day in 24 replicates on one series of ELISA kit.

1 5.12 3.2
2 3.32 2.8

Reproducibility (Inter assay reproducibility) was determined by evaluating the coefficients
of variation for 2 samples during 5 days in 8-replicate determinations.

1 5.27 4.0
2 3.87 2.4

Reproducibility between lots was investigated by testing samples for one day on three lots.
Each sample was run in 8 replicates.

1 5.32 5.02 5.81 7.2
2 3.71 3.56 3.32 6.6
13.1.2. Trueness

The trueness of measurement is the degree of closeness of the average value obtained
from a large number of measurement results to the true value. The bias of the measurement
result (bias of measurements) is the difference between the mathematical expectation of the
measurement result and the true value of the measurand. The bias was calculated for each
sample and it was determined that it corresponds to the specified limits of £ 10%.
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13.1.3. Linearity

Linearity was determined using sera samples with known C-peptide concentration (low and
high) and mixing them with each other and buffer solution in different proportions. According to
the measurements, linear range of kit is 5-20 ng/mL £10%.

13.1.4. Analytical sensitivity

Limit of detection (LoD) - the lowest C-peptide concentration in the serum or plasma sample
that is detected by the C-peptide EIA kit is no lower than 0.015 ng/mL.

Limit of quantification (LoQ) - the lowest concentration of the analyte in the sample that is
determined quantitatively with the declared trueness for C-peptide EIA kit is 0.2 ng/mL.

13.1.5. Hook Effect
Hook effect is absent for all samples up to reasonably foreseen concentrations 40 ng/mL.

13.1.6. Analytical cificit
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 and hemoglobin in a concentration of up to 10 mg/mL.
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Instruction for use

UHCTPYKLUMA NO NPUMEHEHUIO HABOPA PEATEHTOB
ana UMMYHO®EPMEHTHOIO ONPEAEJNIEHUA OBLLEIO IgG
B BUOJTIOTMYECKUX XXUAKOCTAX

«o6wun lgG-NOA»

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF TOTAL IgG IN HUMAN BIOLOGICAL FLUIDS

Total IgG EIA

HOMEP MO KATANIOTY K271
TY N 9398-271-18619450-2009

PETMCTPALUMOHHOE YOOCTOBEPEHWE
Ne ®CP 2009/06104 ot 19 Hos6ps 2009 roga

AxTnTena Kk BUY 1,2, Bupycy renatuta C u HBsAg oTcyTcTBytoT
KoHTposnbHble CbIBOPOTKM, BXOAALIME B COCTaB Habopa, MHAaKTUBUPOBaHbI.

W For 96 determinations/Ha 96 onpepenexuii

Ons uH 8UMPO [NArHOCTUKM

g XEMA Co., Ltd.

S
m)

. The 9th Parkovaya str., 48 Authorized Representative in EU:
e, 105264 Moscow, Russia Polmed.de
g"?f" _h" Tel./fax: +7(495) 510-57-07 Steinacker 20, D-73773
EY j e-mail: redkin@xema-medica.com Aichwald, Germany
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. EI jnternet: www.xema-medica.com e-mail: info@polmed.de
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«YTBEPXOEHA»
Mpuka3 PocaapaBHagzopa N2 9364-IMp/09 ot 19 Hosi6ps 2009 r.
KP 68434 ot 24.09.2009 r.

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
anss AMMYHO®EPMEHTHOIO ONPEAEJIEHNA OBLLUEIO IgG
B BUOJZTIOTMYECKUX XXNAKOCTAX «o6wmi IgG-UDA »

1. HABHAYEHMUE

1.1. Habop peareHToB «06wnii IgG-U®A» npeaHasHavyeH ANA KONYECTBEHHOrO
onpeaeneHns KoHueHTpaumm obuwero IgG B 6MoN0OrMYyeckmx Xmnakoctsax (CM. Tabnuuy
M) meTonom TBepAoda3HOro MMMyHO(EPMEHTHOrO aHann3a.

1.2. AHTuTtena knacca IgG npeobnagatwT B coctaBe dpakuyum y — r1obynnHoOB
N ABNSIOTCS OCHOBHbIM KJ/1IACCOM aHTUTEN, MNPUCYTCTBYHOLWMX B CbIBOPOTKE KPOBU
yenoBeka. YBenunyeHne KoHUeHTpauun IgG B CbIBOPOTKE KPOBW SBMSETCS OCHOBHbIM
NPU3HAKOM 3pefioro MMMYHHOMO OTBETA, @ CHWXEHWE MX KOHUEHTpauuu Huxe 5 r/n
CBMAETENbCTBYET O Pa3BUTUM TAXENOro MMyHoaeduumTa. OnpeaeneHne KOHLEHTpauum
IgG B CbIBOpOTKE KPOBU, KakK WU COOTHOLWEHMS coaepxxaHua 1gG/IgA/IgM MoXeT cnyXuTb
OAHWM 13 OCHOBHbIX KpUTEPUEB OLLEHKM UMMYHHOIO CTaTyca UHAMBMAA M UCNO/1b30BaTbCS
Npy KOHTPOJIE NIEeYEHUSI HEKOTOPbIX MHAPEKLMOHHbIX 3aboneBaHunii. Pe3koe noBbilLeHne
KOHUeHTpauun IgG B cbiIBOpOTKe KpOBWM HabnoaaeTcs Nnpyu MMeNoOMHOW 6onesHu.

2. MPUHUMN PABOTblI HABOPA

OnpeneneHne obuwero IgG OCHOBaHO Ha MCMOMb30BaHUW «CIHABWUY»-BapuaHTa
TBEpAO0da3HOro UMMyHOoMdEpPMEHTHOro aHanusa. Ha BHyTpeHHeW MOBEepXHOCTU NYHOK
nnaHwera MMMOOMAM30BaHbl MbIMHbIE MOHOK/IOHANbHble aHTUTena K obwemy IgG
yenoseka. B nyHkax nnaHweta, npu gobaBneHun nccregyemoro obpasua, npoucxoant
cBsA3biBaHWe obuero IgG, coaepxalierocs B uccreayemoMm obpasue, C aHTMTenamu
Ha TBepaoi dasze. O6pa30BaBLUMIACA KOMMIEKC BbISBASIOT C MOMOLLbIO KOHblOraTa
MbILLIMHbBIX MOHOK/TOHANbHbIX aHTUTEN K 06LeMy IgG c nepokcuaasori xpeHa. B pesynbtaTe
obpasyeTcsi CBA3aHHbIN C N1aCTUKOM «C3HABUY», COAepXalunii nepokcmaasy. Bo Bpems
MHKybaumMm c pacTBopoM cybcTpaTta TeTpameTunbeHsmamHa (TMB) npoucxoauTt
oKpaluMBaHue pacTBOPOB B SlyHKax. IHTEHCMBHOCTb OKpacku NpsiMO MponopLMoHanbHa
KOHUeHTpauun obuwero IgG B uccnegyemom obpasue. KoHueHTpaumto obuwero IgG
B uccneayembix obpasuax onpefenstoT no KanambpoBo4YHOMY rpaduky 3aBUMCMMOCTU
ONTUYECKOWN MNIOTHOCTM OT cofepxaHus obuero IgG B KanubpoBOYHbIX Npobax.
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3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundunYHOCTb. [lepekpecTHasi peakuusi MbIlWWHbIX MOHOKJIOHAbHbIX
aHTUTEn K obwemy IgG ¢ ApyruMu aHanuTaMmn npusBeaeHa B Tabnvue:

Ananut NepekpectHas peakuma, %
IgA <0.1
IgM <0.1
IgE <0.1

3.2. BocnpousBoanMOCTb.

KoadduuneHT Bapumauuum pesynbTaTtoB onpegeneHns copepxaHusa obuwero IgG
B O4HOM W TOM >e obpasue 61MoNorMyecknx XuAKoOCTeln C mcnonb3oBaHneMm Habopa
«obwmnin IgG-NDA» He npeBbiwaeT 8.0%.

3.3. JINHENHOCTD.

3aBMCUMOCTb KOHUeHTpauuu obuiero IgG B obpasuax 6Monormyecknx Xuakocren
npu passefeHnm nx GUoNOrMYecKUMmN XNAKOCTAMU, He coaepxalummm obwmin IgG, nmeet
NMHENHbI XapakTep B Anana3oHe KoHueHTpauun 1-25 r/n n coctasnset £10.0%.

3.4. To4yHOCTb.

[aHHbI  aHanuMTMYecKuMii napameTp MpPOBEPSETCS TeCTOM Ha <«OTKpbITMe» -
COOTBETCTBME WM3MEPEHHON KOHLUeHTpauun obuwero IgG npeanncaHHOW, MOyyYeHHOMU
NnyTeM CMeLWMBaHUS paBHbIX O6bEMOB KOHTPOJIbHOM CbIBOPOTKM W KananMbpoBOYHOW
npobbl 5.0 r/n. MpoueHT «oTKpbITUA» coctaBnsieT 90-110%.

3.5. YyBCTBUTENbHOCTbD.

MuHMManbHaa  4OCTOBEpHO onpegensiemass Habopom  «obwmin  IgG-UDA»
KOHUeHTpauus obuero IgG B 6nonormyeckmnx Xnakoctsx He npesbiwaeT 0.06 r/n.
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN pUck NpuMeHeHns Habopa — knacc 2a (FOCT P 51609-2000).

5.2. Bce koMmmnoHeHTbl Habopa, 3a ucknwuyeHnem crton-peareHta (5.0% pacTtBop
CEPHOWM KMUCNOTbI), B UCMOJIb3YEMbIX KOHLIEHTPAUUSAX SABASIOTCA HETOKCUYHBIMMU.

PacTtBop cepHoW kucnoTbl obnagaeT pasgpaxawmowmm gericteuem. MsberaTb
pa3bpbi3rMBaHms 1 NoNaaaHMsa Ha KOXy U CAn3uncTble. Mpy nonagaHum Ha KOXY Y CIN3UCTble
NopaKeHHbI y4acToK cnefyeT NpoMbITb 60/bLWINMM KOTMYECTBOM NPOTOYHOM BOAbI.

5.3. lNpu pabote c Habopom cnepyet cobnogate «lMpaBuna yCTpONCTBa, TEXHUKN
6e3onacHoCTN, MPOU3BOACTBEHHOW CaHWUTapuu, MNPOTUBOIMUAEMMYECKOrO pexuma u
NMYHOM rurmeHbl Npu pabote B nabopatopusax (OTAeneHuax, oTaenax) caHuUTapHO-
3MNAEMUONIOTNYECKUX YUPEXAEHUI cucTeMbl MUHUCTEpCcTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. MNpu pabote ¢ Habopom cneayeT HaneBaTb OAHOPA30Bble Pe3VMHOBbIE WU
NnJacTMKOBbIE NepyaTKM, Tak kak 06pa3Lbl KPOBM YenoBeKa criefyeT pacCMaTpmBaTb Kak
NnoTeHUManbHO MHMOULMPOBAHHbIA MaTepuan, CNoCObHbI ANNTENbHOE BPEMS COXPaHSATb
n nepegasatb BWY, Bupyc renatuta unm nwboi apyroi Bo3byauTenb BUPYCHOM
MHbEKUMN.

6. OBOPYAOBAHUE U MATEPUAIJbI,
HEOBXOAWMUMBbBIE NPU PABOTE C HABOPOM

- (OTOMETp BEpTUKANbHOI0 CKAaHMPOBAHMS, MO3BOJISOLLNIA U3MEPATb ONTUYECKYIO
MAOTHOCTb COAEPXKMMOrO JIYHOK MjaHweTa nNpu AsIMHE BOSIHbI 450 HM;

- TepMocTaT, noaaepxusBarowmin temnepatypy +37 °C £0.1 °C;

—  [03aTopbl CO CMEHHbIMM HaKOHE4YHMKaMW, no3sBonswwme oTbéupate 06bEMbI
B AmanasoHe 10-250 mMkn;

- UWAMHAP MepHbI BMecTuMocTbio 1000 mn;

- BOAa AUCTWIMPOBaHHas;

- repyaTku pe3nHOBble WU NIACTUKOBbLIE;

- bymara dwunbTpoBasibHas.

7. NOANrOTOBKA PEATEHTOB AJi1A AHAJIN3A

7.1. lMepepa npoBeAeHWeM aHanm3a KOMMNoHeHTbl Habopa n nccnegyemble o6pasubl
CbIBOPOTKM (NNa3Mbl) KpPOBM clieAyeT BblAepXaTb MNpuM KOMHATHOM TemnepaTtype
(+18...425 °C) He meHee 30 MUH.

7.2. MpurortosneHue njaaHweTa.

BCKpbITb MakeT C MJaHWeTOM M YCTaHOBUTb Ha paMKy HeobXxoaMMoe KONMYecTBO
ctpunos. OcCTaBLUMECS  HEUCNONb30BaHHbIMM  CTPUNbl, 4TObbl  MpeaoTBpaTUTb
BO3JENCTBME Ha HUX Braru, TwaTesbHO 3aknenTb byMaroin Ans 3akieMBaHuns naaHLweTa
M XpaHuTb Npu Temnepatype +2...+8 °C B TeueHne Bcero cpoka rogHoctn Habopa.

