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1. SCOPO PREVISTO
Per uso diagnostico in vitro
Per uso professionale in laboratorio

Il dosaggio ANA Screen & un dispositivo diagnostico
manuale in vitro destinato alla determinazione qualitativa
degli anticorpi IgG diretti contro Sm (Smith), RNP/Sm,
Scl-70, SS-A (Ro) (52kDa e 60kDa), SS-B (La), Jof,
U1-SmRNP, CENP-B, dsDNA e istoni nel siero o plasma
umano. | risultati devono essere impiegati in associazione ad
altri dati clinici e di laboratorio come ausilio nella diagnosi
delle patologie autoimmuni sistemiche reumatiche.

2. RILEVANZA CLINICA

Gli autoanticorpi antinucleari (ANA) sono un gruppo
eterogeneo di autoanticorpi che riconoscono le
macromolecole nucleari e i relativi complessi; potrebbero
rientrare in questa categoria anche anticorpi contro alcune
proteine citoplasmatiche'®. Tali anticorpi si trovano
comunemente nei sieri dei pazienti affetti da patologie
autoimmuni  sistemiche reumatiche (SARD, systemic
autoimmune rheumatic disease) e possono legarsi a DNA,
RNA e proteine, nonché a complessi di acidi nucleici con
proteine essenziali per diverse funzioni intracellulari come la
replica e la trascrizione.

| target degli ANA possono essere suddivisi in due gruppi
nellambito delle patologie autoimmuni sistemiche
reumatiche: gli anticorpi che riconoscono il DNA, gli istoni e
i nucleosomi'?58; e quelli che si legano ai complessi di RNA
con le proteine leganti 'RNA (RBP, RNA-binding protein)
e le piccole ribonucleoproteine nucleari (SnRNP)™.

Gli autoanticorpi mirati agli antigeni nucleari sono segni
distintivi sierologici delle SARD e la loro rilevazione e
utilizzata dai medici per supportare la diagnosi di disturbi
come il LES, la sindrome di Sjogren, la sclerosi sistemica, la
polimiosite e la malattia mista del tessuto connettivo. E ben
noto che si tratta di disturbi complessi e caratterizzati dalla
presenza di un ampio spettro di autoanticorpi. Inoltre, & stato
ampiamente dimostrato che gli ANA vengono rilevati spesso
nei sieri di pazienti affetti da malattie non reumatiche e
soggetti sani che non sviluppano una malattia reumatica.

A causa della complessita delle SARD, i test ANA
dovrebbero sempre essere considerati insieme alla
valutazione dell’anamnesi del paziente, delle manifestazioni
cliniche e di altri esami di laboratorio per diagnosticare
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3. PRINCIPIO DEL METODO

Il test ANA Screen & un dosaggio immunometrico enzimatico
indiretto (ELISA) basato sul legame degli anticorpi presenti
con gli antigeni Sm, RNP/Sm, SS-A (Ro), SS-B (La), Scl-70,
Jo1, U1-SmRNP, CENP-B, dsDNA e istoni rivestiti sulle
micropiastre. Eventuali anticorpi presenti nei calibratori, nei
controlli o nei campioni prediluiti dei pazienti si legano alla
superficie interna dei pozzetti. Dopo un’incubazione di
30 minuti, la micropiastra viene lavata con il tampone di
lavaggio per rimuovere i componenti non reattivi del siero.

Una soluzione di coniugato con perossidasi di rafano anti-
IgG umane riconosce gli anticorpi di classe IgG legati agli
antigeni immobilizzati. Dopo un’incubazione di 30 minuti, il
coniugato enzimatico in eccesso, che non & specificamente
legato, viene lavato via con il tampone di lavaggio.

Una soluzione di substrato cromogenico contenente TMB
viene erogata nei pozzetti. Dopo 15 minuti di incubazione, lo
sviluppo del colore viene interrotto aggiungendo la soluzione
di arresto. A questo punto, la soluzione diventa gialla. Il livello
di colore & direttamente proporzionale alla concentrazione di
anticorpi IgG presenti nel campione originale.

4. REAGENTI, MATERIALI E STRUMENTAZIONE

4.1. Reagenti e materiali forniti nel kit
1. Calibratore (1 fiala, 1,2 mL)
Tampone fosfato 0,1 M, NaN3 < 0,1%, siero umano
CALA1 DCE002/09906-0
2. Controlli (2 fiale, 1,2 mL ciascuna, pronte all’'uso)
Tampone fosfato 0,1 M, NaN3 < 0,1%, siero umano
Controllo negativo REF| DCE045/09901-0
Controllo positivo REF| DCE045/09902-0
3. Diluente per campione (1 fiala, 100 mL)
Tampone fosfato 0,1 M, NaN3 < 0,1%

DCE053-0
4. Coniugato (1 fiala, 15 mL)

Coniugato anti h-lgG con perossidasi di rafano (HRP),
BSA 0,1%, ProClin™ < 0,0015%

DCE002/09902-0
5. Micropiastra rivestita (1 micropiastra frangibile)
Micropiastra rivestita con antigeni ANA

DCE002/09903-0
6. Substrato TMB (1 fiala, 15 mL)
H202-TMB (0,26 g/L) (evitare qualsiasi contatto con la pelle)

DCE004-0

Soluzione di arresto (1 fiala, 15 mL)
FBido solforico 0,15 M (evitare qualsiasi contatto con la pelle)
I’ DCE005-0

'- ‘ Soluzione di arresto conc. 10X (1 fiala, 50 mL)

@mpone fosfato 0,2 MpH 7,4  |REF DCE054-0



4.2. Materiali richiesti ma non forniti
Acqua distillata

4.3. Materiali e strumentazione ausiliari

Erogatore automatico.

Dispositivi di pipettaggio di precisione Lettore di micropiastre
(450 nm, 620-630 nm)

5.

AVVERTENZE

Questo kit & destinato all’'uso in vitro esclusivamente da
parte di professionisti. Non per uso interno o esterno in
esseri umani o animali.

Utilizzare adeguati dispositivi di protezione individuale
mentre si lavora con i reagenti forniti.

Seguire le buone prassi di laboratorio (GLP, Good
Laboratory Practice) per la manipolazione di emoderivati.
I materiale di origine animale utilizzato nella
preparazione del kit & stato ottenuto da animali certificati
come sani e la proteina bovina € stata ottenuta da Paesi
non infettati dalla BSE, ma tali materiali devono essere
trattati come potenzialmente infettivi.
Alcuni reagenti contengono piccole quantita di azoturo di
sodio (NaNs) o ProClin™ 300 come conservante. Evitare
il contatto con pelle 0 mucose.
Tutto il materiale di origine umana utilizzato nella
preparazione dei reagenti € stato testato e risultato
negativo per gli anticorpi del’HIV 1 e 2, HbsAg e HCV.
Nessun metodo di prova, tuttavia, puo offrire la completa
garanzia che HIV, HBV, HCV o altri agenti infettivi siano
assenti. Pertanto, i calibratori e i controlli devono
essere manipolati allo stesso modo del materiale
potenzialmente infettivo.

L’azoturo di sodio pud essere tossico se ingerito o
assorbito attraverso la pelle o gli occhi; inoltre, pud
reagire con le tubature di piombo o rame per formare
azoturi metallici potenzialmente esplosivi. Se si utilizza
un lavandino per rimuovere i reagenti, lavare con
abbondante acqua per evitare 'accumulo di azoturi.

Il substrato TMB contiene un irritante, che pud essere
dannoso se inalato, ingerito o assorbito per via cutanea.
Per prevenire lesioni, evitare I'inalazione, I'ingestione o il
contatto con pelle e occhi.

La soluzione di arresto consiste in una soluzione diluita
di acido solforico. L’acido solforico & velenoso e
COrrosivo e puo essere tossico se ingerito. Per prevenire
ustioni chimiche, evitare il contatto con pelle e occhi.
Evitare I'esposizione del reagente TMB/H202 a luce
solare diretta, metalli o ossidanti. Non congelare la
soluzione.

PRECAUZIONI

Attenersi rigorosamente alla sequenza dei passaggi di
pipettaggio forniti in questo protocollo. | dati sulle
prestazioni qui rappresentati sono stati ottenuti
utilizzando i reagenti specifici elencati in queste istruzioni
per l'uso.

Tutti i reagenti devono essere conservati refrigerati a
2-8 °C nel contenitore originale. Tutte le eccezioni sono
chiaramente indicate.

Lasciare che tutti i componenti del kit e i campioni
raggiungano la temperatura ambiente (22-28 °C) e
mescolare bene prima dell’uso.

Non scambiare i componenti di kit di lotti diversi. La data
di scadenza stampata sulle etichette della confezione e
delle fiale deve essere rispettata. Non utilizzare alcun
componente del kit dopo la data di scadenza.

Se si utilizzano apparecchiature automatizzate, I'utente
ha la responsabilita di assicurarsi che il kit sia stato
adeguatamente testato.

7.

La rimozione incompleta o imprecisa del liquido dai
pozzetti potrebbe influenzare la precisione del dosaggio
e/o aumentare il background. Per migliorare le
prestazioni del kit sui sistemi automatici, si raccomanda
di aumentare il numero di lavaggi.

E importante che il tempo di reazione in ogni pozzetto sia
mantenuto costante per ottenere risultati riproducibili.
Il pipettaggio dei campioni non deve andare oltre i dieci
minuti per evitare deviazioni del dosaggio. Se sono
necessari piu di 10 minuti, seguire lo stesso ordine di
erogazione. Se si utilizza piu di una piastra, si raccomanda
di ripetere la curva dose-risposta in ogni piastra.
L'aggiunta della soluzione di substrato TMB avvia una
reazione cinetica, che viene terminata dallaggiunta della
soluzione di arresto. Pertanto, il substrato TMB e la soluzione
di arresto devono essere aggiunti nella stessa sequenza per
eliminare qualsiasi deviazione temporale durante la reazione.
Osservare le linee guida per I'esecuzione del controllo di
qualita nei laboratori medici analizzando i controlli e/o i
sieri in pool.

La massima precisione ¢ richiesta per la ricostituzione e
I'erogazione dei reagenti.

| campioni microbiologicamente contaminati, altamente
lipemici o emolizzati non devono essere utilizzati nel
dosaggio.

| lettori di piastre misurano verticalmente. Non toccare il
fondo dei pozzetti.

AVVERTENZA: il reagente coniugato & progettato per
garantire la massima sensibilita per la dose e puo
essere contaminato da agenti esterni se non utilizzato
correttamente; pertanto, si raccomanda di utilizzare
materiali di consumo monouso (puntali, flaconi, vassoi,
ecc.). Per le dosi divise, prelevare l'esatta quantita di
coniugato necessaria e non reintrodurre alcun prodotto di
scarto nel flacone originale. Inolire, per le dosi erogate con
lausilio di dispositivi_automatici e semiautomatici,
prima di utilizzare il coniugato, € consigliabile pulire il
sistema per la gestione dei fluidi, assicurandosi che le
procedure di lavaggio, deproteinizzazione e
decontaminazione siano efficaci per evitare la
contaminazione del coniugato. Questa procedura €
altamente raccomandata quando il kit viene elaborato
utilizzando analizzatori non dotati di puntali monouso.

A tale scopo, DiaMetra fornisce un reagente di
decontaminazione separato per la pulizia degli aghi.

CONSERVAZIONE E STABILITA DEI REAGENTI

Conservare il kit a 2+8 °C, al buio.

Nota

Il kit & stabile a 2-8 °C fino alla data di scadenza indicata
sull’etichetta esterna del kit.

Una volta aperto, il kit & stabile a 2-8 °C per 6 mesi.

La soluzione di lavaggio diluita & stabile per 30 giorni a
2-8 °C.

sacchetto contenente la

importante: aprire |l

micropiastra rivestita solo quando & a temperatura ambiente
e chiuderlo immediatamente dopo l'uso.

8. RACCOLTA E CONSERVAZIONE DEI CAMPIONI

Il dosaggio deve essere effettuato su campioni di siero
(provette di campionamento standard o provette contenenti
gel per la separazione del siero) o plasma (litio eparina,
sodio eparina o EDTA di potassio).

Conservazione dei campioni Durata
— 96 ore
Cicli di o
congelamento/scongelamento 3 cicli




9. PROCEDURA

9.1. Preparazione dei calibratori (C1)
| calibratori sono pronti alluso; la concentrazione del
calibratore & stampata sull’etichetta.

9.2. Preparazione della soluzione di lavaggio

Diluire il contenuto di ogni fiala della soluzione di lavaggio
tamponata concentrata (10X) con acqua distillata fino a un
volume finale di 500 mL prima dell'uso. Per i volumi piu
piccoli, rispettare il rapporto di diluizione 1:10. La soluzione
di lavaggio diluita & stabile per 30 giorni a 2-8 °C.

E possibile osservare la presenza di cristalli allinterno della
soluzione di lavaggio concentrata; in tal caso, mescolare a
temperatura ambiente fino alla completa dissoluzione dei
cristalli. Per una maggiore precisione, diluire 'intero flacone
di soluzione di lavaggio concentrata a 500 mL, avendo cura
anche di trasferire completamente i cristalli sciacquando il
flacone, quindi mescolare fino a quando i cristalli non si
dissolvono completamente.

9.3. Preparazione dei campioni

Per la determinazione degli anticorpi ANA, il siero o il plasma
umano sono le matrici di campione preferite.

Tutti i campioni di siero e plasma devono essere
prediluiti con diluente per campione 1:100; ad esempio,
10 uL di campione possono essere diluiti con 990 pL di
diluente per campione.

| campioni a digiuno non sono necessari e non sono richieste
preparazioni speciali. Prelevare il sangue tramite
venipuntura in Vacutainer e separare il siero (dopo la
formazione del coagulo) o il plasma dalle cellule tramite
centrifugazione.

Né la bilirubina né I'emolisi hanno un effetto significativo
sulla procedura.

| controlli sono pronti per 'uso.

9.4. Procedura

o Lasciare che tutti i reagenti raggiungano la
temperatura ambiente (22-28 °C) per almeno
30 minuti. Alla fine del dosaggio, conservare
immediatamente i reagenti a 2-8 °C: evitare una lunga
esposizione a temperatura ambiente.

e Le strisce di micropozzetti rivestiti non utilizzate devono
essere rilasciate in modo sicuro nella busta di alluminio
contenente 'essiccante e conservate a 2-8 °C.

e Per evitare potenziali contaminazioni microbiche e/o
chimiche, i reagenti inutilizzati non devono mai essere
trasferiti nelle fiale originali.

e Poiché & necessario eseguire la determinazione in
duplicato per migliorare la precisione dei risultati della
prova, preparare due pozzetti per ogni punto della curva
di calibrazione (C+1), due per ogni controllo, due per ogni
campione, uno per il bianco.

. Campione/ .
Reagente Calibratore Controlli Bianco
Calibratore
C 100 pL
Controlli 100 pL
Campione
diluito 100 pt

Incubare per 30 minuti a temperatura ambiente (22-28 °C).
Rimuovere il contenuto da ogni pozzetto, lavare i pozzetti
3 volte con 300 pL di soluzione di lavaggio diluita.

Nota importante: durante ogni fase di lavaggio, agitare
delicatamente la piastra per 5 secondi e rimuovere la
soluzione in eccesso picchiettando la piastra capovolta su
un tovagliolo di carta assorbente.

Lavatore automatico: se si utilizzano apparecchiature
automatiche, lavare i pozzetti almeno 5 volte.

Coniugato 100 pL 100 pL

Incubare per 30 minuti a temperatura ambiente (22-28 °C).
Rimuovere il contenuto da ogni pozzetto, lavare i pozzetti
3 volte con 300 pL di soluzione di lavaggio diluita.

Lavaggio: seguire le stesse indicazioni del punto
precedente.

Substrato
TMB

100 pL 100 pL 100 pL

Incubare per 15 minuti, al buio, a temperatura ambiente
(22-28 °C).

Soluzione di

Sedt 100 pL 100 pL 100 pL

Agitare delicatamente la micropiastra.

Leggere I'assorbanza (E) a 450 nm contro una lunghezza
d'onda di riferimento di 620-630 nm o contro il bianco
entro 5 minuti.

10. CONTROLLO QUALITA

Le buone prassi di laboratorio (GLP) richiedono linclusione di
campioni per il controllo della qualita in ogni serie di dosaggi al
fine di verificare le prestazioni del dosaggio. | controlli devono
essere frattati come campioni sconosciuti € i risultati devono
essere analizzati con metodi statistici appropriati.

| controlli forniti nel kit devono essere testati come se fossero
sconosciuti e hanno lo scopo di agevolare la valutazione
della validita dei risultati ottenuti in ogni piastra di dosaggio.

La concentrazione media di ciascun livello di controllo &
documentata nel rapporto del controllo di qualita incluso in
ciascun kit. Tali livelli di concentrazione media sono
determinati in base a diversi dosaggi eseguiti in duplicato in
pill posizioni su ciascuna piastra.

DiaMetra raccomanda agli utenti di conservare le
annotazioni grafiche dei valori di controllo generati con
ciascun dosaggio, tra cui medie mobili, DS e CV%. Queste
informazioni faciliteranno I'analisi delle tendenze dei controlli
per quanto riguarda le prestazioni dei lotti di controllo attuali
e pregressi rispetto ai dati forniti nel controllo di qualita. Le
tendenze aiuteranno a identificare i dosaggi che generano
valori di controllo significativamente diversi dal rispettivo
intervallo medio.



Quando si interpretano i dati dei controlli, occorre tenere
conto del fatto che il prodotto € stato progettato e sviluppato
come prodotto per l'utilizzo manuale. L’intervallo riportato sul
certificato del controllo di qualita deve essere appropriato
per i dosaggi eseguiti manualmente e rispettando
rigorosamente la procedura di dosaggio descritta sopra. Gli
esperti del controllo di qualita riconoscono che, a causa delle
differenze di condizioni e di prassi, si avra sempre una
variabilita nei valori medi e nella precisione delle misurazioni
dei controlli eseguite da laboratori diversi”.

11. CALCOLO DEI RISULTATI
Determinare l'assorbanza media per ogni campione
duplicato.

Per ottenere il valore del campione: dividere I'assorbanza
media del campione per I'assorbanza del calibratore, quindi
moltiplicare per la concentrazione del calibratore, come
mostrato di seguito:

campione OD

X .
0D C1 Conc.C1

Conc.campione .=

La reattivita non & collegata in modo lineare alla quantita di
anticorpi presenti. Anche se un aumento o una diminuzione
della concentrazione di anticorpi provoca un aumento o
una diminuzione della reattivita, il cambiamento non &
proporzionale (ad es., il raddoppio della concentrazione di
anticorpi non comporta un raddoppio della reattivita).

Per ottenere una maggiore precisione nella determinazione
degli anticorpi, si raccomanda di testare diluizioni seriali del
campione. La diluizione finale che risulta positiva nel test
la concentrazione di anticorpi del paziente.

12. METROLOGIA E TRACCIABILITA

Il dosaggio ANA Screen ¢ tracciabile agli standard di
riferimento degli anticorpi antinucleari (ANA)
dell’Autoantibody Standardisation Committee (ASC), Center
for Disease Control (CDC) e del WHO anti-dsDNA 15/174.

13. INTERPRETAZIONE DEI RISULTATI

ANA Screen Interpretazione
(AU/mL)
<25 Il campione deve essere considerato
negativo
> 05 Il cgmpione deve essere considerato
positivo

L’indice e [linterpretazione succitati devono essere
considerati solo linee guida. | risultati positivi devono essere
verificati relativamente all’'intero stato clinico del paziente.
Inoltre, ogni decisione per la terapia deve essere presa in
base alle condizioni di ciascun paziente.

E consigliabile che ogni laboratorio stabilisca i propri
intervalli normali e patologici di anti-ANA nel siero.

14. CARATTERISTICHE DI AZIONE
Sono mostrati i dati piu rappresentativi delle prestazioni.
| risultati ottenuti nei singoli laboratori possono variare.

14.1. Sensibilita e specificita diagnostica

La sensibilita e la specificita sono state determinate basandosi
sulla procedura CLSI EP-24 “Assessment of the Diagnostic
Accuracy of Laboratory Tests Using Receiver Operating

Characteristic Curves” utilizzando 50 campioni negativi e
53 campioni positivi eseguiti su un singolo lotto di reagenti.

DKO0099
Totale
Positivo Negativo
Stato | Positivo 53 0 53
reale | Negativo 0 50 50
Totale 53 50 103

Sensibilita diagnostica: 100%

Specificita diagnostica: 100%

14.2. Precisione
La precisione del kit ANA Screen & stata determinata
eseguendo un complesso studio di precisione.

Ripetibilita: un totale di 3 campioni di siero & stato analizzato
utilizzando 2 lotti di reagenti in 10 repliche per campione, da
parte di 3 operatori, una volta al giorno per 5 giorni. | dati di un
lotto rappresentativo sono mostrati di seguito:

Risultati di ripetibilita relativi a un lotto rappresentativo:

Campione = Ris::llitati Ris_t\xllitati Rti,zt:!zaiti Ristf:}iati%
Cut-off 150 82 68 54,7 453
Negativo 150 1 149 0,7 99,3
Positivo 150 150 0 100,0 0,0

| risultati di riproducibilita per i dati combinati di due lotti sono
mostrati di seguito:

Campione = Riit‘lllitati Ris_L‘;litati Rti,ztlltl?ti Ristﬂ}?ti%
Cut-off 300 163 137 54,3 457
Negativo 300 3 297 1,0 99,0
Positivo 300 300 0 100,0 0,0

14.3. Studio su siero-plasma

Lo studio di confronto della matrice ANA Screen & stato
eseguito per valutare la differenza tra i vari tipi di provette
(provette per la separazione del siero (SST), per plasma in
litio eparina, per plasma in sodio eparina e plasma in K2
EDTA) rispetto ai campioni di controllo (siero tappo rosso,
senza additivo) secondo CLSI GP34-A “Validation and
Verification of Tubes for Venous and Capillary Blood.
Specimen Collection”. E stato valutato un totale di
20 campioni (16 nativi, 4 artificiali).

Risultati rispetto al
Tipo di N. siero
campione campioni Falso Falso

pos neg

SST 20 0 0
K2 EDTA 20 0 0
Litio-eparina 20 0 0
Sodio-eparina 20 0 0




14.4. Interferenti

Le seguenti sostanze non interferiscono con il dosaggio
ANA Screen fino alle concentrazioni riportate nella tabella
seguente.

Reagente potenzialmente Concentrazione di
interferente soglia
Bilirubina, coniugata 15 mg/dL
Bilirubina, non coniugata 15 mg/dL
Emoglobina 200 mg/dL
Proteine totali 10 g/dL
Trigliceridi 500 mg/dL

15. LIMITAZIONI D’USO

- Come nel caso di qualsiasi procedura diagnostica,
i risultati devono essere interpretati unitamente ai
dati clinici del paziente e alle altre informazioni a
disposizione del medico.

- Non sono state stabilite le caratteristiche di azione di
questo dosaggio nella popolazione pediatrica.

- Gli anticorpi eterofili nel siero umano possono reagire
con le immunoglobuline dei reagenti, interferendo
con gli immunodosaggi in vitro®. | pazienti
regolarmente esposti agli animali o a prodotti derivati
da siero animale possono essere soggetti a questa
interferenza, quindi si potrebbero osservare valori
anomali.

16. GESTIONE DEI RIFIUTI
| reagenti devono essere smaltiti in conformita alle normative
locali.
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18. IDENTIFICATORE DELLE REVISIONI
Le aggiunte o le modifiche alle istruzioni per I'uso sono
indicate dall’evidenziazione in grigio.

19. RECLAMI SUI PRODOTTI E SUPPORTO TECNICO
Per un paziente/utente/terza parte nell’'Unione Europea e
nei Paesi con un regime normativo simile (Regulation
2017/746/EU on IVD Medical Devices); se, durante l'uso di
questo dispositivo o come risultato del suo utilizzo, si €
verificato un incidente grave, segnalarlo al produttore e/o al
suo rappresentante autorizzato e all’autorita normativa
nazionale.

Il produttore pud essere contattato tramite il relativo servizio
clienti o il team di supporto tecnico. | dettagli di contatto
sono disponibili di seguito e sul sito Web dell’azienda:
www.diametra.com.
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1. INTENDED PURPOSE
For In Vitro Diagnostic Use
For Laboratory Professional Use

The ANA Screen assay is a manual in vitro diagnostic device
intended for the qualitative determination of IgG antibodies
directed against Sm (Smith), RNP/Sm, Scl-70, SS-A (Ro)
(52kDa e 60kDa), SS-B (La), Jo1, U1-SmRNP, CENP-B,
dsDNA and Histones in human serum or plasma. Results
are to be used in conjunction with other clinical and
laboratory data as an aid in the diagnosis of systemic
rheumatic autoimmune diseases.

2. CLINICAL SIGNIFICANCE

Anti-nuclear autoantibodies (ANAs) are a heterogeneous
group of autoantibodies that recognise nuclear
macromolecules and their complexes; antibodies to certain
cytoplasmic proteins might also fall into this category!®.
These antibodies commonly occur in the sera of patients with
systemic autoimmune rheumatic diseases (SARDs) and can
bind to DNA, RNA and proteins, as well as complexes of
nucleic acids with proteins that are essential for different
intracellular functions such as replication and transcription.

ANAs’ targets can be divided into two groups in the context
of systemic rheumatic autoimmune diseases: antibodies that
recognise DNA, histones and nucleosomes'?%8; and those
that bind to complexes of RNA with RNA-binding proteins
(RBPs) and small nuclear ribonucleoproteins (snRNPs).

Autoantibodies directed to nuclear antigens are serological
hallmarks of SARDs and their detection is used by clinicians
to support the diagnosis of disorders such as SLE, Sjégren
syndrome, systemic sclerosis, polymyositis and mixed
connective tissue disease. It is well documented that these
are complex disorders and characterised by the presence of
a wide spectrum of autoantibodies. Furthermore, it has
widely been shown that ANAs are also frequently found in
the sera of patients with non-rheumatic diseases and healthy
subjects that do not develop a rheumatic disease.

Due to the complexity of SARDs, ANA tests should always
be considered together with the evaluation of the patient’s
history, clinical manifestations and other laboratory tests to
diagnose these conditions.

3. PRINCIPLE OF THE METHOD

The ANA Screen test is an indirect enzyme immunometric
assay (ELISA) based on the binding of present antibodies
with Sm, RNP/Sm, SS-A (Ro), SS-B (La), Scl-70, Jo1, U1-
SmRNP, CENP-B, dsDNA and Histones antigens coated on
the microplates. Any antibodies present in calibrators,
controls or prediluted patient samples bind to the inner
surface of the wells. After a 30 minutes incubation the
microplate is washed with wash buffer for removing non-
reactive serum components.

An anti-human-lgG horseradish peroxidase conjugate
solution recognises IgG class antibodies bound to the
immobilised antigens. After a 30 minutes incubation any
excess enzyme conjugate, which is not specifically bound is
washed away with wash buffer.

A chromogenic substrate solution containing TMB is
dispensed into the wells. After 15 minutes of incubation the
colour development is stopped by adding the stop solution.
The solution turns yellow at this point. The level of colour is
directly proportional to the concentration of IgG antibodies
present in the original sample.

4. REAGENTS, MATERIALS AND INSTRUMENTATION
4.1. Reagents and materials supplied in the kit
1. Calibrator (1 vial, 1.2 mL)
Phosphate buffer 0.1M, NaNs < 0.1%, human serum
CAL1 DCE002/09906-0
2. Controls (2 vials, 1.2 mL each, ready to use)
Phosphate buffer 0.1M, NaNs < 0.1%, human serum
Negative Control REF| DCE045/09901-0
Positive Control REF| DCE045/09902-0
3. Sample Diluent (1 vial, 100 mL)
Phosphate buffer 0.1M, NaNs < 0.1%

DCE053-0
4. Conjugate (1 vial, 15 mL)

Anti h-IgG conjugated with horseradish peroxidise (HRP),
BSA 0.1%, ProClin™ < 0.0015%
DCE002/09902-0
5. Coated Microplate (1 breakable microplate)
Microplate coated with ANA antigens
DCE002/09903-0
6. TMB Substrate (1 vial, 15 mL)
H202-TMB (0,26 g/L) (avoid any skin contact)
DCE004-0
7. Stop Solution (1 vial, 15 mL)
Sulphuric acid 0.15M (avoid any skin contact)
DCE005-0

8. 10X Conc. Wash Solution (1 vial, 50 mL)
Phosphate buffer 0.2M pH 7.4 DCE054-0




4.2. Materials required but not provided
Distilled water

4.3. Auxiliary materials and instrumentation

Automatic dispenser.

Precision Pipetting DevicesMicroplate reader (450 nm, 620-
630 nm)

5. WARNINGS

e« This kit is intended for in vitro use by professional
persons only. Not for internal or external use in Humans
or Animals.

e Use appropriate personal protective equipment while
working with the reagents provided.

e Follow Good Laboratory Practice (GLP) for handling
blood products.

¢ Material of animal origin used in the preparation of the kit
has been obtained from animals certified as healthy and
the bovine protein has been obtained from countries not
infected by BSE, but these materials should be handled
as potentially infectious.

e Some reagents contain small amounts of Sodium Azide
(NaNs) or ProClin™ 300 as preservative. Avoid the
contact with skin or mucosa.

¢ All human source material used in the preparation of the
reagents has been tested and found negative for
antibody to HIV 1&2, HbsAg, and HCV. No test method
however can offer complete assurance that HIV, HBV,
HCV or other infectious agents are absent. Therefore,
the Calibrators and the Controls should be handled in the
same manner as potentially infectious material.

e Sodium Azide may be toxic if ingested or absorbed
through the skin or eyes; moreover, it may react with lead
or copper plumbing to form potentially explosive metal
azides. If you use a sink to remove the reagents, wash
through large amounts of water to prevent azide build-
up.

e« The TMB Substrate contains an irritant, which may be
harmful if inhaled, ingested or absorbed through the skin.
To prevent injury, avoid inhalation, ingestion or contact
with skin and eyes.

e« The Stop Solution consists of a diluted sulphuric acid
solution. Sulphuric acid is poisonous and corrosive and
can be toxic if ingested. To prevent chemical burns,
avoid contact with skin and eyes.

o Avoid the exposure of reagent TMB/H202 to directed
sunlight, metals or oxidants. Do not freeze the solution.

6. PRECAUTIONS

o Please adhere strictly to the sequence of pipetting steps
provided in this protocol. The performance data
represented here were obtained using specific reagents
listed in this Instruction For Use.

o All reagents should be stored refrigerated at 2-8°C in
their original container. Any exceptions are clearly
indicated.

e Allow all kit components and specimens to reach room
temperature (22-28°C) and mix well prior to use.

o Do not interchange kit components from different lots.
The expiry date printed on box and vials labels must be
observed. Do not use any kit component beyond their
expiry date.

e |If you use automated equipment, the user has the
responsibility to make sure that the kit has been
appropriately tested.

e The incomplete or inaccurate liquid removal from the
wells could influence the assay precision and/or increase
the background. To improve the performance of the kit

on automatic systems is recommended to increase the
number of washes.

e ltis important that the time of reaction in each well is held
constant for reproducible results. Pipetting of samples
should not extend beyond ten minutes to avoid assay
drift. If more than 10 minutes are needed, follow the
same order of dispensation. If more than one plate is
used, it is recommended to repeat the dose response
curve in each plate.

o Addition of the TMB Substrate solution initiates a kinetic
reaction, which is terminated by the addition of the Stop
Solution. Therefore, the TMB Substrate and the Stop
Solution should be added in the same sequence to
eliminate any time deviation during the reaction.

o Observe the guidelines for performing quality control in
medical laboratories by assaying controls and/or pooled
sera.

e Maximum precision is required for reconstitution and
dispensation of the reagents.

e Samples microbiologically contaminated, highly lipemic
or haemolysed should not be used in the assay.

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

o« WARNING: the conjugate reagent is designed to
ensure maximum dose sensitivity and may be
contaminated by external agents if not used
properly; therefore, it is recommended to use
disposable consumables (tips, bottles, trays, etc.). For
divided doses, take the exact amount of conjugate
needed and do not re-introduce any waste product into
the original bottle. In addition, for doses dispensed with
the aid of automatic and semi-automatic devices,
before using the conjugate, it is advisable to clean the
fluid handling system, ensuring that the procedures of
washing, deproteinization and decontamination are
effective in avoiding contamination of the conjugate. This
procedure is highly recommended when the kit is
processed using analysers which are not equipped with
disposable tips.

For this purpose, DiaMetra supplies a separate
decontamination reagent for cleaning needles.

7. REAGENT STORAGE AND STABILITY

Store the kit at 2+8°C in the dark.

o The kit is stable at 2-8°C until the expiry date stated in
the external kit label.

e Once opened, the kit is stable at 2-8°C for 6 months.

e The diluted wash solution is stable for 30 days at 2-8°C.

Important note: open the bag containing the Coated
Microplate only when it is at room temperature and close it
immediately after use.

8. SAMPLE COLLECTION AND STORAGE

The assay should be performed using serum (standard sampling
tubes or tubes containing serum separating gel) or plasma (lithium
heparin, sodium heparin or potassium EDTA) samples.

Sample Storage Duration
2-8°C 96 hours
Freeze/thaw cycles 3 cycles




9. PROCEDURE

9.1. Preparation of the Calibrators (C1)
Calibrators are ready to use; the concentration of the
Calibrator is printed on the label.

9.2. Preparation of the Wash Solution

Dilute the contents of each vial of the buffered wash solution
concentrate (10X) with distilled water to a final volume of
500 mL prior to use. For smaller volumes respect the 1:10
dilution ratio. The diluted wash solution is stable for 30 days
at 2-8°C.

It is possible to observe the presence of crystals within the
concentrated wash solution; in this case mix at room
temperature until the complete dissolution of crystals. For
greater accuracy, dilute the whole bottle of concentrated
wash solution to 500 mL, taking care also to transfer crystals
completely by rinsing of the bottle, then mix until crystals are
completely dissolved.

9.3. Preparation of Samples

For determination of ANA antibodies, human serum or
plasma are the preferred sample matrixes.

All serum and plasma samples must be prediluted with
sample diluent 1:100; for example, 10 pL of sample may be
diluted with 990 uL of sample diluent.

Fasting samples are not necessary and no special
preparations are required. Collect blood by venepuncture
into vacutainers and separate serum (after clot formation) or
plasma from the cells by centrifugation.

Neither Bilirubin nor Haemolysis have significant effect on
the procedure.

The Controls are ready to use.

9.4. Procedure

e Allow all reagents to reach room temperature (22-
28°C) for at least 30 minutes. At the end of the assay
store immediately the reagents at 2-8°C: avoid long
exposure to room temperature.

e Unused coated microwell strips should be released
securely in the foil pouch containing desiccant and stored
at 2-8°C.

e To avoid potential microbial and/or chemical
contamination, unused reagents should never be
transferred into the original vials.

e As it is necessary to perform the determination in
duplicate in order to improve accuracy of the test results,
prepare two wells for each point of the calibration curve
(C1), two for each Control, two for each sample, one for
Blank.

. Sample/
Reagent Calibrator Controls Blank
Calibrator C1 100 pL
Controls 100 pL
Diluted
Sample 100 uL

Incubate for 30 minutes at room temperature (22-28°C).
Remove the content from each well, wash the wells 3
times with 300 pL of diluted wash solution.

Important note: during each washing step, gently shake

the plate for 5 seconds and remove excess solution by
tapping the inverted plate on an absorbent paper towel.

Automatic washer: if you use automated equipment,
wash the wells at least 5 times.

Conjugate 100 pL 100 pL

Incubate for 30 minutes at room temperature (22-28°C).
Remove the content from each well, wash the wells 3
times with 300 pL of diluted wash solution.

Washing: follow the same indications of the previous
point.

TMB
Substrate

100 pL 100 pL 100 pL

Incubate for 15 minutes in the dark at room temperature
(22-28°C).

Stop

aoltion 100 pL 100 pL 100 pL

Shake the microplate gently.

Read the absorbance (E) at 450 nm against a reference
wavelength of 620-630 nm or against Blank within 5
minutes.

10. QUALITY CONTROL

Good Laboratory Practice (GLP) requires the use of quality
control specimens in each series of assays in order to check
the performance of the assay. Controls should be treated as
unknown samples, and the results analysed with appropriate
statistical methods.

The kit controls provided in the kit should be tested as
unknowns and are intended to assist in assessing the validity
of results obtained with each assay plate.

The mean concentration of each control level is documented
in the QC report included with each kit. These mean
concentration levels are determined over several assays
which are run in duplicate in multiple locations across each
plate.

DiaMetra recommends the users to maintain graphic records
of the control values generated with each assay run,
including the running means, SDs and %CVs. This
information will facilitate the controls trending analysis
relating to the performance of current and historical control
lots relative to the supplied Quality Control data. The
trending will assist in the identification of assays which give
control values significantly different from their average
range.



When interpreting control data, users should note that this
product was designed and developed as a manual product.
The range stated on the QC certificate should be appropriate
for assays that are performed manually and with strict
adherence to the Assay Procedure described above. It is
recognised by Quality Control professionals, that as a result
of differences in conditions and practices, there will always
be variability in the mean values and precision of control
measurements between different laboratories’.

11. CALCULATION OF RESULTS
Determine the mean absorbance for each duplicate sample.

To obtain sample value: divide the mean absorbance of the
sample by the absorbance of the Calibrator, then multiply by
the concentration of the Calibrator, as shown below:

0D sample

X .
0D C1 Conc.C1

Sample Conc. =

Reactivity is not connected in a linear way to the amount of
antibodies present. Although an increase or a decrease in
the concentration of antibodies results in increased or
decreased responsiveness, the change is not in proportion
(e.g., doubling the concentration of antibodies does not lead
to a doubling of responsiveness).

To achieve greater accuracy in the determination of
antibodies it is recommended to test serial dilutions of the
sample. The final dilution that is positive in the test is the
antibody concentration of the patient.

12. METROLOGY AND TRACEABILITY

The ANA Screen assay is traceable to the Antinuclear
Antibodies (ANA) Reference Standards by Autoantibody
Standardisation Committee (ASC) - Center for Disease
Control (CDC) and WHO anti-dsDNA 15/174.

13. INTERPRETATION OF RESULTS

ANA Screen Interpretation
(AU/ mL)
The sample should be considered
<25 ;
negative
> 25 The sample should be considered
= positive

The above index and interpretation should be considered as
guidelines only.  Positive results should be verified
concerning the entire clinical status of the patient. Also,
every decision for therapy should be taken on an individual
patient basis.

It is recommended that each laboratory establishes its own
normal and pathological ranges of serum anti-ANA.

14. PERFORMANCE CHARACTERISTICS
Representative performance data are shown. Results
obtained at individual laboratories may vary.

14.1. Diagnostic Sensitivity and Specificity

The sensitivity and specificity were determined with
guidance from CLSI EP-24 “Assessment of the Diagnostic
Accuracy of Laboratory Tests Using Receiver Operating
Characteristic Curves” using 50 negative and 53 positive
samples run on a single reagent lot.

DKO0099
Total
Positive Negative
True Positive 53 0 53
state | Negative 0 50 50
Total 53 50 103

Diagnostic sensitivity: 100%

Diagnostic specificity: 100%

14.2. Precision
Precision of the ANA Screen kit was determined by
performing a complex precision study.

Repeatability: A total of A total of 3 serum samples were
assayed using 2 lots of reagents in 10 replicates per sample,
by 3 operators, once a day for 5 days. Data from one
representative lot is shown below:

Repeatability results from one representative lot:

+’'ve -‘ve % +’'ve | % -‘ve
Sample n results | results | results | results
Cut off 150 82 68 54.7 45.3
Negative | 150 1 149 0.7 99.3
Positive 150 150 0 100.0 0.0

Reproducibility results for the combined data from two lots is
shown below:

+’ve -‘ve % +'ve | % -‘ve
results | results | results | results

Cut off 300 163 137 54.3 45.7

Sample n

Negative | 300 3 297 1.0 99.0

Positive | 300 300 0 100.0 0.0

14.3. Serum-plasma study

The ANA Screen matrix comparison study was performed to
evaluate the difference across tube types (serum separator
tubes (SST), lithium heparin plasma, sodium heparin plasma
and K2 EDTA plasma) versus the control samples (red top
serum, without additive) following CLSI GP34-A “Validation
and Verification of Tubes for Venous and Capillary Blood.
Specimen Collection”. A total of 20 samples (16 native, 4
contrived) were evaluated.

N Results vs Serum
Sample Type -
P Samples False False
pos heg
SST 20 0 0
K2 EDTA 20 0 0
Lithium heparin 20 0 0
Sodium heparin 20 0 0




14.4. Interferents

The following substances do not interfere in the ANA Screen
assay when the concentrations presented in the following
table are below the stated threshold.

Potentially Interfering Threshold
Reagent Concentration
Bilirubin, conjugated 15 mg/dL
Bilirubin, unconjugated 15 mg/dL
Haemoglobin 200 mg/dL
Total Protein 10 g/dL
Triglyceride 500 mg/dL

15. LIMITATIONS OF USE

- As in the case of any diagnostic procedure, results
must be interpreted in conjunction with the patient’s
clinical presentation and other information available
to the physician.

- The performance characteristics of this assay have
not been established in a paediatric population.

- Heterophilic antibodies in human serum can react
with reagent immunoglobulins, interfering with in vitro
immunoassays®.  Patients routinely exposed to
animals or to animal serum products can be prone to
this interference and anomalous values may be
observed.

16. WASTE MANAGEMENT
Reagents must be disposed of in accordance with local
regulations.
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18. REVISION IDENTIFIER
Additions or changes to the IFU are indicated by grey
highlighting.

19. PRODUCT COMPLAINTS AND TECHNICAL
SUPPORT
For a patient/user/third party in the European Union and in
countries with similar regulatory regime (Regulation
2017/746/EU on IVD Medical Devices); if, during the use of
this device or as a result of its use, a serious incident has
occurred, please report it to the manufacturer and/or its
authorised representative and to your national regulatory
authority.
The manufacturer can be contacted through their customer
service or technical support team. The contact details can be
found below and on the company website:
www.diametra.com.
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1. FINALIDAD PREVISTA
Para uso en diagndstico in vitro
Para uso profesional de laboratorio

El ensayo ANA screen es un dispositivo manual de diagndstico
in vitro cuya finalidad es la determinaciéon cualitativa de
anticuerpos IgG dirigidos contra Sm (Smith), RNP/Sm, Scl-70,
SS-A (Ro) (52 kDa y 60 kDa), SS-B (La), Jo1, U1-SmRNP,
CENP-B, dsDNA e histonas en suero o plasma humano. Los
resultados deben utilizarse como ayuda en el diagnéstico de
enfermedades reumaticas autoinmunitarias sistémicas junto
con otros datos clinicos y de laboratorio.

2. IMPORTANCIA CLIiNICA

Los autoanticuerpos antinucleares (ANA) son un grupo
heterogéneo de autoanticuerpos que reconocen las
macromoléculas nucleares y sus complejos; los anticuerpos
contra ciertas proteinas citoplasmaticas también pueden entrar
en esta categoria'®. Estos anticuerpos suelen aparecer en
el suero de pacientes con enfermedades reumaticas
autoinmunitarias sistémicas (ERAS) y pueden unirse al ADN, al
ARN y a las proteinas, asi como a complejos de acidos
nucleicos con proteinas que son esenciales para diversas
funciones intracelulares, como la replicacion y la transcripcion.

Las dianas de los ANA pueden dividirse en dos grupos en el
contexto de las enfermedades reumaticas autoinmunitarias
sistémicas: los anticuerpos que reconocen el ADN, las
histonas y los nucleosomas'?%8; y los que se unen a
complejos de ARN con proteinas de union a ARN (RBP) y
ribonucleoproteinas nucleares pequefias (SnRNP)'.

Los autoanticuerpos dirigidos a los antigenos nucleares son
balizas seroldgicas de las ERAS y los especialistas usan su
deteccion para respaldar el diagnéstico de trastornos como
el LES, el sindrome de Sjogren, la esclerosis sistémica, la
polimiositis y la enfermedad mixta del tejido conectivo. Hay
mucha documentacion que demuestra que se trata de
trastornos complejos y caracterizados por la presencia de
un amplio espectro de autoanticuerpos. Ademas, esta
suficientemente demostrado que los ANA también se
encuentran con frecuencia en el suero de pacientes con
enfermedades no reumaticas y de personas sanas que no
desarrollan una enfermedad reumatica.

Debido a la complejidad de las ERAS, siempre hay que
considerar la realizacion de pruebas de ANA junto con la
evaluacion de los antecedentes médicos del paciente, las
manifestaciones clinicas y otras pruebas de laboratorio para
diagnosticar estas afecciones.

3. PRINCIPIO DEL METODO

La prueba ANA screen es un enzimoinmunoanalisis de
adsorcion (ELISA) indirecto basado en la unién de los
anticuerpos presentes con los antigenos Sm, RNP/Sm,
SS-A (Ro), SS-B (La), Scl-70, Jo1, U1-SmRNP, CENP-B,
dsDNA e histonas recubiertos en las microplacas. Cualquier
anticuerpo presente en los calibradores, controles o
muestras de pacientes prediluidas se une a la superficie
interior de los pocillos. Tras una incubacién de 30 minutos,
la microplaca se lava con tampén de lavado para eliminar
los componentes de suero no reactivos.

Una solucién de anticuerpo contra IgG humana conjugado
con peroxidasa de rabano picante reconoce los anticuerpos
de clase IgG unidos a los antigenos inmovilizados. Después
de 30 minutos de incubacion, el exceso de conjugado
enzimatico que no se ha unido especificamente se elimina
con tampén de lavado.

Una solucion de sustrato cromogénico que contiene TMB se
dispensa a los pocillos. Tras 15 minutos de incubacién, se
detiene el desarrollo del color afadiendo la solucién
de detencién. La solucion se vuelve amarilla en este
punto. El nivel de color es directamente proporcional a la
concentracién de anticuerpos de IgG presentes en la
muestra original.

4. REACTIVOS, MATERIALES E INSTRUMENTACION
4.1. Reactivos y materiales incluidos en el kit
1. Calibrador (1 vial, 1,2 mL)
Tampén fosfato 0,1 M, NaN3 <0,1 %, suero humano
CAL1 DCE002/09906-0
2. Controles (2 viales de 1,2 mL cada uno, listos para usar)
Tampédn fosfato 0,1 M, NaNs <0,1 %, suero humano
Control negativo REF| DCE045/09901-0
Control positivo REF| DCE045/09902-0
3. Diluyente de muestras (1 vial, 100 mL)
Tampén fosfato 0,1 M, NaN3 <0,1 %

DCE053-0
4. Conjugado (1 vial, 15 mL)

Anticuerpo AntilgG-h conjugado con peroxidasa de rabano

picante (HRP), BSA 0,1 %, ProClin™ <0,0015 %
DCE002/09902-0

5. Microplaca recubierta (1 microplaca que se puede romper)

Microplaca recubierta con antigenos ANA
DCE002/09903-0

6. Sustrato de TMB (1 vial, 15 mL)

H202-TMB (0,26 g/L) (evitar el contacto con la piel)
DCE004-0




7. Solucion de detencion (1 vial, 15 mL)

Acido sulftrico 0,15 M (evitar el contacto con la piel)
DCE005-0

8. Conc. 10X Solucién de lavado (1 vial, 50 mL)

Tampén fosfato 0,2 M pH 7,4 REF| DCE054-0

4.2. Materiales necesarios pero no suministrados
Agua destilada

4.3. Materiales auxiliares e instrumentacion
Dispensador automatico.

Dispositivo de pipeteo de precision Lector de microplacas
(450 nm, 620-630 nm)

5. ADVERTENCIAS

o Este kit estd destinado al uso in vitro realizado
exclusivamente por profesionales. No es para uso
interno o externo en personas ni animales.

o Utilice el equipo de proteccion personal adecuado
cuando trabaje con los reactivos suministrados.

e Siga las préacticas de laboratorio recomendadas (BPL)
para manipular productos sanguineos.

o El material de origen animal utilizado en la preparacién
del kit se ha obtenido de animales certificados como
sanos y la proteina bovina se ha obtenido de paises
donde no hay infeccién de EEB, pero estos materiales
deben manejarse como potencialmente infecciosos.

e Algunos reactivos contienen pequefas cantidades de
azida sodica (NaNs) o ProClin™ 300 como conservante.
Evite el contacto con la piel o las mucosas.

e Todo el material de origen humano utilizado en la
preparacion de los reactivos ha sido sometido a pruebas
que han dado resultado negativo para los anticuerpos
contra el VIH-1y VIH-2, el HbsAg y el VHC. Sin embargo,
ningun método de prueba puede ofrecer una garantia
total de ausencia de VIH, VHB, VHC u otros agentes
infecciosos. Por lo tanto, los calibradores y los controles
deben manejarse de la misma manera que el material
potencialmente infeccioso.

e La azida sodica puede ser toxica si se ingiere o se
absorbe a través de la piel o los ojos; ademas, puede
reaccionar con las tuberias de plomo o cobre para formar
azidas metélicas potencialmente explosivas. Si elimina
los reactivos en un fregadero, lavelos con gran cantidad
de agua para evitar la acumulacion de azida.

o El sustrato de TMB contiene un irritante que puede ser
perjudicial si se inhala, se ingiere o se absorbe a través
de la piel. Para evitar lesiones, evite la inhalacion, la
ingestién o el contacto con la piel y los ojos.

e La solucion de detencién consiste en una solucién
diluida de &cido sulfarico. El &cido sulfurico es venenoso
y corrosivo y puede ser toxico si se ingiere. Para evitar
quemaduras quimicas, evite el contacto con la piel y los
0jos.

o Evite la exposicién del reactivo TMB/H202 a la luz solar
directa, a metales o a oxidantes. No congele la solucion.

6. PRECAUCIONES

e Siga estrictamente la secuencia de pasos de pipeteado
que se indica en este protocolo. Los datos de
rendimiento representados en este documento se
obtuvieron utilizando los reactivos especificos indicados
en estas instrucciones de uso.

e Todos los reactivos deben conservarse refrigerados
entre 2y 8 °C en su envase original. Las excepciones se
indican claramente.

¢ Deje que todos los componentes del kit y las muestras
alcancen la temperatura ambiente (22-28 °C) y mezcle
bien antes de usarlos.

No intercambie componentes del kit procedentes de
diferentes lotes. Debe respetarse la fecha de caducidad
impresa en las etiquetas de la caja y de los viales. No
utilice ningiin componente del kit después de su fecha
de caducidad.

Si el usuario utiliza un equipo automatizado, tiene la
responsabilidad de asegurarse de que el kit ha sido
debidamente probado.

La eliminacién incompleta o imprecisa del liquido de los
pocillos podria alterar la precision del ensayo y/o
aumentar el fondo. Para mejorar el rendimiento del kit en
sistemas automaticos se recomienda aumentar el
namero de lavados.

Es importante que el tiempo de reaccién en cada pocillo se
mantenga constante para obtener resultados reproducibles.
El pipeteo de las muestras no debe prolongarse mas de
diez minutos para evitar errores en el ensayo. Si se
necesitan mas de 10 minutos, siga el mismo orden de
dispensacion. Si se utiliza mas de una placa, se recomienda
repetir la curva dosis-respuesta en cada placa.

La adicién de la solucién de sustrato de TMB inicia una
reaccién cinética, que finaliza al afadir la solucion de
detencién. Por lo tanto, el sustrato de TMB y la solucion
de detencién deben afnadirse en la misma secuencia
para eliminar las posibles desviaciones temporales
durante la reaccion.

Respete las directrices para realizar el control de calidad
en los laboratorios médicos mediante el ensayo de
controles y/o sueros combinados.

Se requiere la maxima precisién en la reconstitucion y
dispensacioén de los reactivos.

No se deben usar en el ensayo muestras contaminadas
microbiolégicamente, muy lipémicas o hemolizadas.
Los lectores de placas miden en vertical. No toque el
fondo de los pocillos.

ADVERTENCIA: el reactivo conjugado esta diseiado
para_garantizar la maxima sensibilidad de la dosis y

puede contaminarse con agentes externos si ho se
utiliza correctamente; por lo tanto, se recomienda utilizar

consumibles desechables (puntas, frascos, bandejas,
etc.). Para dosis divididas, tome la cantidad exacta de
conjugado necesaria y no vuelva a introducir ningun
producto de desecho en el frasco original. Ademas, para
las _dosis dispensadas mediante dispositivos

automaticos y semiautomaticos, antes de utilizar el
conjugado, es aconsejable limpiar el sistema de

manipulacién de fluidos, asegurandose de que los
procedimientos de lavado, desproteinizacion y
descontaminacion sean eficaces para evitar la
contaminacién del conjugado. Este_ procedimiento es muy
recomendable cuando el kit se procesa con analizadores
que no estan provistos de puntas desechables.

Para ello, DiaMetra proporciona un reactivo de
descontaminacién independiente para la limpieza de las
agujas.

7. ALMACENAMIENTO Y ESTABILIDAD DE LOS

REACTIVOS

Almacene el kit entre 2 y 8° C en un lugar oscuro.

El kit es estable a 2-8 °C hasta la fecha de caducidad
indicada en su etiqueta externa.

Una vez abierto, el kit es estable a 2-8 °C durante 6
meses.

La soluciéon de lavado diluida es estable durante 30 dias
a2-8 °C.

Nota importante: abra la bolsa que contiene la microplaca
recubierta solo cuando esté a temperatura ambiente y
ciérrela inmediatamente después de su uso.



8. RECOGIDA Y ALMACENAMIENTO DE LAS
MUESTRAS

El ensayo debe realizarse usando muestras de suero (tubos

de muestras estandar o tubos que contienen gel de

separacion de suero) o plasma (heparina de litio, heparina

de sodio o EDTA de potasio).

Almacenamiento de iz
muestras Birgalon
Entre2y 8 °C 96 horas
Ciclos de. > C 3 ciclos
congelacién/descongelacion

9. PROCEDIMIENTO

9.1. Preparacion de los calibradores (C+)
Los calibradores estan listos para su uso; la concentracion
del calibrador esta impresa en la etiqueta.

9.2. Preparacion de la solucion de lavado

Diluya el contenido de cada vial del concentrado de solucién de
lavado tamponada (10X) con agua destilada hasta un volumen
final de 500 mL antes de su uso. Para volimenes mas
pequefos, respete la relacion de dilucion de 1:10. La solucién
de lavado diluida es estable durante 30 dias a 2-8 °C.

Es posible que observe la presencia de cristales dentro de
la solucién de lavado concentrada; en este caso, mezcle a
temperatura ambiente hasta la completa disoluciéon de los
cristales. Para una mayor precision, diluya todo el frasco de
solucion de lavado concentrada a 500 mL, teniendo
cuidado también de transferir los cristales enjuagando
completamente el frasco y luego mezclando hasta que los
cristales se disuelvan completamente.

9.3. Preparacion de las muestras

Para la determinacion de los anticuerpos ANA, las matrices
de muestra preferidas son suero o plasma humanos.
Todas las muestras de suero y plasma deben diluirse
previamente con diluyente de muestra 1:100; por
ejemplo, 10 pyL de muestra pueden diluirse con 990 uL de
diluyente de muestra.

No es necesario tomar muestras en ayunas y no se requiere
ninguna preparaciéon especial. Obtenga la sangre por
venopunciéon en Vacutainers y separe el suero (tras la
formaciéon del coagulo) o el plasma de las células por
centrifugacion.

Ni la bilirrubina ni la hemadlisis tienen un efecto significativo
en el procedimiento.

Los controles estan listos para su uso.

9.4. Procedimiento

o Deje que todos los reactivos alcancen la temperatura
ambiente (22-28 °C) durante al menos 30 minutos.
Al finalizar el ensayo, almacene inmediatamente los
reactivos a 2-8 °C: evite la exposicion prolongada a la
temperatura ambiente.

e Las tiras de micropocillos recubiertas no utilizadas deben
dejarse forma segura en el envoltorio de papel de aluminio
que contiene desecante y almacenarse a 2-8 °C.

e Para evitar que se produzca una posible contaminacion
microbiana y/o quimica, los reactivos no utilizados nunca
se deberan transferir a los viales originales.

e Como es necesario realizar la determinacién por
duplicado para mejorar la precision de los resultados de
la prueba, prepare dos pocillos para cada punto de la
curva de calibracién (C1), dos por cada control, dos para
cada muestra y uno para el blanco.

. . Muestra/

Reactivo Calibrador Controles Blanco
Calibrador C+ 100 pL
Controles 100 pL
Muestra
diluida 100 uL
Incube durante 30 minutos a temperatura ambiente
(22-28 °C).

Retire el contenido de cada pocillo, lave los pocillos
3 veces con 300 pl de solucién de lavado diluida.

Nota importante: en cada paso de lavado, agite
ligeramente la placa durante 5 segundos y elimine el
exceso de solucién golpeando la placa invertida sobre un
pano de papel absorbente.

Lavadora automatica: si utiliza un equipo automatico,
lave los pocillos al menos 5 veces.

Conjugado 100 pL 100 pL

Incube durante 30 minutos a temperatura ambiente
(22-28 °C).

Retire el contenido de cada pocillo, lave los pocillos
3 veces con 300 pl de solucién de lavado diluida.

Lavado: siga las mismas indicaciones del punto anterior.

Sustrato de

VB 100 pL 100 pL 100 pL

Incube durante 15 minutos en un lugar oscuro a
temperatura ambiente (22-28 °C).

Solucién de

detencién 100 ptL 100 uL 100 uL

Agite suavemente la microplaca.

Compare la absorbancia (E) a 450 nm con la obtenida con
una longitud de onda de referencia de 620-630 nm o con
el blanco en un plazo de 5 minutos.

10. CONTROL DE CALIDAD

Las précticas de laboratorio recomendadas (BPL) requieren
el uso de muestras de control de calidad en cada serie de
ensayos para comprobar el rendimiento del ensayo. Los
controles deberan tratarse como muestras desconocidas y
los resultados deberan analizarse con métodos estadisticos
adecuados.

Los controles incluidos en el kit deberan ser probados como
desconocidos y estan destinados a ayudar a evaluar la validez
de los resultados obtenidos con cada placa de ensayo.

La concentracion media de cada nivel de control se
documenta en el informe de control de calidad que se incluye
en cada kit. Los niveles de concentracion media se
determinan respecto de varios analisis, los cuales se realizan
por duplicado en varios puntos diferentes de cada placa.

DiaMetra recomienda que los usuarios mantengan registros
graficos de los valores de control que se generan con cada
ensayo, incluida la media de ejecucion, la DE (desviacion
estandar) y el % CV. Esta informacion facilitara los
ensayos de tendencia de los controles relacionados con
el rendimiento de lotes de control actuales e histéricos
relativos a los datos de control de calidad proporcionados.
La tendencia facilitara la identificacion de los analisis que
generan valores de control significativamente distintos de su
intervalo medio.



Al interpretar los datos de control, los usuarios deberan tener
en cuenta que este producto fue disenado y desarrollado
como un producto manual. El rango establecido en el
certificado de control de calidad debera ser adecuado para
los ensayos que se realizan manualmente y en estricto
cumplimiento del procedimiento de ensayo anteriormente
descrito. Los profesionales del control de calidad reconocen
que, como resultado de las diferencias en las condiciones
y en las practicas, siempre habra variaciones entre
laboratorios en los valores medios y en la precision de las
mediciones de control”.

11. CALCULO DE LOS RESULTADOS
Determine la absorbancia media de cada muestra
duplicada.

Para obtener el valor de la muestra: divida la absorbancia
media de la muestra por la absorbancia del calibrador, y
luego multiplique por la concentracién del calibrador, como
se indica a continuacion:

DO muestra

X .
DO C1 Conc.C1

Conc.muestra =

La reactividad no esta relacionada de forma lineal con la
cantidad de anticuerpos presentes. Aunque un aumento o
una disminucion de la concentracion de anticuerpos da lugar
a un aumento o a una disminucién de la sensibilidad,
el cambio no es proporcional (por ejemplo, duplicar la
concentracién de anticuerpos no duplica la sensibilidad).

Para lograr una mayor precision en la determinacion de los
anticuerpos, se recomienda analizar diluciones seriales de la
muestra. La dilucién final que proporciona un resultado positivo
en la prueba es la concentracion de anticuerpos del paciente.

12. METROLOGIA Y TRAZABILIDAD

El ensayo ANA screen se ha establecido respecto de los
estandares de referencia de anticuerpos antinucleares
(ANA) mediante el Autoantibody Standardisation Committee
(ASC) - Center for Disease Control (CDC) y anti-dsDNA de
la OMS 15/174.

13. INTERPRETACION DE LOS RESULTADOS

ANA Screen Interpretacion
(UA/mL)
La muestra debe considerarse
<25 .
negativa.
> 5 La muestra debe considerarse
- positiva.

El indice y la interpretacion anteriores deben tenerse en
cuenta solamente como una guia. Los resultados positivos
deben verificarse en funcion del estado clinico del paciente
en su totalidad. Ademas, cada decisidon terapéutica debe
tomarse de forma individual para cada paciente.

Se recomienda que cada laboratorio establezca sus propios
rangos normales y patologicos de anti-ANA en suero.

14. CARACTERISTICAS DE RENDIMIENTO

Se muestran los datos de rendimiento representativos. Los
resultados obtenidos en diferentes laboratorios pueden
diferir.

14.1. Sensibilidad y especificidad del diagnostico

La sensibilidad y la especificidad se determinaron segun las
direcctrices del CLSI| EP-24 «Assessment of the Diagnostic
Accuracy of Laboratory Tests Using Receiver Operating
Characteristic Curves» utilizando 50 muestras negativas y
53 muestras positivas de un mismo lote de reactivos.

DKO0099
Total
Positivo Negativo
Estado | Positivo 53 0 53
real Negativo 0 50 50
Total 53 50 103

Sensibilidad del diagnéstico: 100 %
Especificidad del diagnéstico: 100 %

14.2. Precision
La precision del kit del ANA screen se determin6 mediante
la realizacion de un estudio de precision complejo.

Repetibilidad: Se analizaron un total de 3 muestras de suero
utilizando 2 lotes de reactivos en 10 réplicas por muestra, por
3 operadores, una vez al dia durante 5 dias. A continuacion se
muestran los datos de un lote representativo:

Resultados de repetibilidad de un lote representativo:

% de % de
Result- Result-
Muestra n o o] resuliados resulfados
Umbral 150 82 68 54,7 45,3
Negativo 150 1 149 0,7 99,3
Positivo 150 150 0 100,0 0,0
A continuacibn se muestran los resultados de

reproducibilidad de los datos combinados de dos lotes:

waesia | o | fssut | RSl | ocitados | rosuiades
Umbral 300 163 137 54,3 45,7
Negativo | 300 3 297 1,0 99,0
Positivo 300 300 0 100,0 0,0

14.3. Estudio en suero-plasma

El estudio de comparacién de matrices del ANA screen se
realiz6 para evaluar la diferencia entre los tipos de tubos (tubos
separadores de suero (SST), plasma con heparina de litio,
plasma con heparina de sodio y plasma con K2 EDTA) frente a
las muestras de control (suero rojo, sin aditivo) siguiendo el
CLSI GP34-A «Validation and Verification of Tubes for Venous
and Capillary Blood. Specimen Collection». Se evaluaron un
total de 20 muestras (16 nativas, 4 artificiales).

Resultados frente al
ingeldElmuestE m'::s(tjl;s FalsossueroFaIsos
pos heg
SST 20 0 0
K2 EDTA 20 0 0
Heparina de litio 20 0 0
Heparina sédica 20 0 0




14.4. Interferencias

Las sustancias siguientes no interfieren en el ensayo
ANA screen cuando las concentraciones presentadas en la
tabla siguiente estan por debajo del umbral indicado.

Reactivos que pueden Limite maximo de
interferir concentracion
Bilirrubina, conjugada 15 mg/dL
Bilirrubina, no conjugada 15 mg/dL
Hemoglobina 200 mg/dL
Proteina total 10 g/dL
Triglicéridos 500 mg/dL

15. LIMITES DE USO

- Como en cualquier procedimiento diagnéstico, los
resultados se deberan interpretar junto con los
hallazgos clinicos del paciente y otra informacién de
la que el médico disponga.

- Las caracteristicas de rendimiento de este ensayo no
se han establecido para una poblacion pediatrica.

- Los anticuerpos heterofilicos en el suero humano
pueden presentar reacciones con las inmunoglobulinas
reactivas, que interfieren con los inmunoensayos in
vitro®. Los pacientes que se exponen habitualmente a
animales o a productos de suero animal pueden ser
propensos a esta interferencia y puede que se observen
valores anémalos.

16. GESTION DE RESIDUOS
Los reactivos deben eliminarse de acuerdo con la normativa
local.
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18. IDENTIFICADOR DE REVISION
Las adiciones o cambios en las instrucciones de uso se han
resaltado en gris.

19. RECLAMACIONES SOBRE PRODUCTOS Y
ASISTENCIA TECNICA

Para un paciente/usuario/tercero en la Unién Europea y en
paises con un régimen regulatorio similar (Regulation
2017/746/EU on IVD Medical Devices); si, durante el uso de
este dispositivo o como resultado de su uso, se ha producido
un incidente grave, informe del mismo al fabricante y/o a su
representante autorizado y al organismo regulador nacional.
Se puede contactar con el fabricante a través de su servicio
de atencién al cliente o del equipo de asistencia técnica. Los
datos de contacto se encuentran a continuacion y en el sitio
web de la empresa: www.diametra.com.
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FR | Dispositif medical de diagnostic in vitro FR | Fabriqué par
IVD GB | In vitro Diagnostic Medical Device u GB | Manufacturer
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DE | Verwendbar bis DE | Biogefidhrdung
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yyyy-mm-dd | IT | Utilizzare prima del (ultimo giorno del mese) IT | Rischio biologico
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DE | Gebrauchsanweisung beachten DE | Chargenbezeichnung
ES | Consultar las instrucciones ES | Codigo de lote
I:E FR | Consulter le mode d’emploi FR | Numero de lot
GB | Consult instructions for use LOT GB | Batch code
IT | Consultare le istruzioni per 1'uso IT | Codice del lotto
PT | Consultar instru¢des para uso PT | Codigo do lote
DE | Ausreichend fiir “n” Tests DE | Inhalt
ES | Contenido suficiente para ’n” tests ES | Contenido del estuche
W FR | Contenu suffisant pour “n” tests FR | Contenu du coffret
GB | Contains sufficient for “n” tests CONT GB | Contents of kit
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PT | Contém o suficiente para “n” testes PT | Conteudo do kit
Max | DE | Temperaturbereich DE | Bestellnummer
ES | Limitacion de temperatura ES | Namero de catdlogo
‘ FR | Limites de température de conservation FR | Réferénces du catalogue
/ﬂ[ GB | Temperature limitation GB | Catalogue number
Min - IT | Limiti di temperatura IT | Numero di Catalogo
PT | Temperaturas limites de conservagao PT | Numero do catdlogo
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...,,__\‘{, ES | Mantener alejado de la luz solar
// n—~ | FR | Tenir a I'écart de la lumiere du soleil
/'L\ GB | Keep away from sunlight
s IT | Tenere lontano dalla luce solare
PT | Mantenha longe da luz solar
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SUGGERIMENTI PER LA RISOLUZIONE DEI PROBLEMI/TROUBLESHOOTING

ERRORE CAUSE POSSIBILY SUGGERIMENTI

Nessuna reazione colorimetrica del saggio

- mancata dispensazione del coniugato

- contaminazione del coniugato e/o del Substrato

- errori nell’esecuzione del saggio (es. Dispensazione accidentale dei reagenti in sequenza errata o provenienti da
flaconi sbagliati, etc.)

Reazione troppo blanda (OD troppo basse)

- coniugato non idoneo (es. non proveniente dal kit originale)

- tempo di incubazione troppo breve, temperatura di incubazione troppa bassa

Reazione troppo intensa (OD troppo alte)

- coniugato non idoneo (es. non proveniente dal kit originale)

- tempo di incubazione troppo lungo, temperatura di incubazione troppa alta

- qualita scadente dell’acqua usata per la soluzione di lavaggio (basso grado di deionizzazione,)

- lavaggi insufficienti (coniugato non completamente rimosso)

Valori inspiegabilmente fuori scala

- contaminazione di pipette, puntali o contenitori- lavaggi insufficienti (coniugato non completamente rimosso)
CV% intrasaggio elevato

- reagenti e/o strip non portate a temperatura ambiente prima dell’uso

- il lavatore per micropiastre non lava correttamente (suggerimento: pulire la testa del lavatore)

CV% intersaggio elevato

- condizioni di incubazione non costanti (tempo o temperatura)

- controlli e campioni non dispensati allo stesso tempo (con gli stessi intervalli) (controllare la sequenza di
dispensazione)

- variabilita intrinseca degli operatori

ERROR POSSIBLE CAUSES / SUGGESTIONS

No colorimetric reaction

- no conjugate pipetted reaction after addition

- contamination of conjugates and/or of substrate

- errors in performing the assay procedure (e.g. accidental pipetting of reagents in a wrong sequence or from the
wrong vial, etc.)

Too low reaction (too low ODs)

- incorrect conjugate (e.g. not from original kit)

- incubation time too short, incubation temperature too low

Too high reaction (too high ODs)

- incorrect conjugate (e.g. not from original kit)

- incubation time too long, incubation temperature too high

- water quality for wash buffer insufficient (low grade of deionization)

- insufficient washing (conjugates not properly removed)

Unexplainable outliers

- contamination of pipettes, tips or containers

insufficient washing (conjugates not properly removed) too high within-run

- reagents and/or strips not pre-warmed to CV% Room Temperature prior to use

- plate washer is not washing correctly (suggestion: clean washer head)

too high between-run - incubation conditions not constant (time, CV % temperature)
- controls and samples not dispensed at the same time (with the same intervals) (check pipetting order)
- person-related variation
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ERROR /POSIBLES CAUSAS / SUGERENCIAS

No se produce ninguna reaccion colorimétrica del ensayo

- no se ha dispensado el conjugado

- contaminacién del conjugado y/o del substrato

- errores en la ejecucidn del ensayo (p. €j., dispensacién accidental de los reactivos en orden incorrecto o
procedentes de frascos equivocados, etc.)

Reaccion escasa (DO demasiado bajas)

- conjugado no idéneo (p. €j., no procedente del kit original)

- tiempo de incubacidn demasiado corto, temperatura de incubacién demasiado baja

Reaccion demasiado intensa (DO demasiado altas)

- conjugado no idéneo (p. €j., no procedente del kit original)

- tiempo de incubacidon demasiado largo, temperatura de incubacién demasiado alta

- calidad escasa del agua usada para la solucién de lavado (bajo grado de desionizacidn)

- lavados insuficientes (el conjugado no se ha retirado completamente)

Valores inexplicablemente fuera de escala

- contaminacién de pipetas, puntas o contenedores- lavados insuficientes (el conjugado no se ha retirado
completamente)

CV% intraensayo elevado

- los reactivos y/o tiras no se encontraban a temperatura ambiente antes del uso

- el lavador de microplacas no funciona correctamente (sugerencia: limpiar el cabezal del lavador)

CV% interensayo elevado

- condiciones de incubacién no constantes (tiempo o temperatura)

- controles y muestras no dispensados al mismo tiempo (con los mismos intervalos) (controlar la secuencia de
dispensacion)

- variacidn en funcién de los operadores

ERREUR CAUSES POSSIBLES / SUGGESTIONS

Aucune réaction colorimétrique de 1'essai

- non distribution du conjugué

- contamination du conjugué et/ou du substrat

- erreurs dans l'exécution du dosage (par ex., distribution accidentelle des réactifs dans le mauvais ordre ou en
provenance des mauvais flacons, etc.)

Réaction trop faible (DO trop basse)

- conjugué non approprié (par ex., ne provenant pas du coffret original)

- temps d'incubation trop court, température d'incubation trop basse

Réaction trop intense (DO trop élevée)

- conjugué non approprié (par ex., ne provenant pas du coffret original)

- temps d'incubation trop long, température d'incubation trop élevée

- mauvaise qualité de 1'eau utilisée pour la solution de lavage (bas degré de déionisation)

- lavages insuffisants (conjugué non enticrement éliminé)

Valeurs inexplicablement hors plage

- contamination des pipettes, embouts ou récipients - lavages insuffisants (conjugué non entierement éliminé)
CV% intra-essai élevé

- les réactifs et/ou les bandes n'ont pas atteint la température ambiante avant usage

- le laveur de microplaques ne lave pas correctement (suggestion : nettoyer la téte du laveur)

CV% inter-essai élevé

- conditions d'incubation non constantes (temps ou température)

- controles et échantillons non distribués en méme temps (avec les mémes intervalles) (contrdler 1'ordre de
distribution)

- variabilité intrinseque des opérateurs
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CMV IgG

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of 1gG antibodies to Cytomegalovirus in plasma
and sera.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Cytomegalovirus or CMV is an ubiquitous human pathogen,
whose infection is particular prevalent among children and
young adults. Infections by CMV continue to be an important
health problem in certain patient populations, such as newborns,
graft recipients of solid organs or bone marrow and AIDS
patients. In these groups CMV is a major cause of morbidity and
mortality.

The detection of virus-specific IgG and IgM antibodies is of great
value in the diagnosis of acute/primary virus infections or
reactivation of a latent one, in the absence of typical clinical
symptoms. Asymptomatic infections usually happen for CMV in
apparently healthy individuals, during pregnancy and several
diseases as a coinfective agent.

C. PRINCIPLE OF THE TEST

Microplates are coated with native Cytomegalovirus antigens,
highly purified by sucrose gradient centrifugation and
inactivated.

The solid phase is first treated with the diluted sample and IgG
to Cytomegalovirus are captured, if present, by the antigens.
After washing out all the other components of the sample, in the
2" incubation bound anti Cytomegalovirus IgG are detected by
the addition of polyclonal specific anti higG antibodies, labelled
with peroxidase (HRP).

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

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

1. Microplate: MICROPLATE

12 strips x 8 microwells coated with highly purified and UV
inactivated Cytomegalovirus in presence of bovine proteins.
Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Calibration Curve:

Ready to use and color coded standard curve derived from
human plasma positive for CMV IgG and titrated on WHO
standard (proposed International Standard) ranging:

4ml CAL 1 =0 WHO IU/ml

4ml CAL 2 = 0,5 WHO IU/ml

2ml CAL 3 =1 WHO IU/ml

2ml CAL 4 =2 WHO IU/ml

2ml CAL 5 =4 WHO IU/ml

4ml CAL 6 = 8 WHO IU/ml.

Standards are calibrated against W.H.O proposed international
standard for anti-CMV IgG (document BS/95.1814).

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

3. Control Serum:

1 vial. Lyophilized. It contains fetal bovine serum proteins,
human IgG antibodies to CMV calibrated at 2 WHO 1U/ml +10%,
0.2 mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

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

4. Wash buffer concentrate:

1x60ml/bottle20x concentrated solution.

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

5. Enzyme conjugate :

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

6. Chromogen/Substrate:

1x16mlfvial. It contains 50 mM citrate-phosphate buffer pH 3.5-
3.8, 4% dimethylsulphoxide, 0.03% tetra-methyl-benzidine (or
TMB) and 0.02% hydrogen peroxide (or H202).

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

7. Sulphuric Acid:

1x15ml/vial. It contains 0.3 M H2SOa4 solution.

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

8. Specimen Diluent:

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

9. Plate sealing foils n°2

10. Package insert n°1

E. MATERIALS REQUIRED BUT NOT PROVIDED

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

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

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

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

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

o s

F. WARNINGS AND PRECAUTIONS

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

G. SPECIMEN: PREPARATION AND WARNINGS

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

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

3. Haemolysed (“red”) and visibly hyperlipemic (“milky”) samples
have to be discarded as they could generate false results.

Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

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

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

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

6. Samples whose anti-CMV IgG antibody concentration is
expected to be higher than 8 IU/ml should be diluted before use,
either 1:10 or 1:100 in the Calibrator 0 IU/ml. Dilutions have to
be done in clean disposable tubes by diluting 50 ul of each
specimen with 450 ul of Cal 0 (1:10). Then 50 ul of the 1:10
dilution are diluted with 450 ul of the Cal 0 (1:100). Mix tubes
thoroughly on vortex and then proceed toward the dilution step
reported in section M.

H. PREPARATION OF COMPONENTS AND WARNINGS

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

Microplate:

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

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

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

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

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

Control Serum

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

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

Wash buffer concentrate:

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

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

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

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

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

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

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

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

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

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

Legenda:

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

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

P332 + P313 - If skin
advice/attention.

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

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

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

gloves/protective  clothing/eye

irritation occurs: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

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

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

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

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

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

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

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

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

that the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

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

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

L. PRE ASSAY CONTROLS AND OPERATIONS

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

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

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

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

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

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

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

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

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

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

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

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

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

M. ASSAY PROCEDURE

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

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

M1. QUANTITATIVE DETERMINATION:

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

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

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

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

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

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

the appropriate

Manual assay:

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

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

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

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

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

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

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

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

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

8. Wash microwells as in step 5.

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

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

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

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

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

Automated assay:
Proceed as described in section M1.

Manual assay:

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

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

3. Dispense 100 pul Calibrator 0 IU/ml and 100 pl Calibrator 0.5
IU/ml in duplicate, and 100 pl Calibrator 8 1U/ml in single.
Then dispense 100 pl of diluted samples in each properly
identified well.

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

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

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

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

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

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

8. Wash microwells as in step 5.

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

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

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

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

General Important notes:

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

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

3. The Control Serum (CS) does not affect the test results
calculation. The Control Serum may be used only when a
laboratory internal quality control a laboratory internal quality
control is required by the management.
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N. ASSAY SCHEME If they do not, do not proceed any further and operate as
follows:

Method Operations

Calibrators & Control 100 l Problem Check

Samples diluted 1:101 100 pl Blank well 1. that the Chromogen/Substrate

15t incubation 60 min > 0.100 OD450nm solution has not got contaminated

Temperature +37°C , during the assay

Wash step n° 5 cycles with 20” of soaking Calibrator 0 IU/ml 1. that the washing procedure and the
OR > 0.150 OD450nm washer settings are as validated in

n° 6 cycles without soaking after blanking the pre qualification study;

Enzyme conjugate 100 pl o o 2. that the proper washing solution

2nd incubation 80 min coefficient of variation | has been used and the washer has

Temperature +37°C > 30% been primed _vvith it before use; _

Wash step n° 5 cycles with 20” of soaking 3. that no mistake has _been do_ne n
OR the assay proc_edure @spensatlon of

n° 6 cycles without soaking a pos_mve calibrator instead of the
negative one;

TMB/HZOZ - 100 Hl 4. that no contamination of the

3% incubation 20 min negative calibrator or of their wells

Tempergture_ r.t. has occurred due to positive samples,

Sulphuric Acid 100 ul to spills or to the enzyme conjugate;

Reading OD 450nm / 620-630nm 5. that micropipettes haven't got

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

contaminated with positive samples
or with the enzyme conjugate
6. that the washer needles are not
blocked or partially obstructed.

Microplate
1 2 8 4(5|6|7|8]9]10 |11 | 12
A BLK CAL4 S1
B BLK CAL4 S2
© CAL1 CALS S3
D CAL1 CAL5 S4
E CAL2 CAL6 S5
F CAL2 CAL6 S6
G CAL3 Cs S7
H CAL3 CS S8
Legenda: BLK =Blank CAL = Calibrator CS = Control Serum S = Sample

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

Microplate
1 2 | 3 | 4] 5] 6] 7] 8]9]|10]11]12
A | BLK S3 | s11
B | CAL1 | S4 | S12
C|CAL1 | S5 | S13
D[ CAL2 | S6 | S14
E | CAL2 | S7 | S15
F | CAL6 | S8 | S16
G| Ss1 S9 | s17
H S2 S10 | S18

Legenda: BLK =Blank CAL = Calibrator CS = Control Serum S = Sample

O. INTERNAL QUALITY CONTROL

A validation check is carried out on the controls and the
calibrator any time the kit is used in order to verify whether the
performances of the assay are as expected and required by the
IVDD directive 98/79/EC. Control that the following data are
matched:

Check Requirements
Blank well < 0.100 OD450nm value
Calibrator 0 1U/ml < 0.150 mean OD450nm value after
(CAL1) blanking

coefficient of variation < 30%
0OD450nm > OD450nm CAL1 + 0.100
0OD450nm > 1.000

2 WHO IU/ml +/-10%

Calibrator 0.51U/ml
Calibrator 8 IU/ml
Control Serum

If the results of the test match the requirements stated above,
proceed to the next section.
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Calibrator 0.5 IU/ml | 1. that the procedure has been
correctly executed;

OD450nm < 2. that no mistake has been done in
OD450nm CAL1 + its distribution (ex.: dispensation of a
0.100 wrong calibrator instead);

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

4. that no external contamination of
the calibrator has occurred.
Calibrator 8 IU/ml 1. that the procedure has been
correctly executed;

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

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

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

< 1.000 OD450nm

Control Serum First verify that:
1. the procedure has been correctly
Different from performed;

expected value 2. no mistake has occurred during its
distribution (ex.: dispensation of a
wrong sample);

3. the washing procedure and the
washer settings are correct;

4. no external contamination of the
standard has occurred.

5. the Control Serum has been
dissolved with the right volume
reported on the label.

If a mistake has been pointed out, the
assay has to be repeated after
eliminating the reason of this error.

If no mistake has been found,
proceed as follows:

a) a value up to +/-20% is obtained:
the overall Precision of the laboratory
might not enable the test to match the
expected value +/-10%. Report the
problem to the Supervisor for
acceptance or refusal of this result.

b) a value higher than +/-20% is
obtained: in this case the test is
invalid and the DiaPro’s customer
service has to be called.

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

Important Notes:
The analysis must be done proceeding as the reading step
described in the section M, point 11.

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the quantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at 450nm/620-630nm (4-
parameters interpolation is suggested).

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

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

Example of Calibration Curve :

] /

WHO 1U/ml

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

P.2 Qualitative method

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

An example of calculation is reported below (data obtained
proceeding as the the reading step described in the section M,
point 11).

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

Calibrator 0 IU/ml: 0.035 — 0.045 OD450nm
Mean Value: 0.040 OD450nm

Lower than 0.150 — Accepted

Calibrator 0.5 IU/ml: 0.260 — 0.280 OD450nm
Mean Value: 0.270 OD450nm

Higher than Cal 0 + 0.100 — Accepted
Calibrator 8 IU/ml: 2.885 OD450nm

Higher than 1.000 — Accepted

Q. INTERPRETATION OF RESULTS

Samples with a concentration lower than 0.5 WHO IU/ml are
considered negative for anti Cytomegalovirus 1gG antibody.
Samples with a concentration higher than 0.5 WHO 1U/ml are
considered positive for anti Cytomegalovirus IgG antibody.
Particular attention in the interpretation of results has to be used
in the follow-up of pregnancy for an infection of Cytomegalovirus
due to the risk of severe neonatal malformations.

Important notes:

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

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

3. In the follow-up of pregnancy for Cytomegalovirus infection
a positive result (presence of IgG antibody > 0.5 IU/ml)
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should be confirmed to ruled out the risk of a false positive
result and a false definition of protection.

R. PERFORMANCES
Evaluation of Performances has been conducted in accordance
with the European standard.

1. Limit of detection

The limit of detection of the assay (or analytical sensitivity) has
been calculated by means of the 1% proposed international
standard produced by the World Health Organization (WHO) for
CMV IgG.

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

The table below reports the mean OD450nm values of this
standard when diluted in negative plasma and then examined in
the assay.

Mean OD450nm

WHO CMVG.CE | CMVG.CE | CMVG.CE
1U/ml Lot # 0303 | Lot # 0203 | Lot # 0103
2 1.053 1.101 1.098
1 0.524 0.498 0.559
0.5 0.277 0.268 0.271
0.25 0.150 0.169 0.161
0.125 0.080 0.091 0.087

Negative 0.039 0.035 0.040

The assay shows a limit of detection far better than 0.5 WHO
IU/ml; however the interpretation of results is maintained at that
value in order to safely monitor pregnancy and neonatal risk.

2. Diagnostic sensitivity:

The diagnostic sensitivity has been tested in an external
performance evaluation study (University Hospital, Microbiology
Department, Salamanca, Spain) on panels of samples classified
positive by a kit US FDA approved. Positive samples from
different stage of CMV infection were tested.

The value, obtained from the analysis of more than 300
specimens, has been > 98%.

In addition the seroconversion panel PT 901 produced by
Boston Biomedical Inc., BBI, USA, has been tested. Results are
reported below with reference to an European kit.

BBI Panel PTC 901

Member | CMVG.CE BioMerieux
ID 0OD450nm__S/Co VIDAS
01 0.071 0.2 Negative
02 0.043 0.1 Negative
03 0.057 0.2 Negative
04 0.046 0.1 Negative
05 0.086 0.3 Negative
06 1.002 3.2 Positive
07 1.442 4.6 Positive
08 1.630 5.2 Positive
09 1.770 5.6 Positive

Note: Cut-Off = 0.5 IU/ml = 0.316

3. Diagnostic specificity:

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

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

Frozen specimens have been tested, as well, to check for
interferences due to collection and storage.
No interference was observed.

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

No crossreaction was observed.

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

4. Precision:

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

CMVG.CE: lot # 0303

Calibrator 0 IU/ml (N = 16)

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.073 0.073 0.077 0.074
Std.Deviation 0.010 0.010 0.009 0.010
CV % 13.3 14 12 13.1
Calibrator 0.5 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.316 0.292 0.309 0.306
Std.Deviation 0.027 0.015 0.020 0.020
CV % 8.4 5.1 6.3 6.6
Calibrator 8 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 3.262 3.137 3.210 3.203
Std.Deviation 0.126 0.065 0.147 0.113
CV % 3.9 2.1 4.6 3.5
CMVG.CE: lot # 0203
Calibrator 0 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.058 0.060 0.063 0.061
Std.Deviation 0.005 0.005 0.005 0.005
CV % 8.8 7.9 8.6 8.4
Calibrator 0.5 IU/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.299 0.297 0.300 0.299
Std.Deviation 0.012 0.007 0.011 0.010
CV % 3.9 25 3.6 3.3
Calibrator 8 IU/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 3.124 3.062 3.094 3.093
Std.Deviation 0.051 0.068 0.057 0.059
CV % 1.6 2.2 1.9 1.9
CMVG.CE: lot # 0103
Calibrator 0 IU/ml (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.064 0.062 0.067 0.064
Std.Deviation 0.005 0.005 0.006 0.005
CV % 7.9 8.3 8.2 8.1
Calibrator 0.5 IU/ml (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.314 0.300 0.296 0.303
Std.Deviation 0.031 0.019 0.012 0.021
CV % 10.0 6.5 4.0 6.8
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Calibrator 8 IU/ml (N = 16)

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 2.729 2.688 2.700 2.705
Std.Deviation 0.109 0.067 0.109 0.095
CV % 4.0 2.5 4.0 3.5

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

5. Accuracy

The assay accuracy has been checked by the dilution and
recovery tests. Any “hook effect”, underestimation likely to
happen at high doses of analyte, was ruled.

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 11.

S. LIMITATIONS OF THE PROCEDURE

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

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

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

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

considered.
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CMV IgG

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenziméatico (ELISA) para la determinacion
cualitativa/cuantitativa de  anticuerpos I1gG frente a
Citomegalovirus, en plasma y suero humano.

Uso exclusivo para diagnoéstico “in vitro”.

B. INTRODUCCION.

Citomegalovirus (CMV) es un patégeno humano ubicuo, que
afecta prevalentemente a nifios y adultos jévenes. Las
infecciones por CMV representan ain un importante problema
de salud en determinados grupos de pacientes (recién nacidos,
receptores de érganos o médula ésea y pacientes con SIDA),
en los cuales constituye una de las principales causas de
morbilidad y mortalidad.

La deteccion de anticuerpos especificos IgG e IgM contra el
virus, representa una herramienta importante en el diagnéstico
de las infecciones agudas/primarias, en la reactivaciéon de la
infeccion latente, asi como en ausencia de sintomas clinicos
tipicos. Las infecciones asintomaticas por CMV usualmente se
presentan en individuos aparentemente sanos, durante el
embarazo o durante algunas enfermedades donde aparece el
virus como agente coinfectante.

C. PRINCIPIOS DEL ENSAYO.

Los pocillos de la placa estan recubiertos con antigenos nativos
de Citomegalovirus, purificados por gradiente de centrifugacion
con sacarosa e inactivados.

Se afiade la muestra diluida, y los anticuerpos IgG contra CMV
presentes en la misma son capturados por los antigenos de la
fase solida.

Depués del lavado, en la 22 incubacién, los anticuerpos IgG anti
Citomegalovirus son detectados mediante anticuerpos
policlonales especificos anti-lgG humanos, conjugados con
Peroxidasa (HPR).

El enzima capturado en la fase sélida, combinado con la mezcla
substrato/cromégeno, genera una sefial 6ptico proporcional a la
cantidad de anticuerpos IgG anti-CMV presentes en la muestra.
Posteriormente, con la ayuda de una Curva de Calibracion
contra el primer estandar internacional O.M.S., es posible
determinar cuantitativamente los anticuerpos IgG contenidos en
la muestra.

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

1. Microplaca:

12 tiras de 8 pocillos recubiertos con  Citomegalovirus,
altamente purificado e inactivado por radiaciones UV en
presencia de proteinas del suero bovino.

Las placas estan almacenadas en bolsas selladas con
desecante. Se deben poner las mismas a temperatura ambiente
antes de abrirlas, sellar las tiras sobrantes en la bolsa con el
desecante y conservar a 2-8°C.

2. Curva de Calibracion:

Listo para el uso y curva con codigo estandar de color,
elaborada a partir de plasma humano positivo a 1gG-CMV,
titulado segun estandar de O.M.S (propuesta Estandar
International) con rangos:

4ml CAL 1 = 0 OMS IU/ml

4ml CAL 2 = 0,5 OMS IU/ml

2ml CAL 3 =1 OMS IU/ml

2ml CAL 4 =2 OMS IU/ml

2ml CAL 5 =4 OMS IU/ml

4ml CAL 6 = 8 OMS IU/m.

Los estdndares han sido calibrados contra el estandar
internacional propuesto por O.M.S. para IgG anti-CMV
(referencia: BS/95.1814).

Contiene proteinas séricas humanas, caseina al 2%, tampén
Tris-citrato 10 mM pH 7.4+/-0.1, 0.1% de Tween 20, asi como
azida sédica 0.09% y ProClin 300 0.045% como conservantes.
Los estandares son de color azul.

3. Suero Control: |CONTROL ...ml

1 vial. Liofilizado.

Contiene proteinas del suero bovino fetal, anticuerpos humanos
IgG anti-CMV a una concentraciéon aproximada de 2 +10%
mlU/ml (O.M.S.), ademas de sulfato de gentamicina 0.2 mg/ml
y ProClin 300 0.045% como conservantes.

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

4. Tampon de Lavado Concentrado:
1x60ml/botella. Solucién concentrada 20x.

Una vez diluida, la solucion de lavado contiene tamp6n fosfato
10 mM a pH 7.0 +/- 0.2, Tween 20 al 0.05% y ProClin 300 al
0.045%.

5. Conjugado:[ CONJ|

2x8ml/vial. Solucién lista para el uso. Codificado con el color
rojo. Contiene anticuerpos policlonales anti-lgG humana
conjugados con Peroxidasa (HRP), BSA 5%, tampdn Tris 10
mM pH 6.8+/-0.1, ademas de sulfato de gentamicina 0.02% y
ProClin 300 0.045% como conservantes.

6. Cromégeno/Substrato.

1x16ml/vial. Contiene una solucién tamponada citrato-fosfato
50 mM pH 3.5-3.8, dimetilsulféxido 4%, tetra-metil-benzidina
(TMB) 0.03% y peroxido de hidrégeno (H.0,) 0.02%.

Nota: Evitar la exposicion a la luz, ya que la sustancia es
fotosensible.

7. Acido Sulftrico:

1x15ml/vial. Contiene solucion de H,SO, 0.3M

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

8. Diluente de muestras :

2x60ml/vial. Contiene 2% de caseina, tampon Tris-citrato 10
mM pH 6.0 +/-0.1, 0.1% de Tween 20, azida sddica al 0.09% y
ProClin 300 al 0.045% como conservantes. El reactivo esta
codificado con el color azul.

9. Sellador adhesivo, n° 2

10. Manual de instrucciones, n° 1

E. MATERIALES NECESARIOS NO SUMINISTRADOS.

1. Micropipetas calibradas (1000ul, 100ul y 10ul) y puntas
plasticas desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada con
carbén para remover quimicos oxidantes usados como
desinfectantes).

3. Timer con un rango de 60 minutos como minimo.

4. Papel absorbente.

5. Incubador termostéatico de microplacas ELISA, calibrado (en
seco 0 humedo) fijo a 37°C (tolerancia+/-1°C).

6. Lector calibrado de microplacas de ELISA con filtros de 450
nm (lectura) y filtros de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8. Vortex o similar.
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F. ADVERTENCIAS Y PRECAUCIONES. de infeccion de acuerdo a las directivas nacionales y leyes

1. El equipo debe ser wusado por personal técnico para el tratamiento de residuos de laboratorio.
adecuadamente entrenado, bajo la supervision de un
doctor responsable del laboratorio.

2. Todas las personas encargadas de la realizacién de las G. MUESTRA: PREPARACION Y RECOMENDACIONES.
pruebas deben llevar los indumentos protectores 1. Extraer la sangre asépticamente por puncion venosa y
adecuados de laboratorio, guantes y gafas. Evitar el uso preparar el suero o plasma segin la técnica estandar de
de objetos cortantes (cuchillas) o punzantes (agujas). El los laboratorios de andlisis clinico. No se ha detectado que
personal debe ser adiestrado en procedimientos de el tratamiento con citrato, EDTA o heparina afecte las
bioseguridad, segin ha sido recomendado por el Centro muestras.
de Control de Enfermedades de Atlanta, Estados Unidos, y 2. Las muestras deben ser identificadas claramente mediante
publicado por el Instituto Nacional de Salud: “Biosafety in codigo de barras o nombres, a fin de evitar errores en los
Microbiological and Biomedical Laboratories”, ed.1984. resultados.

3. Todo el personal involucrado en el manejo de muestras 3. Las muestras hemolizadas (color rojo) o hiperlipémicas
debe estar vacunado contra HBV y HAV, para lo cual (aspecto lechoso) deben ser descartadas para evitar falsos
existen vacunas disponibles, seguras y eficaces. resultados, al igual que aquellas donde se observe la

4. Se debe controlar el ambiente del laboratorio para evitar la presencia de precipitados, restos de fibrina o filamentos
contaminacion de los componentes con polvo o agentes microbianos.
microbicos cuando se abran los equipos, asi como durante 4. El suero y el plasma pueden conservarse a una
la realizacion del ensayo. Evitar la exposicion del substrato temperatura entre +2° y +8°C en tubos de recoleccién
a la luz y las vibraciones de la mesa de trabajo durante el principales hasta cinco dias después de la extraccion. No
ensayo. congelar tubos de recoleccion principales. Para periodos de

5. Conservar el equipo a temperaturas entre 2-8 °C, en un almacenamiento mas prolongados, las muestras de plasma
refrigerador con temperatura regulada o en camara fria. o suero, retiradas cuidadosamente del tubo de extraccién

6. No intercambiar reactivos de diferentes lotes ni tampoco principal, pueden almacenarse congeladas a —20°C durante
de diferentes equipos. al menos 12 meses, evitando luego descongelar cada

7. Comprobar que los reactivos no contengan precipitados ni muestra mas de una vez, ya que se pueden generar
agregados en el momento del uso. De darse el caso, particulas que podrian afectar al resultado de la prueba.
informar al responsable para realizar el procedimiento 5. Sihay presencia de agregados, la muestra se puede aclarar
pertinente. mediante centrifugaciéon a 2000 rpm durante 20 minutos o

8. Evitar contaminacién cruzada entre muestras de suero/ por filtracién con un filtro de 0,2-0,8 micras.
plasma usando puntas desechables y cambiandolas 6. Agquellas muestras, cuya concentracién de IgG anti-CMV se
después de cada uso. No reutilizar puntas desechables. sospeche mayor de 8 IU/ml, deben diluirse a 1:10 o 1:100

9. Evitar contaminacion cruzada entre los reactivos del antes del uso, con ayuda del Calibrador 0 IU/ml. Las
equipo usando puntas desechables y cambiandolas diluciones deben efectuarse en tubos limpios desechables
depués de cada uso. No reutilizar puntas desechables. afiadiendo 50 pl de la muestra y 450 pl del Cal 0 (1:10),

10. No usar el producto después de la fecha de vencimiento después 50 pl de la dilucién 1:10 y 450 pl del Cal 0 (1:100).
indicada en el equipo e internamente en los reactivos. Se deben mezclar los tubos en el vortex y después
Segln estudios realizados, no se ha detectado pérdida proseguir con los pasos indicados en la seccién M.
relevante de actividad en equipos abiertos, en uso por un
periodo de hasta 3 meses.

11. Tratar todas las muestras como potencialmente infectivas. H. PREPARACION DE LOS COMPONENTES Y
Las muestras de suero humano deben ser manipuladas al PRECAUCIONES.
nivel 2 de bioseguridad, segun ha sido recomendado por Segun estudios realizados, no se ha detectado pérdida
el Centro de Control de Enfermedades de Atlanta, Estados relevante de actividad en equipos abiertos, en uso por un
Unidos y publicado por el Instituto Nacional de Salud: periodo de hasta 3 meses.

“Biosafety in Microbiological and Biomedical Laboratories”,
ed.1984. Microplaca:

12. Se recomienda el uso de material plastico desechable para Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
la preparacién de las soluciones de lavado y para la antes de abrir el envase. Compruebe que el desecante no esté
transferencia de los reactivos a los diferentes equipos de un color verde oscuro, lo que indicaria un defecto de
automatizados a fin de evitar contaminaciones. fabricacion. De ser asi, debe solicitar el servicio de Dia.Pro:

13. Los desechos producidos durante el uso del equipo deben atencion al cliente.
ser eliminados segun lo establecido por las directivas Las tiras de pocillos no utlizadas, deben guardarse
nacionales y las leyes relacionadas con el tratamiento de herméticamente cerradas en la bolsa de aluminio con el
los residuos quimicos y biolégicos de laboratorio. En desecante a 2-8°C. Una vez abierto el envase, las tiras
particular, los desechos liquidos provenientes del proceso sobrantes, se mantienen estables hasta que el indicador de
de lavado deben ser tratados como potencialmente humedad dentro de la bolsa del desecante cambie de amarillo a
infecciosos y deben ser inactivados. Se recomienda la verde.
inactivacion con lejia al 10% de 16 a 18 horas o el uso de
la autoclave a 121°C por 20 minutos. Curva de Calibracion:

14. En caso de derrame accidental de algun producto, se debe Listo para el uso. Mezclar bien con la ayuda de un vortex,
utilizar papel absorbente embebido en lejia y antes de usar.
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y Suero Control:
laboratorios. Afadir al polvo liofilizado el volumen de agua de calidad ELISA

15. El acido sulfdrico es irritante. En caso de derrame, se debe indicado en la etiqueta. Dejar disolver totalmente y mezclar
lavar la superficie con abundante agua. delicadamente en el vortex.

16. Otros materiales de desecho generados durante la Nota: Una vez reconstituida, la solucién no es estable. Se

utilizacion del equipo (por ejemplo: puntas usadas en la
manipulacién de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales

recomienda mantenerla congelada en alicuotas a —20°C.
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Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada 20x debe diluirse
con agua bidestilada y mezclarse delicadamente antes de
usarse. Durante la preparacion evitar la formacion de espuma
y burbujas, lo que podria influir en la eficiencia de los ciclos de
lavado.

Nota: Una vez diluida, la solucion es estable por una semana a
temperaturas entre +2 'y 8°C.

Conjugado:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. En caso de que deba transferirse
el reactivo, usar contenedores de plastico, estériles y
desechables, siempre que sea posible.

Cromadgeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminaciéon del liquido con oxidantes
quimicos, polvo o microbios. Evitar la exposicién a la luz,
agentes oxidantes y superficies metdlicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Diluente de muestras :
Solucién lista para el uso. Mezclar bien con un vértex antes de
usar.

Acido Sulfurico:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacién cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/méascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabon abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacién ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN
COMBINACION CON EL EQUIPO.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacion periédica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra (etanol 70%, lejia 10%, de calidad de los
desinfectantes  hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%.

La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C) y controlada periédicamente para mantener la
temperatura correcta. Pueden emplearse incubadoras
secas o0 bafios de agua siempre que estén validados para la
incubacion de pruebas de ELISA.

El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser validado
de forma minuciosa previamente, revisado para comprobar

S

=

gue suministra el volumen de dispensaciéon correcto y
enviado regularmente a mantenimiento de acuerdo con las
instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucién de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacién segin se indica en su
manual (se recomienda descontaminacién con NaOH 0.1
M). Para asegurar que el ensayo se realiza conforme a los
rendimientos declarados, basta con 5 ciclos de lavado
(aspiracion + dispensado de 350 pl/pocillo de solucion de
lavado + 20 segundos de remojo = 1 ciclo). Si no es posible
remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

Los tiempos de incubacién deben tener un margen de +5%.
El lector de microplacas ELISA debe estar provisto de un
filtro de lectura de 450nm y, de un segundo filtro de 620-
630nm, obligatorio para reducir interferencias en la lectura.
El procedimiento estandar debe contemplar: a) Ancho de
banda <= 10 b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. El blanco se
prueba en el pocillo indicado en la seccién “Procedimiento
del ensayo”. El sistema 6ptico del lector debe ser calibrado
periédicamente para garantizar la correcta medida de la
densidad 6ptica, segun las normas del fabricante.

En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacién, lavado, lectura,

agitacion y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados y
peribdicamente ajustados, para garantizar los valores

indicados en las secciones “Control interno de calidad” y
“Procedimiento del ensayo”. El protocolo del ensayo debe
ser instalado en el sistema operativo de la unidad y validado
tanto para el lavador como para el lector. Por otro lado, la
parte del sistema que maneja los liquidos (dispensado y
lavado) debe ser validada y fijada correctamente. Debe
prestarse particular atenciéon a evitar el arrastre por las
agujas de dispensacion y las de lavado, a fin de minimizar
la posibilidad de ocurrencia de falsos positivos por
contaminacion de los pocillos adyacentes por muestras
fuertemente reactivas. Se recomienda el uso de sistemas
automatizados para el pesquisaje en unidades de sangre y
cuando la cantidad de muestras supera las 20-30 unidades
por ensayo.

El servicio de atencién al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos a usar
en combinacién con el equipo, con el propésito de asegurar
el cumplimiento de los requerimientos descritos.

. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.
Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

Compruebe que los componentes liquidos
seancontaminados con particulas o agregados visibles.
Asegurese de que el cromégeno (TMB) es incoloro o azul
palido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico.

Compruebe que no han ocurrido roturas ni derrames de
liquido dentro de la caja (envase primario) durante el
transporte. Asegurarse de que la bolsa de aluminio que
contiene la microplaca no esté rota o dafiada.

Disolver el Suero Control liofilizado, como se ha descrito
anteriormente.

Diluir totalmente la solucién de lavado concentrada 20X,
como se ha descrito anteriormente.

Dejar los componentes restantes hasta alcanzar la
temperatura ambiente (aprox. 1 hora), mezclar después
suavemente en el vortex todos los reactivos liquidos.
Ajustar la incubadora de ELISA a 37°C y alimentas el
lavador de ELISA utilizando la solucién de lavado, segun las

no
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instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

9. Comprobar que el lector de ELISA esté encendido al menos
20 minutos antes de realizar la lectura.

10. En caso de trabajar automaticamente, encender el equipo y
comprobar que los protocolos estén correctamente
programados.

11. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

12. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

13. En caso de surgir algin problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacién, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

El equipo puede usarse tanto para la determinacién cuantitativa
como cualitativa.

M1. DETERMINACION CUANTITATIVA:

Ensayos Automatizados.

En caso de que el ensayo se realice de manera automatizada
con un sistema ELISA, se recomienda programar el equipo para
aspirar 1000ul de Diluente de Muestras, y posteriormente 10l
de muestra (factor de dilucion 1:101).

La mezcla debe ser dispensada cuidadosamente en un tubo de
diluciéon. Antes de aspirar la muestra siguiente, las agujas
deben lavarse debidamente para evitar cualquier contaminacion
cruzada entre las muestras. Una vez diluidas todas las
muestras, programar el equipo para dispensar 100 pl de cada
muestra en los pocillos correspondientes.

Este procedimiento puede realizarse ademas en dos pasos de
dilucién 1:10 (90 pl Diluente de Muestras + 10 pl Muestra) en
una segunda plataforma de dilucién. Después, se recomienda
programar el equipo para aspirar 100ul de Diluente de Muestras
y 10ul de la primera diluciéon en la plataforma, posteriormente
dispensar el contenido total en los pocillos correspondientes.

No es necesario diluir el Calibrador ni el Suero Control (ya
diluido) pues estan listos para el uso.

Dispensar 100ul de controles/calibradores en los pocillos
correspondientes.

Para las operaciones siguientes, consulte las instrucciones que
aparecen a continuacion para el Ensayo Manual.

Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Gltima muestra sea calculado por
el instrumento y considerado para los lavados.

Ensayo Manual.

1. Diluir las muestras 1:101 en un tubo de dilucion apropiado
(ejemplo: 1000 de Diluente de Muestras+10ul de muestra).
No diluir el Panel de Calibracién, ya que los calibradores
estan listos para el uso. Mezclar cuidadosamente, con
ayuda de un vortex, todos los componentes liquidos y
continuar como se describe a continuacion.

2. Poner el nimero de tiras necesarias en el soporte de
plastico. Dejar vacios los pocillos Al y B1 para el blanco.

3. Dispensar 100 pl de Calibradores y 100 pl de Suero
Control, por duplicado, después dispensar 100 ul de cada
muestra diluida en su pocillo correspondiente.

4. Incubar la microplaca 60 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el ensayo manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

5. Lavar la microplaca con el lavador automatico dispensando
y aspirando segun se indica (section 1.3).

6. Dispensar 100uL del Conjugado en todos los pocillos,
excepto en Al y B1, después cubrir con el sellador.
Compruebe que este reactivo de color rojo ha sido afiadido
en todos los pocillos excepto Al y B1.

Nota importante: Tener cuidado de no tocar la pared interna

del pocillo con la punta de la pipeta al dispensar el conjugado.

Podria producirse contaminacion.

7. Incubar la microplaca durante 60 minutos a +37°C.

8. Lavar los pocillos de igual forma que en el paso 5.

9. Dispensar 100ul de TMB/H202 en todos los pocillos,
incluidos los del blanco. Controlar que los reactivos han
sido correctamente afiadidos. Incubar la microplaca por 20
minutos a temperatura ambiente (18-24°C).

Nota importante: No exponer directamente a fuerte

iluminacion, de lo contrario se generan interferencias.

10. Dispensar 100ul de Acido Sulfarico en todos los pocillos
para detener la reaccién enzimética, usar la misma
secuencia que en el paso 9. La adicion del acido cambia el
color de los calibradores positivos, el suero control y las
muestras positivas de azul a amarillo.

11. Medir la intensidad del color con el lector, segin se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con los pocillos Al y
B1 (blanco).

M2. DETERMINACION CUALITATIVA:
Si se requiere solamente un analisis cualitativo, proceda como
se indica a continuacion.

Ensayo automatizado:
Proceder segun la seccién M1.

Ensayo Manual.

1. Diluir las muestras 1:101 en un tubo de dilucién apropiado
(ejemplo: 1000 de Diluente de Muestras+10ul de muestra).
No diluir el Panel de Calibracién, ya que los calibradores
estan listos para el uso. Mezclar cuidadosamente, con
ayuda de un vortex, todos los componentes liquidos y
continuar como se describe a continuacion.

2. Poner el nimero de tiras necesarias en el soporte de
plastico. Dejar vacio el pocillo Al para el blanco.

3. Dispensar 100 pl del Calibrador 0 IU/ml y 100 pl del
Calibrador 0.5 IU/ml por duplicado, y 100 ul del Calibrador
8 IU/ml sencillo. Después dispensar 100 pl de cada muestra
diluida en su pocillo correspondiente.

4. Incubar la microplaca 60 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el ensayo manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

5. Lavar la microplaca con el lavador automético dispensando
y aspirando segun se indica (section 1.3).

6. Dispensar 100yl del Conjugado en todos los pocillos,
excepto en Al, después cubrir con el sellador. Compruebe
gue este reactivo de color rojo ha sido afiadido en todos los
pocillos excepto Al.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el conjugado.
Podria producirse contaminacion.

7. Incubar la microplaca durante 60 minutos a +37°C.

8. Lavar los pocillos de igual forma que en el paso 5.

9. Dispensar 100pl de TMB/H20: en todos los pocillos, incluido
el del blanco. Controlar que los reactivos han sido
correctamente afadidos. Incubar la microplaca por 20
minutos a temperatura ambiente (18-24°C).
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Nota importante: No exponer directamente a fuerte

iluminacioén, de lo contrario se generan interferencias.

10. Dispensar 100ul de Acido Sulfdrico en todos los pocillos
para detener la reaccién enzimética, usar la misma
secuencia que en el paso 9. La adicion del acido cambia el
color de los calibradores positivos, el suero control y las
muestras positivas de azul a amarillo.

11. Medir la intensidad del color con el lector, segin se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y, otro de 620-630 nm (substraccién del fondo,
obligatorio), calibrando el instrumento con el pocillo Al
(blanco).

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. Lalectura debe hacerse inmediatamente después de afiadir
la solucion de stop y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicién. Se podria
producir auto oxidacién del cromégeno causando un
elevado fondo.

3. El suero de control (CS) no afecta al célculo de los
resultados de la prueba. El suero de control (CS) se usa
solo si la gestion requiere un control interno de calidad del
laboratorio.

N. ESQUEMA DEL ENSAYO.

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cualitativo:

Microplaca
1 2 8 4 5] 6] 7| 8] 9(10]11]12
Al BL (M3 |M11
B|CALL|M4 |M12
C|CALL|[M5 |M13
D|CAL2{M6 [M14
E[CAL2|M7 |M15
F|CAL6 M8 |M16
G| M1 (M9 |M17
H| M2 [M10[M18

Leyenda: BL = Blanco // CAL = Calibradores //M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un grupo de pruebas de validacién con los controles
cada vez que se usa el equipo para verificar si el
funcionamiento del ensayo es correcto, segln las directivas
IVDD 98/79/EC.

Asegurar el cumplimiento de los siguientes pardmetros :

Parametro Exigencia

Pocillo Blanco < 0.100 DO450nm

Calibrador 0 1U/ml
(CAL1)

< 0.150 valor medio DO450nm
después de leer el blanco
Coeficiente de variacién < 30%

Calibrador 0.51U/ml DO450nm > DO450nm CAL1 + 0.100

Calibrador 8 IU/ml DO450nm > 1.000

Suero Control 2 OMS IU/ml +/-10%

Método Operaciones
Calibradores & Control 100 pl
Muestras diluidas 1:101 100 pl
1" incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20 de remojo
o]
6 ciclos sin remojo
Conjugado 100 pl
2% incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
o]
6 ciclos sin remojo
TMB/H202 100 pl
3" incubacion 20 min
Temperatura t.a.*
Acido Sulfurico 100 pl
Lectura D.O. 450nm / 620-630nm

t.a.*temperatura ambiente

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cuantitativo:

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, detenga el ensayo y compruebe:

Problema Compruebe que

Pocillo blanco la solucién cromdégeno/substrato no
> 0.100 DO450nm se ha contaminado durante el
ensayo.

Calibrador 0 IU/ml 1. el
> 0.150 DO450nm
después de leer el
blanco

proceso de lavado y los
pardmetros  del lavador estén
validados segun los estudios previos
de calificacion.

2. se ha usado la solucién de lavado
apropiada y que el lavador ha sido
alimentado con la misma antes del
uso.

3. no se han cometido errores en el
procedimiento (dispensado de un
calibrador positivo en lugar del
negativo).

4. no ha existido contaminacion del
Cal negativo o de sus pocillos debido
a muestras positivas derramadas, o
al conjugado.

5. las micropipetas no se han
contaminado con muestras positivas
o con el conjugado.

6. las agujas del lavador no estén

Coeficiente de
variacién > 30%

parcial o totalmente obstruidas.

CAL3 SC M7

Microplaca
1 2 3 |4|5|6|7[8[9|10]11] 12

A BL CAL4 [ M1
B BL CAL4 [ M2
C | CALL | CAL5 | M3
D | CAL1 | CAL5 | M4
E | CAL2 | CAL6 [ M5
F | CAL2 | CAL6 | M6
G

H

CAL3 SC | M8

Leyenda: BL = Blanco // CAL = Calibradores // M = Muestra //
SC = Suero Control
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Calibrador 0.51U/ml | 1. el procedimiento ha sido realizado

correctamente.

DO450nm < 2. no ha habido errores durante su
DO450nm CAL1 + distribucion (dispensar el calibrador
0.100 equivocado ).

3. el proceso de lavado y los
pardametros  del lavador estén
validados segun los estudios previos
de calificacion.

4. no ha ocurrido contaminacién
externa del calibrador.

1. el procedimiento ha sido realizado
correctamente.

2. no ha habido errores durante su
distribucion (dispensar el calibrador
equivocado ).

3. el proceso de lavado y los
pardmetros  del lavador estén
validados segun los estudios previos
de calificacion.

4. no ha ocurrido contaminacion
externa del calibrador.

1. el procedimiento ha sido realizado
correctamente.