7.3. MpuroTtoBsieHNne OTMbIBOYHOIO pacTBopa.

Copepxumoe pnakoHa C KOHLUEHTPATOM OTMbIBOYHOrO pacTteopa (22 M), nepeHecTu
B MEpHbI UMAMHAP BMecTuMocTbto 1000 mn, pobasutb 550 Mn AUCTUANMPOBAHHOWN
BOAbI M TWaATeNbHO nepemewaTb. B cnyyae apobHoro ucnonb3osanns Habopa cnenyet
oTO6paTh Heo6Xx0AMMOE KOMMYECTBO KOHLUEHTpaTa OTMbIBOYHOIO pacTBOpa W pasBecTu
ANCTUNNNPOBAHHON BOAOWM B 26 pa3 (1 Mn KOHLEHTpaTa OTMbIBOYHOro pacteopa + 25 mn
OVCTUAIMPOBAHHOM BOAbI).
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8. YCNOBUSA XPAHEHNSA U SKCIJTYATALIUMN HABOPA

8.1. Habop peareHToB «06wmnii IgG-UDA» p[onkeH XpaHUTbCS B yMakKoBKe
npeanpuaTUA-u3roToBuTens npu TemnepaTtype +2...+8 °C B TeyeHwe BCEro Ccpoka
roAHOCTW, YKa3aHHOro Ha ynakoeke Hab6opa.

[onyckaeTcs xpaHeHue (TpaHcnopTupoBka) Habopa npu Temnepatype ao +25 °C
He 6onee 15 cyTok. He ponyckaeTcsa 3amopaxuBaHue Lenoro Habopa.

8.2. Habop paccuutaH Ha npoBeaeHMe aHanusa B aybnukatax 42 uccnenyembix
obpasuoB, 5 kKannbpoBOYHbLIX Mpo6 M 1 Npobbl KOHTPONIbHOM CbIBOPOTKM (BCEro
96 onpepeneHui).

8.3. B cnyyae ApobHOro mcnonb3oBaHUs Habopa KOMMOHEHTbI CleAyeT XpaHuTb
cneayowmnm obpasom:

- OCTaBLUMECH HEWUCMOJIb30BAHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb

bymaror Ans 3akneMBaHus niaHweTa U XpaHUTb Npu TemnepaType +2...+8 °C
B TeYeHne BCero cpoka rogHoctn Habopa;

- bydep ang passeaseHns obpasuos, KOHbloraTt, cybcTpaT, CTon-peareHT nocne
BCKPbITUS (PTaKOHOB CneayeT XpaHUTb Npu TemnepaTtype +2...+8 °C B TeyeHune
BCero cpoka rogHoctu Habopa;

- KanubpoBOYHble NPObbl N KOHTPOJIbHYHO CbIBOPOTKY MOC/AE BCKPbITUS (P/TaKOHOB
cnefyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He 6onee 2 MecsiLeB;

- OCTaBLUMIACA HEWUCMO/Ib30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTeopa cneayet
XpaHuTb Npu TemnepaType +2...+8 °C B TedeHne BCero cpoka rogHoctn Habopa.
MpUroTOBNEHHbIN OTMbIBOYHbIM pPacTBOp ClefyeT XpaHuTb MNpPU KOMHATHOWM
Temnepatype (+18..+25 °C) He 6onee 15 cyTok wnu npu TemnepaType
+2...4+8 °C He 6onee 45 cyTok.

MpuMeyaHue. MNocne MCNoNb30BaHUA peareHTa HeMeAsleHHO 3aKpbliBalTe KpbILKY

dnakoHa. 3akpbiBanTe Kaxablh h1akoH CBOEN KPbILLKOM.

8.4. 1na npoBeAeHWa aHanuM3a He cneayeT WCMNO0/b30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYH CbIBOPOTKY (M/1a3My) KpOBM, @ Takxe CbIBOPOTKY (MaasMy) KpoBM, coaepikallyo
asuna HaTpus. Ecnn aHann3 npon3BoANTCS He B AeHb B3ATUS KPOBM, CbIBOPOTKY (Maasmy)
cnepyeT XpaHuTb npu TemnepaTtype -20 °C. MNoBTOpHOEe 3aMOpaXuBaHWe-OTTanBaHue
06pa3LoB CbIBOPOTKM (MAa3Mbl) KPOBM He ponyckaeTcs. [JonyckaeTcss uccrnenoBaHue
CbIBOPOTOK, XpaHeHWe KOTOpbIX C MOMeHTa 3abopa KpOBM OCYLECTBASAAOCH MNpU
TemnepaType oT +2 °C go +8 °C He 6onee 7 cyToK.

8.5. VckntoyaeTca Mcnosb3oBaHMe Ana aHanu3a o6pasuoB CbIBOPOTKM (Ma3Mmbl)
KpOBW Nt0AeN, NoayyvasBlIMX B LensaxX ANarHOCTUKM UAW Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbILUNHbIE aHTUTENa.

8.6. Mpu uncnonb3oBaHuM Habopa AN NpoBeAeHUS HECKOSbKMX He3aBUCUMbIX
Cepuin aHann3oB creayeT UMeTb B BUAY, YTO A1 KaXA0ro He3aBMCMMOro onpeaeneHuns
Heob6XxoAMMO  MOCTPOEHME HOBOro  KanuMbpoBOYHOro rpaduka; Kpome 3TOro,
peKoMeHAyeTCs onpeaeneHne KoHueHTpauum obuero IgG B KOHTPOJ/IbHOM CbIBOPOTKE.

8.7. Ins nony4vyeHns HadexHbIX pe3ynbTaToB Heob6XoAMMO cTporoe cobntogeHue
NHCTpyKuMM no npumeHeHuto Habopa.

8.8. He wucnonb3ayinte KOMMOHEHTbI M3 APYrMx HabopoB WM M3 AHANOMMYHbIX
HabopoB ApYyrUX CEPUIA.
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10. OXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasicb Ha pesyfbTaTax uccnenoBaHuin, nposeaeHHbIXx OO0 «XEMA»,
pekoMeHAyeM MoNb30BaTbCs HOpMaMu, NMpUBEAEHHbIMM HWXe. BMmecTe c TeMm, B COOT-
BETCTBMM C npaBunamMmmn GLP (Xopolueli nabopaTopHOM NpakTUKK), Kaxxaas nabopatopus
AOJ/KHa caMa onpefennTb napaMeTpbl HOPMbl, XapakTepHble Ana obcneayemon nony-
nsaummn.

MpumMmeuaHue. 3HauyeHWss KOHUeHTpauui obwero IgG B uvccneayeMbix

obpasuax, Haxoaswmecs HWxXe rpaHuubl YYBCTBUTENBHOCTMN Habopa
(0.06 r/n), a Takxe nMpeBbllWaKLWMe 3Ha4YeHWe BepxHen KanmbpoBOYHOW Npo6bl
(25 r/n) cnepyet npuBOAUTb B cneaytowen dopme: B
nccneayemom obpasue X KOHLIeHTpauus obuiero 1gG HWxXe
0.06 r/n vnun Bbiwe 25 r/n.
Wcenepyeman rpynna Equimupl, F/n
Huxnuii npegen | Bepxuuit npegen
HOBOPOXAEHHbIE 7.0 15
1-3 mMecsua 2.7 8.0
4-6 mecsaues 1.8 8.5
7-12 mecsues 3.5 12
1-6 net 6.5 18
7-11 net 8.5 15
> 11 net 9.0 20

11. INTEPATYPA

1. RG Hamilton - Human IgG subclass measurements in the clinical laboratory. Clin.
Chem., Oct 1987; 33: 1707 - 1725.

2. V. A. Semenova, E. Steward-Clark, K. L. Stamey, T. H. Taylor, Jr., D. S. Schmidt, S.
K. Martin, N. Marano, and C. P. Quinn - Mass Value Assignment of Total and Subclass
Immunoglobulin G in a Human Standard Anthrax Reference Serum. Clin. Diagn. Lab.
Immunol., Sep 2004; 11: 919 - 923.

Mo BonpocaM, KacawLlwmMcsa kavectsa Habopa «o6wmuit IgG-UDA»,
cnepyet obpawaTtbcad B OO0 «XEMA» no agpecy:

105043, r. MockBa, a/a 58

105264, r. MockBa, yn. 9-a Napkosas, 4. 48, 1-n noa., 5 atax,
Ten/dakc (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbIl)

3M1eKTPOHHas noyTa: info@xema.ru; rqc@xema.ru
WHTEPHET: www.Xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knueHTckoro cepenca OO0 «XEMA»,
K. 6. H. [. C. KoCTpukuH
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Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF TOTAL IgG IN HUMAN BIOLOGICAL FLUIDS

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of total IgG
in biological fluids.

This kit is designed for measurement of total IgG in biological fluids. For possibility
of use with other sample types, please, refer to Application Notes (on request). The kit
contains reagents sufficient for 96 determinations and allows to analyze 42 unknown
samples in duplicates.

2. SUMMARY AND EXPLANATION

Immunoglobulin G (IgG) is the main part of serum y - globulin fraction. IgG
is secreted during secondary immune response and plays a key role in humoral immunity.
Decrease of serum IgG concentration below 5 g/l is a marker of severe life-threatening
immunodeficiency. Determination of serum IgG concentration and IgG/IgA/IgM ratios
can be used for monitoring of humoral immune status. Marked elevation of serum IgG
may be observed in chronic inflammation, autoimmune diseases and myeloma.

3. PRINCIPLE OF THE TEST

This test is based on two-site sandwich enzyme immunoassay principle. Tested
specimen is placed into the microwells coated by specific murine monoclonal to human
total IgG-antibodies. Antigen from the specimen is captured by the antibodies coated
onto the microwell surface. Unbound material is removed by washing procedure. Second
antibodies - murine monocnoclonal to human total IgG, labelled with peroxidase
enzyme, are then added into the microwells. After subsequent washing procedure,
the remaining enzymatic activity bound to the microwell surface is detected and
quantified by addition of chromogen-substrate mixture, stop solution and photometry
at 450 nm. Optical density in the microwell is directly related to the quantity of the
measured analyte in the specimen.

Document: K2711 Instruction version: 1901 Format version: 104
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4. WARNINGS AND PRECAUTIONS

4.1. For professional use only.

4.2, This kit is intended for in vitro diagnostic use only.

4.3. INFECTION HAZARD: There is no available test methods that can absolutely
assure that Hepatitis B and C viruses, HIV-1/2, or other infectious agents are not
present in the reagents of this kit. 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.

4.4. Avoid contact with stop solution containing 5.0% H,SO,. It may cause skin
irritation and burns.

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

4.6. Do not use the kit beyond the expiration date.

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

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

4.9. Chemicals and prepared or used reagents have to be treated as hazardous
waste according to the national biohazard safety guidelines or regulations.

4.10. Do not mix reagents from different lots.

4.11. Replace caps on reagents immediately. Do not swap caps.

4.12. Do not pipette reagents by mouth.

4.13. Specimens must not contain any AZIDE compounds - they inhibit activity
of peroxidase.

4.14. Material Safety Data Sheet for this product is available upon request directly
from XEMA Co., Ltd.

4.15. The Material Safety Data Sheet fit the requirements of EU Guideline 91/155
EC.
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5.2. Equipment and material required but not provided

Distilled or deionized water;

Automatic or semiautomatic multichannel micropipettes, 100-250 pl, is useful
but not essential;

Calibrated micropipettes with variable volume, range volume 10-250 pl;

Dry thermostat for 37 °C £0.1 °C

Calibrated microplate photometer with 450 nm wavelength and OD measuring
range 0-3.0

5.3. Storage and stability of the Kit

Store the whole kit at +2...+8 °C upon receipt until the expiration date.

After opening the pouch keep unused microtiter wells TIGHTLY SEALED
BY ADHESIVE TAPE (INCLUDED) to minimize exposure to moisture.

6. SPECIMEN COLLECTION AND STORAGE

This kit is intended for use with serum or plasma (ACD- or heparinized). Grossly
hemolytic, lipemic, or turbid samples should be avoided.
Specimens may be stored for up to 48 hours at +2...+8 °C before testing.

7. TEST PROCEDURE

7.1. Reagent Preparation

All reagents (including unsealed microstrips) should be allowed to reach room
temperature (+18...4+25 °C) before use.

All reagents should be mixed by gentle inversion or vortexing prior to use.
Avoid foam formation.

It is recommended to spin down shortly the tubes with calibrators on low speed
centrifuge.

Prepare washing solution from the concentrate BUF WASH 26X by 26 dilutions
in distilled water.

7.2. Procedural Note:

It is recommended that pipetting of all calibrators and samples should be completed
within 3 minutes.

7.3. Assay flowchart

See the example of calibration graphic in Quality Control data sheet.
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recommended due to non-linear shape of curve.
9.4. Below is presented a typical example of a standard curve with the XEMA Co.
Not for calculations!

Calibrators Value | Absorbance Units (450 nm)
CAL 1 0g/l 0.08 m}//
CAL 2 1 g/l 0.38 §omr
CAL 3 5 g/l 1.15 i
CAL 4 10 g/l 1.78 of - s
CAL 5 25 g/l 230 |\ -

10. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods alone -
all available clinical and laboratory findings should be used by a physician to elaborate
therapeutically measures. Each laboratory should establish its own normal range for
total IgG. Based on data obtained by XEMA, the following normal range is recommended
(see below). NOTE: the patients that have received murine monoclonal antibodies for
radioimaging or immunotherapy develop high titered anti-mouse antibodies (HAMA).
The presence of these antibodies may cause false results in the present assay. Sera from
HAMA positive patients should be treated with depleting adsorbents before assaying.

Sex.a Units, g/l
»age Lower limit | Upper limit
newborn 7.0 15
1-3 month 2.7 8.0
4-6 month 1.8 8.5
7-12 month 3.5 12
1-6 yrs 6.5 18
7-11 yrs 8.5 15
> 11 yrs 9.0 20

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
IgA <0.1
IgM <0.1
IgE <0.1

11.2. Analytical sensitivity. Sensitivity of the assay was assessed as being 0.06 g/I.

11.3. Linearity. Linearity was checked by assaying dilution series of 5 samples with
different total IgG concentrations. Linearity percentages obtained ranged within 90 to 110%.

11.4. Recovery. Recovery was estimated by assaying 5 mixed samples with known
total IgG concentrations. The recovery percentages ranged from 90 to 110%.

12. LITERATURE

1. RG Hamilton = Human IgG subclass measurements in the clinical laboratory. Clin. Chem., Oct
1987; 33: 1707 - 1725.
2. V. A. Semenova, E. Steward-Clark, K. L. Stamey, T. H. Taylor, Jr.,, D. S. Schmidt, S. K. Martin,
N. Marano, and C. P. Quinn - Mass Value Assignment of Total and Subclass Immunoglobulin G in a
Human Standard Anthrax Reference Serum. Clin. Diagn. Lab. Immunol., Sep 2004; 11: 919 - 923.
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Cumson / Symbol

3HaueHue cumBona / Symbolize

Mpoussoautens / Manufacturer

[ata npoussoacTsa / Date of manufacture

BES] 3

Homep no katanory / Catalogue number

Homep cepun / Batch code

{
3
2
s
H

Wcnonb3osaTb A0 (roa-mecsu) / Use By

OrpaHu4yeHue TemnepaTypbl / Temperature limitation

ToNbKO ANS UH BUTPO AWNArHOCTUKM /
In Vitro Diagnostic Medical Device

BHumanwue! / Caution, consult accompanying documents

He ncnonb3oBaTb Npy HapyLUEHWUW LEeNOCTHOCTM YNaKoBKH /
Do not use if package damaged

SORB MTP

MnaHweT / EIA strips

A

-

KannbposouHble npobbl / Calibrator set

CONTROL

KoHTponbHas ceiBopoTka / Control sera

KoHbtoraT / Conjugate

SUBS TMB

PactBop cy6cTpaTa TeTpametTunberHsmnamHa (TMB) /
Substrate solution

BUF WASH 26X

KOHLIeHTpaT OTMbIBOYHOIO pacTsopa /
Washing solution concentrate

STOP

M

Cron-peareHT / Stop solution

=)
=
=}

N®A-Bydep / EIA buffer




YBa)kaembiin KnneHt!

«XEMA» B Bawem pervone.

npoBefeHNA aHann3sa Konnyecrtsee.
.

Ecnuenpouecce paboTbl c Hawrmu Habopamy Bam noHago6vnvcb nnacTrkoBble BaHHOUKM A1 KUAKMX
peareHToB, OHOPa30Bble HAKOHEUHVKN AN [O3aTOPOB UAN AOMONHUTENbHbIE 0ObeMbl peareHToB
(KOHLieHTpaT oTMbIBOYHOTO pactBopa, IOA-bydep, pactBop cybcTpata TeTpametnbeHsnamHa (TMB),
CTOM-peareHT), BXxogawwmx B cocta Habopa, npocrm Bac 06patnTbca K nocTaBLymKy npogykummn OO0

Bce YKa3aHHble pacxofHble MaTepuasibl NpefoCcTaBAAOTCA 6ecnnaTtHo, B Heob6xogumom AnsA

MepeueHb HaGopoB peareHToB AIA ANArHOCTUKN NHPEKLMOHHbIX \

3aboneBaHuii nponsBoacTBa 000 «XEMA»

N2 no katanory HanmeHosaHune
K101 «Toxoplasma IgG-VDA»
K101M «Toxoplasma IgM-UOA»

K102 «Rubella IgG-®A»

K102M «Rubella IgM-UDA»

K103 «Cytomegalovirus IlgG-OA»
K103M «Cytomegalovirus IgM-VIOA»
K104 «HSV 1,2 IgG-NDA»

K104M «HSV 1,2 IgM-VIDA»

K105 «Chlamydia IgG-V®OA»

K106 «Mycoplasma IgG-VIOA»
K111G «Cudpunuc IgG-NOA»

K111 «Cndunmuc cymmapHble aHTuTena-MOA»
K121 «Aspergillus IgG-NDA»

Russian Diagnostic
Manufacturers Association

RUSSIAN ASSOCIATION
(OF MEDICAL LABORATORY.
DIAGNOSTICS.

POCCHACKAS ACCS

outALY
MEQALHHCAOM TABOPATOPHOH

Homep ropsaueit nuHUmn TexHn4eckom nopgaepxku Knvenrtos:

8800505 23 45

Bce 3BOHKM Ha HOMEp ropsayei NrHKMM 6ecnnaTHbl AN 3BOHALLErO ¢ N1060ro
MOGWIBHOIO MK CTalMoHapHoro TenedoHa no Bcei Tepputopun Poccun.

Kpem Bawumx oT3bIBOB 1 NpeA/ioXKeHWii Mo agpecam:

LieHTpanbHblin opuc 000 «XEMA»

Anpec Ana KoppecroHAeHunu:

105043, r. MockBa, a/a 58

105264, r. Mocksa, yn. 9-a Mapkosas, A. 48, 1-11 noA., 5 sTax
Ten.: +7 (495) 510-57 07, 737-39-36;

dakc: +7 (495) 737-00-40

e-mail: info@xema.ru

www.xema-medica.com

D000 «Xema», Ten.: +7 (812) 271-24-41

191144, CankT-TMeTepbypr, JertapHbiii nep., A. 8-10, nutep A
e-mail: spb@xema.ru

CM 000 «Xemma-TecT», Ten.: (17) 211-80-39

Oduc: 220029, MuHck, MpocnekT Malweposa, a. 11,

nutep A, kopn. 8/K, opuc 416

e-mail: hemma-test@yandex.ru

TOB «Xeman», Ten.: (044) 422-62-16;
03179, r. Kues, yn. Akagemuka Edppemosa, a. 23;
e-mail: info@xema.com.ua

L?J xemahelp
(2l




(4]

Instruction for use

XEMA

MHCTPYKLUMA NO NPUMEHEHWIO HABOPA PEATEHTOB
ana UMMYHO®EPMEHTHOIO ONPEAEJIEHUA OBLLEIO IgA
B BUOJIOTMYECKUX XKNOAKOCTAX

«O6wun IgA-UDA»

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF TOTAL IgA IN HUMAN BIOLOGICAL FLUIDS

Total IgA EIA

HOMEP MO KATANOTY K275
TY Ne 9398-275-18619450-2009

PETMCTPALMOHHOE YOOCTOBEPEHUE
Ne ®CP 2009/06103 o1 19 Hos16psa 2009 T.

W For 96 determinations/Ha 96 onpegeneHui

[Ons uH BUMpPO AnarHoCTKN

“ C €
XEMA Co., Ltd.

. The 9th Parkovaya str., 48 Authorized Representative in EU:
J— 105264 Moscow, Russia Polmed.de

g"?f" _h" Telephone/fax: +7(495) 737-39-36; 737-00-40 Steinacker 20, D-73773

5',._' } e-mail: redkin@xema-medica.com Aichwald, Germany

® EH  internet: www.xema-medica.com e-mail: info@polmed.de
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K2751I

«YTBEPXOEHA»
Mpuka3 PocaapaBHagzopa N2 9363-Mp/09 ot 19 Hosi6ps 2009 r.
KPO 68431 ot 24.09.2009 r.

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
ans AMMYHO®EPMEHTHOIO ONPEAEJIEHNA OBLLEIO IgA
B BUOJTOTMYECKUX XKNOKOCTAX «o6wmin IgA-UDA>»

1. HABHAYEHMUE

1.1. Habop peareHToB «06Wwmin IgA-UDA» npegHasHayeH ANA KOJMYECTBEHHOro
ornpeneneHns KoHueHTpaumm obero IgA B 6nonormyeckmx xunakoctsax (cm. Tabnuuy M)
MeToAOM TBepAOoda3HOro MMMyHOdEpPMEHTHOIO aHanunsa.

1.2. NimmyHorno6ynnH A (IgA) OCHOBHOWM TryMOpanbHbIi (akTop WMMYHHOWN
3alnTbl CM3UCTbIX 06onovek. OANH M3 Hanbonee YacTo BCTPEYaLWMXCS B NONYNsUmMm
BPOXAEHHbIX AedeKTOB — 3TO cefiekTMBHbIM IgA peduumnt. CenekTuBHbLIN aAeduumt
IgA NpuMBOAUT K CUHAPOMY XPOHUYECKUX WMHMEKLMOHHBbIX 3aboneBaHU Xenyao4yHOo-
KWWEYHOro TpakTa, MOYEBbIBOASAWMX U AblXaTeNbHblX nyTen. OnpeneneHune
KOHLeHTpauun IgA B CbIBOPOTKE KPOBW, a TakXe B APYrMX BUONOrMYECKUX XUAKOCTAX
MOXEeT MWCMONb30BaThCA B KayecTBE OCHOBHOIMO CKPUHWHIOBOrO TecTa ANl OLEHKMU
rymMopasbHOro MMMYHHOro cTaTyca MHAMBUAA. Pe3koe nNOBbIWEHWE CbIBOPOTOYHOM
KOHUeHTpauun IgA xapaKTepHO A5 HEKOTOPbIX ayTOMMMYHHbIX 3abonesaHuin u
MUenomMHon 6onesHu.

2. MPUHUMN PABOTblI HABOPA

Onpepenenve obuiero IgA OCHOBaAHO Ha MCMOMIb30BaHUWU «COHABUY»-BapuaHTa
TBEpAO(A3HOro UMMyHOMEPMEHTHOro aHanmsa. Ha BHYTpeHHeW MOBEPXHOCTU NTYHOK
nnaHwetra WMMOOMNN30BaHbl MbIWMHbIE MOHOKJ/IOHaNbHble aHTuTena Kk obuwemy IgA
yenoseka. B nyHkax nnaHweta, npu gobasneHun nccnegyemoro obpasua, NpoMcxoanmt
cBa3biBaHWe oblero IgA, coaepixalerocs B uccnegyemMom obpasue, ¢ aHTUTENnaMmn Ha
TBepAor dase. O6pa3oBaBLUNIACSA KOMMEKC BbISBASIOT C MOMOLLbIO KOHbIOraTa MbILWNHBIX
MOHOKJIOHaNbHbIX aHTUTen kK obweMmy IgA c nepokcuaasoil xpeHa. B pesynbtate
obpa3yeTcs CBA3aHHbIN C NNACTUKOM «CIHABUY», coAepiKalunii nepokcnaasy. Bo spems
MHKybaumm c pactBopoM cybcTpaTta TeTpametunbeHsmamHa (TMB) npoucxoauTt
OKpaluMBaHWe pacTBOPOB B JIyHKax. MHTEHCMBHOCTb OKpacKu NpsiMO NponopLMoHabHa
KOHUeHTpauun obwero IgA B wuccnegyemom obpasue. KoHueHTpauuto obuero IgA
B uccnenyemblx obpasuax onpenenstoT rno KanmbpoBOYHOMY rpaduKy 3aBUCMMOCTMU
OMTMYECKOM MNOTHOCTM OT coaepxaHusa obwero IgA B KanMbpoBOYHbIX Npobax.

Document: K275I Instruction version: 1902 Format version: 105

2



XEMA

3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundunYHOCTb. [lepekpecTHasi peakuusi MbIlWWHbIX MOHOKJIOHAbHbIX
aHTUTEN K obwemy IgA c ApyrMMun aHanMTaMmu npusBeaeHa B Tabnvue:

Ananut | lepekpecTHas peakums, %
IgG <0.1
IgM <0.1
IgE <0.1

3.2. BocnpousBoaoUMOCTb.

KoaddurumeHT Bapuaumm pesynbTaTOB oOnpefeneHus coaepxaHus obuwero IgA
B O4HOM W TOM >e obpasue 61MoNorMyecknx XuAKOCTeln C mcnonb3oBaHneMm Habopa
«obwmin IgA-NDA» He npesbiwaeT 8.0%.

3.3. JINHENHOCTb.

3aBMCUMOCTb KOHUEeHTpaumm obuiero IgA B obpasuax 6Monornyecknx Xuakocren
npwn passeaeHnn nx 6MoNOrMYecKMMmN XUAKOCTAMU, HE coaepiKallen obwmin IgA, umeet
NMHENHbIN XapakTep B Anana3oHe KoHueHTpauun 0.1-5 r/n n coctaBnsetr £10.0%.