2. no ha habido errores durante su
distribucion (dispensar una muestra
equivocada).

3. el proceso de lavado y los
parametros del lavador son correctos.
4. no ha ocurrido contaminacion
externa de los controles.

5. el Suero Control ha sido disuelto
con el volumen correcto indicado en
la etiqueta

Si se indica un error, el ensayo debe
repetirse tras eliminar la causa del
mismo. En caso de no encontrar un
error, procédase como sigue:

Calibrador 8 IU/mI

< 1.000 DO450nm

Suero Control
Valor distinto al
esperado

a) si se obtiene un valor hasta
+/-20%: la precision global del
laboratorio  podria no  permitir

alcanzar +/-10% del valor esperado.
Comunicar el problema al
responsable para aceptar 6 rechazar
este resultado.

b) si se obtiene un valor
superior a +/-20%: en este caso el
test es invalido y hay que avisar al
servicio de atencion al cliente de
DiaPro

De presentarse alguno de los problemas anteriores, después de
comprobar, avisar al responsable para tomar las medidas
pertinentes.

Nota importante:
El analisis debe seguir el paso de lectura descrito en la seccién
M, punto 11.

P. RESULTADOS.

P.1 Método cuantitativo.

Si el ensayo resulta valido, usar para el método cuantitativo un
sistema de ajuste de curva para disefiar la curva de calibracién
con los valores obtenidos en la lectura a 450nm/620-630nm (se
sugiere interpolar 4 parametros).

Posteriormente, calcular sobre la curva de calibracién la
concentracion de anticuerpos IgG contra CMV presentes en la
muestra.

A continuacion, un ejemplo de curva de calibracion:

Curva de calibracién.

oDaso

WHO 1U/ml

Nota Importante:
No usar la curva anterior para formular los calculos.

P.2 Método cualitativo.

En el método cualitativo, calcular los valores medios de
DO450nm/620-630nm para los Calibradores 0 y 0,5 I1U/ml,
después comprobar que el ensayo es valido.

A continuacién, un ejemplo de los célculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la secciéon M,
punto 11).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Calibrador 0 1U/ml: 0.035 — 0.045 DO450nm
Valor medio : 0.040D0O450nm

Menor de 0.150 — Valido

Calibrador 0.5 IU/ml: 0.260 — 0.280D0O450nm
Valor medio : 0.270D0O450nm

Mayor que Cal 0 + 0.100 — Valido

Calibrador 8 IU/ml: 2.885D0450nm

Mayor que 1.000 - Valido

Q. INTERPRETACION DE LOS RESULTADOS.

Las muestras con una concentracian menor de 0.5 OMS U/ml
se consideran negativas a anticuerpos IgG anti-CMV.

Las muestras con una concentracién mayor a 0.5 OMS IU/ml se
consideran positivas a anticuerpos IgG anti-CMV.

Debe ponerse particular atencion a la interpretacion de los
resultados en el seguimiento del embarazo, ya que la infeccién
por Citomegalovirus puede provocar malformaciones en el
neonato.

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.
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2. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erroneos.

3. En el monitoreo de infeccion por CMV durante el embarazo,
un resultado positivo (presencia de anticuerpos IgG > 0.5
IU/ml) debe ser confirmado para eliminar cualquier riesgo
de falso positivo o falsa definicion de proteccion.

R. FUNCIONAMIENTO.
La evaluacion del funcionamiento ha sido realizada segin el
Estandar Europeo.

1. Limite de deteccion.

El limite de deteccion del ensayo (o sensibilidad analitica) ha
sido calculado por medio del primer estandar internacional
propuesto para CMV IgG y producido por la Organizacion
Mundial de la Salud (O.M.S).

El limite de deteccién ha sido calculado como valor medio de
DO450nm del Calibrador 0 OMS U/ml + 5 SD.

La siguiente tabla muestra los valores medios de DO450nm del
estandar, diluido en plasma negativo y examinado en el ensayo.

Valores medios de DO450nm

Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos para determinar la especificidad. No se ha observado
falsa reactividad debida a los métodos de tratamiento de
muestras.

Las muestras congeladas han sido analizadas para comprobar
si la coleccion y la conservacion interfiere con el procedimiento
del ensayo. No se ha observado interferencia a partir de
muestras limpias y libres de agregados.

Se analizaron muestras de potencial interferencia derivadas de
pacientes con diversas patologias (mayormente positivos a
ANA, AMA y RF) y de mujeres embarazadas. No se observaron
reacciones cruzadas.

Se obtuvo un valor de especificidad total > 98% al examinar
mas de 100 muestras.

4. Precision:

Ha sido calculada a partir de tres muestras : una negativa, una
débil positiva y una positiva, examinadas en 16 réplicas en tres
corridas separadas, para 3 lotes. Los resultados son los
siguientes:

CMVG.CE: lote # 0303

Calibrador 0 IU/ml (N = 16)

2% corrida

OMS CMVG.CE CMVG.CE CMVG.CE Valores medios | 1" corrida 3™ corrida | Valor promedio
IU/ml_ | Lote # 0303 | Lote #0203 | Lote # 0103 Do ;‘5D°nm 8813 ggzg ggg ggig
2 1.053 1.101 1.098 V% 133 12 o 131
1 0.524 0.498 0.559
0.5 0.277 0.268 0.271 Calibrador 0.5 IU/ml (N = 16
0.25 0.150 0.169 0.161 Valores medios | 17 corrida | 2% corrida | 3" corrida | Valor promedio
0.125 0.080 0.091 0.087 DO 450nm 0.316 0.292 0.309 0.306
Negativo 0.039 0.035 0.040 SD 0.027 0.015 0.020 0.020
CV % 8.4 5.1 6.3 6.6
o . . Valores medios | 17 corrida | 2% corrida | 3" corrida | Valor promedio
mantenido en ese valo[ para monitorear el embarazo y el riesgo DO 450nm 3.062 3137 3.210 3.203
neonatal en manera mas eficiente. SD 0.126 0.065 0.147 0.113
CV % 3.9 2.1 4.6 35
2. Sensibilidad Diagnéstica.:
La sensibilidad diagnostica se ha estudiado en un ensayo
clinico externo (Departamento de Microbiologia del Hospital CMVG.CE: lote # 0203
Universitario de Salamanca, Espafia) utilizando paneles de )
muestras, clasificadas como positivas mediante un equipo de _Calibrador 01U/ml (N = 16)
referencia US FDA. Se probaron muestras positivas Valores medios | 17 corrida | 2% corrida | 3" corrida | Valor promedio
correspondientes a diferentes etapas de la infeccion por CMV. DO 450nm 0.058 0.060 0.063 0.061
El valor obtenido del andlisis de mas de 300 muestras fue > SDO 0.005 0.005 0.005 0.005
98%. CV % 8.8 7.9 8.6 8.4
Se prob6 ademas el panel de seroconversion PT 901, Calibrador 0.5 IU/mI (N = 16
producido por Boston Biomedical Inc., BBI, Estados Unidos, Valores medios | 1" corrida | 2% corrida | 3" corrida | Valor promedio
Los resultados se muestran a continuacién en referencia con un DO 450nm 0.299 0.297 0.300 0.299
equipo europeo. SD 0.012 0.007 0.011 0.010
CV % 39 25 3.6 3.3
BBI Panel PTC 901
Miembro | CMVG.CE BioMerieux Calibrador 8 IU/ml (N = 16)
1D DO450nm M/Co VIDAS Valores medios | 17 corrida | 2% corrida | 3% corrida | Valor promedio
Ol 0071 02 NegatiVO DO 450nm 3.124 3.062 3.094 3.093
- SD 0.051 0.068 0.057 0.059
02 0.043 01 Negat!vo CV % 1.6 2.2 1.9 1.9
03 0.057 0.2 Negativo
04 0.046 0.1 Negativo .
05 0.085 03 Negafivo CMVG.CE: lote # 0103
06 1.002 3.2 Positivo Calibrador 0 1U/ml (N = 16)
07 1.442 4.6 Positivo Valores medios | 17 corrida | 2% corrida | 3™ corrida | Valor promedio
08 1.630 5.2 Positivo DO 450nm 0.064 0.062 0.067 0.064
09 1.770 56 | Positivo DS 0.005 0.005 0.006 0.005
CV % 7.9 8.3 8.2 8.1

Nota: Valor de Corte = 0.5 IU/ml = 0.316

3. Especificidad Diagnéstica. :

La especificidad diagnostica ha sido determinada en el mismo
centro, utilizando paneles de muestras provenientes de
individuos sanos, clasificadas como negativas mediante un
equipo de referencia US FDA.

Calibrador 0.5 IlU/ml (N = 16)

Valores medios | 17 corrida | 2% corrida | 3" corrida | Valor promedio
DO 450nm 0.314 0.300 0.296 0.303
SD 0.031 0.019 0.012 0.021
CV % 10.0 6.5 4.0 6.8
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Calibrador 8 1U/ml (N = 16)

Valores medios | 17 corrida | 2% corrida | 3" corrida | Valor promedio
DO 450nm 2.729 2.688 2.700 2.705
SD 0.109 0.067 0.109 0.095
CV % 4.0 25 4.0 35

La variabilidad mostrada en las tablas no di6 como resultado
una clasificacion erronea de las muestras.

5. Exactitud.

La exactitud del ensayo ha sido comprobada mediante la
dilucién y las pruebas de recuperacion. Se tuvo en cuenta la
posibilidad de ocurrencia del “efecto gancho”, donde se
subestiman los valores a dosis elevadas del analito.

S. LIMITACIONES DEL PROCEDIMIENTO.

La contaminacion bacterica o la inactivacion por calor de la
muestra pueden afectar los valores de DO y por tanto alterar los
niveles del analita.

Las muestras que después de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos
resultados falsos positivos.

El ensayo es (til solo para probar muestras independientes y no
mezclas.

El diagnéstico de una enfermedad infecciosa no debe
establecerse en base a un solo resultado, sino que deben
tenerse en consideracion la historia clinica del paciente, la
sintomatologia, asi como otros datos diagndsticos.

Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la seccion M, punto 11.
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CMV IgM

A.INTENDED USE

Enzyme Immuno Assay (ELISA) for the determination of
IgM class antibodies to Cytomegalovirus or CMV in human
plasma and sera with the "capture" system.

The kit is intended for the follow-up of CMV infected patients
and the monitoring of the risk of neonatal defects due to CMV
infection during pregnancy.

For “in vitro” diagnostic use only.

B. INTRODUCTION

Cytomegalovirus or CMV is an ubiquitous human pathogen,
whose infection is particular prevalent among children and
young adults. Infections by CMV continue to be an important
health problem in certain patient populations, such as newborns,
graft recipients of solid organs or bone marrow and AIDS
patients. In these groups CMV is a major cause of morbility and
mortality.

The detection of virus-specific IgG and IgM antibodies is of great
value in the diagnosis of acute/primary virus infections or
reactivation of a latent one, in the absence of typical clinical
symptoms.

Asymptomatic infections usually happen for CMV in apparently
healthy individuals, during pregnancy and several diseases as a
co-infective agent.

Recently developed IgM capture ELISA’s for CMV of new
generation, taking advantage of CMV specific synthetic
antigens, provide the clinician with a powerful and reliable
diagnostic test, not affected by rheumatoid factor, for the
monitoring of “risk” population.

C. PRINCIPLE OF THE TEST

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

After washing out all the other components of the sample and in
particular 1gG antibodies, in the 2™ incubation bound anti CMV
IgM are detected by the addition of a complex composed of
biotinylated CMV antigens and Streptavidine, labeled with
peroxidase (HRP).

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

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

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

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

1. Microplate:

12 strips x 8 microwells coated with an affinity purified antibody
mono specific to human IgM, in presence of bovine proteins.
Plates are sealed into a bag with desiccant. Allow the
microplate to reach room temperature before opening; reseal
unused strips in the bag with desiccant and store at 2..8°C.

2. Negative Control: |[CONTROL -
1x4.0 ml/vial. Ready to use control. It contains 1% human
plasma negative for CMV IgM, 2% casein, 10 mM Tris-citrate

buffer pH 6.0+/-0.1, 0.1% Tween 20, 0.09% sodium azide and
0.045% ProClin 300 as preservatives.
The negative control is colorless.

3. Positive Control:

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

Code colored with 0.01% green alimentary dye

4. Calibrator:

N° 1 lyophilized vial. To be dissolved with EIA grade water as
reported in the label. It contains anti CMV IgM positive human
plasma calibrated on BBI Accurun # 146, fetal bovine serum, 0.2
mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

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

5. Lyophilized CMV Ag:

N° 6 lyophilized vials. The vials contain lyophilized CMV reacting
antigens biotinylated. The solution contains 2% bovine proteins,
10 mM Tris HCI buffer pH 6.8+/-0.1, 0.2 mg/ml gentamicine
sulphate and 0.045% ProClin 300.

To be dissolved with 1.9 ml of Antigen Diluent as reported in the
specific section.

6. Wash buffer concentrate: WASHBUF 20

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

7. Enzyme conjugate:

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

8. Antigen Diluent :

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

9. Specimen Diluent : |DILSPE|

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

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

10. Chromogen/Substrate :

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

11. Sulphuric Acid: |[H2SO4 0.3 M

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

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

12. Plate sealing foils n° 2

13. Package insert n® 1
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E. MATERIALS REQUIRED BUT NOT PROVIDED

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

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

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

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

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

asw

F. WARNINGS AND PRECAUTIONS

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

G. SPECIMEN: PREPARATION AND WARNINGS

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

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

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

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

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

H. PREPARATION OF COMPONENTS AND WARNINGS

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

Microplate:

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

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

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

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

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

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

Calibrator:

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

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

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

Antigen/Conjugate Complex:

Proceed carefully as follows:

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

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

Important Notes:

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

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

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

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

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

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

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

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

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

Legenda:

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

Precautionary P statements:

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

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

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

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

clothing/eye

If skin irritation occurs: Get medical

irritation  persists: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

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

=

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

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

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

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

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

Incubation times have a tolerance of +5%.

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

When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the sections “Validation of Test” and “Assay Performances”.
The assay protocol has to be installed in the operating
system of the unit and validated as for the washer and the
reader. In addition, the liquid handling part of the station
(dispensation and washing) has to be validated and
correctly set. Particular attention must be paid to avoid carry
over by the needles used for dispensing and for washing.
This must be studied and controlled to minimize the
possibility of contamination of adjacent wells. The use of
ELISA automated work stations is recommended when the
number of samples to be tested exceed 20-30 units per run.
Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the kit.

. PRE ASSAY CONTROLS AND OPERATIONS

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

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

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

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

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

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

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

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

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

M. ASSAY PROCEDURE

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

M.1 Automated assay:

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

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

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

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

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

M. 2 Manual assay:

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

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

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

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

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

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

6. Wash the microplate with an automatic washer by
delivering and aspirating as reported previously (section
1.3).

7. Pipette 100 pl Antigen/Conjugate Complex into each well,
except the blanking well Al, and cover with the sealer.
Check that all wells are red colored, except Al.

Important note: Be careful not to touch the plastic inner
surface of the well with the tip filed with the Ag/Ab
immunocomplex

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

9. Wash microwells as in step 6.

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

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

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

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

Important notes:

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

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

3. The Calibrator (CAL) does not affect the cut-off calculation
and therefore the test results calculation. The Calibrator
may be used only when a laboratory internal quality control
is required by the management.

N. ASSAY SCHEME

Controls&calibrator 100 ul
Samples diluted 1:101 100 ul
1stincubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Immunocomplex 100 ul
2" incubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 mix 100 ul
3 incubation 20 min
Temperature r.t
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm
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An example of dispensation scheme is reported below:

Calibrator 1. that the procedure has been correctly
S/Co < 0.75 performed;

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

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

4. that no external
calibrator has occurred.

contamination of the

Microplate
1 | 2 [ 3|[4|5|6[7[8]9]|]10]11]12
A | BLK| S3
B | NC | S4
C | NC | S5
D [CAL | S6
E [CAL| S7
F | PC | S8
G| S1 | s9
H | S2 |S10
Legenda: BLK = Blank NC = Negative Control

CAL = Calibrator

PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL
A validation check is carried out on the controls any time the kit
is used in order to verify whether the performances of the assay

are as qualified.

Control that the following data are matched:

Parameter

Requirements

Blank well

< 0.05 OD450nm value

Negative Control
mean value (NC)

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

Calibrator

S/Co >0.75

Positive Control

> (0.750 OD450nm

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

following checks:

> 0.150 OD450nm
after blanking

coefficient of
variation > 30%

Problem Check
Blank well 1. that the Chromogen/Substrate solution has
> 0.050 OD450nm not become contaminated during the assay
Negative Control 1. that the washing procedure and the washer
(NC) settings are as validated in the pre qualification

study;

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

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

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

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

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

Positive Control 1. that the procedure has been correctly
< 0.750 OD450nm performed;

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

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

4. that no external contamination of the positive

control has occurred.

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

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

P. CALCULATION OF THE CUT-OFF

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

Cut-Off = NC + 0.250

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

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

Q. INTERPRETATION OF RESULTS
Test results are interpreted as a
0OD450nm/620-630nm and the Cut-Off value (or
according to the following table:

ratio of the sample
S/Co)

S/Co Interpretation

<1.0 Negative
1.0-1.2 Equivocal

>1.2 Positive

A negative result indicates that the patient is not undergoing an
acute infection of Cytomegalovirus.

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

A positive result is indicative of a CMV infection.

An example of calculation is reported below (data obtained
proceeding as the the reading step described in the section M,
point 12).

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

Negative Control:  0.050 — 0.060 — 0.070 OD450nm
Mean Value: 0.060 OD450nm
Lower than 0.150 — Accepted
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Positive Control:  1.850 OD450nm
Higher than 0.750 — Accepted

Cut-Off = 0.060+0.250 = 0.310
Calibrator: 0.550 - 0.530 OD450nm

Mean value: 0.540 OD450nm
S/Co higher than 0.75 — Accepted

S/Co=1.7

Sample 1: 0.070 OD450nm
Sample 2: 1.690 OD450nm
Sample 1 S/Co <1 = negative
Sample 2 S/Co > 1.2 = positive

Important notes:

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

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

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

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

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

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

R. PERFORMANCE CHARACTERISTICS

1. Limit of detection

In absence of an international standard, Dia.Pro Diagnostic
BioProbes s.r.l. has defined an internal gold Standard, prepared
from a sample positive for CMV IgM. The dilution curves
prepared with this material of reference are reported below:

OD450nm values

IGS CMVM.CE | CMVM.CE | CMVM.CE
dilution | Lot # 0703 | Lot # 0603 | Lot # 0403
3X 1.262 1.155 1.109
6X 0.593 0.642 0.570
12X 0.210 0.277 0.225
24X 0.100 0.115 0.110

negative 0.015 0.029 0.030

In addition the preparation code Accurun n° 146, prepared by
Boston Biomedica Inc., USA, for CMV IgM testing, was also
used to generate limiting dilution curves, prepared as described
above and reported in the next table

OD450nm values

Accurun | CMVM.CE | CMVM.CE | CMVM.CE
#146 | Lot # 0703 | Lot # 0603 | Lot # 0403
1X 0.653 0.596 0.603
2X 0.339 0.312 0.301
4X 0.165 0.159 0.148
8X 0.070 0.075 0.069
16X 0.020 0.031 0.027

Negative 0.013 0.015 0.012

2. Diagnostic sensitivity:

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

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

An overall value > 98% has been found in the study conducted
on a total number of more than 60 samples.

The Performance Panel coded PTC 202 and Seroconversion
panel coded PTC 901, supplied by BBI, USA, have been also
evaluated. Data are reported below:

Performance Panel PTC 202

Sample | CMVM.CE Abbott | Abbott | Diamedix
EIA IMx
ID 0OD450nm | S/Co S/Co S/Co S/Co
1 2.028 6.4 >3.8 5.1 54
2 0.081 0.3 0.2 0.2 0.1
3 0.606 1.9 >3.8 2.2 2.6
4 0.027 0.0 0.5 0.8 0.2
5 0.792 2.5 >3.8 4.4 2.6
6 0.044 0.1 0.2 0.2 0.0
7 0.081 0.3 0.4 0.2 0.2
8 0.064 0.2 0.3 0.3 0.2
9 0.074 0.2 0.5 0.3 0.2
10 0.054 0.2 0.2 0.1 0.1
11 0.790 25 1.3 3.8 1.7
12 0.459 1.4 0.3 0.5 0.1
13 0.725 2.3 >3.8 3.7 4.7
14 0.065 0.2 0.5 0.6 0.4
15 0.086 0.3 0.3 0.2 0.1
16 0.146 0.5 0.3 0.6 0.1
17 0.092 0.3 1.3 0.7 0.5
18 0.757 2.4 1.2 1.0 1.1
19 0.169 0.5 0.3 0.3 0.2
20 0.060 0.2 0.3 0.2 0.1
21 0.061 0.2 0.4 0.3 0.2
22 3.614 11.3 >3.8 5.1 5.9
23 0.094 0.3 0.3 0.4 0.1
24 0.095 0.3 0.1 0.1 0.0
25 0.168 0.5 0.2 0.1 0.1

The table below reports the data obtained with the product
against the values presented by BBI in its package insert of the
Seroconversion Panel PTC 901 for Abbott EIA and bioMerieux
VIDAS.

BBI Panel PTC 901

CMVM.CE REF REF
Member bioMerieux Abbott
1D OD450nm VIDAS IMx
S/Co S/Co S/Co
01 0.046 0.1 0.3 0.2
02 0.048 0.2 0.3 0.2
03 0.045 0.1 0.3 0.2
04 0.048 0.2 0.3 0.2
05 0.459 1.4 2.7 4.8
06 2.521 7.9 3.2 6.0
07 2.424 7.6 3.0 5.8
08 1.693 5.3 2.8 5.5
09 1.508 4.7 2.6 5.0
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3. Diagnostic specificity:

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

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

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

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

No cross reaction were observed.

The Performance Evaluation study conducted in a qualified
external reference center on more than 400 total samples has
provided a value > 98%.

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

4. Precision:

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

CMVM.CE: lot # 0703

Negative (N = 16)

CMVM.CE: lot # 0403

Negative (N = 16)

Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.037 0.038 0.037 0.037
Std.Deviation 0.003 0.005 0.004 0.004
CV % 8.7 12.8 9.6 10.4
Low reactive (N = 16)
Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.637 0.644 0.634 0.638
Std.Deviation 0.039 0.029 0.031 0.033
CV % 6.2 4.5 4.9 5.2
High reactive (N = 16)
Mean values 1strun 2nd run 39 run Average
value
OD 450nm 1.962 2.061 2.167 2.063
Std.Deviation 0.019 0.034 0.066 0.039
CV % 1.0 1.6 3.0 1.9

Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.036 0.033 0.034 0.034
Std.Deviation 0.003 0.003 0.002 0.003
CV % 9.0 9.8 6.3 8.4
Low reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.727 0.723 0.709 0.720
Std.Deviation 0.022 0.029 0.045 0.032
CV % 3.0 3.9 6.3 4.4
High reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 2.279 1.980 2.131 2.130
Std.Deviation 0.220 0.186 0.207 0.204
CV % 9.7 9.4 9.7 9.6
CMVM.CE: lot # 0603
Negative (N = 16)
Mean values 1st run 2nd run 39 run Average
value
OD 450nm 0.027 0.034 0.032 0.031
Std.Deviation 0.005 0.006 0.006 0.006
CV % 17.4 17.8 19.9 18.4
Low reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.617 0.619 0.623 0.620
Std.Deviation 0.033 0.040 0.046 0.039
CV % 5.4 6.4 7.3 6.4
High reactive (N = 16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 1.913 1.890 1.895 1.899
Std.Deviation 0.051 0.056 0.047 0.051
CV % 2.7 3.0 2.5 2.7

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

S. LIMITATIONS

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

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

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

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

T. CONFIRMATION TEST

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

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

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

The confirmation test has to be carried out on any positive

sample before a diagnosis of primary infection of CMV is

released to the doctor.

Proceed for confirmation as follows:

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

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

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

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

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

dispensed in the strip in position D1+E1.

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

7.  After washing, the blank well Al is left empty.

8. 100 pl of Solution A are dispensed in wells B1+C1+D1.

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

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

11. After washing, 100 pl Chromogen/Substrate are added to

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

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

O
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Interpretation of results is carried out as follows:

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

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

3. If the sample in position D1 shows a S/Co value higher than
1.2 and in position E1 shows a S/Co value lower than 1.2
the sample is considered a true positive. The reactivity of
the sample is in fact dependent on the specific presence of
CMV and not due to any crossreaction.

The following table is reported for the interpretation of results

Well S/Co
D1 <1.0 >1.2 >1.2
El <1.0 >1.2 <12
Interpretation | Problem of False True
contam. positive positive
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CMV IgM

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenzimatico (ELISA) para la determinacion de
anticuerpos IgM frente Citomegalovirus (CMV) en plasma y
suero humanos, mediante un sistema de “captura”.

El equipo ha sido concebido para el seguimiento de pacientes
infectados con CMV y del riesgo de malformaciones en el
neonato debidas al CMV durante el embarazo.

Uso exclusivo para diagnéstico “in vitro”.

B. INTRODUCCION.

Citomegalovirus (CMV) es un patégeno humano ubicuo, que
afecta prevalentemente a nifios y adultos jévenes. Las
infecciones por CMV representan ain un importante problema
de salud en determinados grupos de pacientes (recién nacidos,
receptores de 6rganos o médula ésea y pacientes con SIDA),
en los cuales constituye una de las principales causas de
morbilidad y mortalidad.

La deteccion de anticuerpos especificos IgG e IgM contra el
virus, representa una herramienta importante en el diagnéstico
de las infecciones agudas/primarias, en la reactivaciéon de la
infeccion latente, asi como en ausencia de sintomas clinicos
tipicos. Las infecciones asintomaticas por CMV usualmente se
presentan en individuos aparentemente sanos, durante el
embarazo o durante algunas enfermedades donde aparece el
virus como agente coinfectante.

El sistema ELISA de captura de IgM, de nueva generacion,
debe su ventaja a antigenos especificos de CMV. Constituye
una prueba diagndstica potente y segura, Util en el seguimiento
de las poblaciones de riesgo, sobretodo porque no se ve
afectada por la presencia del factor reumatoide.

C. PRINCIPIOS DEL ENSAYO.

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

Depués del lavado, que elimina el resto de los componentes de
la muestra en particular los anticuerpos IgG, se adiciona un
complejo compuesto por antigenos biotinizados de CMV y
Streptavidina conjugada con Peroxidasa (HRP), lo cual permite
detectar los anticuerpos IgM inmovilizados en la fase sélida.
Tras la incubacion, los pocillos se lavan para eliminar cualquier
traza de conjugado en exceso y se afiade el substrato
cromogénico. En presencia del conjugado el substrato es
hidrolizado, generandose un color proporcional a la cantidad de
anticuerpos IgM frente a Citomegalovirus presentes en la
muestra.

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

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

1. Microplaca:

12 tiras de 8 pocillos recubiertos con anticuerpo monoespecifico
anti-lgM humano, purificado por afinidad, en presencia de
proteinas de bovino.

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

2. Control Negativo: CONTROL -

1x4.0 ml/vial. Listo para el uso. Contiene 1% de plasma humano
negativo a IgM-CMV, 2% de caseina, tampon Tris-Citrato 10
mM pH 6.0+/-0.1, 0.1% de Tween 20, ademas de azida sédica
0.09% y ProClin 300 0.045% como conservantes.

El control negativo es incoloro.

3. Control Positivo:

1x4.0 ml/vial. Listo para el uso. Contiene 1% de plasma humano
positivo a IgM-CMV, 2% de caseina, tampén Tris-Citrato10 mM
pH 6.0+/-0.1, 0.1% de Tween 20, ademas azida sodica 0.09% y
ProClin 300 0.045% como conservantes.

El control positivo esta codificado con el color verde.

4. Calibrador: |[CAL ...ml

n° 1 vial. Liofilizado. Para disolver en agua calidad EIA como se
indica en la etiqueta. Contiene plasma humano positivo a IgM-
CMV, suero bovino fetal, ademas sulfato de gentamicina
0.2mg/mly ProClin 300 0.045% como conservantes.

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

5. Antigenos liofilizados CMV :

N° 6 viales liofilizados. Contienen antigenos biotinizados de
CMV, 2% de proteinas de bovino, tampé6n Tris HCI 10 mM pH
6.8+/-0.1 ademas sulfato de gentamicina 0.2 mg/ml y ProClin
300 0.045% como conservantes. Debe disolverse con 1.9 ml de
Diluente de Antigeno, segun se indica méas adelante.

6. Tampo6n de Lavado Concentrado:
1x60ml/botella. Solucién concentrada 20x. Una vez diluida, la
solucién de lavado contiene tampdén fosfato 10 mM a pH 7.0 +/-
0.2, Tween 20 al 0.05% y ProClin 300 al 0.045%

7. Conjugado:

1x0.8 mlivial. Solucién concentrada 20x de Streptavidina
conjugada con peroxidasa (HPR), diluido en un tampén
proteico. Contiene tampén Tris HClI 10mM a pH 6.8 +/- 0.1, 2%
de BSA, ademéas 0.2 mg/ml de sulfato de gentamicina y ProClin
300 0.045% como conservantes.

8. Diluente de Antigeno:

n° 1 vial de 16 ml. Solucién tamponada proteica para la
preparacion del inmunocomplejo. Contiene tampén Tris HCI
10mM a pH 6.8 +/- 0.1, 2% de BSA, ademas 0.2 mg/ml de
sulfato de gentamicina y ProClin 300 0.045% como
conservantes. El reactivo estd codificado con el color rojo
(0.01% de colorante rojo).

9. Diluente de muestras

2x60ml. Solucién tamponada proteica para la dilucién de las
muestras. Contiene 2% de caseina, tamp6n Tris citrato 10mM a
pH 6.8 +/- 0.1, 0.1% de Tween 20, ademas azida sédica al
0.09% y 0.045% de ProClin 300 como conservantes.

El reactivo esta codificado con el color azul (0.01% de colorante
azul).

10. Cromégeno/Substrato

1x16ml/vial. Contiene una soluciéon tamponada citrato-fosfato
50mM pH 3.5-3.8, tetra-metil-benzidina (TMB) 0.03% y peroxido
de hidrégeno (H,0;) 0.02% asi como dimetilsulfoxido 4%.

Nota: Evitar la exposicion a la luz, la sustancia es
fotosensible.

11. Acido Sulfurico:

1x15ml/vial. Contiene solucion de H,SO, 0.3M

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

12. Sellador adhesivo, n° 2
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13. Manual de instrucciones, n° 1

E. MATERIALES NECESARIOS NO SUMINISTRADOS.

1. Micropipetas calibradas (1000ul, 100ul y 10ul) y puntas
plasticas desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada
con carbon para remover quimicos oxidantes usados como
desinfectantes).

3. Timer con un rango de 60 minutos como minimo.

4.  Papel absorbente.

5. Incubador termostéatico de microplacas ELISA, calibrado
(en seco o hiimedo) fijo a 37°C (+/-0.5°C tolerancia).

6. Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8.  Vortex o similar.

F. ADVERTENCIAS Y PRECAUCIONES.

1. El equipo debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervision de un
doctor responsable del laboratorio.

2. Todas las personas encargadas de la realizacion de las
pruebas deben llevar los indumentos protectoras
adecuadas de laboratorio, guantes y gafas. Evitar el uso
de objetos cortantes (cuchillas) o punzantes (agujas). El
personal debe ser adiestrado en procedimientos de
bioseguridad, segin ha sido recomendado por el Centro
de Control de Enfermedades de Atlanta, Estados Unidos, y
publicado por el Instituto Nacional de Salud: “Biosafety in
Microbiological and Biomedical Laboratories”, ed.1984.

3. Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

4. Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo o agentes
microbicos cuando se abran los equipos, asi como durante
la realizacién del ensayo. Evitar la exposicion del substrato
a la luz y las vibraciones de la mesa de trabajo durante el
ensayo.

5. Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

6. No intercambiar reactivos de diferentes lotes ni tampoco
de diferentes equipos.

7. Comprobar que los reactivos no contengan precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente y reemplazar el equipo.

8. Evitar contaminacién cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas
dépues de cada uso. No reutilizar puntas desechables.

9. Evitar contaminacion cruzada entre los reactivos del
equipo usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables

10. No usar el producto después de la fecha de vencimiento
indicada en el equipo e internamente en los reactivos.
Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en equipos abiertos, en uso por un
periodo de hasta 3 meses.

11. Tratar todas las muestras como potencialmente infectivas.
Las muestras de suero humano deben ser manipuladas al
nivel 2 de bioseguridad, segun ha sido recomendado por
el Centro de Control de Enfermedades de Atlanta, Estados
Unidos y publicado por el Instituto Nacional de Salud:
“Biosafety in Microbiological and Biomedical Laboratories”,
ed.1984.

12. Se recomienda el uso de material plastico desechable para
la preparacion de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

13. Los desechos producidos durante el uso del equipo deben
ser eliminados segun lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y biolégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infectivos y deben ser inactivados.  Se recomienda la
inactivacion con lejia al 10% de 16 a 18 horas o el uso de
la autoclave a 121°C por 20 minutos.

14. En caso de derrame accidental de algin producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

15. El &cido sulfarico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

16. Otros materiales de desecho generados durante la
utilizacion del equipo (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccion de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

G. MUESTRA: PREPARACION Y RECOMENDACIONES.

1. Extraer la sangre asépticamente por puncién venosa y
preparar el suero o plasma segun la técnica estandar de
los laboratorios de andlisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Las muestras deben ser identificadas claramente mediante
codigo de barras o nombres, a fin de evitar errores en los
resultados. Se recomienda el uso del codigo de barras.

3. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

4. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccién. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento més prolongados, las muestras de plasma
o suero, retiradas cuidadosamente del tubo de extraccion
principal, pueden almacenarse congeladas a —20°C durante
al menos 12 meses, evitando luego descongelar cada
muestra mas de una vez, ya que se pueden generar
particulas que podrian afectar al resultado de la prueba.

5. Sihay presencia de agregados, la muestra se puede aclarar
mediante centrifugacién a 2000 rpm durante 20 minutos o
por filtracion con un filtro de 0,2-0,8 micras.

H. PREPARACION DE LOS
PRECAUCIONES.

Estudios de estabilidad realizados en equipos en uso no han
arrojado pérdida de actividad significativa en un periodo de
hasta 3 meses.

COMPONENTES Y

Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
fabricacion. De ser asi, debe solicitar el servicio de Dia.Pro:
atencion al cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.
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Control Negativo:
Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

Control Positivo:
Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

Calibrador:

Afiadir al polvo liofilizado, el volumen de agua de calidad ELISA
indicado en la etiqueta. Dejar disolver completamente y
después mezclar cuidadosamente con el vartex antes de usar.
Nota: Una vez reconstituida, la solucion no es estable. Se
recomienda mantenerla congelada en alicuotas a —20°C.

Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada 20x debe diluirse
con agua bidestilada y mezclarse delicadamente antes de
usarse. Durante la preparacion evitar la formaciéon de espuma
y burbujas, lo que podria influir en la eficiencia de los ciclos de
lavado.

Nota: Una vez diluida, la solucion es estable por una semana a
temperaturas entre +2 y 8°C.

Complejo Antigeno/Conjugado:

Proceder cuidadosamente segun se indica:

1. Disolver el contenido de un vial liofilizado utilizando 1.9 ml
de Diluente de Antigeno. Dejar disolver completamente y
luego mezclar cuidadosamente con el vortex.

2. Mezclar el Conjugado concentrado con ayuda del vértex.
Afadir después 0.1 ml del mismo al vial del Ag CMV
disuelto y mezclar suavemente en el vortex.

Notas Importantes:

1. Disolver y preparar solamente los viales necesarios para la
prueba. El inmunocomplejo obtenido no es estable.
Almacenar la solucién sobrante en alicuotas a —20°C.

2. La preparacion del inmunocomplejo debe realizarse justo
antes de dispensar las muestras y los controles en la placa.
Mezclar nuevamente en vortex justo antes de usar.

Diluente de muestras :
Listo para el uso. Mezclar bien con un vértex antes de usar.

Cromogeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. Evitar la exposicion a la luz,
agentes oxidantes y superficies metdlicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Acido Sulfurico:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Atencién: Irritante  (H315, H319; pP280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacién cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabén abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL EQUIPO.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacién periédica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra o los reactivos (acohol 70%, lejia 10%, de calidad
de los desinfectantes hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%. Deben descontaminarse
periodicamente los residuos de los componentes del
equipo.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C de tolerancia) y controlada periédicamente para
mantener la temperatura correcta. Pueden emplearse
incubadoras secas o bafios de agua siempre que estén
validados para la incubacién de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el

rendimiento global del ensayo. El lavador debe ser validado

de forma minuciosa previamente, revisado para comprobar

gue suministra el volumen de dispensacién correcto y

enviado regularmente a mantenimiento de acuerdo con las

instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucién de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacién segin se indica en su

manual (se recomienda descontaminacién con NaOH 0.1

M). Para asegurar que el ensayo se realiza conforme a los

rendimientos declarados, basta con 5 ciclos de lavado

(aspiracion + dispensado de 350 pl/pocillo de solucién de

lavado + 20 segundos de remojo = 1 ciclo). Si no es posible

remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

Los tiempos de incubacion deben tener un margen de +5%.

El lector de microplacas ELISA debe estar provisto de un

filtro de lectura de 450nm y de un segundo filtro de 620-

630nm, obligatorio para reducir interferencias en la lectura.

El procedimiento estandar debe contemplar: a) Ancho de

banda <= 10nm b) Rango de absorbancia de 0 a >=2.0, c)

Linealidad >=2.0, reproducibilidad >=1%. El blanco se

prueba en el pocillo indicado en la secciéon “Procedimiento

del ensayo”. El sistema optico del lector debe ser calibrado
periédicamente para garantizar la correcta medida de la
densidad 6ptica, segun las normas del fabricante.

En caso de usar un sistema automatizado de ELISA, los

pasos criticos (dispensado, incubacioén, lavado, lectura,

agitacion 'y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores

indicados en las secciones “Control interno de calidad” y

“Procedimiento del ensayo”. El protocolo del ensayo debe

ser instalado en el sistema operativo de la unidad y validado

tanto para el lavador como para el lector. Por otro lado, la

parte del sistema que maneja los liquidos (dispensado y

lavado) debe ser validada y fijada correctamente. Debe

prestarse particular atencidon a evitar el arrastre por las
agujas de dispensacion y de lavado, a fin de minimizar la
posibilidad de ocurrencia de falsos positivos por
contaminacion de los pocillos adyacentes por muestras
fuertemente reactivas. Se recomienda el uso de sistemas

automatizados para el pesquisaje en unidades de sangre y

cuando la cantidad de muestras supera las 20-30 unidades

por ensayo.

ok
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6. El servicio de atencion al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos a usar
en combinacion con el equipo, con el proposito de asegurar
el cumplimiento de los requerimientos descritos.

L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados Vvisibles.
Asegurese de que el cromégeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico. Compruebe que no han ocurrido
roturas ni derrames de liquido dentro de la caja (envase
primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no sean rota o
dafada.

3. Disolver el Calibrador como se ha descrito anteriormente y
mezclar suavemente.

4. Diluir totalmente la solucién de lavado concentrada 20X,
como se ha descrito anteriormente.

5. Dejar los componentes restantes hasta alcanzar la
temperatura ambiente (aprox. 1 hora), mezclar luego
suavemente en el vortex todos los reactivos liquidos.

6. Ajustar la incubadora de ELISA a 37°C y alimentar el
lavador de ELISA utilizando la solucién de lavado, segln
las instrucciones del fabricante. Fijar el nimero de ciclos
de lavado segun se indica en la seccion especifica.

7. Comprobar que el lector de ELISA esté encendido al
menos 20 minutos antes de realizar la lectura.

8. En caso de trabajar autométicamente, encender el equipo
y comprobar que los protocolos estén correctamente
programados.

9. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

10. Asegurarse de que el equipamiento a usar esté en
perfecto estado, disponible y listo para el uso.

11. En caso de surgir algun problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacién, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

M.1 Ensayo automatizado:

En caso de que el ensayo se realice de manera automatizada
con un sistema ELISA, se recomienda programar el equipo para
aspirar 1000ul de Diluente de Muestras, y posteriormente 10ul
de muestra (factor de dilucién 1:101).

La mezcla debe ser dispensada cuidadosamente en un tubo de
diluciéon. Antes de aspirar la muestra siguiente, las agujas
deben lavarse debidamente para evitar cualquier contaminacion
cruzada entre las muestras. Cuando todas las muestras han
sido diluidas, programar el equipo para dispensar 100 pl de las
mismas en los pocillos correspondientes.

Este procedimiento puede realizarse en dos pasos de dilucion
de 1:10 cada uno (90 pl de Diluente de Muestras + 10 pl de
muestra) en una segunda plataforma de dilucién. Programar el
equipo para aspirar primeramente 100 pl de Diluente de
Muestras, después 10 pl de la primera dilucién en la plataforma
y finalmente dispensar todo el contenido en los pocillos
apropiados de la microplaca.

No diluir el Calibrador ni los controles, ya que estan listos para
el uso.

Dispensar 100ul
correspondientes.

de controles/calibrador en los pocillos

Para las operaciones siguientes, consulte las instrucciones que
aparecen debajo para el Ensayo Manual.

Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Gltima muestra sea calculado por
el instrumento y considerado para los lavados.

M. 2 Ensayo Manual.

1. Diluir las muestras 1:101 dispensando primeramente 10 pl
de muestra y después 1 ml de Diluente de Muestras en un
tubo de dilucién, mezclar bien con vortex.

2. Poner el nimero de tiras necesarias en el soporte plastico.
Dejar el pocillo Al vacio para el blanco.

3. Dispensar 100 pl del Control Negativo por duplicado, 100l
de Calibrador por duplicado y 100ul del Control Positivo,
en los respectivos pocillos. No diluir los controles ni el
calibrador ya que estan listos para el uso.

4. Dispensar 100 pl de las muestras diluidas en los pocillos
correspondientes y chequear después que estos pocillos
son de color azul y que los controles y el calibrador han
sido afiadidos.

5. Incubar la microplaca 60 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el ensayo manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Lavar la microplaca con el lavador automatico dispensando
y aspirando segln se indica (section 1.3).

7. Dispensar 100ul del Complejo Antigeno/conjugado en
todos los pocillos, excepto en el Al y cubrir con el sellador.
Compruebe que este reactivo de color rojo haya sido
afiadido en todos los pocillos excepto el Al.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el Complejo
Antigeno/conjugado. Podria producirse contaminacion.

8. Incubar la microplaca 60 min a +37°C.

9. Lavar la microplaca, de igual forma que en el paso 6.

10. Dispensar 100ul del Cromégeno/Substrato en todos los
pocillos, incluido el Al. Incubar la microplaca a
temperatura ambiente (18-24°C) por 20 minutos.

Nota importante: No exponer directamente a fuerte

iluminacion, de lo contrario se generan interferencias.

11. Dispensar 100ul de Acido Sulfdrico en todos los pocillos
para detener la reaccién enzimética, usar la misma
secuencia que en el paso 10. La adicién del &cido cambia
el color de los controles positivos y las muestras positivas
de azul a amarillo.

12. Medir la intensidad del color con el lector, segin se
describe en la seccion 1.5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substracciéon del fondo,
obligatorio), calibrando el instrumento con el pocillo Al
(blanco).

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. La lectura debe hacerse inmediatamente después de afadir
la solucion de stop y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicién. Se podria
producir auto oxidaciéon del cromégeno causando un
elevado fondo.

3. El calibrador (CAL) no afecta al calculo del valor de corte y,
por lo tanto, no afecta al calculo de los resultados de la
prueba. El calibrador (CAL) se usa solo si la gestion
requiere un control interno de calidad del laboratorio.
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N. ESQUEMA DEL ENSAYO.

Controles&Calibrador 100 pl
Muestras diluidas 1:101 100 pl
1™ incubacién 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
o}
6 ciclos sin remojo
Inmunocomplejo 100 pl
2% incubacion 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”de remojo
o}
6 ciclos sin remojo
Mezcla TMB/H202 100 pl
3" incubacion 20 min
Temperatura ta*
Acido Sulfarico 100 pl
Lectura DO. 450nm / 620-630nm

t.a.*temperatura ambiente

A continuacion se describe un ejemplo del esquema de
dispensado:

negativo o de sus pocillos debido a muestras
positivas derramadas, o al conjugado.

5. las micropipetas no se han contaminado con
muestras positivas o con el conjugado.

6. las agujas del lavador no estén parcial o
totalmente obstruidas.

Calibrador 1. el procedimiento ha sido realizado
M/Co < 0.75 correctamente.

2. no ha habido errores durante su distribucion
(dispensar el control negativo en lugar del
calibrador).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacién.

4. no ha ocurrido contaminacién externa del
calibrador.

Control Positivo 1. el procedimiento ha sido realizado
< 0.750 DO450nm correctamente.

2. no se han cometido errores en el
procedimiento (dispensar el control negativo en
lugar del positivo).

3. el proceso de lavado y los parametros del
lavador estén validados segun los estudios
previos de calificacion.

4. no ha ocurrido contaminacién externa del

control positivo.

Microplaca
1 2 314|567 ([8]9]10f11 (12
A | BL M3
B|CN| M4
C|CN| M5
D [CAL|[ M6
E [CAL[ M7
F|CP| M8
G|M1| M9
H|M2]| M10
Leyenda: BL = Blanco CN = Control Negativo

CAL = Calibrador CP = Control Positivo M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un control de validacion sobre los controles y el
calibrador cada vez que se usa el equipo, para verificar si el
performance del ensayo es el esperado.

Asegurar el cumplimiento de los siguientes parametros:

Parametro
Pocillo Blanco
Control Negativo,

Exigencia
< 0.05 DO450nm
< 0.150 DO450nm valor después de leer

valor medio (CN) | el blanco
Coeficiente de variacion < 30%
Calibrador M/Co > 0.75

Control Positivo > (0.750 DO450nm

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, detenga el ensayo y compruebe:

Problema
Pocillo blanco

Compruebe que
la solucién cromoégeno/substrato no se ha

> 0.050 DO450nm

contaminado durante el ensayo.

Control Negativo
(CN) > 0.150
DO450nm después
de leer el blanco

Coefficiente de
variaciéon > 30%

1. el proceso de lavado y los pardmetros del
lavador estén validados segun los estudios
previos de calificacién.

2. se ha usado la solucién de lavado apropiada
y que el lavador ha sido alimentado con la
misma antes del uso.

3. no se han cometido errores en el
procedimiento (dispensar el control positivo en
lugar del negativo).

4. no ha existido contaminacién del control

Si ocurre alguno de los problemas anteriores, después de
comprobar, informe al responsable para tomar las medidas
pertinentes.

Nota importante:
El andlisis debe seguir el paso de lectura descrito en la seccién
M, punto 12.

P. CALCULO DEL VALOR DE CORTE.

Los resultados de la prueba se calculan a partir de un valor
medio de DO450nm/620-630nm del control Negativo (CN),
mediante un valor de corte (Co) hallado con la siguiente
formula:

Valor de corte = CN + 0.250

El valor encontrado en
interpretacion de los resultados,
continuacion.

la prueba es utilizado para la
segun se describe a

Nota Importante: Cuando el célculo de los resultados se halla
mediante el sistema operativo de un equipo de ELISA
automatico, asegurarse de que la formulacion usada para el
célculo del valor de corte, y para la interpretacién de los
resultados sea correcta.

Q. INTERPRETACION DE LOS RESULTADOS.

La interpretacion de los resultados se realiza mediante la
relation entre las DO a 450nm/620-630nm de las muestras (M)
y el Valor de corte (Co).

Los resultados se interpretan segun la siguiente tabla:

(M/Co) Interpretacion
<1.0 Negativo

1.0-1.2 Equivoco
>1.2 Positivo

Un resultado negativo indica que el paciente no esta
padeciendo infeccion aguda por Citomegalovirus.

Cualquier paciente, cuya muestra resulte equivoca debe
someterse a una nueva prueba con una segunda muestra de
sangre colectada 1 6 2 semanas después de la inicial.
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Un resultado positivo es indicativo de infeccion por CMV.

A continuacién, un ejemplo de los célculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la seccion M,
punto 12).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Control Negativo:  0.050 — 0.060 — 0.070 DO 450nm
Valor medio: 0.060 DO 450nm

Menor de 0.150 — Valido

Control Positivo:  1.850 DO 450nm

Mayor de 0.750 — Valido

Valor de corte = 0.060+0.250 = 0.310
Calibrador: 0.550 - 0.530 DO 450nm

Valor medio: 0.540 DO 450nm
M/Co Mayor de 0.75 — Valido

M/Co = 1.7

Muestra 1: 0.070 DO 450nm
Muestra 2: 1.690 DO 450nm
Muestra 1 M/Co < 1 = negativa

Para crear curvas de dilucion limitante se emple6 ademas la
preparacion Accurun n° 146 para CMV IgM, suministrada por
Boston Biomedical Inc., Estados Unidos. Los valores se
muestran a continuacion.

Valores DO 450nm

Accurun | CMVM.CE CMVM.CE CMVM.CE
#146 |Lote # 0703 | Lote # 0603 | Lote # 0403
1X 0.653 0.596 0.603
2X 0.339 0.312 0.301
4X 0.165 0.159 0.148
8X 0.070 0.075 0.069
16X 0.020 0.031 0.027

Negativo 0.013 0.015 0.012

2. Sensibilidad Diagnostica:

La sensibilidad diagnéstica se ha estudiado utilizando paneles
de muestras, clasificadas como positivas mediante un equipo

de referencia US FDA.

Muestra 2 M/Co > 1.2 = positiva

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Debe ponerse particular atencién a la interpretacion de los

resultados ante sospecha de infecciéon primaria por CMV en

Las muestras positivas se obtuvieron de pacientes con infeccién
por Citomegalovirus, confirmada mediante andlisis clinicos y la
observacion de los sintomas.

El valor del andlisis obtenido después del estudio de mas de 60
muestras, fue > 98%.

Se evaluaron ademas el Performance Panel PTC 202 y el Panel
de Seroconversién PTC 901, suministrados por BBI, Estados
Unidos.

Los valores se muestran a continuacion.

el embarazo, debido al riesgo de malformaciones en el
neonato.

3. Antes de emitir un criterio de positividad, cada muestra
positiva debe ser sometida a la Prueba Confirmatoria
reportada en la seccion T. Mediante la misma es posible
descartar cualquier error en la interpretacién del resultado
analitico producido por una falsa reactividad de la muestra.

4. En el monitoreo de infeccion por CMV durante el
embarazo, se recomienda, antes de tomar -cualquier
decision médica preventiva, confirmar cualquier resultado
positivo, primero con el procedimiento descrito y después
con un sistema de deteccion de CMV IgM.

5. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erréneos.

6. El diagnostico de infeccion debe ser evaluado vy
comunicado al paciente por un médico calificado.

R. PERFORMANCES.

1. Limite de deteccién.
En ausencia de un estandar internacional, Dia.Pro Diagnostic
BioProbes s.r.I. ha definido un Gold Standard Interno (o IGS), a
partir de una muestra positiva a IgM CMV. Las curvas de
dilucion obtenidas utilizando este material de referencia se
reportan a continuacion:

Valores DO 450nm

Performance Panel PTC 202

Muestra | CMVM.CE Abbott | Abbott | Diamedix
EIA IMx
ID DO450nm | M/Co M/Co M/Co M/Co
1 2.028 6.4 > 3.8 5.1 5.4
2 0.081 0.3 0.2 0.2 0.1
3 0.606 1.9 > 3.8 2.2 2.6
4 0.027 0.0 0.5 0.8 0.2
5 0.792 2.5 > 3.8 4.4 2.6
6 0.044 0.1 0.2 0.2 0.0
7 0.081 0.3 0.4 0.2 0.2
8 0.064 0.2 0.3 0.3 0.2
9 0.074 0.2 0.5 0.3 0.2
10 0.054 0.2 0.2 0.1 0.1
11 0.790 2.5 1.3 3.8 1.7
12 0.459 14 0.3 0.5 0.1
13 0.725 2.3 > 3.8 3.7 4.7
14 0.065 0.2 0.5 0.6 0.4
15 0.086 0.3 0.3 0.2 0.1
16 0.146 0.5 0.3 0.6 0.1
17 0.092 0.3 1.3 0.7 0.5
18 0.757 2.4 1.2 1.0 1.1
19 0.169 0.5 0.3 0.3 0.2
20 0.060 0.2 0.3 0.2 0.1
21 0.061 0.2 0.4 0.3 0.2
22 3.614 11.3 > 3.8 5.1 5.9
23 0.094 0.3 0.3 0.4 0.1
24 0.095 0.3 0.1 0.1 0.0
25 0.168 0.5 0.2 0.1 0.1

IGS CMVM.CE CMVM.CE CMVM.CE
dilucién | Lote # 0703 | Lote # 0603 | Lote # 0403
3X 1.262 1.155 1.109
6X 0.593 0.642 0.570
12X 0.210 0.277 0.225
24X 0.100 0.115 0.110

Negativo 0.015 0.029 0.030

La tabla siguiente muestra los datos obtenidos al enfrentar el
producto al Panel de Seroconversion BBI PTC 901, para Abbott
EIA y bioMerieux VIDAS.
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BBI Panel PTC 901

Altamente reactiva (N = 16)

CMVM.CE REF REF
Miembro bioMerieux Abbott
1D DO450nm VIDAS IMx
M/Co M/Co M/Co
01 0.046 0.1 0.3 0.2
02 0.048 0.2 0.3 0.2
03 0.045 0.1 0.3 0.2
04 0.048 0.2 0.3 0.2
05 0.459 14 2.7 4.8
06 2.521 7.9 3.2 6.0
07 2.424 7.6 3.0 5.8
08 1.693 5.3 2.8 5.5
09 1.508 4.7 2.6 5.0

3. Especificidad Diagnéstica :

La especificidad diagnodstica ha sido determinada utilizando
paneles de mas de 300 muestras provenientes de individuos
sanos de origen europeo, clasificadas como negativas mediante
un equipo de referencia.

Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos para determinar la especificidad. No se ha observado
falsa reactividad debida a los métodos de tratamiento de
muestras.

Las muestras congeladas han sido analizadas para comprobar
si la coleccién y la conservacion interfiere con el procedimiento
del ensayo. No se ha observado interferencia a partir de
muestras limpias y libres de agregados.

Un estudio realizado con mas de 60 muestras que pudieran
presentar potencialmente reactividad cruzada, no revel6
interferencia alguna en el sistema. No se detectd reaccién
cruzada.

El estudio para evaluar el performance, realizado en un centro
de referencia externo con mas de 400 muestras totales, revel6
un valor > 98%.

El procedimiento reportado en la seccién T permite detectar y
descartar los falsos positivos en la interpretacion de los
resultados y por tanto verificar si un resultado positivo es real.
La Prueba de Confirmacion es un sistema que permite estimar,
con un 100% de confiabilidad, la especificidad de una prueba
(ya que en ausencia de un antigeno especifico, un resultado
positivo no es posible).

4. Precision:

Ha sido calculada a partir de tres muestras, una negativa, una
debilmente positiva y una positiva, examinadas en 16 réplicas
en tres series separadas.

Los resultados son los siguientes:

CMVM.CE: lote # 0703

Negativa (N = 16)

Valores medios 1" serie 2% serie 3 serie Valor
promedio
DO 450nm 2.279 1.980 2.131 2.130
Desviacion 0.220 0.186 0.207 0.204
estandar
CV % 9.7 9.4 9.7 9.6
CMVM.CE: lote # 0603
Negativa (N = 16)
Valores medios 1" serie 2% serie 3 serie Valor
promedio
DO 450nm 0.027 0.034 0.032 0.031
Desviacion 0.005 0.006 0.006 0.006
estandar
CV % 17.4 17.8 19.9 18.4
Débil reactiva (N = 16)
Valores medios 1" serie 2% serie 3 serie Valor
promedio
DO 450nm 0.617 0.619 0.623 0.620
Desviacion 0.033 0.040 0.046 0.039
estandar
CV % 5.4 6.4 7.3 6.4
Altamente reactiva (N = 16)
Valores medios 1" serie 242 serie 37 serie Valor
promedio
DO 450nm 1.913 1.890 1.895 1.899
Desviacion 0.051 0.056 0.047 0.051
estandar
CV % 2.7 3.0 2.5 2.7
CMVM.CE: lote # 0403
Negativa (N = 16)
Valores medios 1" serie 242 serie 37 serie Valor
promedio
DO 450nm 0.037 0.038 0.037 0.037
Desviacion 0.003 0.005 0.004 0.004
estandar
CV % 8.7 12.8 9.6 10.4
Débil reactiva (N = 16)
Valores medios 1" serie 2% serie 3 serie Valor
promedio
DO 450nm 0.637 0.644 0.634 0.638
Desviacion 0.039 0.029 0.031 0.033
estandar
CV % 6.2 4.5 4.9 5.2
Altamente reactiva (N = 16)
Valores medios 1" serie 2% serie 3 serie Valor
promedio
DO 450nm 1.962 2.061 2.167 2.063
Desviacion 0.019 0.034 0.066 0.039
estandar
CV % 1.0 1.6 3.0 1.9

Valores medios 1 serie 2% serie 3 serie Valor
promedio
DO 450nm 0.036 0.033 0.034 0.034
Desviacion 0.003 0.003 0.002 0.003
estandar
CV % 9.0 9.8 6.3 8.4
Débil reactiva (N = 16)
Valores medios 1 serie 2% serie 3 serie Valor
promedio
DO 450nm 0.727 0.723 0.709 0.720
Desviacion 0.022 0.029 0.045 0.032
estandar
CV % 3.0 3.9 6.3 4.4

Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la seccion M, punto 12.

S. LIMITACIONES.

La contaminacion bacterica o la inactivacion por calor de la
muestra pueden afectar los valores de DO y por tanto alterar los
niveles del analita.

Las muestras que después de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos
resultados falsos positivos.

El ensayo es Util solo para probar muestras independientes y no
mezclas.

El diagnostico de una enfermedad infecciosa no debe
establecerse en base a un solo resultado, sino que deben
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tenerse en consideracion la historia clinica del paciente, la
sintomatologia, asi como otros datos diagnésticos.

T. PRUEBA DE CONFIRMACION.

Se realiza esta prueba con el propoésito de garantizar la mayor

precision del ensayo en el seguimiento del embarazo, donde un

resultado falso positivo puede conducir a un aborto. La misma
debe realizarse a cada una de las muestras positivas, antes de
emitir un diagnéstico de infeccién por CMV.

Proceder para la confirmacion como sigue:

1. Preparar el Complejo Antigeno/Conjugado segin se
describe en la secciéon. Este reactivo se denomina
Solucién A.

2. Diluir 25 pl del Conjugado concentrado en 500 pl de
Diluente de Antigeno, mezclar delicadamente con
ayuda del vortex. No usar para este procedimiento
ningun vial liofilizado de CMV! Este reactivo se
denomina Solucién B.

3. Dejar vacio el pocillo Al para el blanco.

4. Dispensar el Control Negativo en las posiciones B1+C1,
el mismo se usa para calcular el valor de corte y los
valores M/Co.

5. La muestra positiva a confirmar, diluida 1:101, se afiade

en las posiciones D1+E1.

Incubar la tira durante 60 min a +37°C.

después del lavado el pocillo A1 queda vacio.

Dispensar 100 pl de la Solucién A en los pocillos

B1+C1+D1.

9. Dispensar 100 pl de la Solucién B en el pocillo E1.

10. Incubar la tira durante 60 min a +37°C.

11. Después del lavado, adicionar a todos los pocillos 100
ul del Cromégeno/Substrato, posteriormente incubar la
tira durante 20 minutos a t.a.

12. Dispensar 100 pl de Acido sulfirico en todos los
pocillos, medir después la intensidad del color utilizando
un filtro de 450 nm (lectura) y otro de 620-630 nm
(substraccién del fondo), calibrando el instrumento con
el pocillo Al (blanco).

© N o

La interpretaciéon de los resultados se realiza de la siguiente
forma:

1. Sila muestra en posicion D1 tiene un valor de M/Co menor
de 1.0, probablemente en el primer ensayo haya ocurrido
un error en el dispensado o alguna contaminacion. Debe
repetirse el Procedimiento del Ensayo, seccion M.

2. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2 y en posicion E1 el valor de M/Co es todavia mayor
de 1.2, la muestra se considera un falso positivo. La
reactividad de la muestra, en este caso, no depende de la
presencia especifica de CMV , por lo tanto ha ocurrido una
reaccion cruzada con el marcado con HRP.

3. Sila muestra en posicion D1 tiene un valor de M/Co mayor
de 1.2 y en la posicion E1 el valor M/Co es menor de 1.2 se
considera realmente positiva. La reactividad de la
muestra, en este caso se debe a la presencia especifica de
CMV y no a reacciones cruzadas.

En la siguiente tabla se muestra la interpretacion de los
resultados:

Pocillo M/Co
D1 <10 >1.2 >1.2
El <10 >1.2 <12
Interpretacion | Probl. de Falso Realmente
contam. positivo positivo
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VCA IgM

A.INTENDED USE

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

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

For “in vitro” diagnostic use only.

B. INTRODUCTION

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

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

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

The detection of EBV-specific I1gG, IgM and IgA antibodies to its
major immunodominant antigens has become therefore an
important and useful determination for the monitoring and
follow-up of EBV infected patients.

C. PRINCIPLE OF THE TEST

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

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

After washing out all the other components of the sample, in the
2" incubation bound anti EBV-VCA IgM are detected by the
addition of a complex formed by biotinilated affinity purified
native VCA antigen and Streptavidine, labelled with peroxidase
(HRP).

The enzyme captured on the solid phase, acting on the
substrate/chromogen mixture, generates an optical signal that is
proportional to the amount of IgM antibodies present in the
sample and can be detected by an ELISA reader.

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

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

1. Microplate:

12 strips x 8 breakable wells coated with affinity-purified anti
human IgM specific (u-chain) goat polyclonal antibody and
sealed into a bag with desiccant. Allow the microplate to reach
room temperature before opening; reseal unused strips in the
bag with desiccant and store at 4°C.

2. Calibration Curve: |CAL N° ..,

Ready to use and color coded standard curve ranging:
4 ml CAL1 =0 arbU/ml
4 ml CAL2 = 10 arbU/ml

2 ml CAL3 =20 arbU/ml

2 ml CAL4 =50 arbU/ml

4 ml CAL5 =100 arbU/ml.

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

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

3. Control Serum:

1 vial. Lyophilized. Contains fetal bovine serum proteins, human
anti EBV VCA IgM antibodies at 20 + 20% arbU/ml, 0.2 mg/ml
gentamicine sulphate and 0.045% ProClin 300 as preservatives.
Important Note: The volume necessary to dissolve the
content of the vial may vary from lot to lot. Please use the
right volume reported on the label .

3. Wash buffer concentrate:

1x60ml/bottle. 20x concentrated solution.

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

4. Enzyme conjugate:

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

5.Antigen Diluent :

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

6. EBV VCA Antigen : [Ag VCA

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

7. Specimen Diluent:

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

8. Chromogen/Substrate:

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

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

9. Sulphuric Acid:

1x15ml/vial. Contains 0.3 M H2S0a4 solution.

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

10. Plate sealing foils n° 2

11. Package insertn® 1

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes in the range 10-1000 ul and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal
treated to remove oxidizing chemicals used as
disinfectants).

3. Timer with 60 minute range or higher.
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4.  Absorbent paper tissues.

5. Calibrated ELISA microplate thermostatic incubator (dry or
wet) set at +37°C.

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

F. WARNINGS AND PRECAUTIONS

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

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

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

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial
agents, when opening kit vials and microplates and when
performing the test. Protect the Chromogen/Substrate
(TMB/H202) from strong light and avoid vibration of the
bench surface where the test is undertaken.

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

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

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

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

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

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

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

12. The use of disposable plastic labware is recommended in
the preparation of the washing solution or in transferring
components into other containers of automated
workstations, in order to avoid contamination.

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

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

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

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

G. SPECIMEN: PREPARATION AND RECOMMANDATIONS

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

2. Avoid any addition of preservatives to samples; especially
sodium azide as this chemical would affect the enzymatic
activity of the conjugate.

3. Samples have to be clearly identified with codes or names
in order to avoid misinterpretation of results.  When the kit
is used for the screening of blood units, bar code labeling
and electronic reading is strongly recommended.

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

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

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

H. PREPARATION OF COMPONENTS AND WARNINGS

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

Microplate:

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

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

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

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

Calibration Curve
Ready to use. Mix well on vortex before use.

Control Serum:

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

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

Wash buffer concentrate:

The whole content of the 20x concentrated solution has to be
diluted with bidistilled water up to 1200 ml and mixed gently
end-over-end before use. During preparation avoid foaming as
the presence of bubbles could impact on the efficiency of the
washing cycles.

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

Proceed carefully as follows:

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

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

Important Notes:

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

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

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

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. Do not expose to strong light, oxidizing
agents and metallic surfaces.

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

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

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

Legenda:

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

Precautionary P statements:

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

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

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

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

clothing/eye

If skin irritation occurs: Get medical

irritation  persists: Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (70% ethanol, 10% solution of
bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample or the
components of the kit. They should also be regularly
maintained in order to show a precision of 1% and a
trueness of +2%.

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

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right

o

dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

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

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

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

Incubation times have a tolerance of +5%.

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

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

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

L. PRE ASSAY CONTROLS AND OPERATIONS

1.

2.

3.

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

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

Check that the Chromogen/Substrate is colorless or pale
blue by aspirating a small volume of it with a sterile plastic
pipette.

Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box (primary
container).

Check that the aluminum pouch, containing the microplate,
is not punctured or damaged.

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

Dissolve the Control Serum as described above and gently
mix.

Prepare the Antigen/Conjugate complex as reported before.
Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents.
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10. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

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

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

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

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

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

M. ASSAY PROCEDURE

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

Two procedures can be carried out with the device according to
the request of the clinician.

M.1 Quantitative analysis

1. Place the required number of strips in the microplate holder.
Leave Al and B1 wells empty for the operation of blanking.
Store the other strips into the bag in presence of the desiccant
at 2..8°C, sealed.

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

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

4. Pipette 100 pl of all the Calibrators and 100 pl of Control
Serum in duplicate; then dispense 100 pl of samples. The
Control Serum is used to verify that the whole analytical system
works as expected. Check that Calibrators Control Serum and
samples have been correctly added. Then incubate the
microplate at +37°C for 60 min.

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

5. Wash the microplate as reported in section 1.3.

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

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

7. Wash the microplate as described in section |1.3.

8. Pipette 100 pl TMB/H202 mixture in each well, the blank wells
A1+B1 included. Check that the reagent has been correctly
added. Then incubate the microplate at room temperature for
20 minutes.

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

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

M.2 Qualitative analysis

1. Place the required number of strips in the microplate holder.
Leave Al well empty for the operation of blanking.

Store the other strips into the bag in presence of the desiccant
at 2..8°C, sealed.

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

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

4. Pipette 100 pl CAL 1 in duplicate, 100 pl CAL 2 in
duplicate, 100 pl CAL 5 in single. Then dispense 100 pl of
samples. Check that Calibrators and samples have been
correctly added. Then incubate the microplate at +37°C for 60
min.

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

5. Wash the microplate as reported in section 1.3.
6. In all the wells, except A, pipette 100 pl Antigen/ Conjugate
Complex. Check that the reagent has been correctly added.
Incubate the microplate at +37°C for 60 minutes.

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

7. Wash the microplate as described in section 1.3.

8. Pipette 100 pl TMB/H202 mixture in each well, the blank well
Al included. Check that the reagent has been correctly added.
Then incubate the microplate at room temperature for 20
minutes.

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

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

Important general notes:

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

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

N. ASSAY SCHEME

Calibrators 100 ul
Control Serum (*) 100 ul
Samples diluted 1:101 100 ul
1stincubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Enzyme Conjugate 100 ul
2" incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 mix 100 ul
3" incubation 20 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm/620-630nm
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(*) Important Notes:
e  The Control Serum (CS) it does not affect the test’s
results calculation.
e  The Control Serum (CS) used only if a laboratory
internal quality control is required by the
Management.

An example of dispensation scheme in quantitative assays is
reported below:
Microplate

wells where it was dispensed has occurred due
to spills of positive samples or
Antigen/Conjugate complex;

5. that micropipettes have not become
contaminated with positive samples or with the
Antigen/Conjugate complex

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

1 2 | 3 (4|56 |7 |8|9|10]|11]12

BLK | CAL4 | S3

BLK | CAL4 | S4

CAL1 | CAL5 | S5

CAL1 | CAL5 | S6

CAL2 | CS(") | s7

CAL 2 1. that the procedure has been correctly
OD450nm performed;

<Cal1l+0.100 2. that no mistake has occurred during its
distribution (ex.: dispensation of a wrong
calibrator);

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

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

CAL2 | cS(*) | s8

CAL3 S1 S9

I|®|m{mo0|w|>

CAL3 S2 S10

Legenda: BLK = Blank // CAL = Calibrators // /| S = Sample//
CS = Control Serum - Not mandatory

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

Microplate

CAL 5 1. that the procedure has been correctly
0OD450nm < 1.000 performed;

2. that no mistake has occurred during its
distribution;

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

4. that no external contamination of the
calibration _has occurred.

1 2 | 3 | 4] 5| 6] 7| 8[9]10]|11]12

BLK [ S2 | S10

CAL1 | S3 | S11

** Note:
If Control Serum has used, verify the following data:

CALl | S4 | S12

Check Requirements

CAL2 | S6 | S14

CAL5 | S7 | S15

Control Serum | OD450nm = OD450nm CAL 20 arbU/ml

+/-20%

S1 S8 | S16

A
B
C
D| CAL2 | S5 | S13
E
F
G
H

S2 S9| 817

Legenda: BLK = Blank // CAL = Calibrators // S = Sample

O. INTERNAL QUALITY CONTROL

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

Control that the following data are matched:

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

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

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

Problem Check
Blank well 1. that the Chromogen/Substrate solution has
> 0.100 OD450nm not become contaminated during the assay
CAL 1 1. that the washing procedure and the washer

OD450nm > 0.200 settings are as validated in the pre qualification
study;

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

3. that no mistake has been done in the assay
procedure when the dispensation of calibrators
is carried out;

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

coefficient of
variation > 30%

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

Problem Check

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

2. that no mistake has occurred during its
distribution (e.g.: dispensation of a wrong
calibrator);

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

4. that no external contamination of the
control _has occurred.

Different from
Expected value

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

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

P. RESULTS

P.1 Quantitative method

If the test turns out to be valid, use for the guantitative method
an approved curve fitting program to draw the calibration curve
from the values obtained by reading at 450nm/620-630nm (4-
parameters interpolation is suggested).

Then on the calibration curve calculate the concentration of anti
EBV VCA IgM antibody in samples.

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

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

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

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

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

Lower than 0.200 — Accepted

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

Higher than CAL 1 + 0.100 — Accepted

Calibrator 100 arbU/ml: 2.045 OD450nm

Higher than 1.000 — Accepted

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

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

Q. INTERPRETATION OF RESULTS

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

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

VCA IgM results alone are not, anyway, enough to provide a
clear diagnosis of EBV infection. At least EBNA 1gG results are
necessary in combination.

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

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

Important notes:

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

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

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

R. PERFORMANCE CHARACTERISTICS

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

1. Limit of detection

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

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

2. Diagnostic Sensitivity and Specificity:

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

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

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

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

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

The Performance Evaluation provided the following values :

Sensitivity | > 98 %
Specificity | > 98 %

3. Reproducibility:

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

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

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

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

T. CONFIRMATION TEST

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

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

Proceed for confirmation as follows:

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

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

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

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

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

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

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

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

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

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

11. 100 pl Sulphuric Acid are added to all the wells and then
their color intensity is measured at 450nm (reading filter)
and at 620-630nm (background subtraction, mandatory),
blanking the instrument on Al.

Interpretation of results is carried out as follows:

1. If the sample in position D1 shows an OD450nm/620-630nm
lower than the one of CAL 2, a problem of dispensation or
contamination in the first test is likely to be occurred. The
Assay Procedure in Section M has to be repeated to double
check the analysis.

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

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

The following table is reported for the interpretation of results:

Well 0D450nm/620-630nm
D1 <CAL2 > CAL 2 >CAL 2
El <CAL?2 > CAL 2 <CAL?2
Interpretation | Problem of | False positive True
contam. positive
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VCA IgM

A. OBJETIVO DEL ESTUCHE.

Ensayo inmunoenzimético (ELISA) para la determinacion
cualitativa/cuantitativa de anticuerpos IgM al Antigeno de la
Capside(VCA) del Virus Epstein Barr (EBV), en plasma y suero
humanos, mediante un sistema de “captura”.

El estuche ha sido concebido para la clasificacion del agente
viral asi como para el seguimiento de pacientes infectados con
EBV.

Uso exclusivo para diagndstico “in vitro”.

B. INTRODUCCION.

El Virus Epstein Barr (EBV) es considerado el principal agente
etiolégico de la Mononucleosis Infecciosa, asi como del Linfoma
de Burkitt y del Carcinoma Nasofaringeo. Pertenece a la familia
Herpesviridae y esta ampliamente distribuido en el mundo, se
estima que entre un 80 y un 90% de los adultos esté infectado
con el virus. Las infecciones primarias ocurren generalmente en
la primera década de vida. Mientras en la infancia son en su
mayoria asintomaticas, el 50-70% de los adultos jévenes con
infecciones primarias puede desarrollar de formas leves a
severas de la enfermedad.

EBV causa infecciones latentes que pueden reactivarse en
condiciones de inmunodepresion (personas
inmunocomprometidas o pacientes SIDA). Debido a que la
respuesta humoral a la infeccién primaria por EBV es bastante
rapida, los niveles de anticuerpos presentes, asi como la clase
de los mismos, permiten determinar si un paciente es
susceptible, si presenta una infecciéon primaria reciente, en
curso, o si esta ocurriendo una reactivacion de la infeccién por
EBV.

La deteccién de anticuerpos IgG, IgM e IgA especificos contra
los antigenos inmunodominantes del virus, constituye una
herramienta importante para el monitoreo de pacientes
infectados por EBV.

C. PRINCIPIOS DEL ENSAYO.

El analisis se basa sobre el metodo de "Captura IgM” y sobre
antigeno nativo VCA purificado por afinidad,

Las microplacas estan recubiertas con un anticuerpo policlonal
anti-lgM que captura los anticuerpos de esta clase presentes en
la muestra.

Luego del lavado que elimina el resto de los componentes de la
muestra, en la segunda incubacion los anticuerpos IgM anti
VCA de EBV inmovilizados en la fase sélida son detectados
mediante un complejo compuesto por lo antigeno nativo VCA
purificado por afinidad,biotinilados y streptavidina marcada con
peroxidasa (HRP).

Posteriormente se afiade la mezcla cromégeno/substrato, la
cual se combina con la enzima conjugada unida a la fase solida,
dando lugar a una sefial 6ptica proporcional a la cantidad de
anticuerpos IgM presentes en la muestra, detectable mediante
un lector ELISA.

La cuantificacién de los anticuerpos IgM, en ausencia de un
estandar internacional de referencia, es posible con ayuda de
una curva estandar de calibracion.

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

1. Microplaca:

12 tiras x 8 pocillos intercambiables recubiertos con un
anticuerpo policlonal de cabra anti-lgM humano especifico
(cadena u) y purificado por afinidad. Las microplacas estan
almacenadas en bolsas selladas con desecante y deben ser

puestas a temperatura ambiente antes de abirirlas, sellar las
tiras sobrantes en la bolsa con el desecante y almacenar a 4°C.

2. Curva de Calibraci6n:

Listo para el uso. Curva estandar con cédigo de color:

4 ml CAL1 =0 arbU/ml

4 ml CAL2 = 10 arbU/ml

2 ml CAL3 = 20 arbU/ml

2 ml CAL4 =50 arbU/ml

4 ml CAL 5 =100 arbU/ml.