3.4. TOYHOCTb.

[aHHbIM  aHanuUTMYecKuMii napameTp MNpPOBEPSEeTCS TeCTOM Ha <«OTKpbITMe» -
COOTBETCTBME WM3MEPEHHON KOHUeHTpauun obuero IgA npeanvcaHHOM, MOMyYeHHON
nyTeM CMeLWBaHUA paBHbIX 06bEMOB KOHTPOJSIbHOM CbIBOPOTKM U KanMbpoBOYHOM
npobbl 0.5 r/n. MNpoueHT «oTKpbITUSA» cocTaBnseT 90-110%.

3.5. UyBCTBUTENbHOCTbD.

MuHuManbHaa  AoCToBepHO onpegenseMas Habopom  «obwuii  IgA-UDOA»
KOHLleHTpauus obero IgA B 6M0N0rMyeckmnx Xmakoctax He npesbiwaet 0.06 r/n.
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN pUck NnpuMeHeHns Habopa — knacc 2a (FOCT P 51609-2000).

5.2. Bce koMmmnoHeHTbl Habopa, 3a ucknwueHnem cron-peareHta (5.0% pacTtBop
CEPHOW KUCNOTbI), B UCMOJIb3YEMbIX KOHLLEHTPaUNUAX SABASIOTCA HETOKCUYHBIMMU.

PactBop cepHoOW kucnoTbl obnajaeT pasgpaxawmowmm gernicteuem.  MsberaTb
pa3bpbI3rMBaHuUs U NonagaHuns Ha KOXY U Cin3nuctble. Mpu nonagaHum Ha KOXY U CIM3UCTble
NopaKeHHbI y4acToK cnefyeT NpoMbITb 60MbLINMM KOTMYECTBOM NPOTOYHOM BOAbI.

5.3. lNpu pabote c Habopom cnepyet cobnogate «lMpaBuna yCTpoONCcTBa, TEXHUKMU
6e30MacHOCTM, MPOM3BOACTBEHHOW CaHWTapuu, MNPOTMBOIMUAEMUYECKOrO pexuMa Wt
NIMYHOW rurmeHbl Npu pabote B nabopatopusix (OTAENEHUAX, oTaenax) caHuTapHO-
3MNAEMMUONIOTMYECKUX YUPEXAEHUA cucTeMbl MuHUCTEpcTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. Npu pabote c Habopom cneayet HageBaTb OAHOPA30Bble PE3VMHOBbLIE WU
NnJacTMKOBbIe NepyaTKM, Tak kak 06pa3Lbl KPOBM YenoBeka criefyeT pacCMaTpuBaTb Kak
NoTeHUManbHO MHMOULMPOBAHHbIA MaTepuan, CNoCObHbI ANNTENbHOE BPEMS COXPaHSATb
n nepegaBaTb BWY, Bupyc rematuta wunu nwboil Apyron Bo36yauTENb BUPYCHOM
MHbEKUMN.

6. OBOPYAOBAHUE U MATEPUAIJbI,
HEOBXOAWUMBbIE NPU PABOTE C HABOPOM

- (pOoTOMeTp BEPTUKANbHOIO CKaHUPOBaHMWS, MO3BONSAIOLWNIA U3MEPATb OMNTUYECKYHO
MAOTHOCTb COAEPXMMOrO JIYHOK MfaHweTa npu AsIMHE BOSHbI 450 HM;

- TepMmocTaT, noaaepxusatowmii Temnepatypy +37 °C 0.1 °C;

- [03aTopbl CO CMEHHbIMU HaKOHe4YHWKaMmu, mno3sonsowmne oTbupate 0b6bEMBI
B AnanasoHe 5-250 mkn;

- UWIMHAP MepHbI BMecTuMocTbio 1000 mn;

- BOAa AUCTUNIMPOBaHHas;

—  rep4yaTKu pe3nHOBble UKW NIaCTUKOBbLIE;

- bymara dunbTpoBanbHas.

7. NOANrOTOBKA PEATEHTOB A1 AHAJIN3A

7.1. lMNepep npoBeneHneM aHanm3a KOMNoHeHTbl Habopa n nccneayemble obpasubl
CbIBOPOTKM (MN1a3Mbl) KpOBW cnefyeT BblAepXaTb MNpW KOMHATHOW TeMmnepaType
(+18...425 °C) He meHee 30 MUH.

7.2. MpurorosneHve niaaHwWweTa.

BCKpbITb MakeT C MJaHWeTOM U YCTaHOBUTb Ha paMKy Heo6XoaMMoe KONM4yecTBO
ctpynoB. OcTaBwMecs  HEWCNOoNb30BaHHbIMKM  CTpUMbl, 4YTObBbl  MNpeaoTBpaTUTb
BO34ENCTBUE Ha HUX BNaru, TWwaTenbHO 3aknenTb byMmaron Ans 3aknemBaHns NaaHLWeTa
M XpaHuTb Npu TemnepaType +2...+8 °C B TeueHne Bcero cpoka rogHoctu Habopa.

7.3. MpuroTtoBsieHne OTMbIBOYHOIO pacTeBopa.

Coaepxumoe dnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pacTteopa (22 M), nepeHectn
B MepHbI UMnMHAp BMecTuMocTbto 1000 mn, pobasutb 550 Mn AMCTUANMPOBaHHOWN
BOAbl M TWaTeNbHO nepemewartb. B cnyyae apobHoro ucnonb3oBaHua Habopa cneayet
oTobpaTb HeobX0AMMOE KOSIMYECTBO KOHLEHTpaTa OTMbIBOYHOrO pacTBopa W pa3BecTu
ANCTUNNNPOBAHHON BOAOWM B 26 pa3 (1 Mn KOHLEHTpaTa OTMbIBOYHOro pacteopa + 25 mn
OVCTUNIMPOBAHHOM BOAbI).
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8. YCNOBUSA XPAHEHNSA U SKCIJTYATALIUMN HABOPA

8.1. Habop peareHToB «06WMin IgA-UDA» pOo/mKEH XpaHUTbCS B yMakKoBKe
npeanpuaTUA-nU3roToBuTens npu TemnepaTtype +2...+8 °C B TeyeHwe BCEro cpoka
roAHOCTM, yKa3aHHOro Ha ynakoske Habopa.

[onyckaeTcs xpaHeHue (TpaHcrnopTupoBka) Habopa npu TemnepaType go +25 °C
He 6onee 15 cyTok. He ponyckaeTcsa 3amopaxuBaHue Lenoro Habopa.

8.2. Habop paccuutaH Ha npoBeaeHMe aHanusa B aybnukatax 42 uccnenyembix
obpasuoB, 5 kKannbpoBOYHbLIX Mpo6 M 1 Npobbl KOHTPONIbHOM CbIBOPOTKM (BCEro
96 onpepeneHui).

8.3. B cnyyae apobHoro mcnonb3oBaHust Habopa KOMMOHEHTbI creayeT XpaHuTb
cneaytowmm obpasom:

- OCTaBLUMECH HEWUCMOJIb30BAHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb

bymaror Ans 3akneMBaHus niaHweTa U XpaHUTb Npu TemnepaType +2...+8 °C
B TeueHne Bcero cpoka rogHoctn Habopa;

-  WOA-bydep, kKoHblOraT, CybCcTpaT, CTOM-peareHT rnocne BCKpbITUS (1akOHOB
cnenyeTr xpaHuTb npu Temnepatype +2...+8 °C B TeyeHue BCero cpoka
roaHocTn Habopa;

- KanubpoBOYHble NPObbl M KOHTPOJIbHYHO CbIBOPOTKY MOC/AE BCKPbITUS (P/TaKOHOB
cnefyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He bonee 2 MecsiLeB;

- OCTaBLUMINCA HENCMOJIb30BaHHbIM KOHLIEHTPaT OTMbIBOYHOIO pacTBopa cneayer
XpaHuTb Npu TemnepaType +2...+8 °C B TedeHne BCero cpoka rogHoctn Habopa.
MpUroTOBNEHHbIN OTMbIBOYHbIM pPacTBOp ClefyeT XpaHWTb MNpPU KOMHATHOWN
Temnepatype (+18..+25 °C) He 6onee 15 cyTok wnu npu TemnepaType
+2...4+8 °C He 6onee 45 cyTok.

MpumMeyaHue. Mocne MCNONb30BaHWS peareHTa HeMea/leHHO 3aKpbiBalTe KpPbILWKY

dnakoHa. 3akpblBanTe Kaxablh h1akoH CBOEN KPbILLKOM.

8.4. 1na npoBeAeHWa aHanuM3a He cneayeT UCMNO0/b30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYH CbIBOPOTKY (M/1a3My) KpOBM, @ Takxe CbIBOPOTKY (MiasMy) KpoBM, coaepikallyo
asua HaTpus. Ecnu aHann3 Npon3BoAMTCSA He B AeHb B3ATUS KPOBWU, CbIBOPOTKY (M1asmy)
cnepyeT xpaHuTb npu Temnepartype -20 °C. [MoBTOpHOE 3aMopaXkMBaHue-oTTanBaHue
06pa3L0oB CbIBOPOTKU (Ns1a3Mbl) KPOBU He AOMycCKaeTcs.

8.5. VckntoyaeTca mcnonb3oBaHMe Ana aHanusa obpasuoB CbIBOPOTKM (Mna3Mmbl)
KPOBW Nt0AEN, NONy4YaBLWMX B LensxX AMAarHOCTUKM MAW Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOASAT MbIlUMHbIE aHTUTENa.

8.6. lNMpn wucnonbloBaHun Habopa Ana npoBeAeHUS HECKONbKUX He3aBUCUMMbIX
Cepui aHanu30B cneayeT UMeTb B BUAY, YTO ANS KaXA0ro He3aBUCMMOro onpeaeneHns
Heob6xoAMMO  MOCTPOEHMEe HOBOro  KanuMbpoBOYHOro rpaduka; Kpome 3TOro,
pekoMeHAyeTCs onpeaeneHne KoHueHTpauum obuiero IgA B KOHTPO/IbHOM CbIBOPOTKE.

8.7. Ins nonyyeHns HadexXHbIX pe3ynbTaToB HeobxoaAnMo cTporoe cobnwoaeHune
NHCTpyKUMM No npumMmeHeHuto Habopa.

8.8. He wncnonb3yiite KOMMOHEHTbI M3 ApPYrux HabopoB WM M3 aHaNOrMUHbIX
HabopoB Apyrmnx cepui.
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10. OXXMAAEMbIE 3HAYEHNA N HOPMbI

10.1. OcHoBbIBasicb Ha pesyfbTaTax uccnenoBaHuin, nposeaeHHbIXx OO0 «XEMA»,
pekoMeHAyeM MoJib30BaTbCsl HOpMaMu, NMpuBeAeHHbIMU HUXe. BMmecTe c TeM, B COOT—
BETCTBMU C NpaBunamMmmn GLP (Xopolueli nabopaTopHOM NpakTUKK), kaxxaas nabopatopus
AO/DKHa caMa onpeaenuTb MNapaMeTpbl HOPMbl, XapakTepHble Ans obcnesyemon
nonynsumu.

MpuMmeuaHue. 3HayeHUa KOHLeHTpaumin obwero IgA B uccneayembix obpasuax,
HaXxoAsALWMeCa HUXe rpaHuubl 4YyecTBuTEeNbHOCTM Habopa (0.06 r/n), a Takxe
rnpesbllatowme 3Ha4YeHne BepxHen kanmbposoyHom npobel (5 r/n) cneayet npuBoAUTb
B cneaywouwei dopme: B uccneayeMmom obpasue X KOHUeHTpauus obwero IgA Huxe
0.06 r/n wnu Bblwe 5 r/n.

Nccnepyemas Epusmubl, r/n
rpynna Huxkuuit npepen BepxHuii npepen
340pOBble AOHOPbI 0.9 5.0
>61 roga 1.0 6.5
HOBOPOXAEHHblEe - 0.05
1-3 mecsua 0.06 0.6
4-6 mecsaues 0.1 1.0
7-12 mecsaueB 0.35 1.7
1-6 net 0.8 2.2
7-11 net 0.9 2.6

11. JINTEPATYPA

1. Heiddis B. Valdimarsdottir and Arthur A. Stone - Psychosocial Factors and Secretory
Immunoglobulin A. Critical Reviews in Oral Biology & Medicine, Jan 1997; 8: 461 -
474,

2. Amir H Abdul Latiff and Michael A Kerr — The clinical significance of immunoglobulin
A deficiency. Ann Clin Biochem, Mar 2007; 44: 131 - 139.

Mo BonpocaM, kacatowmumcsa kayectsa Habopa «ob6wmin IgA-UDA>»,
cneayet obpawartbcs B OO0 «XEMA» no agpecy:

105043, r. MockBa, a/a 58

105264, r. MockBa, yn. 9-a Napkosas, 4. 48, 1-in noa., 5 atax,
Ten/dakc (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbI)

3M1eKTPOHHas noyTa: info@xema.ru; rgc@xema.ru
VHTEpHET: www.xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knueHTckoro cepsnca OO0 «XEMA»,
K. 6. H. [. C. KoCcTpukunH
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Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF TOTAL IGA IN HUMAN BIOLOGICAL FLUIDS

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of total IgA
in biological fluids.

This kit is designed for measurement of total IgA in biological fluids. For possibility
of use with other sample types, please, refer to Application Notes (on request). The kit
contains reagents sufficient for 96 determinations and allows to analyze 42 unknown
samples in duplicates.

2. SUMMARY AND EXPLANATION

Immunoglobulin A (IgA) is a main factor of mucosal immune response to bacteria
and viruses. Selective IgA deficiency is one of the most frequent hereditary disorders
causing chronic infections inflammation in gastrointestinal, urinary and respiratory
systems. Determination of IgA concentration in serum and other biological fluids can be
used as screening for selective IgA deficiency and other immunodeficiency syndromes.
Marked elevation of serum IgA is observed in some autoimmune diseases and IgA
myeloma.

3. PRINCIPLE OF THE TEST

This test is based on two-site sandwich enzyme immunoassay principle. Tested
specimen is placed into the microwells coated by specific murine monoclonal to human
total IgA-antibodies. Antigen from the specimen is captured by the antibodies coated
onto the microwell surface. Unbound material is removed by washing procedure.
Second antibodies — murine monoclonal to human total IgA, labelled with peroxidase
enzyme, are then added into the microwells. After subsequent washing procedure, the
remaining enzymatic activity bound to the microwell surface is detected and quantified
by addition of chromogen-substrate mixture, stop solution and photometry at 450
nm. Optical density in the microwell is directly related to the quantity of the measured
analyte in the specimen.
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4. WARNINGS AND PRECAUTIONS

4.1. For professional use only.

4.2, This kit is intended for in vitro diagnostic use only.

4.3. INFECTION HAZARD: There is no available test methods that can absolutely
assure that Hepatitis B and C viruses, HIV-1/2, or other infectious agents are not
present in the reagents of this kit. 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.

4.4. Avoid contact with stop solution containing 5.0% H,SO,. It may cause skin
irritation and burns.

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

4.6. Do not use the kit beyond the expiration date.

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

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

4.9. Chemicals and prepared or used reagents have to be treated as hazardous
waste according to the national biohazard safety guidelines or regulations.

4.10. Do not mix reagents from different lots.

4.11. Replace caps on reagents immediately. Do not swap caps.

4.12. Do not pipette reagents by mouth.

4.13. Specimens must not contain any AZIDE compounds - they inhibit activity
of peroxidase.

4.14. Material Safety Data Sheet for this product is available upon request directly
from XEMA Co., Ltd.

4.15. The Material Safety Data Sheet fit the requirements of EU Guideline 91/155
EC.
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5.2. Equipment and material required but not provided

Distilled or deionized water;

Automatic or semiautomatic multichannel micropipettes, 100-250 pl, is useful
but not essential;

Calibrated micropipettes with variable volume, range volume 5-250 pl;

Dry thermostat for +37 °C £0.1 °C

Calibrated microplate photometer with 450 nm wavelength and OD measuring
range 0-3.0

5.3. Storage and stability of the Kit

Store the whole kit at +2...+8 °C upon receipt until the expiration date.

After opening the pouch keep unused microtiter wells TIGHTLY SEALED
BY ADHESIVE TAPE (INCLUDED) to minimize exposure to moisture.

6. SPECIMEN COLLECTION AND STORAGE

This kit is intended for use with serum or plasma (ACD- or heparinized). Grossly
hemolytic, lipemic, or turbid samples should be avoided.
Specimens may be stored for up to 48 hours at +2...+8 °C before testing.

7. TEST PROCEDURE

7.1. Reagent Preparation

All reagents (including unsealed microstrips) should be allowed to reach room
temperature (+18...4+25 °C) before use.

All reagents should be mixed by gentle inversion or vortexing prior to use.
Avoid foam formation.

It is recommended to spin down shortly the tubes with calibrators on low speed
centrifuge.

Prepare washing solution from the concentrate BUF WASH 26X by 26 dilutions
in distilled water.

7.2. Procedural Note:

It is recommended that pipetting of all calibrators and samples should be completed
within 3 minutes.

7.3. Assay flowchart

See the example of calibration graphic in Quality Control data sheet.
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9.4. Below is presented a typical example of a standard curve with the XEMA Co.
Not for calculations!

Calibrators Value Absorbance Units (450 nm)
CAL 1 09/l 0.08 fal
CAL 2 0.1 9/l 0.40 Pl
CAL 3 059/l 1.32 o/
CAL 4 2 g/l 2.45 y
CALS 549/1 2.92 T

10. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods alone -
all available clinical and laboratory findings should be used by a physician to elaborate
therapeutically measures. Each laboratory should establish its own normal range for
total IgA. Based on data obtained by XEMA, the following normal range is recommended
(see below). NOTE: the patients that have received murine monoclonal antibodies for
radioimaging or immunotherapy develop high titered anti-mouse antibodies (HAMA).
The presence of these antibodies may cause false results in the present assay. Sera from
HAMA positive patients should be treated with depleting adsorbents before assaying.

Units, g/1
Sexiage Lower limit Upper limit

Healthy donors 0.9 5.0
>61 yr 1.0 6.5
newborn - 0.05
1-3 month 0.06 0.6
4-6 month 0.1 1.0
7-12 month 0.35 1.7
1-6 yrs 0.8 2.2
7-11 yrs 0.9 2.

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
1gG <0.1
IgM <0.1
IgE <0.1

11.2. Analytical sensitivity. Sensitivity of the assay was assessed as being 0.06 g/I.

11.3. Linearity. Linearity was checked by assaying dilution series of 5 samples with
different total IgA concentrations. Linearity percentages obtained ranged within 90 to 110%.

11.4. Recovery. Recovery was estimated by assaying 5 mixed samples with known
total IgA concentrations. The recovery percentages ranged from 90 to 110%.

12. LITERATURE

1. Heiddis B. Valdimarsdottir and Arthur A. Stone - Psychosocial Factors and Secretory
Immunoglobulin A. Critical Reviews in Oral Biology & Medicine, Jan 1997; 8: 461 - 474.

2. Amir H Abdul Latiff and Michael A Kerr - The clinical significance of immunoglobulin A
deficiency. Ann Clin Biochem, Mar 2007; 44: 131 - 139.
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Cumson / Symbol

3HaueHue cumBona / Symbolize

Mpoussoautens / Manufacturer

[ata npoussoacTsa / Date of manufacture

BES] 3

Homep no katanory / Catalogue number

Homep cepun / Batch code

{
3
2
s
H

Wcnonb3osaTb A0 (roa-mecsu) / Use By

OrpaHu4yeHue TemnepaTypbl / Temperature limitation

ToNbKO ANS UH BUTPO AWNArHOCTUKM /
In Vitro Diagnostic Medical Device

BHumanwue! / Caution, consult accompanying documents

He ncnonb3oBaTb Npy HapyLUEHWUW LEeNOCTHOCTM YNaKoBKH /
Do not use if package damaged

SORB MTP

MnaHweT / EIA strips

A

-

KannbposouHble npobbl / Calibrator set

CONTROL

KoHTponbHas ceiBopoTka / Control sera

KoHbtoraT / Conjugate

SUBS TMB

PactBop cy6cTpaTa TeTpametTunberHsmnamHa (TMB) /
Substrate solution

BUF WASH 26X

KOHLIeHTpaT OTMbIBOYHOIO pacTsopa /
Washing solution concentrate

STOP

M

Cron-peareHT / Stop solution

=)
=
=}

N®A-Bydep / EIA buffer
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«XEMA» B Bawem pervone.

npoBefeHNA aHann3sa Konnyecrtsee.
.

Ecnuenpouecce paboTbl c Hawrmu Habopamy Bam noHago6vnvcb nnacTrkoBble BaHHOUKM A1 KUAKMX
peareHToB, OHOPa30Bble HAKOHEUHVKN AN [O3aTOPOB UAN AOMONHUTENbHbIE 0ObeMbl peareHToB
(KOHLieHTpaT oTMbIBOYHOTO pactBopa, IOA-bydep, pactBop cybcTpata TeTpametnbeHsnamHa (TMB),
CTOM-peareHT), BXxogawwmx B cocta Habopa, npocrm Bac 06patnTbca K nocTaBLymKy npogykummn OO0

Bce YKa3aHHble pacxofHble MaTepuasibl NpefoCcTaBAAOTCA 6ecnnaTtHo, B Heob6xogumom AnsA

MepeueHb HaGopoB peareHToB AIA ANArHOCTUKN NHPEKLMOHHbIX \

3aboneBaHuii nponsBoacTBa 000 «XEMA»

N2 no katanory HanmeHosaHune
K101 «Toxoplasma IgG-VDA»
K101M «Toxoplasma IgM-UOA»

K102 «Rubella IgG-®A»

K102M «Rubella IgM-UDA»

K103 «Cytomegalovirus IlgG-OA»
K103M «Cytomegalovirus IgM-VIOA»
K104 «HSV 1,2 IgG-NDA»

K104M «HSV 1,2 IgM-VIDA»

K105 «Chlamydia IgG-V®OA»

K106 «Mycoplasma IgG-VIOA»
K111G «Cudpunuc IgG-NOA»

K111 «Cndunmuc cymmapHble aHTuTena-MOA»
K121 «Aspergillus IgG-NDA»
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Instruction for use

XEMA

MHCTPYKLUMA MO NPUMEHEHWIO HABOPA PEATEHTOB
ANnA UMMYHO®EPMEHTHOIO ONPEAENEHNA OBLLEIFO IgM
B BUOJIOTUYECKUX XKUAKOCTAX

«O6wun IgM-UOA»

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF TOTAL IgM IN HUMAN BIOLOGICAL FLUIDS

Total IgM EIA

HOMEP MO KATATNOTY K277
TY Ne 9398-277-18619450-2009

PErMCTPALMIOHHOE YOOCTOBEPEHUE
Ne ®CP 2009/06102 ot 19 HOA6psA 2009 T.

AnTuTena K BUY 1,2, Bupycy renatuta C u HBsAg oTcyTcTBYIOT
KOHTponbHble CbIBOPOTKY, BXOAALME B COCTaB Habopa, MHAKTUBNPOBaHbI.

W For 96 determinations/Ha 96 onpegeneHui

[Ons uH BUMPO AnMarHoCTUKM

“ C €
XEMA Co., Ltd.

The 9th Parkovaya str., 48 Authorized Representative in EU:
105264 Moscow, Russia Polmed.de

Telephone/fax: +7(495) 737-39-36; 737-00-40 Steinacker 20, D-73773

e-mail: redkin@xema-medica.com Aichwald, Germany

internet: www.xema-medica.com e-mail: info@polmed.de
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XEMA

COAEPXXAHMUE

HA3HAYEHUE

MPUHLUWMM PABOTbl HABOPA

AHANTUTUYECKUE XAPAKTEPUCTUKN

COCTAB HABOPA

MEPbI MPEAOCTOPOXXHOCTHU

OBOPYAOBAHUE N MATEPWAJbI, HEOBXOAUMBIE MNMPN PABOTE C HABOPOM
NOArOTOBKA PEATEHTOB /14 AHAJTIN3A

YCNoBMA XPAHEHUA U SKCMJTYATALUN HABOPA

MPOBEAEHWNE AHAJTIN3A

. OXMOAEMbIE 3HAYEHNA 1 HOPMbI
. JINTEPATYPA

CONTENT

INTENDED USE

SUMMARY AND EXPLANATION
PRINCIPLE OF THE TEST

WARNINGS AND PRECAUTIONS

KIT COMPONENTS

SPECIMEN COLLECTION AND STORAGE
TEST PROCEDURE

QUALITY CONTROL

CALCULATION OF RESULTS

10. EXPECTED VALUES
11. PERFORMANCE CHARACTERISTICS
12. LITERATURE
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WNHCTpyKUMs cocTaBneHa PykoBoauTeneM cnyx6bl knveHTckoro cepsmuca OO0 «XEMA»,
K. 6. H. []. C. KOCTpUKNHbIM
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K2771

«YTBEPXJEHA»
Mpuka3 PoczapaBHaasopa N2 9362-Mp/09 ot 19 Hoabpsa 2009 r.
KPA 68430 ot 24.09.2009 r.

MHCTPYKUNA NO NPUMEHEHNIO HABOPA PEATEHTOB
ans NMMYHO®EPMEHTHOIO ONMPEAEJIEHNA OBLLUEIO 1igM
B BUOJIOTMYECKUX XKXUAKOCTAX «06wuin IgM-UDA »

1. HABHAYEHMUE

1.1. Habop peareHTtoB «O6wwmii IgM-UDA» npegHasHavyeH AN KOMYECTBEHHOrO
onpeneneHns KoHueHTpaumm obwero IgM B 6uonornyeckmx xumakoctax (cMm. Tabnvuy M)
MeToAOM TBepAO(da3HOro MMMyHO(EPMEHTHOIO aHanunsa.

1.2. immyHornobynnH M (IgM) npucyTCTBYeT B KPOBM KakKk B MOHOMEPHOW,
Tak W B neHTamMepHon dopmax. [loBbileHHaa KoHueHTpauusa IgM B cbiBOpoTke
KPOBW SBNAETCA OCHOBHbIM TMPU3HAKOM MEPBMYHOIO MMMYHHOro OTBeTa, a Takxe
MOXET CBMAETENbCTBOBATb O MNEepcUcCTUpyoWwmx 6akTtepuanbHbIX W BUPYCHbIX
nHobekumax. CHuKeHne KoHueHTpauuu IgM B cbiBOpOTKe KpoBM Habniopaetca npu
HEKOTOpbIX WMMyHoAeduuuTax. Peskoe noBsblleHWe YpoBHA IgM xapakTepHO ANns
MakpornobynuHemumn (6onesHn BanbaeHctpema) n IgM muenomel.