Los estandares han sido calibrados contra un Gold Standard
interno (IGS), ya que no se ha definido uno internacional.
Contiene proteinas del suero humano, 2% de caseina, , tampén
citrato de sodio 10 mM pH 6+/-0.1, 0.1% de Tween 20, asi
como azida sodica 0.09% y ProClin 300 0.045% como
preservativos. La Curva de Calibracién esta codificada con el
color azul.

3. Suero Control: [CONTROL ...ml

1 vial. Liofilizado. Contiene suero fetal bovino, anticuerpos IgM
humanos anti VCA de EBV a 20 + 20% arbU/ml, 0.2 mg/ml de
sulfato de gentamicina y ProClin 300 0.045% como
preservativos.

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

4. Tampon de Lavado Concentrado:
1x60ml/botella. Solucién concentrada 20x.

Una vez diluida, la solucion de lavado contiene tamp6n fosfato
10 mM a pH 6.0+/- 0.1, Tween 20 al 0.05% y ProClin 300 al
0.045%.

5. Conjugado:

1x0.8 mlivial. Solucién concentrada 20x. Contiene streptavidina
marcada con peroxidasa (HRP), disuelta en tampén Tris 10 mM
pH 6.8+/-0.1, BSA 5%, ademas de sulfato de gentamicina 0.02
% y ProClin 300 0.045% como preservativos.

6. Diluente de Antigeno:

n° 1 vial de 16 ml. Solucién tamponada proteica para la
preparacion del antigeno VC EBV. Contiene tampén Tris 10mM
a pH 6.8 +/- 0.1, 2% de BSA, ademas de 0.2 mg/ml de sulfato
de gentamicina y ProClin 300 0.045% como preservativos. El
reactivo esta codificado con el color rojo (0.01% de colorante
r0jo).

7. Antigeno VCA EBV :

1x6 viales. Reactivo liofilizado para disolver en 1.9 ml de
Diluente del Antigeno, segun se indica méas adelante. Contiene
antigeno nativo VCA purificado por afinidad,tampén Tris HCI 25
mM pH 7.8+/-0.1 ademéas de 0.5 de BSA como soporte
proteico .

8. Diluente de muestras

2x60ml. Solucién tamponada proteica para la diluciéon de las
muestras. Contiene 2% de caseina, tamp6n Tris 0.2 M a pH 6.0
+/- 0.1, 0.2% de Tween 20, ademas de azida sodica al 0.09% y
0.045% de ProClin 300 como preservativos.

El reactivo esta codificado con el color azul.

9. Cromégeno/Substrato

1x16ml/vial. Contiene una solucion tamponada citrato-fosfato
50mM pH 3.5-3.8, tetra-metil-benzidina (TMB) 0.03% y peréxido
de hidrégeno (H,0;) 0.02% asi como dimetilsulféxido 4%.

Nota: Evitar la exposicion a la luz, la sustancia es
fotosensible.

10. Acido Sulfurico:

1x15ml/vial. Contiene solucion de H,SO, 0.3M

Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).
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11. Sellador adhesivo, n° 2

12. Manual de instrucciones, n° 1

. MATERIALES NECESARIOS NO SUMINISTRADOS.
Micropipetas calibradas (rangos de 10 a 1000 pl) y puntas
plasticas desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada con
carbon para remover quimicos oxidantes usados como
desinfectantes).

3. Timer con un rango de 60 minutos como minimo.

4. Papel absorbente.

5. Incubador termostéatico de microplacas ELISA, calibrado (en
seco 0 humedo) fijo a 37°C.

6. Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8. Vortex o similar.

=m

. ADVERTENCIAS Y PRECAUCIONES.

El estuche debe ser usado por personal técnico

adecuadamente entrenado, bajo la supervision del

especialista responsable del laboratorio.

2. Todas las personas encargadas de la realizacion de las
pruebas deben llevar las ropas protectoras adecuadas de
laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal debe
ser adiestrado en procedimientos de bioseguridad, segun
ha sido recomendado por el Centro de Control de
Enfermedades de Atlanta, Estados Unidos, y publicado por
el Instituto Nacional de Salud: “Biosafety in Microbiological
and Biomedical Laboratories”, ed.1984.

3. Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

4. Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo 0 agentes
microbianos cuando se abran los estuches, asi como
durante la realizacion del ensayo. Evitar la exposicion del
substrato a la luz y las vibraciones de la mesa de trabajo
durante el ensayo.

5. Conservar el estuche a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

6. No intercambiar reactivos de diferentes lotes ni tampoco de
diferentes estuches.

7. Comprobar que los reactivos no contienen precipitados ni
agregados en el momento del uso. De darse el caso,
informar al supervisor para realizar el procedimiento
pertinente y reemplazar el estuche.

8. Evitar contaminacién cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas luego
de cada uso. No reutilizar puntas desechables

9. Evitar contaminacién cruzada entre los reactivos del
estuche usando puntas desechables y cambiandolas luego
de cada uso. No reutilizar puntas desechables

10. No usar el producto después de la fecha de caducidad
indicada en el estuche e internamente en los reactivos.
Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en estuches abiertos, en uso por un
periodo de hasta 6 meses.

11. Tratar todas las muestras como potencialmente infecciosas.
Las muestras de suero humano deben ser manipuladas al
nivel 2 de bioseguridad, segun ha sido recomendado por el
Centro de Control de Enfermedades de Atlanta, Estados
Unidos y publicado por el Instituto Nacional de Salud:
“Biosafety in Microbiological and Biomedical Laboratories”,
ed.1984.

12. Se recomienda el uso de material plastico desechable para

la preparacién de las soluciones de lavado y para la

transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

=T

13. Los desechos producidos durante el uso del estuche deben
ser eliminados segln lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y biolégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infecciosos y deben ser inactivados. Se recomienda la
inactivacion con lejia al 10% de 16 a 18 horas o el uso de la
autoclave a 121°C por 20 minutos.

14. En caso de derrame accidental de algun producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

15. El &cido sulfdrico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

16. Otros materiales de desecho generados durante la
utilizacion del estuche (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccién de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

. MUESTRA: PREPARACION Y RECOMENDACIONES.
Extraer la sangre asépticamente por puncién venosa y
preparar el suero o plasma segin la técnica estandar de
los laboratorios de andlisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Evitar adicionar conservantes a las muestras, especialmene
azida sddica, ya que pueden afectar la actividad enzimatica
del conjugado.

3. Las muestras deben estar identificadas claramente
mediante cédigo de barras o nombres, a fin de evitar
errores en los resultados. Se recomienda el uso del codigo
de barras.

4. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

5. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccion. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento més prolongados, las muestras de plasma
o suero, retiradas cuidadosamente del tubo de extraccién
principal, pueden almacenarse congeladas a —20°C durante
almenos 12 meses, evitando luego descongelar cada
muestra mas de una vez, ya que se pueden generar
particulas que podrian afectar al resultado de la prueba.

6. Sihay presencia de agregados, la muestra se puede aclarar

mediante centrifugacién a 2000 rpm durante 20 minutos o

por filtracién con un filtro de 0,2-0,8 micras.

O]

H. PREPARACION DE LOS
PRECAUCIONES.

Estudios de estabilidad realizados en estuches en uso (hasta 6
veces) no han arrojado pérdida de actividad significativa en un
periodo de 3 meses.

COMPONENTES Y

Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
concervacion. De ser asi, debe solicitar el servicio de Dia.Pro:
atencion al cliente.

Las tiras de pocillos no utlizadas, deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C.
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Nota importante: Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.

Curva de Calibracion:
Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

Suero Control:

Reactivo liofilizado. Disolver en agua de calidad ELISA segun el
volumen indicado en la etiqueta.

Nota: Para preservar la reactividad se recomienda mantenerlo
congelado en alicuotas a —20°C. No recongelar.

Solucién de Lavado Concentrada:

Todo el contenido de la solucién concentrada debe diluirse 20x
con agua bidestilada hasta alcanzar 1200 ml y mezclarse
suavemente antes de usarse. Durante la preparacion evitar la
formacién de espuma y burbujas, lo que podria influir en la
eficiencia de los ciclos de lavado.

Nota: Una vez diluida, la solucion es estable por una semana a
temperaturas entre +2 y 8°C.

Complejo Antigeno-Conjugado:

Proceder cuidadosamente segun se indica:

1. Disolver el contenido de un vial liofilizado utilizando 1.9 ml
de Diluente Antigeno. Dejar disolver completamente y luego
mezclar cuidadosamente con el vortex.

2. Mezclar el Conjugado concentrado con ayuda del vortex.
Afadir luego 0.1 ml del mismo al vial del Ag EBV VC
disuelto y mezclar suavemente en el vortex.

Notas Importantes:

1. Disolver y preparar solamente los viales necesarios para la
prueba. El inmunocomplejo obtenido no es estable.
Almacenar la solucién sobrante en alicuotas a —20°C.

2. La preparacion del inmunocomplejo debe realizarse justo
antes de dispensar las muestras y los controles en la placa.
Mezclar nuevamente en vortex justo antes de usar.

Diluente de muestras:
Listo para el uso. Mezclar bien con un vortex antes de usar.

Cromogeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. Evitar la exposicion a la luz,
agentes oxidantes y superficies metdlicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

Acido Sulfurico:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Atencién: Irritante  (H315, H319; pP280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacién cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabén abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL ESTUCHE.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacién periddica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra o los reactivos (acohol 70%, lejia 10%, de calidad
de los desinfectantes hospitalarios). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%. Deben descontaminarse
periodicamente los residuos de los componentes del
estuche.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C de tolerancia) y controlada periédicamente para
mantener la temperatura correcta. Pueden emplearse
incubadoras secas o bafios de agua siempre que estén
validados para la incubacién de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el

rendimiento global del ensayo. El lavador debe ser validado

de forma minuciosa previamente, revisado para comprobar

gue suministra el volumen de dispensacién correcto y

enviado regularmente a mantenimiento de acuerdo con las

instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucién de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacion segin se indica en su

manual (se recomienda descontaminaciéon con NaOH 0.1

M). Para asegurar que el ensayo se realiza conforme a los

rendimientos declarados, basta con 5 ciclos de lavado

(aspiracion + dispensado de 350 pl/pocillo de solucién de

lavado + 20 segundos de remojo = 1 ciclo). Si no es posible

remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

Los tiempos de incubacion deben tener un margen de +5%.

El lector de microplacas ELISA debe estar provisto de un

filtro de lectura de 450nm y de un segundo filtro de 620-

630nm, mandatory para reducir interferencias en la lectura.

El procedimiento estandar debe contemplar: a) Ancho de

banda <= 10nm b) Rango de absorbancia de 0 a >=2.0, c)

Linealidad >=2.0, reproducibilidad >=1%. El blanco se

prueba en el pocillo indicado en la seccidon “Procedimiento

del ensayo”. El sistema 6ptico del lector debe ser calibrado
periédicamente para garantizar la correcta medicién de la
densidad 6ptica, segun las normas del fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacion, lavado, lectura,
agitacion 'y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores
indicados en la seccion “Control interno de calidad”.El
protocolo del ensayo debe ser instalado en el sistema
operativo de la unidad y validado tanto para el lavador como
para el lector. Por otro lado, la parte del sistema que
maneja los liquidos (dispensado y lavado) debe ser
validada y fijada correctamente. Debe prestarse particular
atencion a evitar el arrastre por las agujas de dispensacion
y de lavado, a fin de minimizar la posibilidad de ocurrencia
de falsos positivos por contaminacion de los pocillos
adyacentes por muestras fuertemente reactivas. Se
recomienda el uso de sistemas automatizados para el
pesquisaje en unidades de sangre y cuando la cantidad de
muestras supera las 20-30 unidades por ensayo.

7. El servicio de atencion al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos a usar

ok
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en combinacién con el estuche, con el propdsito de
asegurar el cumplimiento de los requerimientos descritos.

L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del estuche (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados visibles.

3. Asegurese de que el cromégeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico.

4. Compruebe que no han ocurrido rupturas ni derrames de
liguido dentro de la caja (envase primario) durante el
transporte.

5. Asegurarse de que la bolsa de aluminio que contiene la
microplaca no esté rota o dafiada.

6. Diluir totalmente la Solucién de Lavado concentrada 20X,
como se ha descrito anteriormente.

7. Disolver el Suero Control como se
anteriormente y mezclar suavemente.

8. Preparar el Complejo Antigeno/Conjugado segln se reporta
anteriormente.

9. Dejar los componentes restantes alcanzar la temperatura
ambiente (aprox. 1 hora), mezclar luego suavemente en el
vortex todos los reactivos liquidos.

10. Ajustar la incubadora de ELISA a 37°C y cebar el lavador
de ELISA utilizando la solucién de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

11. Comprobar que el lector de ELISA esté encendido al menos
20 minutos antes de realizar la lectura.

12. En caso de trabajar automaticamente, encender el equipo y
comprobar que los protocolos estén correctamente
programados.

13. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

14. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

15. En caso de surgir algin problema, se debe detener el
ensayo y avisar al supervisor.

ha descrito

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacion, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

Pueden ser realizados dos tipos de procedimiento de acuerdo a
los requerimientos clinicos.

M.1 Andlisis Cuantitativo.

1. Poner el nimero necesario de tiras en el soporte plastico e
identificar los pocillos de las muestras y de los estandares.
Dejar los pocillos Al y B1 vacios para el blanco. Almacenar a
2..8°C las tiras sobrantes en la bolsa, selladas con el
desecante.

2. Diluir las muestras 1:101 dispensando en un tubo
desechable 1 ml de Diluente de Muestras y 10 pl de muestra,
mezclar con ayuda de un vortex, antes de usar. No diluir los
Calibradores y el Suero Control disuelto ya que estan listos para
el uso.

3. Preparar el Complejo Antigeno/Conjugado segun se indica
en la seccion H.

4. Dispensar 100ul de los Calibradores y 100ul del Suero
Control por duplicado, luego dispensar 100ul de las muestras
diluidas. El Suero Control se emplea para verificar que el
sistema analitico funcione como es debido. Comprobar que el
Suero Control, los Calibradores y las muestras han sido

afiadidos adecuadamente. Incubar la microplaca durante 60
minutos a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace la prueba manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

5. Luego de la primera incubacién, lavar los pocillos segin lo
descrito previamente (seccion 1.3).

6. Dispensar 100ul de Conjugado en todos los pocillos,
excepto Al y B1, controlar que los reactivos han sido
correctamente afadidos. Incubar la microplaca durante 60
minutos a +37°C.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el Complejo.
Podria producirse contaminacion.

7. Luego de la segunda incubacion, lavar los pocillos segun lo
descrito previamente (seccion 1.3).

8. Dispensar 100ul de Cromoégeno/Substrato en todos los
pocillos, incluidos los del blanco. Controlar que los reactivos
han sido correctamente afiadidos. Incubar la microplaca durante
20 minutos a temperatura ambiente.

Nota importante: No exponer directamente a fuerte
iluminacién, de lo contrario se generan interferencias

9. Dispensar 100ul de acido sulfirico en todos los pocillos
para detener la reaccion enzimatica, usar la misma secuencia
gue en el paso. Medir la intensidad del color con el lector, segin
se describe en la seccion .5, utilizando un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con los pocillos Al y B1
(blanco).

M.2 Anélisis Cualitativo.

1. Poner el nimero necesario de tiras en el soporte plastico e
identificar los pocillos de las muestras y de los estandares.
Dejar el pocillo Al vacio para el blanco. Almacenar a 2-8°C las
tiras sobrantes en la bolsa, selladas con el desecante.

2. Diluir las muestras 1:101 dispensando en un tubo
desechable 1 ml de Diluente de Muestras y 10 pl de muestra,
mezclar con ayuda de un vértex, antes de usar. No diluir los
Calibradores y el Suero Control disuelto ya que estan listos para
el uso.

3. Preparar el Complejo Antigeno/Conjugado segln se indica
en la seccion H.

4. Dispensar 100 pl del Calibrador 1 por duplicado, 100 pl del
Calibrador 2 por duplicado, 100 pl del Calibrador 5 simple.
Dispensar 100 pl de las muestras en los pocillos
correspondientes. Comprobar que los Calibradores y las
muestras han sido afiadidos adecuadamente.

Incubar la microplaca durante 60 minutos a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace la prueba manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

5. Luego de la primera incubacion, lavar los pocillos segin lo
descrito previamente (seccion 1.3).

6. Dispensar 100ul de Complejo Antigeno/Conjugado en todos
los pocillos, excepto Al. Incubar la microplaca durante 60
minutos a +37°C.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el Complejo.
Podria producirse contaminacion.

7. Luego de la segunda incubacion, lavar los pocillos segun lo
descrito previamente (seccion 1.3).
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8. Dispensar 100ul de Cromogeno/Substrato en todos los
pocillos, incluido el Al. Controlar que los reactivos han sido
correctamente afiadidos. Incubar la microplaca durante 20
minutos a temperatura ambiente.

Nota importante: No exponer directamente a fuerte
iluminacién, de lo contrario se generan interferencias.

9. Dispensar 100ul de &cido sulfirico en todos los pocillos
para detener la reaccion enzimética, usar la misma secuencia
que en el paso 7. Medir la intensidad del color con el lector,
segun se describe en la seccién 1.5, utilizando un filtro de 450
nm (lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo Al.

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales en el fondo
de los pocillos antes de leer. Podrian generarse falsos
positivos en la lectura.

2. Lalectura debe hacerse inmediatamente después de afadir
la solucion de parada y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicion. Se podria
producir auto oxidacién del cromégeno causando un
elevado fondo.

N. ESQUEMA DEL ENSAYO

Calibradores 100 ul
Suero Control(*) 100 ul
Muestras diluidas 1:101 100 ul
1™ incubacién 60 min
Temperatura +37°C
Conjugado 100 ul
Lavado 5 ciclos con 20”de remojo
o]
6 ciclos sin remojo
2% incubacién 60 min
Temperatura +37°C
Lavado 5 ciclos con 20”’de remojo
o]
6 ciclos sin remojo
Cromdageno/Substrato 100ul
3™ incubacion 20 min
Temperatura t.a.°
Acido Sulflrico 100 ul
Lectura D.O. 450nm/620-630nm

t.a.° = temperatura ambiente

(*) Notas importantes:
e  El suero de control (CS) no afecta al célculo de los
resultados de la prueba.

e  El suero de control (CS) se usa solo si la gestién
requiere un control interno de calidad del laboratorio.

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cuantitativo:

Microplaca

A continuacion se describe un ejemplo del esquema de
dispensado en el andlisis cualitativo:

Microplace

1 2 | 3 | 4] 5| 6| 7| 8[9(10]11 )12

BL M3 | M11

CAL1 | M4 | M12

CAL1 | M5 | M13

CAL2 | M7 | M15

CAL5 | M8 | M16

M1 M9 | M17

A
B
C
D | CAL2 | M6 | M14
E
F
G
H

M2 M10 | M 18

Leyenda: BL = Blanco // CAL = Calibradores // M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un grupo de pruebas con los controles cada vez que
se usa el estuche para verificar si el procedimiento durante el
ensayo se ha realizado correctamente.

Asegurar el cumplimiento de los siguientes parametros:

Parametro Exigencia
Pocillo Blanco < 0.100 DO450nm
Calibrador 1 < 0.200 DO450nm después de leer el
0 arbU/ml blanco
Calibrador 2 DO450nm mayor que DO450nm del CAL
10 arbU/ml 1+0.100
Calibrador 5 > 1.000 DO450nm
100 arbU/ml
Coeficiente de | < 30% para el Calibrador 1
variacion

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.
En caso contrario, detenga el ensayo y compruebe:

Problema Compruebe que

Pocillo blanco la solucién cromégeno/substrato no se ha
> (0.100D0O450nm | contaminado durante el ensayo.

CAL1 1. el proceso de lavado y los parametros
DO450nm > del lavador estén validados segun los
0.200 estudios previos de calificacion.

2. se ha usado la solucion de lavado
apropiada y que el lavador ha sido
cebado con la misma antes del uso.

3. no se han cometido errores durante el
dispensado de los calibradores.

4. no ha existido contaminacién del Cal 1
o de sus pocillos debido a muestras
positivas derramadas, o al conjugado.

5. las micropipetas no se han
contaminado con muestras positivas o
con el Complejo Antigeno/Cconjugado.

6. las agujas del lavador no estén parcial

Coeficiente de
variacién > 30%

0 totalmente obstruidas.

1 2 | 3 [4|5]|6|7|8|9|10|11]12

BL CAL4 | M3

BL CAL4 | M4

CALl1 | CALS5 | M5

CAL1 | CAL5 | M6

CAL2 | sc(*) [ M7

CAL2 [ sc(*) [ M8

CAL3 M1 M9

I|®|Mmo0|m|>

CAL3 M2 M10

/I CAL = Calibradores
/I M = Muestra

Leyenda: BL = Blanco
SC(*)= Suero Control - No obligatorio
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CAL 2 1. el procedimiento ha sido realizado
DO450nm correctamente.

<Cal1l+0.100 2. no ha habido errores durante su
distribucion  (dispensar el calibrador
equivocado ).

3. el proceso de lavado y los parametros
del lavador estén validados segun los
estudios previos de calificacion.

4. no ha ocurrido contaminacion externa
del calibrador.

CALS 1. el procedimiento ha sido realizado
DO450nm < correctamente.
1.000 2. no ha habido errores durante su

distribucion.

3. el proceso de lavado y los parametros
del lavador estén validados segln los
estudios previos de calificacion.

4. no ha ocurrido contaminacion externa
del calibrador.

Si se presenta alguno de los problemas anteriores, avisar al
supervisor para tomar las medidas pertinentes.

** Nota

Si se ha usado suero de control, comprobar los siguientes
datos:

Parametro
Suero Control

Exigencia
DO450nm = DO450nm del CAL 20
arbU/ml +/-20%

Si los resultados de la prueba no se corresponden con los
requisitos indicados anteriormente, proceder del siguiente
modo:
Problema
Suero Control

Compruebe que
1. el procedimiento ha sido realizado
correctamente.
Diferente de 2. no ha habido errores durante su
establecidos distribucion  (dispensar una muestra
equivocada).
3. el proceso de lavado y los parametros
del lavador estén validados segun los
estudios previos de calificacion.
4. no ha ocurrido contaminacion externa
del suero.

En cualquier caso, si todos los demas parametros (blanco,
CAL1, CAL2, CAL5) se corresponden con los requisitos
establecidos, la prueba puede considerarse valida.

Nota importante:
El analisis debe seguir el paso de lectura descrito en la seccion
M, punto 9.

P. RESULTADOS.

P.1 Método cuantitativo.

Si el ensayo resulta valido, usar para el método cuantitativo un
programa de ajuste de curva para disefiar la curva de
calibracion con los valores obtenidos en la lectura a 450nm/620-
630nm (se sugiere interpolar 4 parametros). Luego calcular
sobre la curva de calibracién la concentracién de anticuerpos
IgM anti-VCA EBV presentes en la muestra.

A continuacién, un ejemplo de curva de calibracion:

arbUiml

Nota Importante:
No usar la curva anterior para formular los calculos.

P.2 Método cualitativo.
Comprobar que el ensayo es valido.

A continuacién, un ejemplo de los célculos a realizar (datos
obtenidos siguiendo el paso de lectura descrito en la seccién M,
punto 9).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Calibrador 0 arbU/ml: 0.020 — 0.024 DO450nm
Valor medio: 0.022 DO450nm

Menor de 0.200 — Valido

Calibrador 10 arblU/ml: 0.250 — 0.270 DO450nm
Valor medio: 0.260 DO450nm

Mayor de CAL 1 + 0.100 — Valido

Calibrador 100 arbU/ml:
Mayor de 1.000 — Valido

2.045 DO450nm

La DO450nm/620-630nm del Calibrador
considera el cut-off (Co) del sistema.

La relacion entre los valores de DO450nm/620-630nm de las
muestras y los valores de DO450nm/620-630nm del Calibrador
10 arbU/ml (S/Co) permiten un estimado semicuantitativo de la
cantidad de IgM contenida en la muestra.

10 arbU/ml se

Q. INTERPRETACION DE LOS RESULTADOS.

Las muestras con una concentracién menor de 10 arbU/ml se
consideran negativas a IgM anti-VCA EBV.

Las muestras con una concentracion mayor de 10 arbU/ml se
consideran positivas a IgM anti-VCA EBV. El paciente
probablemente se encuentra en la fase aguda de la infeccién
(mononucleosis).

Los resultados de la prueba para la deteccion de IgM anti-VCA,
por si solos no son suficientes para establecer un diagnostico
efectivo. Es necesario combinarlos a la deteccion de IgG EBNA.
A continuacién se muestra un esquema con los marcadores
serologicos esenciales de la infeccion por Eptein-Barr
(Infectious Diseases Handbook, 3™ed. Lexi-Comp Inc., USA).
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VCA IgM | EBNA IgG Interpretacion
negativo negativo No historia de infeccién por EBV
positivo negativo Infeccién primaria aguda
negativo positivo Historia de infeccién previa
positivo positivo Reactivacion

Notas generales importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del supervisor del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erréneos.

3. El diagnéstico debe ser evaluado y comunicado al paciente
por un médico calificado.

R. PERFORMANCES.

La evaluacion del performance ha sido realizada en un centro
clinico externo utilizando paneles con muestras negativas y
positivas y un estuche comercial de referencia.

1. Limite de deteccion.

La Comunidad Europea no ha definido hasta el momento
ningun estandar internacional para la deteccion de anticuerpos
IgM contra el Antigeno de la Cépside del EBV.

Para garantizar una sensibilidad éptima al sistema, ha sido
preparado un Gold Standard Interno (IGS), derivado de un
paciente en fase aguda de mononucleosis.

2. Sensibilidad y especificidad Diagnésticas:

El analisis se basa sobre el metodo de "Captura IgM” y sobre
antigeno nativo VCA purificado por afinidad en grado de garantir
al ensayo la maxima sensibilidad e specificidad.

La sensibilidad diagnéstica ha sido estudiada en mas de 50
muestras, clasificadas como positivas mediante un estuche
europeo de referencia. Las muestras positivas provienen de
pacientes en la fase aguda de la mononucleosis.

La especificidad diagnodstica ha sido determinada utilizando
paneles con mas de 250 muestras negativas provenientes de
individuos sanos y donentes de sangre, clasificadas como
negativas segun el estuche de referencia. Lo mismo es valido
para las muestras potencialmente interferentes.

Se emplearon ademéas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos. No se ha observado falsa reactividad debida a los
métodos de tratamiento de muestras.

Las muestras congeladas han sido probadas para comprobar si
la congelacion interfiere con el procedimiento del ensayo. No se
ha observado interferencia a partir de muestras limpias y libres
de agregados.

La evaluacién del performance arrojé los siguientes valores:

Sensibilidad | > 98 %
Especificidad | > 98 %

3. Reproducibilidad:

Se realiz6 un estudio con 3 muestras, examinadas en 16
réplicas, en tres corridas separadas, se obtuvo un CV de 2 a
8%, en dependencia de las lecturas de DO450nm/620-630nm.
La variabilidad mostrada en las tablas no di6 como resultado
una clasificacion erronea de las muestras.

S. LIMITACIONES.

Los falsos positivos fueron estimados como menos del 2% de la
poblacion normal, debido mayormente a altos titulos de Factor
Reumatoide. El sistema de captura de IgM, aun cuando se ha
demostrado mas especifico que el sistema “sandwich”, puede
verse afectado por estas substancias interferentes.

Las muestras que luego de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos
resultados falsos positivos.

T. PRUEBA DE CONFIRMACION.

Se ejecuta esta prueba con el propdsito de garantizar a los
médicos la mayor precision del ensayo en la deteccién del EBV.
La misma debe realizarse a cada una de las muestras positivas,
antes de emitir un diagnéstico de infeccion primaria por EBV.

Proceder para la confirmacién como sigue:

1. Preparar el Complejo Antigeno/Conjugado segun se indica
en la seccién H.

2. Dejar vacio el pocillo Al para el blanco.

3. Dispensar el CAL 2 (10 arbU/ml) en las posiciones B1+C1.

4. Diluir la muestra positiva 1:101 y dispensarla en la posicién

D1+E1.

Incubar la tira 60 minutos a +37°C.

Luego del lavado el pocillo Al para el blanco queda vacio.

Dispensar 100 pl de Complejo Antigeno/Conjugado en los

pocillos B1+C1+D1.

8. Adicionar al pocillo E1 100 pl de Conjugado ( ).
Nota: Este material no contiene antigenos VCA, solo el

Nou

conjugado.
9. Incubar la tira 60 minutos a +37°C.
10. Adicionar, luego del lavado, 100 pl de

Cromoégeno/Substrato en todos los pocillos e incubar 20
minutos ar.t.

11. Dispensar 100ul de Acido Sulfirico en todos los pocillos
para detener la reaccién enzimatica, Medir la intensidad del
color con el lector, segiin se describe en la seccién 1.5,
utilizando un filtro de 450 nm (lectura) y otro de 620-630
nm (substraccion del fondo, obligatorio), calibrando el
instrumento con el pocillo Al (blanco).

La interpretaciéon de los resultados se realiza de la siguiente
forma:

1. Si la muestra en posicion D1 tiene un valor de
DO450nm/620-630nm menor del valor del CAL 2,
probablemente en el primer ensayo haya ocurrido un error
en el dispensado o alguna contaminacion. Debe repetirse el
Procedimiento del Ensayo, secciéon M.

2. Si la muestra en posicion D1 tiene un valor de
DO450nm/620-630nm mayor del valor del CAL 2, y en
posicién E1 el valor de DO450nm/620-630nm es todavia
mayor que el del CAL 2, la muestra se considera un falso
positivo. La reactividad de la muestra, en este caso, no
depende de la presencia especifica de antigenos VCA EBV,
por lo que probablemente ha ocurrido una reaccién cruzada
con la enzima conjugada.

3. Si la muestra en posicion D1 tiene un valor de
D0O450nm/620-630nm mayor del valor del CAL 2, y en
posicion E1 el valor de DO450nm es menor que el del CAL
2, se considera realmente positiva. La reactividad de la
muestra, en este caso se debe a la presencia especifica de
antigenos VCA EBV y no a reacciones cruzadas.

En la siguiente tabla se muestra la interpretacion de los
resultados:
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Pocillo DO450nm
D1 <CAL2 >CAL 2 >CAL2
El <CAL2 > CAL 2 <CAL?2
Interpretacion | Probl. de Falso Realmente
contam. positivo positivo
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1. HABHAYEHUE

1.1. HaGop pearentor Ackapuma-IgG-NIDA-
BECT (manee mo Tekcry — HaOOp) IpemHA3HAYEH
JUIST BBISBJIEHWS WMMYyHOrJIOOysimHOB KJacca G
K amtmreHam Ascaris lumbricoides B CBIBOPOTKe
(w1asme) KpoBH YeJI0BEKA METOIOM TBepIopasHoro
HUMMYHO(EepMEHTHOr0 aHaJI3a.

1.2. Beisasitenne mmMmyHOr 100y I1rHOB Kiaacca G
K amturenam Ascaris lumbricoides mosxer ObITH HC-
TI0JIB30BAHO JIJIsI TUATHOCTUKY aCKaPUI03a.

1.3. HaGop paccumran Ha IIpoBeIeHUE
96 ompemeseHH, BKJIIOYAS KOHTPOJIBHBIE 00pas-
IbI, JIOIIyCKaeTcss 12 HEe3aBUCHUMBIX IIOCTAHOBOK
o 8 aHAJIM30B KasK1as1, BKII0YAT KOHTPOJIH.

2. XAPAKTEPUCTUKA HABOPA
2.1. lIpuanun meroza

Mertoz omrpemesierust IgG k anTturenam Ascaris
lumbricoides tipencraBisier co00l TBepI0da3HBII
UMMYHOQEPMEHTHBIN aHAIN3, B X0/e KOTOPOTo IIPH
B3aUMOJIEMCTBUM HCCJIEIYEMBIX 00pa3IoB CHIBOPO-
TOK KPOBH B JIVHKAX CTPHUIIOB C UMMOOUIM30BAHHBI-
MU aHTUTEHAMU ACKAPHUJ] TIPOUCXOUT CBI3bIBAHUE
crrennpUIECKHX aHTUTEI U 00pa3oBaHNe KOMILIEK-
ca «aQHTUTEH-aHTHUTEJIO» Ha TIOBEPXHOCTHU JIYHOK.

[locme nobGaBmeHwss B JIYHKH IIJIaHIIETa
KOHBIOTATa IIPOMCXOIUT BKJIIOUEeHHE (PEepMeHT-
HOW MeTKM B MMMYHHBIM KOMILIeKC. Homruiekc
«aHTUTEeH-aHTUTEJIO-KOHBIOTAT» BBISABJISIOT IIBET-
HOI peakIeldl ¢ UCIOJb30BaAaHHEM cybcTpara
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MEePOKCUIA3bl — IIEPEKMCH BOJOPOIa U XPOMOTe-
Ha —TeTpaMeTHJIOeH3uANHA. VIHTEHCHBHOCTEOKpA-
IIMBAHUA IIPOIIOPIMOHAIILHA KOHIeHTpamuu 1gG
K amturenam Ascaris lumbricoides B aHamusupye-
MOM 00pasiie CHIBOPOTKH (ILJIa3MBbI) KPOBH.

2.2. Cocras HaGopa
B cocras Habopa BxosIT:

— IuTaHIIeT pa30opHBIA (12 BOCBMMJIYHOUYHBIX CTPUIIOB)
¢ IMMOOMJIM30BAHHBIMI HA BHYTPEHHEH IIOBEPXHOCTH
JIyHOK aHTHUTeHamu Ascaris lumbricoides, roTOBBIHA 1151
WCIIOJIb30BAHUS — 1 IIIT.;

— TIOJIOKUTEJILHBIA KOHTPOJILHEIN obpaser (K+) Ha ocHo-
Be MHAKTUBUPOBAHHOM CHIBOPOTKH KPOBHU YeJIOBEKA,
coflepsKaInii UMMYHOTJI00yIuHEL Kiaacca G k aHTHTe-
"aMm Ascaris lumbricoides, TOTOBBINM [IJIS MCIIOJIb30BA-
Hus — 1 duraxon (1,5 wur);

— OTPHIATEJIFHBIA KOHTPOJILHEIN o0paserr (K-) ma ocrose
MHAKTABUAPOBAHHON CHIBOPOTKH KPOBM YeJIOBEKa, He
CoIep KAl UMMYHOIJIOOYIMHEL Kiaacca G K aHTUre-
"HaMm Ascaris lumbricoides, TOTOBBIM [IJIs MCIIOJIb30BA-
Hus — 1 duaxon (2,5 vr);

— KOHBIOTAT MOHOKJIOHAJIBHBEIX aHTHTe] K 1gG uemoBeka
¢ TIEPOKCUIA30M XPEHa, TOTOBBIN JIJIsI UCII0JIb30BAHMS —
1 praxon (13 mur);

— 25-KpaTHbBI# KOHIEHTPAT grocdaTHO-coeBoro Oydep-
Horo pacreopa c¢ TBuHOM (DCB-TX25) — 1 daron
(28 mum);

— pAacTBOp [JIA MPEIBAPUTEILHOTO PA3BEeAeHUs CHIBOPO-
Tox (PIIPC) — 1 dpmaxon (10 mu);
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— pactBop 715 passenenus cbiBopotok (PPC) — 1 duraxon
(12 mm);
— pacrBop TerpaMermibensunuua (pacrsop TMB) —
1 praxon (13 mur);
— CTOI-peareHT, TOTOBBIA JJIS MCIOJIb30BaHUA — 1 dia-
koH (12 muT).
Habop momorHuTe IbHO KOMILIEKTYETCS:
— IUIEHKOH JJIS 3aKJIEMBAHUS ILIAHIIeTa — 2 IIIT.;
— BaHHOYKOH JJIA peareHTa — 2 IIT.;
— HaAKOHEUYHHKAMM IJIs muieTkn Ha 5—200 M — 16 1IT.
Ilo cormacoBammio ¢ morpedHTEIEM IOIIOJIHU-
TeJILHO ITOCTaBJIAETCS:
— IUIAHIIEeT IS IIPeJBAPHUTEILHOI0 PA3BEIeHUs HCCIIe-
IyeMBIX 00pas3moB — 1 IT.

3. AHAJIMTUMECKUE U QUATHOCTUYECKUE
XAPAKTEPUCTUKU

3.1. BoamosxeH mepekpect MMMYHOJIOTHYECKIX
pearimii mpu 3a00JI€BAHUSIX OIMCTOPX030M, TOKCO-
Kapo30M, TPUXUHEJJIe30M M 3IXMHOKOKKO30M, YTO
MOMKeT OBITH CBSA3aHO KaK C COBMECTHOM MHBAa3Hell,
Tak U C B3aMMOJIECTBUEM aHTUTEJI C TeTEPOJIOTHUY-
HBIM aHTUTEHOM 3a CYeT MMMYHOJIOTUYECKUX IIepe-
KPECTOB MEJKTy aHTUTE€HAMMU.