2. MPUHUMN PABOTblI HABOPA

OnpepeneHne obuwero IgM OCHOBaHO Ha MCMNOSIb30BaHUM <COHABUY»-BapuaHTa
TBEpAO(da3HOro MMMYHOMEPMEHTHOro aHanusa. Ha BHYTPeHHel MOBEPXHOCTU JIYHOK
nnaHwetra MMMOOMIN30BaHbI MblWMHbIE MOHOK/OHANbHble aHTUTena Kk obwemy IgM
yenoseka. B nyHkax nnaHweTta, npu agobasneHnn nccnegyemoro obpasua, Nnpoucxoamt
cBsA3blBaHWe obuiero IgM, coaepxallerocs B uccneayemom obpasue, € aHTUTENaMM Ha
TBepAor dhase. O6pa3oBaBLUNIACS KOMMIEKC BbISBASIOT C MOMOLLbIO KOHbIOraTa MbILWNHbIX
MOHOKJIOHaNbHbIX aHTMTen k obuwemy IgM c nepokcupason XxpeHa. B pesynbtate
obpasyeTcs CBSA3aHHbIN C MAACTUKOM <«C3HABWY», COAepXalimi nepokcmaasy. Bo
BpeMsi MHKybaumm c pactBopoMm cybcTpata TeTpameTunbeHsmnanHa (TMB) npoucxoaut
OKpalluMBaHWe pacTBOPOB B JIyHKax. MHTEHCMBHOCTb OKpacku NpsiMO NponopLMoHanbHa
KOHUeHTpauun obuwero IgM B mnccneayemom obpasue. KoHueHTpauuio obwero IgM B
nccnenyembix obpasuax onpenenstoT Mo KanmbpoBOYHOMY rpaduKy 3aBUCMMOCTMU
OMTUYECKOM NNOTHOCTK OT coaepxaHusa obwero IgM B kannbpoBoYHbIX Npobax.
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XEMA

3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundunYHOCTb. [lepekpecTHasi peakuusi MbIlWWHbIX MOHOKJIOHAbHbIX
aHTUTEn K obwemy IgM c apyrMmmn aHanutamu npveeaeHa B Tabnuue:

Raniy ﬂepexﬂ:gugaﬁﬂ peak-
IgA <0.1
IgG <0.1
IgE <0.1

3.2. BocnpousBoauMOCTb.

KoacdduumneHT Bapuaumv pesynbTaToB OMNpeaenieHns copepxaHus obuwero IgM
B OAHOM W TOM e obpasue 61Monormyecknx XuMAKoCTen C mcnonb3oBaHneMm Habopa
«06wmn IgM-ND®A» He npesbiwaeT 8.0%.

3.3. JINHENHOCTD.

3aBMCUMOCTb KOHUeHTpauuun obuwero IgM B obpasuax 6Monormyecknx xXumakocren
npu pasBeaeHun nx 6UONOrMYeCcKNMmN XNAKOCTMU, He coaepiallen obwmin IgM, nmeet
JINHEWNHbIV XapaKTep B AnanasoHe KoHueHTpaumin 0.5-10 r/n n coctasnset £10.0%.

3.4. To4yHOCTDb.

[aHHbIA  aHanuUTMYecKMii napaMmeTp MpoOBEpPSeTCs TeCTOM Ha <«OTKpbITMe» -
COOTBETCTBME W3MEPEHHOW KOHUeHTpauun obuiero IgM npeanucaHHOM, MONyYeHHOM
nyTeM CMELWBAHUA paBHbIX 0O6bEMOB KOHTPOJSIbHOM CbIBOPOTKU U KanMbpoBOYHOM
npo6bl 2.0 r/n. MNpoueHT «oTKpbITUA» cocTaBnsieT 90-110%.

3.5. HyBCTBUTEJIbHOCTD.

MuHuManbHaa poctoBepHo onpegensemas Habopom  «O6wmii  IgM-UOA»
KOHUeHTpaumsa obwero IgM B 6Monornyecknx Xunakoctax He npesbiwaet 0.06 r/n.
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«YoOU-WDBI uMmgo» goLHalead edogeH

- Lm ea1oohex BrodiHoxy Ldoudey| - OLLDA|TT
«YoOU-WDBI uMmgo» goLHalead edogeH
- m OIMHRHOWMdU Ou BUNMAdLOHNY - 12421 |0T
- ‘m BLOMHEBLL BMHREUILRE BUT BleWAg - ¢OON| 6
9LOONTUX BRHL28MD99 (UW $T) OIMHREOETLOLOU M 90101
seHhedeodu m ‘1Ha1ead-uo1) d0l1S Z0S0d| 8
(Uw z7) viaHiedy-x9g
QLOOMITUX BRHL28MD39 ‘(YoLOLPUY YOHWUOEHDQ M QZ-HMEL D doalded X92
seHhedeodu m nosgswod) edoalded 010HhOogI9WL0 LediHdNHOY | HSYM 4Ng Z800S| Z
qLOOMTUX BRHL2ETID99 (UW $T) OiIMHEEOEQUOUDIM X 0101 ‘(L)
seHhedeodu ‘1m eHuTueHaguruiawedlal erted1dgAd doaoed | Nl SANS ZGS0d| 9
©.198M 0J43HMD (UW 0OT) OIMHREOEALOLOUN 3 §0L0
9100 TUXK BeHhedeodu Lm ‘dacpAg-vou 3dS 11d +ZTT10S| §
elaan oloHdAudAu (UW $T) OIMHREOEILIOLIOM X 80104
9LO0MTUX BeHhedeodu ‘im ‘1e1041aHO) | dYH CNOD Z2..C1| v
(UW T) OIMHEREOEILIOLUOM X 9010 ‘BT 019MQOo
QLOONTUX BRHLR8MI99 WaMHeXdaF0D WIGHLD2gEM D eXadgoLdh naody
seHnhedeodu ‘1m mi1odogigad 990HI0 eH exiododiad seHarodiHo) | TOYLINOD 7/./.20| €
(910X TMX BEHLETD99
seHhedeodu - Q (BemXey YW T oU) OIMHRE0EILOLDN X 1990104
egodu seHhogodguLey) ‘v/10T 'S ‘T S0 ‘0 - WHI 019MQOo eaLIBhULION
eladgn oloHdAudAu 919H10989eU anmexdarod ‘(y'/-¢'/ Hd) edadAg
NLD0MTUX a1I9Hhedsodu m -Ond1 990HI0 eH 1I990du 31I9Hhogodguure)| S-T VD 7//170| ¢
0IMHRE0E9LOLDN X 9010 ‘UIGHHEgOdUUNdLD
- ‘1m ‘niIggoroduionrou NIGHhOHAL-96 1omHerry | d1IN 990S Z2..2d| T

VdO9VH 9v1000 ‘v
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN pUck NnpuMeHeHns Habopa — knacc 2a (FOCT P 51609-2000).

5.2. Bce koMmmnoHeHTbl Habopa, 3a ucknwueHnem cron-peareHta (5.0% pacTtBop
CEPHOW KUCNOTbI), B UCMOJIb3YEMbIX KOHLLEHTPaUNUAX SABASIOTCA HETOKCUYHBIMMU.

PactBop cepHoOW kucnoTbl obnajaeT pasgpaxawmowmm gernicteuem.  MsberaTb
pa3bpbI3rMBaHuUs U NonagaHuns Ha KOXY U Cin3nuctble. Mpu nonagaHum Ha KOXY U CIM3UCTble
NopaKeHHbI y4acToK cnefyeT NpoMbITb 60MbLINMM KOTMYECTBOM NPOTOYHOM BOAbI.

5.3. lNpu pabote c Habopom cnepyet cobnogate «lMpaBuna yCTpoONCcTBa, TEXHUKMU
6e30MacHOCTM, MPOM3BOACTBEHHOW CaHWTapuu, MNPOTMBOIMUAEMUYECKOrO pexuMa Wt
NIMYHOW rurmeHbl Npu pabote B nabopatopusix (OTAENEHUAX, oTaenax) caHuTapHO-
3MNAEMMUONIOTMYECKUX YUPEXAEHUA cucTeMbl MuHUCTEpcTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. Npu pabote c Habopom cneayet HageBaTb OAHOPA30Bble PE3VMHOBbLIE WU
NnJacTMKOBbIe NepyaTKM, Tak kak 06pa3Lbl KPOBM YenoBeka criefyeT pacCMaTpuBaTb Kak
NoTeHUManbHO MHMOULMPOBAHHbIA MaTepuan, CNoCObHbI ANNTENbHOE BPEMS COXPaHSATb
n nepegaBaTb BWY, Bupyc rematuta wunu nwboil Apyron Bo36yauTENb BUPYCHOM
MHbEKUMN.

6. OBOPYAOBAHUE U MATEPUAIJbI,
HEOBXOAWUMBbIE NPU PABOTE C HABOPOM

- (QoToMeTp BepTUKaANbHOrO CKaHWPOBAHWSA, MO3BONAKOWMNIA U3MEPATb OMTUYECKYIO
NIOTHOCTb COAEPXMMOrO NIYHOK MaHLWweTa npu AnvHe BoAHbl 450 HM;

- TepMmocTaT, noaaepxusatowmnii Temnepatypy +37 °C £0.1 °C;

- [03aTopbl CO CMEHHbIMWM HaKOHeYHWKaMu, Mo3BoNswWwmne oTbéupatb 0b6beMbl
B AMana3oHe 5-250 mkn;

- UMAMHAP MepHbI BMecTuMocTbio 1000 mn;

- BOAQ AUCTUINMPOBAHHas;

- MepyaTKuM pe3nHOBbIE UKW NNACTUKOBbIE;

- bymara dunbTpoBanbHas.

7. NOANrOTOBKA PEATEHTOB A1 AHAJIN3A

7.1. lMepepa npoBeAeHWeM aHanm3a KOMNoHeHTbl Habopa n nccneagyemble obpasubl
CbIBOPOTKM (MNa3Mbl) KpOBW cnefyeT BblAepXaTb MNpW KOMHATHOW TeMmnepaType
(+18...425 °C) He meHee 30 MUH.

7.2. MpurorosaeHue niaaHwWweTa.

BCKpbITb MakeT C MJaHWeTOM U YCTaHOBUTb Ha paMKy Heo6XoAMMoe KONM4YecTBO
ctpynoB. OcTaBwMecs  HEWCNOoNb30BaHHbIMKM  CTpUMbl, 4YTOBbl  MNpeaoTBpaTUTb
BO34ENCTBUE Ha HUX BNaru, TWwaTenbHO 3aknenTb byMmaron Ans 3aknemBaHms NaaHWeTa
M XpaHuTb Npu Temnepatype +2...+8 °C B TeueHne Bcero cpoka rogHoctu Habopa.

7.3. MpuroTtoBsieHNne OTMbIBOYHOIO pacTBopa.

Coaepxumoe dnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pacTteopa (22 M), nepeHectn
B MepHbI UMnMHAp BMecTuMocTbto 1000 mn, pobasutb 550 Mn AMCTUANMPOBaHHOWN
BOAbl M TWaTeNbHO nepemewartb. B cnyyae apobHoro ucnonb3oBaHua Habopa cneayet
oTobpaTb HeobX0AMMOE KOSIMYECTBO KOHLEHTpaTa OTMbIBOYHOrO pacTBopa W pa3BecTu
ANCTUNNNPOBAHHON BOAOWM B 26 pa3 (1 Mn KOHLEHTpaTa OTMbIBOYHOro pacteopa + 25 mn
OVCTUNIMPOBAHHOM BOAbI).
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8. YCNOBUSA XPAHEHNSA U SKCIJTYATALIUMN HABOPA

8.1. Habop peareHtoB «O6wuii IgM-UDA» ponxkeH XpaHUTbCS B yMakKoBKe
npeanpuaTUA-nU3roToBuTens npu Temnepatype +2...+8 °C B TeuyeHue BCero Cpoka
roAHOCTW, YKa3aHHOro Ha ynakoeke Hab6opa.

[onyckaeTcs xpaHeHune (TpaHcnopTuposBka) Habopa npu Temnepatype Ao +25 °C He
6onee 15 cyTok. He ponyckaeTcsa 3amopaxuBaHue Lenoro Habopa.

8.2. Habop paccuutaH Ha npoBeaeHMe aHanusa B aybnukatax 42 uccnenyembix
obpasuoB, 5 kKannbpoBOYHbLIX Mpo6 M 1 Npobbl KOHTPONIbHOM CbIBOPOTKM (BCEro
96 onpepeneHui).