3.2. Cnenuduyueckas aKTUBHOCTb:
YyBCTBUTEJILHOCTh BBHISABJICHUS MMMYHOIJIOOY-
auHoB Kiacca G k apturenam Ascaris lumbricoides
— COOTBETCTBHE PE3YJIbTATOB KAYECTBEHHOIO BBI-
ABJIeHUS HA0OpOM MMMYyHOIJIOOyamHOB kKiacca G
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Kk amtureHam Ascaris lumbricoides TpeboBaHU-
sM craggaptHoi mnamenu mupemmpustus CIIIT
(per. No 05-2-216), atrrecroBaunoii OBTH
AO «Bexkrop-6ec» — cocrasisier 100%: cpemmme
apudmeTrniecKre 3HAYEHUS OIITHIECKOM TIJIOTHOCTH
JUIST KAKIION TTaphbl JIYHOK C ITOJIOKUTETBHBIMU ChI-
Boporkamu Nol—No8 Gosiblire 1160 paBHBI BeJIUYNHE
JMATHOCTUYECKOT0 3HAYEHUSI OITHYECKOM ILJIOTHO-
et (Ollny Nes = OTLy);

CITETTU(PIIHOCTD BBISIBJIEHUS UMMYHO-
rmobysimuoB  kitacca G K amTmreHam  Ascaris
lumbricoides — cooTBeTCTBHE pPE3YJIbBTATOB Kade-
CTBEHHOT'O BBISIBJIEHUS HaO0pPOM HMMYHOTJIOOYJIH-
HOB KJiacca G k amruremam Ascaris lumbricoides
TpebOBAHMAM CTAHIAPTHOMN ITaHE N MIPeIIpPUsITUS
CIIII (per. Ne 05-2-216), arrecroBamuoii OBTH
AO «Bexrop-Becr» — cocrasisier 100%: cpenmame
apudmeTnUecKre sHAYEHNS OIITHIECKOM TLJIOTHOCTH
JIJIST KasKI0M TapPBI JIYHOK C OTPHUIIATEIFHBIMU ChIBO-
porrkamu No9—No16 meHbIme 100 paBHBI BEJIUINHE
JMMATHOCTUYECKOT0 3HAYEHUS OITHYECKOM ILJIOTHO-
cru, ymaO:ReHHOro Ha 0,85 (OIlNg Ne16< 0,85 x OIIL).

3.3. Turp crammapTHOro o6pasia IMIPeIIpPH-
arus COIT* (per. Ne 05-2-215) mosxeH OBITH He Me-
Hee 1:800.

4. MEPbI MPEOOCTOPOXHOCTHU
4.1. [ToTeHTMaIbHBIN PUCK ITPUMeHEeHUs HAa60-
pa — xnacce 26 (I'OCT P 51609-2000).
4.2. Bce koMITOHEHTHI HAOOPA SBJISIOTCS HETOK-
cuuabiME. CToIT-peareHT 00J1agaeT pasmpaskaroM
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netictrBueM. V30erath pasOpbI3TUBAHUSA W IIOIIAJIA-
HUSI Ha KOJKY U CJIM3UCThIe. B ciaydae mormagamus
pacTBopa CTOI-peareHTa HA KOKY W CJIU3UCTHIE He-
00XOMMO IIPOMBITH MOPAKEHHBIA yYACTOK O00JIb-
UM KOJTMYECTBOM ITPOTOYHOM BOIBI.

4.3. Tlpu pabore ¢ wmcciaegyeMbIMH 00pasiia-
MU CJIeyeT COOJII0AaTh MepPHI IIPeIOCTOPOIKHOCTH,
IPUHATHIE TPU PaboTe ¢ MOTEHITNATBHO WHQEKITH-
oHHBIM MaTepuasioM. OCHOBHBIE ITpaBmUyIa PabOTHI
uasoskeHsl B «HCTpyKIMY 110 MepaM TpoduIak-
THUKW PACIPOCTpaHeHUs WHQPEKITMOHHBIX 3a00Je-
BAHMU IIpH paboTe B KJIMHUKO-TUATHOCTHUECKHUX
1a00paTopuAx JIe4eOHO-TTPOPUIAKTUIECKUX VU-
pesmenni», yreepskaerHHon Mwuusnpasom CCCP
17 dpeBpasst 1991 r. ¥ B METOTUYECKHUX YKA3AHUU
MVY-287-113-00 («MeToguueckue ykasaHUSA II0
Je3NHQEKITNH, TPeICTePUINIATINOHHON OYHUCTKE
W CTEePUJIM3AIINN M3IeJINH MeTUITMHCKOTO HAas3Ha-
YEHUS», YTB. JEapTaMEHTOM TOCCAHAIIMIHAI30PA
Munusnpasa PO or 30.12.1998 r).

4.4. Tlpu pabore ¢ Habopom ciiemyer Haje-
BATh OIHOPA30BBIEe PE3WHOBBIE HJIM IIJIACTHKOBBIE
epyaTKu, TaK KaK HCcaeayeMble 00pasIibl CHIBO-
POTKM KpPOBM UYEJIOBEKA CJIEyeT paccMaTpPUBATH
KaK IIOTEHIINAJIBbHO WH(MEKIIMOHHOIO, CIIOCOOHBIE
JIIUTEJIbHOE BpeMs COXPaHATh u nepenasats BUY,
BUPYCHI TeIIaTUTA WJIM BO30OYIHTEJIeH APYTUX WH-
derrrmit.

4.5. Xummyeckasi ocyqa 1 000pyIoBaHMe, KO-
TOpBIE UCIOJIB3YIOTCI B pabore ¢ HAOOPOM, JTOJISKHEI
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OBITH COOTBETCTBYIOIIM 00Pa30M IIPOMAPKHUPOBAHEI
¥ XPAHUTHCS OTIEJILHO.

4.6. Bampemiaercss TpWeM IIUIIH, HCIIOJIb-
30BaHHE KOCMETHUYECKHX CPEeICTB U KypeHue
B IIOMEIEHUAX, MMpPeIHa3HAUYeHHBIX IJIs pPabdoThI
¢ HabopaMmu.

4.7. Jna npesusHdermy IOoCyObl M MaTe-
pHAaJIOB, KOHTAKTHPOBABIINX C MCCJIEIYEMBIMU
M KOHTPOJILHBEIMK 00pas3liaMu, PeKOMEeHIyeM FKC-
0JIb30BATh JEe3UH(PUIMPYIOIIE CpelcTBa, He
OKAa3bIBAIOIME HEraTUBHOIO BO3JAEeUCTBUSA Ha
kavectBo MDA, He comepskalme aKTUBHBINA KHC-
JIOPOS M XJIOP, HAOpuMep, KOMOMHHPOBAHHEIE
cpencrBa Ha ocHoBe YAC, cIIMpTOB, TPETUUHBIX
aMuHOB. Mcmonb3oBaHne Ie3MHQUIIMPYIOLIUX
CpeICcTB, COHEPsKAIMNX AKTUBHBIA  KHCJIOPO.
u xyop (H9Og, meoxsop, XJiOpaMuH), IIPUBOIUT
K Cepbe3HOMY MCKAMKEHUIO Pe3yJIbTATOB.

5. O6OPYOOBAHUE U MATEPUAIbI,
HEOBXOOUMBbIE NMPU PABOTE C HABOPOM:

— crekTpod)OTOMETpP BEPTUKATIBLHOTO CKAHUPOBAHUS, II0-
3BOJIAIONIUY IIPOBOIUTH M3MEPEeHUsT OIITUIEeCKON ILJIOT-
HOCTU PACTBOPOB B JIYHKAX CTPHUIIOB ITPW OCHOBHOI
JuTrHE BOJTHBL 450 HM ¥ JJTMHE BOJIHBI CDABHEHUS B JTHU-
anasoHe 620—650 HM; JomycKaeTcss U3MepeHre TOJIBKO
Ipu JuIuHe BOJIHBI 450 HM;

— TEepMOCTAT, IOIeP/KUBAOIINNA TemirepaTypy 37+1°C;

— IIPOMBIBOYHOE YCTPOMCTBO JJIs IIJIAHIIIETOB;

— XOJIOOUIBLHUK OBITOBOI;
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— MHUIETKH II0JyaBTOMATHYECKHE OJHOKAHAJIBHBIE CO
CMEHHBIMHM HAKOHEYHUKAMH, II03BOJIAIOIIE OTOUpATh
00BeMEBI skuIKoCTH 0T 5 10 5000 MKIT;

— MOHUIeTKH II0JIyaBTOMATHYECKHe  MHOTOKAHAJIbHBIE
CO CMEHHBIMHM HAKOHEYHHKAMHU, II03BOJISIOIIAE OTOM-
paTth 00BeMEI skHUIKOCcTel oT 5 10 300 MKJT;

— TepYaTKU Pe3UHOBBIE XUPYPTUIECKUE;

— Oymara ¢ribTpoBasibHas J1a00paTOpHAST;

— (pJIAKOHEI CTEKJIAHHBIE BMECTUMOCTBIO 10—15 Mut;

— IMJIMHIP MEPHBIH 2-T0 KJIacca TOYHOCTH BMECTHIMOCTHIO
1000 mu;

— xros0a BMectuMocTbio 1000 wut;

— BOJA JUCTHJLIINPOBAHHAST;

—  Ne3uH(QUIIMPYIOIIUNA PACTBOP.

6. AHAITUBNPYEMbIE OBPA3LbI

6.1. Jlyia mpoBemeHHs aHAJMH3Aa HE CJIEAYeT
HCIOJIF30BATh T€MOJIM3UPOBAHHYI0, MYTHYIO CBIBO-
POTKY KPOBH.

6.2. OOpasubl CHIBOPOTKKA (IJIA3MBI) KPO-
BU MOYKHO XPAHWUTH IIpU Temiiepatype oT 2 mo 8°C
He 0osiee 5 CYyTOK IIPU YCJIOBUM OTCYTCTBUS MHUKPOO-
HOM KOHTAMWHAIIAY WJIN TIPU TEMIIEPATypPe MUHYC
20°C (u Huzxe) He Oostee 3 Mec.

Crenyer n3beraThb MHOTOKPATHOTO 3aMOP K-
BaHUA / OTTAUBAHUS, TAK KAK 9TO MOYKET IIPUBECTH
K II0JIyYeHHI0 HeIPaBUJILHBIX pe3yabraToB. Ilocite
pPasMOpakUBAHUSA 00PA3IBI CJIEMyeT TIIATeJIbLHO
mepeMeInarTh.

6.3. OOpasubl CHIBOPOTOK (ILJIA3MEI) KpO-
BU, COIEpsKaIllie O0CaI0K, HEeOOXOIMMO OYHCTHUTh
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neurpudyrosanuem mapu 5000—-10000 ob6/MuH B Te-
yeHHe 5 MUH IIpu Temmeparype or 18 mo 25°C.

7. TIPOBEOEHUE AHAJIU3A
NoAroTOBKA PEATEHTOB
7.1. Ilepen paboroii m3BJeuYL HAOOP M3 XO-
JIOMUJIBHUKA, BCKPBHITHL YIIAKOBKY ¥ BBIIEPsKAThH
BCe KOMIIOHEHTHI IIpu TemriepaTtype ot 18 mo 25°C
He MeHee 1 4.

7.2. IlogroroBka mjaaHmoiera
BCKpBITH IIakeT BBINIE 3aMKA M YCTAHOBHUTH
Ha paMKy HeoOXOIMMEIe I IIPOBEIeHU aHAIN3a
KOJIMYECTBO CTPHIOB. VICIIOMB30BAThL B TeueHME 1 4
nocsie ycraHoBkn. OcTaBIimecs HEUCIIOIb30BAHHEI-
MM CTPHIIEI HEMEJICHHO IIOMECTATHh BHOBb B IIAKET
C BJIATOIIOTJIOTHATEJIEM, YOAJIWATH M3 HEro BO3OyX
¥ IIJIOTHO 3aKPHITh 3aMOK.
Xpanumov npu memnepamype om 2 0o 8°C
8 meueHue 8ce20 CPOKa 200HOCMU HAbopa.

7.3. Ilpuroros/ieHue IPOMBIBOYHOIO PaACTBOpPa

Brectu B MepHBIH ITMIMHADP HEOOXOIMMOE KO-
muaectBo OCB-TX25 1 106aBUTH COOTBETCTBYIOIIEE
KOJIMYECTBO UCTUJIIMPOBAHHON BOnbl. Ilpu BEI-
MaJIeHUN 0CaJIKa COJIeH B KOHIIEHTpAaTe HeoOXOTH-
MO IIporpeTth ero mpu Temieparype ot 30 mo 40°C
JI0 TIOJTHOTO PACTBOPEHUS OCAJIKA.

B Tabsmiie mpuBemen pacxom peareHTOB B 3a-
BHUCHUMOCTHU OT YMCJIA HUCIIOJIb3YEMBIX CTPHUIIOR.
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IlpuzomosiennvLli NPOMbLEBOUHBLIL  PACMEOD
MOMNCHO XpaHUmMb npu memnepamype om 2 do 8°C
He boJiee 5 cymok.

7.4. Ilogroroska nmoso:xurensaoro (K+)
u orpunare;bHoro (K7) kouTpoasubix
o0pa3os

KouTposbHBIE 00pa3IThbl TOTOBBI K HCITOJIB30BA-
HUIO ¥ He TPeOYIOT JOMOJIHUTEILHOIO Pa3BeqeHu .

Tonoocumenvrblli 4 OMPULAMESILHBII KOH-
mposibHble 06PA3UbL NOCTIe NePB8020 BCKPbLMUSL (D1~
KOHO8 MOXNCHO XPAHUMb NPU memnepamype om 2
00 8°C 8 meueHrue 8ce2o cpoxa 200HOCMU.

7.5. IlpenBapuresnbHOe pa3BeneHue
HCCJIeyeMbIX 00pa3mnos

B nynkwu niammniera st mpeIBapUTEIHHOTO
pasBemeHus o6pas3mos BHecTH 110 90 MKJI pacTBoO-
pa [JIs IpeaBapUTEIbHOT0 PA3BEIEHUS CHIBO-
poror (PIIPC) u mob6aBurh mo 10 MKJ IIeJILHOIO
o0pasia ChIBOPOTKM (IIJ1a3MbI) KPOBH, TIIATENb-
HO mepememniath. l[lpuw pasBegeHWU CBIBOPOTKHU
KPACHBIH TIBET JOJI?KeH M3MEHUTHCS Ha KeJITHIH.
Ecnu mameneHus 1BeTa He IIPOM3OIIIO0, AHAJUS
0o0paara CBIBOPOTKY MOKET aTh HeNpPaBUJIbHBIN
pe3yabTar.

IIpedsapumenvro paszeederHbie uccaedyeMble
00pa3ubl MONCHO XPAHUML NPU Mmemnepamype
om 18 0o 25°C we 6ostee 3 u.
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Tabaumna pacxoga KOMIIOHEHTOB HAOOPAa pPeareHToB

Kon-Bo MpoMbIBOYHBIN pacTBOp

verone- | Kowwiorar, | PGUEY o0 T Byorn

CTpuros mn KOHLLS;TpaT, Bc'ﬁa,
1 1,0 1,0 2,0 no 50
2 2,0 2,0 4,0 Ao 100
3 3,0 3,0 6,0 ao 150
4 4,0 4,0 8,0 no 200
5 5,0 5,0 10,0 Ao 250
6 6,0 6,0 12,0 no 300
7 7,0 7,0 14,0 Ao 350
8 8,0 8,0 16,0 Ao 400
9 9,0 9,0 18,0 no 450
10 10,0 10,0 20,0 Ao 500
1 11,0 11,0 22,0 no 550
12 12,0 12,0 24,0 no 600

7.6. IlonroroBka KOHBIOraTa

Heobxommmoe KoOIMYECTBO KOHBIOrATa OTO-
OpaTh B CTEKJISHHBIN (DIIAKOH MJIM B ILJIACTHKOBYIO
BAHHOYKY JIJIS peareHTa.

Ocragsrmtics mocite mposeaenus VDA pactsop
KOHBIOraTa yTHJIM3UPOBATHL (HE CIMBATHL BO (pjia-
KOH C MCXOOHBIM KOH'BIOraTom!).

Konwiocam nocsie nepso2o 8ckpbimus hJiako-
108 xparumy npu memnepamype om 2 0o 8°C 8 me-
YeHue 8ce20 CPOKA 200HOCU.
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B Ta6JII/IILe IIpUBEJEH pacxod peareHToB B 3a-
BHCHMOCTH OT KOJIMYECTBA MCIIOJIb3YEeMbIX CTPHIIOB.

7.7. IllogroroBka pacreopa
TeTpaMeTHUJIOCH3UMHA

Pacmeop TMBE 20mos K ucnoJsib308aHUIO.

Heobxomumoe konmdectBo pactsopa TMB oto-
OpaThb B CTEKJISTHHBIN (DJIAKOH MJIM B ILJIACTHKOBYIO
BAHHOYKY JJISI peareHTa IOMECTUTDb B 3alllHMIIEHHOe
OT CBETa MECTO.

Ocrasmmiics mocse nposegenus DA pacrsop
TeTPAMETUJIOCH3UINHA YTUJIN3UPOBATh (HE CJIU-
BaTh BO )J1aKOH ¢ ucxoqHbIM pactsopom TMB!).

Pacmeop TMBE nocsie nepgo2o 8Ckpuimus ¢oJia-
KOHO8 MOX}CHO XPAHUMb NPU memnepamype om 2
00 8°C 6 meueHue 6ce20 cpoxa 200HOCMU.

B Tabsmmie mpuBemeH pacxoj peareHTta B 3a-
BUCHMOCTH OT KOJIMUECTBA WCIIOIb3YEeMBIX CTPUIIOB.

7.8. CroI-peareHT roroB K MCIIOJIb30BAHUIO.

NMPOBEOEHUE DA
7.9. Buecenue o0pa3smnos

B nyuky A-1 BHectrt 100 MKJI TIOJTOKUTEITHHO-
ro xoHTpobHOT0 obpasua (K1). B myuxu B-1 u C-1
BHecTH 10 100 MKJI OTPHUIIATEIFHOTO KOHTPOJIHHOTO
obpaaria (K).

Bocransubie tyuku BHectu 110 90 MKJI pacTBo-
pa misa passegenus celBopoTok (PPC) u mo 10 mxix
OpeaBapUTeJIbHO PAa3BEIeHHBIX  HCCJIEyeMBbIX
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00pasIoB CHIBOPOTEM (ILIa3Mbl) KpoBu (cM 1. 7.5.),
TepeMeraTh MUIeTHPOBAHUEM.

Pacmeop ons paszsederus coieopomok nepeo
ynompeobneruem 6CmpaxHyms!

7.10. OnpeesieHre TUTPA UCCIIELY EMbBIX
o0pa3roB

Brecernue uccieqyemMbIx CBIBOPOTOK JIJIS OIIpe-
JIeJIeHUsI TUTPA TIPOM3BECTU B CEMU II0CJIEI0OBATE -
HBIX JIBYKPATHBIX pa3BeleHuAX B mHTepBaJte ot 1:100
110 1:12800. B sryHEKH ropr30HTAIBHOTO psia A BHECTH
mo 180 M PPC u mo 20 MKJI mpeaBapuTeIbHO pas-
BEIEHHBIX HCCJIEIyEeMbIX 00Pa3lioB CHIBOPOTKH (ILJIa3-
MbI) KpoBU (cm 1. 7.5.). B nyaru psmor B-H BHectn
o 100 mrst PPC. Kaskaerit obpaser; TuTpoBaTh, repe-
HOCcst o 100 MKJI pacTBopa M3 JIYHOK ITPEJIBIIYIIETO
psifa B ayHEM mocieaytoriero ot A mo H, timaressHo
mepemernuBas muneTupoBanueM. [locie pacTuTpos-
KU M3 KaUKI0U JIyHKHU TmocsiemHero psaga H ymamurs
B COCY/I C AesuHpuIrpyomm pactsopom 1o 100 MK
pactBopa, ocTaBysas B JiyHKaX 1m0 100 MKJI.

Brecenue 06pasu08 Heobxo0umo npouseooums
bvicmpo, 8 meuerue spemeru He 6osiee 10 MuH.

7.11. Ilnanmrer 3akJIenTh TIEHKOM U UHKYOH-
poBaTh B TepmocTaTe B TeueHue 30 MUH IIpU TEMIIE-
parype (37+1)°C.

7.12. 1o okoHUaHNY UHKYOAITUN CHSTD JIUITKYTO
IUIEHKY W YIAJIUTHb B COCYH C JEe3MHMUIIIPYIOIIIM
pacteopom. CojepskuMoe JIYHOK YIAJIUTh OTCACHI-
BaHHEM B COCY[I C JE3UHMUITUPYIOIIUM PacTBOPOM
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W IPOMBITH, J00aBJIsIsI BO Bce JyHEH mo 400 MK
IIPOMEBIBOYHOrO pacrtsopa (cm 11. 7.3.). IIporece mpo-
MBIBKH IIOBTOPHUTE elrle 4 pasda. O0Iee KOJIMIECTBO
OTMBIBOK paBHO 5. Bpems wexmy 3amosgHeHreM
U OIIOPOKHEHWEM JIYHOK JOJIPKHO OBITh He Me-
uee 30 cex. HeoOxommumo ciequTs 3a IIOJIHBIM OIIO-
POMKHEHMEM JIYHOK IIOCJIe KAYKI0r0 IIUKJIA OTMBIBKI.
3areM yIaJWTh OCTATKU SKUIKOCTA W3 JIYHOK, IIO-
CTYKHMBAs ILIAHIIIETOM B IIEPEBEPHYTOM IIOJIOMKEHII
0 (pHMJIBTPOBAJILHOI OyMmare.

7.13. Baectu Bo Bce nyHKu 110 100 MKJT KOHBIO-
rara.

Jlns enecenus KoHvl02AMa UCNOJIL30BAIND BAH-
HOUKY 018 peazeHma i 00HOPA308ble HAKOHEUHUKLU,
exodauue 8 cocmas Habopa.

7.14. Ilinanmrer 3akjaenTh IJIEHKOM U WHKYOH-
poBaTh B TepmocTaTe B TedeHue 30 MUH IIpU TEMIIe-
patype (37 + 1)°C.

7.15. Ilo oxoHUaHMM WHKYOAIIMK IIPOMBITH
TJIAHIIET KaK OIMCAaHO B 1I. 7.12.

7.16. Buectu Bo Bce siyrku 110 100 MKJI pacTBo-
pa TeTpaMeTHIOeH3UIUHA.

[lnaumer wHKYyOMpoBaTH B  3AIUIIEHHOM
OT CBeTa MecCTe B TeueHne 25 MHUH IpU TeMIlepaType
ot 18 mo 25°C.

Jlns sHecenus pacmeopa mempamemusibeH3uU-
OUHQ UCNOIL30BAMb BAHHOUKY OJIS Pea2eHma U 00HO-
PA308ble HAKOHEUHUKU, 8X00ULLLE 8 COCTNA8 HAOOPA.

7.17. Buectu Bo Bce JIVHKH C TOH K€ CKOPOCTHIO
U B TOU K€ IIOCJIeJ0BATEJIHHOCTUA, KAK W PaCTBOP
TMB, 1o 100 MKJI cTOII-peareHTa.
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8. PETUCTPALUA PE3YIIbTATOB

8.1. NsmepuTh BEJMUYMUHY OITHYECKON ILJIOT-
HOCTH PacTBOPOB B JIYHKAX Ha cIieKTpodoTromMerpe
BEPTUKAJIBHOTO CKAHUPOBAHUS B JIBYXBOJIHOBOM
peskume: ocHoBHOUM QuiabTp — 450 HM, pedeperc-
uneTp B muamnasone 620—655 um. Homyckaercsa ua-
MepeHue OIITUYECKON ILJIOTHOCTH HPU JJINHE BOJIHBI
450 um (BBIBeeHHE cIekTpodoTOMEeTpa Ha HYJIeBOI
YPOBEHB («OJIAHK») OCYILECTBJISATE II0 BO3AYXY).

Bpemst meskIy oCcTAHOBKON peakiiuu U M3Me-
peHUueM OITHUYECKOU TIJIOTHOCTU He JIOJKHO IIPEBHI-
maTthk 10 MuH.

9. YYET PE3YJIbTATOB PEAKLIUU

9.1. Paccumrarh cpenHme aprdMeTHUECKIe
3HAUYEHMUs OINTHYECKOM IIOTHOCTH B JIYHKAX C OT-
pHUIIATeILHBIM KOHTPOIbHEIM obpasiiom (OIL,K);
IS KAKJI0M Taphl JIYHOK, COMEP:KAIlUX 00pasIThl
HCCJIEYEeMBIX CHIBOPOTOK (IJIa3MbI) H  IIOCJIEO-
BaTeJbHBIE pAa3BEIEeHUS MCCIIEIYEMBIX CBIBOPO-
TOK (ILJIA3MBI) KPOBH.

9.2. Ha ocrHOoBaHWYM TOJIyYeHHBIX JTAHHBIX BBI-
YHCJIUTD JTUATHOCTHYECKOE 3SHAUYEHWE OITHYECKOM
morsocTH (OI1;) 1o dhopmyie:

Oon, = O, (K7) +0,25,
rae: OIl,, (K7) — cpenmee apudmermdyeckoe 3HaUeHHE
OIITUYECKOM IJIOTHOCTH B JIYHKAX C OTPUIIATEIHHBIM KOH-

TPOJIBHBIM 00pPAa3IloM, €. OIIT. IIJIOTH.
9.3. O1eHKa pPe3yIbTATOB:

16 D-3452



— 3HAYEHHE ONTHUYECKOM IIOTHOCTH B JIYHKAX
C IIOJIOSKUTEJIBHBIM KOHTPOJIBHBIM 00pAa3IioM JOJIHK-
HO OBITH He MeHee 0,80 ef1. OIIT. IIJIOTH.;

— cpejfHee 3HAYEHWE ONTHYECKOM ILJIOTHOCTH
B JIYHKaX C OTPHUIATEJIbHBIM KOHTPOJILHBIM 00paas-
IIOM JIOJIZKHO OBITH He Oosiee 0,25 e1. OIIT. ILJIOTH.

9.4. Tonmbko mpy COOJIIOIEHUM IIOJIOMKEHIMIA
. 9.3. MOKHO YYUTHIBATD PE3YJIHLTATHI, IIOJIYUEeHHBIE
JUISI aHAJIM3UPYEMBIX 00pas3IoB ChIBOPOTKM (ILIA3-
MBbI) KPOBH.

9.5. Peasynprar aHaiamsa CUYHATAIOT IIOJIOKH-
TenbHbIM, ecyiu Olls, > OIT,.

Peaynprarsl aHanmsa CYMTAOT OTPULIATEIb-
ubM, ecriu Oll,g, < 0,85 x Ol

Peaynprarel aHammsa CYNTAIOT COMHUTEIb-
aeivu, ecau OIL; > OIl 6, > 0,85 x OIL,,
rae: Oll,s, — onTHYeckas MI0THOCTh AHAJIU3UPYEMOTO 00-
pasiia B JIYHKE, eJI. OIIT. ILJIOTH.

[Ipu mosyyeHHMM COMHHMTEJIFHOIO pPe3yJibraTa
PEKOMEH/IyeTCs IIOBTOPHO, Yepes 2—4 HeelH, Ipo-
AHAJIM3UPOBATH BHOBb B3ATHINA 00pas3er] CBIBOPOTKHU
(m1a3Mbl) KpoBU YesoBeKa. KEcim onTtryeckast mior-
HOCTH BTOPOT'0O aHAaJIM3a CHOBA OyJeT B MHTEepBAaJIe OT
0,85 x OII, mo OII, — pesympTaT clexyeT cUuTaTh
OTPULIATEILHBIM.

9.6. Turp amamm3umpyemoro o0Opasiia ChIBO-
poTkM (IJIa3MBbI) KPOBUM — HAMOOJIbIIIee pa3BeIeHIe
aHAJIU3UPyeMOoro obpasiia, IIpu KOTOPOM ero OIITHU-
YecKasl IJIOTHOCTH OOJIbINle JIM00 paBHA BeJIUMYHHE
JMATHOCTUYECKOTO 3HAYEHWSI OITHYECKOM IIJIOTHO-
cru (OIlyg, > OIL,).
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10. YCNNOBUA XPAHEHUA U NMPUMEHEHUA HABOPA
10.1. TpamcmopTupoBanme HabOpa IOJKHO
npoBoauThCA mpu Temmeparype or 2 mgo 8°C. Jo-
IyCKAETCS TPAHCIIOPTUPOBAHUE IIPU TeMIlepaType
1o 25°C ue Gostee 10 cyt. 3amopaskmBaHe KOMIIO-

HEHTOB HA0Opa He I0IIyCKAeTC .

10.2. Xpanenue HaOOpa B yIAKOBKE IPEIIIPH-
ATUS-U3TOTOBUTEJNISA JOJIMKHO IIPOM3BOIUTHCS IIPH
temireparype ot 2 go 8°C. 3amopasknBaHue KOMIIO-
HEHTOB HA00Opa He IOILyCKaeTCs.

10.3. Cpor rommocTH Habopa peareHToB —
12 mecsIIeB co JTHS BBIITYCKA.

10.4. JIpoOHOe mcmosib3oBaHre HAbOpa MOKET
OBITH peaIn30BAaHO B TEUEHHE BCEr0 CPOKA T'OTHOCTH.

B cityuae gpobroro mucrosp3oBaHus Habopa:

— HEHNCIIOJIb3OBAHHBIE CTPHIIBI MOJKHO XPAaHUTH B ILJIOT-
HO 3aKpPBITOM IIaKeTe IIpU Temieparype or 2 mo 8°C
B TeUeHHe BCero CpoKa I'OJHOCTH;

— IIOJIOYKUTEJIBHBINA 1 OTpHLIaTeJH:HLIﬁ KOHTPOJIBHbBIE 00-
pasiel, koubioraT u pacrsop TMB mocie BckpwITHS
IIaKOHOB MOKHO XPaHUTH B IIJIOTHO 3AaKPBITHIX dhJIa-
KOHAaX Ipu Temieparype ot 2 10 8°C B TeueHUe BCEro
CpOKa T'OJHOCTH;

— 2b-kpaTHBIA KOHIEHTpAT ¢ocdaTHO-COIeBOro Oy-
depHOro pacrBopa ¢ TBMHOM, PACTBOP JJIs IIpeIBAa-
PUTEJIbHOI'O pas3BeleHUsd CBbIBOPOTOK, pacTBOp MOJIA
pasBegeHusda CbIBOPOTOK M CTOII-peareHT II0CJIe BCKPHI-
THS d)JIaKOHOB MOXHO XPAaHHUTh B IIJIOTHO 3aKPBITHIX
dbrarkonax mpu Temmeparype ot 2 mo 8°C B Teuenue
BCero Cpoxa IroTHOoCTH;
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— OPOMBIBOYHEIA PACTBOP MOMKHO XPAHUTH IIPU TeMIIe-
parype ot 2 mo 8°C He Gosee 5 CyTOK.

10.5. st monydeHUsT HANEKHBIX Pe3yJIbTa-
TOB HEOOXOJMMO CTPOTO€ COOJII0/IeHe WHCTPYKITHN
TI0 IPUMEHEeHUI0 Habopa.

10.6. ITpu mocraroBke MDA He1b3sT UCTIOJTH30-
BATh KOMIIOHEHTHI M3 HAOOpPOB PA3HBIX CEpUil WU
CMEIIUBATH WX IIPU IIPUTOTOBJIEHUH PACTBOPOB, KPO-
Me Hecmeruprueckux kKomioHeHToB (DCB-TX25,
CTOII-peareHT, PACTBOP s ITPEIBAPUTETHHOTO pas-
BeJEeHUST CBIBOPOTOK), KOTOpPHIE B3aMMO3aMeEHSIEMBI
BO Bcex Habopax AO «Bexrrop-Becm.

IIo Bompocam, kacalmuMCca KadecTBa Hadopa
«Ackapuna-IgG-UOA-BECT»,
cirenyer obopararsesa B AO «Bexrop-BECT»
0 aJpecy:
630559, HoBocubupcrast 00J1acTsb,
HoBocubupcrmuii paiion, . Konbmoso, a/a 121,
Tes. (383) 363-20-60, 227-75-43,
ten./daxc (383), 363-13-46, 363-35-55.
E-mail: vbobtk@vector-best.ru

OONONHUTENbHAA NH®OPMALUA
ONd NOTPEBUTENEN
Habop nipenrasuaven ass npod)ecCroHaIIBLHO-
ro IIPUMEHEHUs B KJIMHIYECKOM JIA00paTOPHOI qua-
THOCTHEKE 00yUYeHHBIM IIePCOHAJIOM.
TpeboBanusa 0e30IIACHOCTH K MEIUIIMHCKIIM
nadoparopusm npusenessl B 'OCT P 52905-2007.
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Bce pearenTsr HaGopoB, comepskaIiyue B CBOEM
COCTaBe MAaTEPHUAJIbl YeJIOBEYECKOTO ITPOMCXOMKIE-
HUsI, THAKTABUPOBAHEL.

Anturera ¥ BIUY-1,2 u Bupycy rematura C
u HBsAg orcyreryior.

He mpumensTs Habop peareHTOB 10 Ha3HaAYe-
HUIO TI0CJIe OKOHYAHUS CPOKA TOTHOCTH.

TpascmopTHpOBaHWE JIOJIFKHO ITPOBOIUTHCS
BCEMU BHUIaMU KPBITOT'O TPAHCIIOPTA B COOTBETCTBUU
¢ IpaBUJIAMH TIEPEBO3OK, IEHCTBYIOITUMH Ha TPAHC-
TIOpTe TAHHOTO BUIA.

IIpr muHaMudYeckoM HAOJIIOIEHHM IIAIIMEHTA
JIJIsI TIOJIYYEHUST Pe3yJIbTAaTOB, aIeKBATHO OTPAYKAT0-
MUX W3MeHeHue KoHreHTparun 1gG K aHTUreHam
Ascaris lumbricoides B KpoBH, HEOOXOIUMO HCIIOJIb-
30BaTh HAOOPHI PEareHTOB OJHOT0 HAWMEHOBAHUS
(OITHOTO TIPEATTPUATHSI-U3TOTOBUTEIS).

OGecneuenne 6e30MacCHOCTH IIEPCOHAIA
OO0palenne ¢ MaTepuaiaMi, KOHTAKTHPYIOIIMEI
C MCCITIETyeMBbIMU 00pasIamMu

Marepuasbl, KOHTAKTUPYIOIIME C KCCIIEIy-
eMBIMU  00pasiamMu, CJIeayeT [Ie3WHQUIMPOBATD
B COOTBETCTBMH II. 4.7. HACTOSIIEH WHCTPYKIUU
u corstacHo MY-287-113 «Meroguueckre yKazaHus
[0 Oe3UHQEeKINN, IPeICTePUIN3AI[NOHHON OUNCTEE
U CTEePUJIM3ALMN H3OEJIMA MEIHIIMHCKOr0 HAas3HAa-
vyeHus» (YyTB. JeIapTaMEeHTOM TIOCCAHAIIMIHAI30PpA
Munsnpasa PO or 30.12.1998).
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[TopsiIoK yTHUIM3ATIMY UITH YHUYTOMKEHUS
KOMITOHEHTOB Habopa

[Tpu ucriorb3oBaHmM HAOOPa 00PA3YIOTCS OTXO-
el kiaaccoB A, B u I, koropsle kiraccuduimpyores
¥ YHUUYTOKAKOTCS (YTHIU3UPYIOTCSI) B COOTBETCTBUU
¢ CamllmHom 2.1.7.2790-10 «CanurapHo-armse-
MUOJIOTHYECKHe TpeOOBaHUs K OOpaIleHHI C Me-
JUIMHCKAME oTxomamm». JlesuHderimo HAO00poB
peareHToB cieayer mpoBoguthb mo MY 287-113 «Me-
TOAMYECKUe YKA3aHUS M0 Je3WHQEKITNH, IpeIcTe-
PUIIM3AITMOHHON OYMCTKE U CTEPUITU3AITAN U3IeJTHH
MeIUIIMHCKOTO HA3HAYEHUSD.

2. OGecrieueHne MOJIyY€HUA ITPABUIIBHBIX
Pe3yIbTAaTOB aHAIN3a

JlocTtoBepHOCTF U BOCHPOU3BOAHUMOCTH
pPe3yJbTATOB aHaJIN3a 3aBHUCAT OT BBIMOJIHE-
HHUSA CJIeQYIOIUX OCHOBHBIX ITPABUJIL:

— wue upoBogure UDA B mprcyTCcTBUH IIapOB
KHCJIOT, IeJioueil, aJbJeTUJI0B WX IBLIH, KOTO-
pble MOTYT MEHSITh (pepMEHTATUBHYI aKTHBHOCTH
KOH'BIOTATOB,;

— (pepMeHTATUBHAS PEAKIIUS UyBCTBUTEIHHA
K OPUCYTCTBUIO MOHOB METAJLIOB, TIOITOMY HE I0-
IycKaiiTe KOHTAKTOB KAKUX-JIU00 METAJLINIECKUX
IpPeIMeTOB ¢ KOHbIoraTtoM u pacteopom TMbB;

— wusberaiiTe 3arps3HEHHUs KOMIIOHEHTOB Ha-
0opa MHUKPOOPTaHU3MAMU W XUMHUYECKUMH IIPH-
MeCsIMH, JIJIsT 9TOTO WCIIOJIB3yHUTe B paboTe UHMCTYIO
TOCY/Ty W YUCTBIE OJHOPA30BbIE HAKOHEUHUKU IJIS
KasKI0T0 peareHTa, KOHTPOJISA, 00pasIia;
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— paboume MTOBEPXHOCTH CTOJIOB, 000OpYIOBA-
Hus ciemyer obpabarbiBaTth 70% OTHUIIOBBIM CITHD-
TOM (He [IOIyCKAeTcs WCIIOJIb30BAHMe IIePEeKUCH
BOJIOPOJIA, XJIOPCOIEPIKAIIIAX PACTBOPORB);

— HHUKOTJA He WCIOJIB3YUTe OHY U TY K€ eM-
KOCTh JIJIsI KoHborata u pacteopa TMB;

— mepen orbopom pacrBopa TMB u3 durakona
HEeOOX0MMO IIPOTEPETH KOHYC MHUIETKM (BHYTpPEH-
HIOKO M BHEIITHIOK IOBEPXHOCTH) CHAYAJIA JUCTUILITH-
poBaHHOM BogoH, a 3aTtem 70% 3TUIIOBBIM CIIUPTOM,
Tak Kak MaJleiiiiee 3arpsidHeHre MHUITETOK KOHBIO-
raToM MOYKeT IIPUBECTH K KOHTAMHUHAIIUU BCETO CO-
IEPIKUMOTO (DIIAKOHA;

— ecaM [OIyIIeHA OIIHOKA IIPU BHECEHUH
aHaU3UPYEMBIX 00PA3I0B, HEJIb3sI, OTIOPOKHUB JTY
JIYHKY, BHOCUTh B Hee HOBBII 00paselr; Takas JIyHKa
Opakyercs.