8.3. B cnyyae ApobHOro mcnonb3oBaHUs Habopa KOMMOHEHTbI CleAyeT XpaHuTb
cneayowmnm obpasom:

- OCTaBLUMECH HEWUCMOJIb30BAHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb

bymaror Ans 3akneMBaHus niaHweTa U XpaHUTb Npu TemnepaType +2...+8 °C
B TeYeHne BCero cpoka rogHoctn Habopa;

- bydep ang passeaseHns obpasuos, KOHbloraTt, cybcTpaT, CTon-peareHT nocne
BCKPbITUS (h1aKOHOB cneayeT XpaHuUTb nNpu Temnepatype +2...+8 °C B TeyeHune
BCEro cpoka rogHoctu Habopa;

- KanubpoBOYHble NPObbl M KOHTPOJIbHYHO CbIBOPOTKY MOC/AE BCKPbITUS (P/TaKOHOB
cnefyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He bonee 2 MecsiLeB;

- OCTaBLUMIACA HEWUCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTeopa cneayet
XpaHuTb Npu TemnepaType +2...+8 °C B TedeHne BCero cpoka rogHoctn Habopa.
MpUroTOBNEHHbIN OTMbIBOYHbIM pPacTBOp ClefyeT XpaHWTb MNpPU KOMHATHOWN
Temnepatype (+18..+25 °C) He 6onee 15 cyTok wnu npu TemnepaType
+2...4+8 °C He 6onee 45 cyTok.

MpuMeyaHue. MNocne NMCNONb30BaHUA peareHTa HeMeAsleHHO 3aKpbliBalTe KpbILWKY

dnakoHa. 3akpblBanTe Kaxablh h1akoH CBOEN KPbILLKOM.

8.4. 1na npoBeAeHWa aHanuM3a He cneayeT UCMNO0/b30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYH CbIBOPOTKY (M/1a3My) KpOBM, @ Takxe CbIBOPOTKY (MiasMy) KpoBM, coaepikallyo
asuna HaTpus. Ecnn aHann3 npon3BoANTCS He B AeHb B3ATUS KPOBM, CbIBOPOTKY (Maasmy)
cnepnyeT XpaHuTb npu TemnepaTtype -20 °C. MNMoBTOpHOe 3aMOpaXuBaHWe-OTTanBaHue
06pa3uLoB CbIBOPOTKM (Ma3Mbl) KPOBM He ponyckaeTcs. [JonyckaeTcss uccrnenoBaHue
CbIBOPOTOK, XpaHeHWe KOTOpblX C MOMeHTa 3abopa KpOBM OCYLLECTBASAIOCH MNpU
TemnepaType oT +2 °C go +8 °C He 6onee 7 cyToK.

8.5. VckntoyaeTcsa Mcnosb3oBaHMe Ana aHanu3a obpasuoB CbIBOPOTKM (Ma3Mmbl)
KpOBW NtoAewN, Nony4vaBLIMX B LensaxX ANMarHOCTUKM UAW Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbILUNHbIE @aHTUTENa.

8.6. Mpn uncnonb3oBaHuM Habopa AN NpoBeAeHUS HECKOSbKMX He3aBUCUMbIX
Cepuini aHann3oB cneafyeT UMeTb B BUAY, YTO A/ KaXA0ro He3aBMCMMOro OnpeaeseHmns
Heob6xoAMMO  MOCTPOEHME HOBOro  KanmMbpoBOYHOro rpaduka; Kpome 3TOro,
peKoMeHAyeTCs onpeaeneHne KoHueHTpaumm obwero IgM B KOHTPONIbHOW CbIBOPOTKE.

8.7. Ins nony4vyeHns HaAexHbIX pe3ynbTaToB Heob6XoaMMO cTporoe cobniogeHue
NHCTpyKuMM no npumeHeHuto Habopa.

8.8. He wucnonb3ayinte KOMMOHEHTbI M3 APYrMx HabopoB WAM M3 AHANOMMYHbIX
HabopoB ApYyrUX CEPUIA.
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9. NPOBEAEHUE AHAJIN3A

MomecTnTe B paMKy Heo6X0AMMOe KOJIMYECTBO CTPUMOB — UccredyeMble o6pasubl B 2
noBTopax n 12 nyHoK Ans KanM6pOBOYHbIX MPO6 U KOHTPOSIbHOW CbIBOPOTKM.

Pas6aBbTe 06pa3ubl cbiBOpoTkM (Mnasmbl) kpoBu B 5000 pas, ucnonb3ys UOA-Bydep.
Mpumep: B npobupky Pa3ssegeHune 1 (1:100): 10 mkn obpasua + 990 mkn UDA-Bydepa. B
Apyryto npobupky PasseaeHune 2 (1:5000) pobasbte 10 Mkn PasseaeHus 1 + 490 mkn UDA-
Bydepa. PasseneHune 2 (1:5000) cneayeT ncnonb3oBaTtb B aHanuse. Cnocob passeneHus ans
ApYyrux BUAOB MaTepuana npuseaeH B Tabnuue M. He pasbasnsaiTte kanmbpoBouyHble Npobbl
N KOHTPOJIbHYIO CbIBOPOTKY.

Ecnn npepnonaraemasi KoHueHTpauusi obwero IgM B uccnegyemoMm obpasue npesbilaer
10 r/n, ero cnenyeT AONOMHWUTENbHO pa3BecTn, ucnonb3ys NOA-Bydep. Micnonb3osaHue
apyrux 6ydepoB n peareHToB Ans pasbaBrneHns 06pasLOB MOXET WMCKaxaTb pe3y/bTaThbl
onpeaenexHus!

MpvMeyaHue. NS nonydYeHUs HaAEXHbIX pe3ynbTaTOB PEKOMEHAYETCA WCMNOMb30BaTb
HECKONbKO Moc/iefoBaTeNlbHbIX  pa3BeAeHuii  uccnegyemoro obpasua  6Monornyeckmnx
XNOAKOCTEN.

BHecuTe B COOTBETCTByHOLWME JyHKM B Ay6aukatax no 100 Mka kakaou
KanM6poOBOUYHOM NPO6bI U KOHTPOJIbHOW CbIBOPOTKMW. [1py MCCNefoBaHMM CbIBOPOTKM
(nnasmbl) KPOBUM B JTYHKM, NpeAHa3HavyeHHble 4518 nccneayemblx o6pasLos, BHECUTE Mo
100 mkn pas6aBneHHbix o6pasyos (PasseaeHue 2). MNpu nccnegoBaHum Apyrux
BMAOB MaTepuana obbeM BHOCMMOro mccrneayemoro obpasua ykasaH B Tabnuue M.
BHeceHMe KannmbpoBOYHbIX NMP06, KOHTPONILHOM CbIBOPOTKM U MUCCefyeMbix 06pa3uoB
HeobxoAMMO NMPOM3BECTU B TedyeHne 15 MUHyT.

AKKypaTHO NepeMellainTe CoAepXWMOoe MnaHlWeTa KpPyroBbIMW ABUMXXEHUSMU O
rOpU30HTa/IbHOW MOBEPXHOCTM, 3aK/1eliTe NiaHwWweT 6yMaroi Ans 3aknenBaHus nNaaHLWeTa.
MUHKYy6upyiiTte nnaHwert B TeueHne 30 MUHYT Nnpu Temnepartype +37 °C.

Mo oKOH4YaHMM WHKybauuu ypanuTe coAepXMMoe JIyHOK acnupauuein (Hanpumep,
C MOMOLLbK BOAOCTPYMHOIO Hacoca) Win AeKaHTUPOBaHWEM 1 OTMOWUTE NYHKMU 3 pas3a.
Mpn Kaxzaol oTMbiBKe AobaBbTe BO BCe JYHKM MO 250 MKA OTMbIBOYHOrO pacTtBopa
(cM. n. 7.3), BCTPSIXHUTE MMaHWET KPYroBbiIMW ABMXXEHUSIMU MO TOPU30OHTaNIbHOW
NOBEPXHOCTM C MOCAeayowen acnupaunein WAn AeKaHTUPOBaHWEM. 3ajepiXka
npu OTMbIBKE (3amMaymMBaHuWe NyHOK) He TpebyeTcsa. pu KaXAoM AeKaHTMPOBaHMU
HeobX0AMMO TLATENbHO YAANsATb OCTaTKM XMUAKOCTU U3 JIYHOK.

BHecuTe BO BCe siyHkn no 100 MKk KOHblOrara.

3aksenTe nnaHweT 6ymMaroi AN 3aKfieuBaHus NiaHLleTa » MHKY6UpyWTe ero B Te4eHue
30 MUHYT npu Temnepartype +37 °C.

M0 OKOHYaHWW MHKYBaLMKN yaanuTe CoAepXUMOe JIYHOK 1 OTMOWUTE JIyHKU 5 pas.

BHecuTe Bo Bce nyHku no 100 mkn pacrtBopa cy6crpata TeTpameTunbeHsnan-
Ha. BHeceHune pacTtBopa cybcTpaTa TeTpameTunbeHsnagmHa B YHKU Heo6XoaAnMMo Mnpo-|
M3BECTU B TeyeHune 2-3 MuvH. MHKYy6upyiTe nnaHWweT B TEMHOTE NMpyU KOMHaTHOM
TemnepaTtype (+18...+25 °C) B TeueHme 10-20 MMHYT B 3aBUCUMOCTUN OT CTEMNEHU
pa3BUTUSI CUHEr0 OKpalUMBaHUS.

11

BHecuTe BO BCe JIYHKM C TOW XXe CKOPOCTbIO W B TOW Xe NOCNef0BaTeNbHOCTU, KaK U
pactBop cybcTpaTta TeTpameTunbeHsmanHa, no 100 MK cTon-peareHTa, npu 3ToMm
COAEepXUMOe TYHOK OKPaLUMBAETCS B SIPKO-XKENTbl LBET.

12

U3MepbTe BenUUMHY onTUYecko mJioTHoctu (Of) copep>KMMOro JiyHOK
njaaHwera Ha d¢oToMeTpe BepTUKaJbHOr0 CKaHWPOBaHVUS MPU AJSIMHE BOJIHbI
450 HM. M3mepeHune Ol coaep>XXmMMOro NyHOK niaHweTa HeobxoAnMO Npou3BecTu B
TeyeHue 15 MWH nocne BHeceHUs cTon-peareHTa. bnaHk doToMeTpa BbiCTaBnaniTe No
kannbposoyHoi npobe C1.

npoaoskeHne Tabauubl Ha cTp. 8
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13 | MocTpoiiTe B NUHENHbIX KoopAuHaTax KannmbpoBOuYHbIM rpaduk: ocb abcumcc (x) -
KOHUeHTpauusi obwero IgM B kanmbpoBouHbix npobax (r/n), ocb opauHaT (y) -
onTuyeckas MAOTHOCTb KannbposouHblix Npob (O 450 HM). Ana anroputma obcyeTa
(annpokcMMaumnm) KanmbpoBOYHOro rpaduka UCMonb3yrWTe MHTEepBasbHbIA (KyCOYHO-
JNIMHENHbIW, «OT TOUYKM K TOYKE») METOA.

14 | Onpenenunte no kanubpoBo4YyHOMY rpacduKky copepxaHue obuwero IgM B nccneagyembix
obpasuax. Ecnn wuccnepyembii obpasen npeapassoaumnn  (CM. n.3), yMHOXbTe
Nnofly4YeHHbI pe3ynbTaT Ha dakTop pasBeaeHusi. pu aHanuse pasfiMyHbIX BWUAOB
MaTepuana HeobX0AMMO YMHOXWUTb MOJSIyYeHHble 3HadeHus Ha PakTop nepecyeTa,
npueeAeHHbI B Tabnuue M.

Tabnuua M
cbiBopoTka | Mccnepyemble 06pasubl Pa3egenue 1(1:100): 10 mkn obpasua 0 100 1
(nnasma) | JOMKHbI ObITb TLIATENbHO + 990 mkn bydepa Ana passeneHus
KpoBI | OTLIEHTPUGYIMpOBaHbI. 06pa3LoB. B apyryto npobupky

AHanu3 MyTHBIX, XNe3HbIX PasBepenue 2 (1:5000) nobaBbre

11 remonuTMYeckmx 06pasuoB | 10 mkn PazseseHue T+ 490 mkn
MOXET MPUBECTU K UCKaxKeHWto | bydepa ana pa3seseHna 0bpasLios.
pe3ynbTaTos. Pa3Begenue 2 (1:5000) cnepyet
1CMONb30BaTh B aHanu3e

aioHa | Wcenepyemble obpasupl 90 10 0.002
AOMKHDI ObITb TLLATENbHO
OTLIeHTPUGYrupoBaHbl. AHanu3
MYTHbIX 06Pa3Li0B MOXeT
MPUBECTU K MCKXKEHUIO
pe3ynbraTos.

moua | Wccnepyemble obpasupl 50 50 0.0004
AOMKHDI ObITb TLLATENbHO
OTLIeHTPUGYrupoBaHbl. AHanu3
MYTHbIX 06Pa3Li0B MOXeT
MPUBECTU K UCKXKEHNIO
pe3ynbraTos.

CnuHHO- | Viccnepyemble 06pasLibl 80 20 0.001
MO3r0BasA | AOMKHbI ObITb TLUATENbHO
KUBKOCTb | OTUEHTPUGYrMpoBaHbl. AHanu3
MYTHbIX 06Pa3Li0B MOXeT
MPUBECTI K UCKXKEHWIO
pe3ynbraTos.
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10. OXXMAAEMbIE 3HAYEHNA N HOPMbI

10.1. OcHoBbIBasiCb Ha pe3ynbTaTtax nccnenoBaHui, npoBeAeHHbIX
000 «XEMA», pekoMeHAyeM MOsb30BaTbCs HOpMaMW, NpuBEAEHHbIMK HMKe. BmecTte
C TeM, B COOTBETCTBUM C NpaBunamm GLP (Xopowei nabopaToOpHON NpaKTUKK), Kaxxaas
nabopatopua AO/HKHA camMa onpefennTb MapaMeTpbl HOPMbl, XapakTepHble ANS
obcnenyemon nonynauuu.

MpumMmeuaHue. 3HayeHUss KOHUeHTpauuii obwero IgM B uccneayembix obpasuax,
HaXxoAslWMeCa HUXe TrpaHuubl 4YyBcTBUTEeNbHOCTM Habopa (0.06 r/n), a Takxe
rnpesbllatowme 3HayeHne BepxHen kanmbposoyHor npobel (10 r/n) cneayeT npuBoAnNTb
B cnepylowen gopme: B nccnenyemMoMm obpasue X KoHuUeHTpauusa obuero IgM Huxke
0.06 r/n wnu Bbiwe 10 r/n.

Eaunuupbl, r/n
Wccnepyemasn rpynna — —
HwxHuii npepen Bepxuuit npegen
340pOoBble AOHOPbI 0.7 3.7
HOBOPOXAEHHbIE 0.1 0.35
1-3 mecsqua 0.12 0.9
4-6 mecsaues 0.25 1.2
7-12 mecsues 0.35 1.0
1-6 net 0.55 2.2
7-11 net 0.65 1.7

11. INTEPATYPA

1. Erik J. Wiersma, Cathy Collins, Shafie Fazel, and Marc J. Shulman Structural and
Functional Analysis of J Chain-Deficient IgM J. Immunol., Jun 1998; 160: 5979 -
5989.

Mo BompocaM, KacawLwmmcs kayectsa Habopa «06wmn IgM-UDA >,
cnepyet obpawatbcs B OO0 «XEMA» no agpecy:

105043, r. MockBa, a/a 58

105264, r. MockBa, yn. 9-a MNapkosas, 4. 48, 1-1 noa., 5 atax,
Ten/dakc (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbIl)

3/1eKTPOHHas noyta: info@xema.ru; rgc@xema.ru
VHTEpHET: www.xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knueHTckoro cepsnca OO0 «XEMA»,
K. 6. H. [. C. KOCTp1KunH
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Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF TOTAL IgM IN HUMAN BIOLOGICAL FLUIDS

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of total IgM
in biological fluids.

This kit is designed for measurement of total IgM in biological fluids. For possibility
of use with other sample types, please, refer to Application Notes (on request). The kit
contains reagents sufficient for 96 determinations and allows to analyze 42 unknown
samples in duplicates.

2. SUMMARY AND EXPLANATION

Immunoglobulin M (IgM) is secreted during primary immune response and exists
in monomeric and pentameric forms. Elevated serum IgM is observed in chronic
inflammation, macroglobulinemia and IgM myeloma. Decreased IgM level may occur in
some immunodeficiency syndromes.

3. PRINCIPLE OF THE TEST

This test is based on two-site sandwich enzyme immunoassay principle. Tested
specimen is placed into the microwells coated by specific murine monoclonal to human
total IgM-antibodies. Antigen from the specimen is captured by the antibodies coated
onto the microwell surface. Unbound material is removed by washing procedure. Second
antibodies — murine monocnoclonal to human total IgM, labelled with peroxidase enzyme,
are then added into the microwells. After subsequent washing procedure, the remaining
enzymatic activity bound to the microwell surface is detected and quantified by addition
of chromogen-substrate mixture, stop solution and photometry at 450 nm. Optical
density in the microwell is directly related to the quantity of the measured analyte in
the specimen.
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4. WARNINGS AND PRECAUTIONS

4.1. For professional use only.

4.2, This kit is intended for in vitro diagnostic use only.

4.3. INFECTION HAZARD: There is no available test methods that can absolutely
assure that Hepatitis B and C viruses, HIV-'2, or other infectious agents are not present
in the reagents of this kit. 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.

4.4. Avoid contact with stop solution containing 5.0% H,SO,. It may cause skin
irritation and burns.

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

4.6. Do not use the kit beyond the expiration date.

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

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

4.9. Chemicals and prepared or used reagents have to be treated as hazardous
waste according to the national biohazard safety guidelines or regulations.

4.10. Do not mix reagents from different lots.

4.11. Replace caps on reagents immediately. Do not swap caps.

4.12. Do not pipette reagents by mouth.

4.13. Specimens must not contain any AZIDE compounds - they inhibit activity
of peroxidase.

4.14. Material Safety Data Sheet for this product is available upon request directly
from XEMA Co., Ltd.

4.15. The Material Safety Data Sheet fit the requirements of EU Guideline 91/155
EC.
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5.2. Equipment and material required but not provided

Distilled or deionized water;

Automatic or semiautomatic multichannel micropipettes, 100-250 pl, is useful
but not essential;

Calibrated micropipettes with variable volume, range volume 5-250 pl;

Dry thermostat for 37 °C £0.1 °C

Calibrated microplate photometer with 450 nm wavelength and OD measuring
range 0-3.0

5.3. Storage and stability of the Kit

Store the whole kit at +2...+8 °C upon receipt until the expiration date.

After opening the pouch keep unused microtiter wells TIGHTLY SEALED BY ADHESIVE
TAPE (INCLUDED) to minimize exposure to moisture.

6. SPECIMEN COLLECTION AND STORAGE

This kit is intended for use with serum or plasma (ACD- or heparinized). Grossly
hemolytic, lipemic, or turbid samples should be avoided.
Specimens may be stored for up to 48 hours at +2...+8 °C before testing.

7. TEST PROCEDURE

7.1. Reagent Preparation

All reagents (including unsealed microstrips) should be allowed to reach room
temperature (+18...4+25 °C) before use.

All reagents should be mixed by gentle inversion or vortexing prior to use.
Avoid foam formation.

It is recommended to spin down shortly the tubes with calibrators on low speed
centrifuge.

Prepare washing solution from the concentrate BUF WASH 26X by 26 dilutions
in distilled water.

7.2. Procedural Note:

It is recommended that pipetting of all calibrators and samples should be completed
within 3 minutes.

7.3. Assay flowchart

See the example of calibration graphic in Quality Control data sheet.
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9.4. Below is presented a typical example of a standard curve with the XEMA Co.
Not for calculations!

: Absorbance units Production control 1
Calibrators Value (450 nm) -
CAL 1 0 g/l 0.08 B /12
CAL 2 0.5 g/l 0.32 N
CAL 3 29/l 0.93 - /
CAL 4 5 g/l 2.15 Bl
CALS 10 g/I 3.01 o

10. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods
alone - all available clinical and laboratory findings should be used by a physician
to elaborate therapeutically measures. Each laboratory should establish its own normal
range for total IgM. Based on data obtained by XEMA, the following normal range
is recommended (see below). NOTE: the patients that have received murine
monoclonal antibodies for radioimaging or immunotherapy develop high titered anti-
mouse antibodies (HAMA). The presence of these antibodies may cause false results
in the present assay. Sera from HAMA positive patients should be treated with depleting
adsorbents before assaying.

Units, g/I
Sex, age Lower limit Upper limit
Healthy donors 0.7 3.7
newborn 0.1 0.35
1-3 month 0.12 0.9
4-6 month 0.25 1.2
7-12 month 0.35 1.0
1-6 yrs 0.55 2.2
7-11 yrs 0.65 1.7

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
IgA <0.1
I1gG <0.1
IgE <0.1

11.2. Analytical sensitivity. Sensitivity of the assay was assessed as being 0.06 g/I.

11.3. Linearity. Linearity was checked by assaying dilution series of 5 samples with
different total IgM concentrations. Linearity percentages obtained ranged within 90 to 110%.

11.4. Recovery. Recovery was estimated by assaying 5 mixed samples with known
total IgM concentrations. The recovery percentages ranged from 90 to 110%.

12, LITERATURE

Erik J. Wiersma, Cathy Collins, Shafie Fazel, and Marc J. Shulman Structural and
Functional Analysis of J Chain-Deficient IgM J. Immunol., Jun 1998; 160: 5979 - 5989.

Document: K2771 Instruction version: 1901 Format version: 506

16



Cumson / Symbol

3HaueHue cumBona / Symbolize

Mpoussoautens / Manufacturer

[ata npoussoacTsa / Date of manufacture

BES] 3

Homep no katanory / Catalogue number

Homep cepun / Batch code

{
3
2
s
H

Wcnonb3osaTb A0 (roa-mecsu) / Use By

OrpaHu4yeHue TemnepaTypbl / Temperature limitation

ToNbKO ANS UH BUTPO AWNArHOCTUKM /
In Vitro Diagnostic Medical Device

BHumanwue! / Caution, consult accompanying documents

He ncnonb3oBaTb Npy HapyLUEHWUW LEeNOCTHOCTM YNaKoBKH /
Do not use if package damaged

SORB MTP

MnaHweT / EIA strips

A

-

KannbposouHble npobbl / Calibrator set

CONTROL

KoHTponbHas ceiBopoTka / Control sera

KoHbtoraT / Conjugate

SUBS TMB

PactBop cy6cTpaTa TeTpametTunberHsmnamHa (TMB) /
Substrate solution

BUF WASH 26X

KOHLIeHTpaT OTMbIBOYHOIO pacTsopa /
Washing solution concentrate

STOP

M

Cron-peareHT / Stop solution

=)
=
=}

N®A-Bydep / EIA buffer




YBa)kaembiin KnneHt!

«XEMA» B Bawem pervone.

npoBefeHNA aHann3sa Konnyecrtsee.
.

Ecnuenpouecce paboTbl c Hawrmu Habopamy Bam noHago6vnvcb nnacTrkoBble BaHHOUKM A1 KUAKMX
peareHToB, OHOPa30Bble HAKOHEUHVKN AN [O3aTOPOB UAN AOMONHUTENbHbIE 0ObeMbl peareHToB
(KOHLieHTpaT oTMbIBOYHOTO pactBopa, IOA-bydep, pactBop cybcTpata TeTpametnbeHsnamHa (TMB),
CTOM-peareHT), BXxogawwmx B cocta Habopa, npocrm Bac 06patnTbca K nocTaBLymKy npogykummn OO0

Bce YKa3aHHble pacxofHble MaTepuasibl NpefoCcTaBAAOTCA 6ecnnaTtHo, B Heob6xogumom AnsA

MepeueHb HaGopoB peareHToB AIA ANArHOCTUKN NHPEKLMOHHbIX \

3aboneBaHuii nponsBoacTBa 000 «XEMA»

N2 no katanory HanmeHosaHune
K101 «Toxoplasma IgG-VDA»
K101M «Toxoplasma IgM-UOA»

K102 «Rubella IgG-®A»

K102M «Rubella IgM-UDA»

K103 «Cytomegalovirus IlgG-OA»
K103M «Cytomegalovirus IgM-VIOA»
K104 «HSV 1,2 IgG-NDA»

K104M «HSV 1,2 IgM-VIDA»

K105 «Chlamydia IgG-V®OA»

K106 «Mycoplasma IgG-VIOA»
K111G «Cudpunuc IgG-NOA»

K111 «Cndunmuc cymmapHble aHTuTena-MOA»
K121 «Aspergillus IgG-NDA»

Russian Diagnostic
Manufacturers Association

RUSSIAN ASSOCIATION
(OF MEDICAL LABORATORY.
DIAGNOSTICS.

POCCHACKAS ACCS

outALY
MEQALHHCAOM TABOPATOPHOH

Homep ropsaueit nuHUmn TexHn4eckom nopgaepxku Knvenrtos:

8800505 23 45

Bce 3BOHKM Ha HOMEp ropsayei NrHKMM 6ecnnaTHbl AN 3BOHALLErO ¢ N1060ro
MOGWIBHOIO MK CTalMoHapHoro TenedoHa no Bcei Tepputopun Poccun.

Kpem Bawumx oT3bIBOB 1 NpeA/ioXKeHWii Mo agpecam:

LieHTpanbHblin opuc 000 «XEMA»

Anpec Ana KoppecroHAeHunu:

105043, r. MockBa, a/a 58

105264, r. Mocksa, yn. 9-a Mapkosas, A. 48, 1-11 noA., 5 sTax
Ten.: +7 (495) 510-57 07, 737-39-36;

dakc: +7 (495) 737-00-40

e-mail: info@xema.ru

www.xema-medica.com

D000 «Xema», Ten.: +7 (812) 271-24-41

191144, CankT-TMeTepbypr, JertapHbiii nep., A. 8-10, nutep A
e-mail: spb@xema.ru

CM 000 «Xemma-TecT», Ten.: (17) 211-80-39

Oduc: 220029, MuHck, MpocnekT Malweposa, a. 11,

nutep A, kopn. 8/K, opuc 416

e-mail: hemma-test@yandex.ru

TOB «Xeman, Ten.: (044) 422-62-16;

03179, r. Knes, yn. Akapemrika Eppemosa, f. 23;

e-mail: info@xema.com.ua

L?J xemahelp
(2l
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