KadecTBO mpOMBIBKM JIyHOK IUJIaHIIETA
UrpaeT BaKHYIO POJIb IJIsI MOJIy9€HUs Ipa-
BUJIBHBIX Pe3yJIbTATOB aHAJIN3a:

— Jlns acimpaliuy aHaIu3upPyeMBIX 00pas3Ios
¥ TIOCJTE Ty FOIEH TIPOMBIBKHM PEKOMEH/TYETCS UCITOJTh-
30BaTh aBTOMATHYECKOE HJIM PYYIHOE ITPOMBIBOYHOE
YCTPOMCTBO.

— He pomyckaiiTe BBICBIXAHWSI JIYHOK ILIAH-
mrera B IepepbiBe MeskIy 3aBepIleHreM ITPOMBIBKN
¥ BHECEHUEM PeareHTOB.

— JlobuBaiiTech mOJTHOTO 3ATIOJTHEHHS U OTI0-
POKHEHUS BCEX JIYHOK IJIAHITeTa B IIPOITecce mpo-
MBIBKH. HemocraTouHass acuupaiuss sKHIKOCTU
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B IIPOIIECCe IIPOMBIBKM MOKET IIPUBECTH K IIOHMKE-
HUIO YyBCTBUTEJILHOCTHU 1 CIEIU(PIUHOCTH AHAJII3A.

— Cuemure 3a COCTOSHMEM IIPOMBIBOYHOI'O
ycrpoiicrBa — peryJistpHo (1 pas B Hemeo) oopabaThl-
BalTe IMIJIAHTH U eMKOCTU 70% STHJIOBBIM CIIPTOM.

— Jlis1 mpemoTBpalle s 3aCOPEHMs UIJI IIPO-
MBIBOYHOI'O YCTPOMCTBA B KOHIIE pabodero qHs 00s-
3aTeJILHO BEHIIIOJIHUTE IIPOLEAYPY OIIOJIACKUBAHIS
CHCTEMBI IIONAYM KUIKOCTH IHCTUJIJIMPOBAHHON
BOJIOMH.

3. 'apanTuiineie 060a3arenbCTBA

[IpousBoguTesib TapaHTHPYET COOTBETCTBUE
BBIIIyCKAEMBIX HM3eJIMH TPeOOBAaHUSIM HOPMATHB-
HOU U TEXHUYECKOU JOKYMEHTAITU!.

BesomacHocTh 1 Ka4ECTBO M3/€JIUs TAPAHTHUPY-
IOTCA B TEUEHHE BCETO CPOKA TOTHOCTH.

[IpousBoguTesIb OTBEUAET 3a HEIOCTATKUA M3-
Jlenus, 3a WCKJIYeHWeM 1ed)eKTOB, BOSHUKIITUX
BCJIEICTBUE HAPYIIEHUS MTPABUJI II0JIb30BAHUS, YC-
JIOBUH TPAHCIIOPTHPOBAHUS U XPAHEHUS, JIN00 Jeii-
CTBUS TPETHUX JIUII, TUOO0 HEIIPEOTOTUMOM CHJIHI.

[TpomsBomuTens 00si3yeTcs 3a CBOM CUeT 3ame-
HUTH H3JeJIie, TeXHUYeCKrne U (PyHKITHOHAJIbHBIE
XapakTepucTUuku (IoTpeOUTeIbCKIe CBOMCTBA) KO-
TOPOTO HE COOTBETCTBYIOT HOPMATUBHOU U TEXHUYE-
CKOU JIOKYMEHTAITUU, eCJIU YKa3aHHbIE HEeJO0CTATKU
SIBUJINCH CJIEJCTBHEM CKPBITOTO JdedexTa mMaTtepua-
JIOB MJIA HEKAYEeCTBEHHOT'O W3TOTOBJIEHUS W3JIeJIUS
TIPOU3BOIUTEIIEM.
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4. OrneHka aHanu3a 1Mo Ko puirueuTy
MO3UTUBHOCTH

PesyspraTe ananmmsa MOMKHO OLIEHUTH IO KO-
appurmenty mosurumoctr (KII), paccumrbiBas
orromrerre OIl B siyHke ¢ 00pasIioMm marmeHTa OT-
sHocuTesibHO Ollyp (1. 9.2.).

B cnyuae neobxodumocmu oueHKU pe3ysibma-
mo8 no Kodh@uuuerRmy no3umiueHoCmy IPOBECTH
noBropHoe mamepenme OIl B pesxmme: 0CHOBHOM
bunsTp — 405 HEM, pedpepeHc-pUIbTP — B JUAaIIa30He
620—-655 um. Jlomyckaercss namepenue 6e3 MCIIOJIb-
3o0BaHuA pedepeHc-puabTpa.

Jliss pacuera koopdomIleHTa ITO3UTHBHOCTH
obpaartos, nmerorux Olly 50 < 3,5 o.e., UCIIOJIHL30BATE
dopmyry:

KM = OlMy50 o6p.
obp. =~~~
OMysop

roe OlIlys0 o5p. — OII 0Opasia, moryyeHHas B IBYXBOJI-
HOBOM pesknme 450/ 620-655 um (i TOIBKO ¢ (PHITh-
TpoM 450 mm).

Jlns pacuera koadppmIlMeHTa MOSUTHBHOCTH
obpastos, nmerorux Ol 50 > 3,5 o.e., ucmosrb3oBaTn
dopmyty:

Kogp, = 3,2 % OlM4o5 o6p.
OMys0 g
rae OlIlygs o5p. — OII 0Opasta, momydeHHAs B ABYXBOJI-
HoBOM pesknme 405/ 620-655 um (MM TOJIBKO ¢ (DUIIBT-
pom 405 HM).

H
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Peaynprar amanmnsa moJI0MKUTENBHBIN, €CIIU
Rl > 1, tme Kllog, — xoaddummenT mosurusHO-
CTH WICCJIeTyeMOT0 00pasIia.

Pesysnprar amanmsa oTpuniaTeSIbHBIN, €CIU
KH06p. <0,85.

Peaynprar aHanmsa COMHUTEIBHBIN, €CIIU
coorBercTByomee emy 3Hadenue Klly, momamaer
B mHTepBaJI ot 0,85 mo 1,0.

Pacuer KII  1emecoobpasHo  mpoOBOIUTH
JUTST OIIEHKY KOHITEHTPATINHN CHEeITM(PUIeCKUX aHTH-
TeJ B WCCJIEyEeMBIX 00pasiiax W Mpu HaOII0IeHUN
3a m3MeHeHuWeM KoHIeHTparmu 1gG K anTUreHam
Ascaris lumbricoides B TuHAMUKe B TTAPHBIX 00pas3-
I1aX CBIBOPOTOK.

5. Jluarnocruvyeckas 3HAYMMOCTD
MOJIy4Y€HHBIX Pe3yJIbTATOB

WNurepuperaruio pesysibratoB MOA amaimsa
MHPOBOJUT JIEUAIIMH Bpad C yIYETOM KIMHUUECKHX
MPU3HAKOB ¥ Pe3yJIbTaTa KOIIPOJOTUHM 00CIIey-
embrx Juil.  Cileyer ydYHMTBIBATH BO3MOKHOCTH
IIePEeKpecTa UMMYHOJIOTUYECKUX PEeaKIIMI IIpy 3a-
00JIEBAHMAX OIIMCTOPXO030M, TOKCOKAPO30M, TPH-
XUHEJJIE30M W 9XMHOKOKKO30M. JTO MOKET OBITH
CBS3aHO KaK C COBMECTHOM MHBa3Me, TaK U CO B3a-
MMOJIEICTBHEM AHTUTEJI C T€TEPOJIOTUYHBIM aHTH-
TeHOM 34 CYeT WMMYHOJIOTHYECKUX IIePeKPEeCTOB
MesKIy AaHTUTeHAMHU.
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6. Kparkas cxema nposenenus MDA
719 Ha0opa peareuToB
«Acrapuna-IgG-UGA-BECT»
Hcnonvsosams mosivko nocsie muwamesnbHoeo
03HAKOMJICHUA € UHCMPYKUuetl!

Buecru: o 100 mrx Kt u K=

mo 90 mra PPC u mo 10 muix
HpeIBAPUTEILHO PA3BEIeHHBIX
HCCIIETyEMBIX CHIBOPOTOK.

Nurkyouposars: 30 muH, 37°C.

IIpomMebITE: TIPOMBIBOYHBIM PACTBOPOM,
400 Mk, 5 pas.
Buecru: o 100 MKJT KOHBIOTATA.
Nuxyouposars: 30 mum, 37°C.
IIpombITE: IIPOMBIBOYHBIM PACTBOPOM,
400 Mk, 5 pas.
Buecru: mo 100 MKJT pacTBopa TeTpame-
TUJIOCH3UINHA.
Nurkyouposare: 25 muH, 18-25°C, B TeMmHOTE.
Buecru: 1o 100 MKJI cTOII-peareHra.
N3mepurs: OII mpu 450 um / pedepercHas

nIrHa BOJIHBI 620—655 HM.
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7. I'padpuaeckre cuMBOJIBI

Homep no katanory

MepguumHckoe
vagenve ans
[ONarHoCTUKM in vitro

<

Copepxumoro
[0CTaTo4HO

0N NpoBeaeHns
n-KonM4ecTBa TeCToB

He ctepunbHo

TemnepaTypHbIn

LOT
Kog naptumn /1/ [Mana3oH
[ata
d MarotoBuTens ﬂ N3OTOBNEHMS!
Ob6paTuTtecb
g Mcnonb3oBatb A0 ... UE] K MIHCTPYKLMM
No NPUMEHEHWI0
OcTopoXHo!
O6paTnTech yyyy-wm-op | data B doopmare
A K MIHCTpyKUmun vryvwm | [OA-Mecau-flexs

no NpUMeHeHun

[on-Mecsy,

Koucynsranumio crnenuasnucra mo padore ¢ Ha-
OOPOM MOIKHO IMOJIYYHUTh I10 TeJL: (383) 363-35-56.
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AKUMOHEPHOE OBLLIECTBO
«BEKTOP-BECT»

MexayHapogHbii ceptudmkat ISO 13485

Haw aagpec: 630117, HoBocnbupck-117, a/s 492
Ten./dakc: (383) 227-73-60 (MHOrokaHasnbHbIN)
Ten.: (383) 332-37-10, 332-37-58, 332-36-34,
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1. HASBHAYEHMUE

1.1. Habop pearenrtor Toxcorapa-IgG-NIDA-
BECT (manee mo texcry — Habop) IIpemHasHaAYeH
JIJIsI BBISIBJIGHUST MMMYHOTJIOOYJIMHOB Kyacca G K
aHTUTEeHAM TOKCOKAp B CBIBOPOTKe (IJIa3dmMe) KpOBU
YeJIOBEKA METOIOM TBepaodhadHOro MMMYyHOpep-
MEHTHOTO aHaJIn3a.

1.2. Beisasitenne mmMmyHOr 100y 1rHOB Kiaacca G
K aHTHI'€HAM TOKCOKApP MOKET OBITh HCIIOJIB30BAHO
JIJIST TUATHOCTUKY TOKCOKAPO3a.

1.3. Habop paccumran Ha rposefenre 96 orpe-
JIeJIeHU#, BRJIIOYAST KOHTPOJBbHBIE O0pAa3IThl, WU
12 He3aBUCUMBIX IIOCTAHOBOK II0 8 aHAJIU30B KaiK-
Jlasi, BRITI0YAsT KOHTPOJIH.

2. XAPAKTEPUCTUKA HABOPA
2.1. Ilpusnun meToma

Meron ompeneneHHss HMMYHOIJIOOYJIMHOB
kiaacca G K aHTUTeHaM TOKCOKAp IIPEICTABJISIET
coboit TBepaopasHBIi MMMYyHO(EpPMEHTHBIN aHa-
U3, B XOJe KOTOPOTO IIPM B3aWMOIEMCTBHUM WC-
cJIelyeMBIX 00Pas3IfoB CBIBOPOTOK (I1JIa3MBI) KPOBU
B JIYHKAX CTPHUIIOB ¢ MMMOOMJIM30BAHHLIMHU AHTH-
reHaMy TOKCOKAp IIPOMCXOLUT CBS3BIBAHIE CIIEII-
H(pUIECKUX AHTUTEJ W 00pas3oBaHKE KOMILIEKCA
«QHTUTEeH—AaHTHUTEJIO» HA IIOBEPXHOCTH JIyHOK. [lo-
cjie mo0aBJIeHWA B JIYVHKU ILJIaHIIETa KOHBIOTaTa
MOHOKJIOHAJIbHBIX auTuTes K 1gG uesmoBeka ¢ me-
POKCHIa30# XpeHa IIPOVICXOJIUT BKJIOUYEHHE dep-

MEHTHO! MeTKU B UMMYHHBIN KOMILJIEKC.
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Kommiieke  «aHTUTreH—aHTHATEI0—KOHBIOIaT»
BBISIBJIAIOT IIBETHOM pearIMed C MCII0JIb30Ba-
HHeM cybcTpaTa IIepPOKCHUIA3bl — IIEPEKHCH BO-
Iopola M XpOMOreHa — TeTpaMeTHJIOeH3UIUHA.
HMHETEeHCHBHOCTE OKpAIIMBAHUS IIPOHIOPIIMOHAIBHA
KoureHTparuu IgG K aHTUTEeHaM TOKCOKap B aHAa-
JIM3UPYEMOM 00pasiie CBIBOPOTKHY (IIJIa3MbI) KPOBH.

2.2. CocraB Habopa
B cocras mabopa Bxomar:

— 1wiaHnrer pa3dopHbii (12 BOCHMHUJIYHOYHBIX CTPUIIOB)
¢ UMMOOMJIM30BAHHBIMY HA BHYTPEHHEN ITIOBEPXHOCTHA
JIYHOK aHTUT€HAMU TOKCOKAP, TOTOBBIM JJIsI KCIIOJIb30-
BaHUA —1 mIT.;

— TOJORUTENBHBIH KOHTPOJBHEIN obpaser, (K1) ma oc-
HOBE WHAKTUBUPOBAHHON CBIBOPOTKMA KPOBH YeJIO-
BEeKa, COMEPIKAIINii UMMYHOTJIOOy IuHBI Kiaacca G &
AHTUTEHAM TOKCOKAp, TOTOBBIM IJIS WCIOJIb30BAHUS
— 1 draron (1,5 mu);

— OTpHIIATEJLHBIA KOHTPOJbHEIN oOpaser (K7) ma oc-
HOBE WHAKTUBUPOBAHHONW CBIBOPOTKH KPOBH YEJIOBE-
Ka, He COMepIKkallnii UMMYHOTJIOOyInHbl Kiaacca G &
aHTUTEHAM TOKCOKAP, TOTOBBIN I UCIIOJIb30BAHUS —
1 daxon (2,5 mi);

— KOHBIOraT MOHOKJIOHAJIBHBIX aHTUTeN K 1gG uesroBeka
¢ TIePOKCUIa30M XPEHA, TOTOBBIN JIJIST UCIIOJIb30BAHMS
— 1 duraxon (13 mu);

— 25-kpaTHBIN KOHIIEHTpAT (ocdaTHO-coIeBoro 0ydep-
"oro pacrBopa c¢ TBuHOM (DCB-TX25) — 1 duakon
(28 mu);
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— PacTBOP IS IIPEIBAPUTEIBHOI0 PA3BEIEHUS ChIBOPO-
ToK (PTIPC) — 1 draron (10 mu);
— pactBop ais passegenusi ceieoporok (PPC) — 1 duia-
KkoH (12 mu);
— pacrBop Terpameruiadensununa (pacrsop TMB), roro-
BBIH [IJISI MCIIOJIB30BaHUA — 1 dhirakon (13 mur);
— CTOII-peareHT, TOTOBBIN JJIS MCIIOJIB30BaHUsa — 1 dia-
koH (12 mu).
Hab6op mormmoHuTe IbHO KOMILIEKTYeTCS:
— IJIEHKOU I 3aKJIeMBAHUS ILJIAHIIeTa — 2 IIIT.;
— BaHHOYKOM JJIA peareHTa — 2 IIT.;
— HaKOHEUHHWKAMU JJid nuteTku Ha 5—200 M1 — 16 1T.
ITo corsacoBanwuio ¢ IOTpeOUTEIIEM JIOTIOJTHU-
TeJIbHO II0CTABJISIETCS:
— IJIQHIIeT [JIA IPeIBAPUTEILHON0 Pa3BeIeHns UCCIe-
JIyeMbIX 00pas3ios — 1 miT.

3. AHAIUTUYECKUE U AUATHOCTUYECKUE
XAPAKTEPUCTUKHU

3.1. BosmokeH IepeKpecT HMMYHOJIOTHYE-
CKHX peakIuii Impu 3a00JIeBAHUSAX OIIUCTOPXO30M,
TPUXVUHEJJIE30M U 9XUHOKOKKO30M, YTO MOJKET
OBITH CBSI3AHO KAK C COBMECTHOM WHBA3Wel, Tak U
CO B3aWMMOJIEMCTBUEM AHTHUTEN C TeTePOJIOTHUHBIM
AHTHUTEHOM 3a CUeT MMMYHOJIOTHYECKUX MepeKpe-
CTOB MEJKJIy AHTUT€HAMU.

3.2. Crrerudmaeckast aKTUBHOCTD.

YyBCTBUTEIBHOCTh BBIABJIEHUS HMMYHOIJIO-
OynmHOB KJiacca G kK aHTUTEeHAaM TOKCOKAap — COOT-
BETCTBHUE PE3yJIbTATOB KAYECTBEHHOI'O BHISIBJICHUS
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Hab0pOM MMMyHOTJIOOY IMHOB Kjacca G K aHTHre-
HAM TOKCOKap TPeDOBAHUSIM CTAHIAPTHON MaHeu
mpemunpustus CIIIT (per. No 05-2-266), aTTecToBaH-
soit OBTK AO «Bexkrop-Bect™» — cocrasister 100%:
cpequme apudMeTHUeCKre 3HAYEHUS ONTHYECKOM
IJTIOTHOCTH IS KaKJO0M Hapbl JIYHOK C ITOJIOYKH-
TEeJIbHBIMU CBIBOPOTKAMU 0OJIbIlle JIOO pPaBHEBI Be-
JIMYMHE JTUATHOCTUYECKOTO 3HAYEHUS ONTHYECKOMN
TLJIOTHOCTH.

CrrermupaHOCTD BBISIBJIEHUS MMMYHOTJIO0YJIH -
HOB Kjacca G K aHTUTeHAM TOKCOKAP — COOTBETCTBHE
pe3yabTaTOB KAYECTBEHHOTO BBISBJICHUS HAOOpOM
MMMYHOTJIOOYJIMHOB Kiaacca G K aHTUTMeHAM TOKCO-
Kap TpebOBAHUSAM CTAHIAPTHON IMAHEJH TIPeIIpH-
sttust CITIT (per. Ne 05-2-266), arrecroBamtoit OBTH
AO «Bexrop-Becr» — cocrasister 100%: cpemmme
apudmeTrniecKre 3HAYEHUS OIITHIECKOM TIJIOTHOCTH
IJIST KasKI0M ITaphbl JIYHOK C OTPHIIATEILHBIMU ChI-
BOPOTKAMH MEHBIIE BEJIUYMHBI THATHOCTAYECKOTO
3HAYEHUS OITUYECKOMN TLJIOTHOCTH.

3.3. Turp crammapTHOro o0pasia MPeIIpH-
aruag COIIT (per. No 05-2-174) moiskeH OBITL He
MeHee 1:800.

3.4. JlmarmocTmyeckas UyBCTBUTEIBLHOCTD:
KJIMHUYECKUE VCCIeI0BAHUs, [IPOBEIEeHHbIE B JBYX
HE3aBUCUMBIX YUPEIKICHUAX HA 61 MOT0KUTETHLHBIX
00pasarax, B3ATBIX Y OOJIBHBIX C TIOATBEPIKIEHHBIM
TOKCOKApPO30M, IToka3aau 93% YyBCTBUTEJILHOCTH
(uaTepBas 86-98%, ¢ IOBEPUTEJILHOM BEPOSTHO-
creio 90%).
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3.5. JluarHoctuueckasi CHEIU(PUIHOCTD: KJIU-
HUYECKUe WCCJIeIOBAHMS, IIPOBEIEHHBIE B JBYX He-
3aBUCHMMBIX VYPEKIEHUAX Ha 63 OTpHUIIATeIHHBIX
obpasriax, B3ATBIX Yy [IOHOPOB, OTOOPAHHBIX CJIy-
YaUHBEIM 00pa3oM, W OOJIBHBIX C MHOM HO30JIOTHel
(aTommuecKkuii qepMaTUT, OPOHXHAIbHAS ACTMA, OITH-
CTOPX03, S03UHOMUINUS HESICHON OTHUOJIOTHH, acKa-
puo3) mokasanu 100% crermdudHoCTh (MHTEPBAT
95-100%, ¢ T0BepUTETHHOM BeposITHOCTEIO 90%).

4. MEPbl NPEAOCTOPOXHOCTH

4.1. TloreHIIMAIBHBIA PUCK IIPUMEHEHUS Ha-
6opa — ritace 20 ('OCT P 51609-2000).

4.2, Bce KOMIIOHEHTHI HAOOpa SBJISIOTCS He-
TokcumuubiMu. CTom-peareHT 00JIaaeT pasapaska-
oimuM gericrBueM. K3berath pas3OpbIsrUBAHUS U
ToTTaIaHus Ha KOKY U CJIu3ucThie. B ciydae moma-
JaHUS PACTBOPA CTOM-PeareHTa HA KOMKY M CIIM3H-
CThIe HEeOOXOJUMO IIPOMBITEH ITOPAYKEHHBINA YIACTOK
GOJIBIITIM KOJIMYECTBOM TPOTOYHOM BOJIHI.

4.3. IIpu pabGore ¢ wmccaemyeMbiMu 0Opasria-
MU cJIefyeT COOJIIIaTh MepPHhl IPEeI0CTOPOSKHOCTH,
IPUHSATHIE TPU PaboTe ¢ TOTEHITNATHHO WHQEKITH-
OHHBIM MaTepuasioM. OCHOBHBIE IIpPaBUIA PAOOTHI
uasoskeHsl B «HCTpyRIMEU 10 MepaM IpoduIaK-
TUKHU PaCIIPOCTPAHEHUsT WHQEKIIMOHHBIX 3a0oJie-
BaHUU TIpW paboTe B KJIMHUKO-TUATHOCTUYECKHX
1a00paTOPUAX JIeUeOHO-IIPOPUIAKTUICCKAX VY-
pesxaenui», yreep:kaennoit Mwunaagpasom CCCP
17 gauBapa 1991 r. ¥ B MeTOOMYECKUX YKa3aHUU
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MV-287-113 («MeTommueckre yKa3aHUs 110 Je3UH-
berimy, mpencTepUIN3aMOHHON OYMUCTKE M CTe-
PUIIH3AITAH U3IeIUH MeTUITTHCKOTO HAa3HAYESHUD»,
YTB. JIelapTaMeHTOM TroccaHsnugHamazopa MuHa-
apasa PO or 30.12.1998 r.).

4.4. Ilpu pabdore ¢ HabopoM cienyeT HaleBaTh
OTHOPA30BbIe PE3WHOBBIE HJIM ILJIACTHKOBBIE IIep-
YaTKU, TAK KaK HCCJIeyeMble 00Pas3Iilbl CBIBOPOTKH
(my1a3MBI) KPOBU YeJIOBEKA CJIeyeT paccMaTPpUBATh
KakK ITOTEHIIMAJbHO WHQEKIIHOHHOr0, CIIOCOOHBIE
JIJIUTEIbHOE BpeMsi COXPaHATh u mepegasats BUY,
BUPYCHI TeIIaTUTA WJIH JII0OH Ipyroi Bo30YIUTE b
BUPYCHBIX MH(EKIIHIA.

4.5. XuMuueckas mocyaa u 00opygoBaHue, Ko-
TOPBIE UCIOJIB3YIOTCS B paboTe ¢ HA00POM, TOJISKHBL
OBITH COOTBETCTBYIOIIMM 00pa3oM IIPOMApPKHPOBA-
HBI ¥ XPAHUTHCS OTJIEJIHHO.

4.6. 3ampernraerca IpueM IIUIILH, UCII0Ib30BAa-
HIe KOCMETHYECKHX CPElICTB U KypeHUe B IIOMelle-
HUAX, IIPpeJHa3HaAUYeHHBIX OJIS Pa0d0ThI ¢ HabopaMm.

4.7. J1nsa neauH@eKIuY I0Cy bl U MATEPUAJTIOB,
KOHTAKTHUPOBABIIHUX C UCCIETYEMBIMU U KOHTPOJIb-
HBIMU 00pas3iaMu, PEeKOMEHIIyeM MCII0JIh30BAThH
Ie3nHQUIUPYIOIIEe CPeICcTBa, He OKAa3bIBAIOIINe
HeraTUBHOIO Boa3nedcrBusa Ha kKaudectso DA, He
coliepsKalliie AKTUBHEBIM KHUCJIOPOI U XJIOP, HAIIPH-
Mep, KOMOMHHpPOBaHHbBIe cpencTBa Ha ocHoBe YAC,
CIIMPTOB, TPETUYHBIX aMuHOB. Vciiosib3oBauue me-
SUHMUITUPYIOIIUX CPEJCTB, COMEPIKAIINX AaKTHB-
HeI# Kucsopox u xJop (HyOg, meoxitop, xmopaMuH),
MPUBOIUT K CEPHE3HOMY MCKAKEHUI0 Pe3yJIbTaTOB.
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4.8. YTHIn3anun WId YHUYTOMKEHUEe, Te31H-
dex1mio HabOpOB peareHToB CJeayeT IPOBOIUTH B
cooreercTBuu ¢ Caullun 2.1.7.2790-10 «Cauurap-
HO-3IIMIeMHUOJIOTHYECKe TpeboBaHus K olOpalie-
HUIO ¢ MEOUIIMHCKUME oTxomamm» m MY-287-113
«MeToguduecKkue yra3aHUs 110 Te3UHPEeKIIUH, ITPe/T-
CTePHMJIN3AIIMOHHON OYMCTKE U CTEPMJIM3AllNN H3-
OeJINH MeIUITMHCKOI0 Ha3HAUYCHUI).

5. OBOPYOOBAHUE U MATEPUAIDI,
HEOBXOOUMBIE NPU PABOTE C HABOPOM:

— CIeKTPO(OTOMETP BEPTHUKAJBLHOTO CKAHMPOBAHUS,
MO3BOJIAIOIINMA ITPOBOJUTH H3MEPEHHS OITHYECKOM
IJIOTHOCTH PACTBOPOB B JIYHKAX CTPUIIOB IIPKU OCHOB-
HO¥ JIyTmHEe BOJIHBI 450 HM U JJIMHE BOJHBI CpABHEHUS
B auamna3oHe 620—655 HM; JomyckaeTcsa HU3MepeHUe
TOJIBKO IIPU JJTUHE BoJHBI 450 HM;

— TepMocCTaT, mojiepRuBanImi remaeparypy (37+1)°C;

— IIPOMBIBOYHOE YCTPOMCTBO JIJIS IIJIAHIIIETOB;

—  XOJIOJUJIBHUK OBITOBOIA;

— IHMIETKH  II0JIyaBTOMATHYECKHE  OJHOKAHAJILHBIE
C IIepeMEeHHBIM WJIM (PUKCUPOBAHHBEIM 00BEMOM CO
CMEHHBIMU HAKOHEYHUKAMU, [I03BOJISIOIIE OTOMPATD
00BeMBI SKHIKOCTH OT 5 10 5000 MKJT;

— MHUIIETKU MOJIyaBTOMATHUYECKHWE MHOTOKAHAJIBHBIE CO
CMEHHBIMY HAaKOHEYHUKAMU, IT03BOJISIONINE OTOMPATh
00BbeMBI sxuaKocTel oT 5 10 300 MKJI;

— IIepYaTKH PEe3UHOBBIE XUPYPrAYECKUe;

— Oymara uIbTpoBaJIbHAs JIA00PATOPHAS;

— rakonsr BMecTuMOocTh0 10—15 Mut;
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— IMJIWHIP MEPHBIA 2-T0 KJacca TOYHOCTH BMECTHMO-
cthio 1000 v,

— BOJIa IUCTUJLIUPOBAHHAST;

— JIe3UHQUIIUPYIONIHHA PACTBOP.

6. AHAITUSUPYEMbIE OBPA3LbI

6.1. Jlns mpoBeneHmMs aHain3a He CIEayeT
HCIOJIF30BATh T€MOJIU3UPOBAHHYI0, MYTHYIO CBIBO-
POTKY KPOBH.

6.2. O0pasisl CHIBOPOTKH (ILJIa3MBI) KPOBH JI0-
IIyCKAeTCsI XPAHUTD IIpH Temiieparype ot 2 mo 8°C
He Oojiee 5 CyT TIPU OTCYTCTBUH MUKPOOHOM KOH-
TaMWUHAIIUY WU OpU Temieparype muHyc 20°C
(u HmsKe) He OoJstee 6 Mec.

Cuenyer naberats MHOTOKPATHOTO 3aMOPAIKH-
BaHUs / OTTAWBAHUS, TAK KAK 9TO MOKET IIPUBECTH
K TIOJIYYeHUI0 HeTPaBUIBHBIX pedyabTaToB. locie
pasMopaskUBaHUs 00PA3ILI CJEIYET TINATEIHHO
mepeMernarh.

6.3. O0pasiBl CHIBOPOTOK (ILJIa3MBL) KPOBH, CO-
JepsKarre 0caoK, HeoOX0JUMO OYUCTUTD ITEHTPH-
dyruposarmem mpu 5000-10000 o6/MuH B TeueHme
5 muH 1pu Temrieparype ot 18 go 25°C.

7. MPOBEOEHUE AHATIU3A
NMOOroOTOBKA PEAFEHTOB
7.1. Tlepen pabotoit u3BiIeYs HAOOP M3 XOJIO-
IUJIBHUKA, BCKPBHITH YIIAKOBKY ¥ BBHIJIEPKATH BCe
KOMITOHEHTHI Habopa 1 00pasIlkl CHIBOPOTOK (T11a3-
MBI) KPOBH ITpH Temmeparype ot 18 mo 25°C B Teue-
HUe BpeMeHU He MeHee 60 MIH.
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7.2. IlogroroBka mianmoiera
BCKpBITI:; IIaKeT BBIIIIE 3aMKa WM YCTAHOBUTDH
HA paMKy HeoOXOIMMBbIe JJIST IIPOBEIeHUs aHaI3a
KOJIMYEeCTBO CTPHUIIOB. I/ICHOJIBSOBaTI) B TeueHue 1 9
nocye yeraHnoBKu. OcTaBInmecs HENCIIOIb30BAHHEI-
MM CTPHUIIBI HEMEOJIEHHO IIOMEeCTHUTh BHOBL B ITIAKeT
C BJIAQrOIIOTJIOTHUTEeJIEM, YOAJIUTh U3 HEr0 BO3OAYX N
IIJIOTHO 3aKPBITh 3aMOK.
Xpanums npu memnepamype om 2 0o 8°C @
meuenue 6ce20 cpoKa 200Hocmu Habopa.

7.3. Ilpurorossienre MpPOMBIBOYHOI0 PACTBOpPA

Buectu B MepHBIH ITUJIHHADP HEOOXOIUMOE KO-
nnaectBo OCB-TX25 u 106aBUTH COOTBETCTBYIOIIEE
KOJIMYECTBO AUCTUJLIMPOBaHHON Boxbl. [Ipu BhIIa-
JEeHnN OcaaKa CoJIel B KOHIIEHTpaTe HeoOXOIMMO
mporpeTsb ero mpu temieparype ot 30 mo 40°C mo
TIOJTHOTO PACTBOPEHUS 0CaJIKA.

B Tabsume 1 mpuBeieH pacxojl peareHToB B
3aBUCUMOCTH OT UMCJIA UCI0JIb3yEMBIX CTPUIIOB.

IIpueomosnienHvLli NPOMbLBOUHBLL PACTMBEOD
MOJCHO Xpanumbv npu memnepamype om 2 0o 8°C
He 6oJiee 5 cymok.

7.4. Ilonroroska monosxkurensaoro (K1) u
orpuniaresabHoro (K7) kouTpospHbIX 00pas3inos
KouTposbrbre 00pasifsl TOTOBHI K MCIIOJIB30BA-
HUIO ¥ He TPeOYIT JOII0JIHUTEILHOTO PA3BEICHMUA.
THonoocumenvhoiii u OMPULATNETILHBLL KOHIN-
PpoJibHbLe 00PA3LbL NOCTE NeP8020 8CKPbLMUSL (hia-
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KOHO8 MOMCHO XPAHUMb NPU memnepamype om 2
00 8°C 8 meuenue 8ce2o cpoKa 200HOCMU.

7.5. IlIlpenpapuresnpHoe pa3BeneHne
uccJeayeMbIx 00pas3os

B nysu ruraniera ay1s mpeIBapuTesbHOo pas-
BemeHusT 00pastoB BHecty o 90 MKJI pacTBopa IS
peaBapuTeIbHOr0 paseenenuss ceiBopoTok (PITPC)
¥ 100aBuTh 1m0 10 MKJI IIeJIBHOrO 00paslia CHIBOPOT-
Ky (IL1a3MbI) KPOBH, TINATEJIFHO IlepeMeriarsb. Ilpm
pPAa3BeIeHNN CHIBOPOTKHU KPACHBIN IIBET JIOJIKEH W3-
MEHWTBCA Ha KeJIThIA. Ecim maMeHeHUs IiBera He
IIPOM30IILIO, AHAJIM3 00pA3Ila CHBIBOPOTKU MOSKET JATh
HeNpaBUWIBHBIH pedyJibrat. [1pu passeneHn rrasMel
IBET PACTBOPA B JIYHKE MEHSIETCS He3HAYNTEIIHHO.

IIpedsapumenvro paszeedernvie uccsiedyembie
00pA3UbL MOHCHO XPAHUMDb NPU Memnepamype om
18 00 25°C He bosee 3 u.

7.6. IlogroroBka KoHBIOTATA
Konwsrocam 20mos Kk ucnojib308aHUIO.
Heobxogumoe KoJHMYeCTBO KOHBIOTATa OTO-

OpaTh B YMCTHIN (PJIAKOH WJIM B IJIACTUKOBYIO BaH-
HOYKY JJIs peareHra.

OcraBmniica mociie mposemenus MDA pac-
TBOP KOHBIOTATa YTUJIM3UPOBATH (He Ciuéambs 60
PhHILaKOH € UCXOOHBILM KOHBI02AMOM).

Konwsoeam nocnie nepso2o eckpvimus (haako-
HO8 xparumo npu memnepamype om 2 0o 8°C 8 me-
YeHue 8ce20 cpoKa 200HOCmu Habopa.
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Tabauma 1

Pacxon kommmoneHTOB HAGOpa peareHToOB

[MpOMbIBOYHBLIN pacTBO
mgﬁg- KoHwbtorar, PacTsop ° ° P
e R
CTPUNOB ”Mn par, M"}_I :
1 1,0 1,0 2,0 no 50
2 2,0 2,0 4,0 no 100
3 3,0 3,0 6,0 no 150
4 4,0 4,0 8,0 no 200
5 50 5,0 10,0 no 250
6 6,0 6,0 12,0 no 300
7 7,0 7,0 14,0 no 350
8 8,0 8,0 16,0 0o 400
9 9,0 9,0 18,0 0o 450
10 10,0 10,0 20,0 0o 500
11 11,0 11,0 22,0 0o 550
12 12,0 12,0 24,0 no 600

B Tabiuie 1 npuBemen pacxom peareHra B 3a-
BHCHUMOCTHA OT KOJIMYEeCTBa I/ICHO.TH)3yeMBIX CTpI/IHOB.

7.7. llogroroska pacreopa

TeTPaAMETUJIOCH3UaUHA
Pacmeop TMBE 20mos K ucnosib308aHUIO.

Heobxommmoe xommdaectso pacteopa TMB oTo6-
paTh B YMCTBHIN (PJIAKOH WM B ILJIACTUKOBYIO BAH-
HOYKY IJIdA peareHra U IIOMeCTUThb B 3alllUIIIeHHOEe OT
CBETa MEeCTO.
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Ocrasmumiics mociie mpoenenuss DA pacr-
BOpP TeTPaMeTHJIOEH3UIWHA YTUJIU3UPOBATH (He
caaueamsv 60 (hSIAKOH C UCXOOHBLM PACMEOPOM
TMB).

Pacmeop TMB nocsie nepgoeo sckpbimus gia-
KOHO08 MONCHO XPAHUMb NPU memnepamype om 2 00
8°C 8 meueHue ace2o cpora 200Hocmu HAb6OPQ.

B rabimie 1 mpuBemen pacxon peareHra B 3a-
BHCHMOCTH OT KOJIMYECTBA MCIIOJIb3YEeMBIX CTPHUIIOB.

WckmrounTh BO3melcTBHE MIPSMOr0 CBeTa Ha
pacTBOp TeTpaMeTUJIOeH3UINHA.

Buumanmue! /[na paboms: ¢ pacmeopom TMB
Heo6x00UMO UCNOSIB308AMb MOJIbKO 00HOPA308ble
narxoneurnurxu. Ilocyoy, npeonasnauernmyio 014 pac-
meopa TMB, nenv3s ommbieamyv ¢ npumeHeHueMm
CUHMEeMUYECKUX MOULUX CcPeicms, NOCKOJIbKY
oadice ux caedvt 8edym K HEKOHMPOJIUDYEMOMY
orucnenuto TME 6 xo0e pearkuuu. ITocsie pabomot
nocyoy onosiocHymbv 8000, npomovimd 70% smuio-
8bLM CRUPIMOM U MULATNESILHO OMMbLMb OUCIMUTL-
JIUPOBAHHOL 8000L.

7.8. CTOH-peaI‘eHT T'OTOB K HCIIOJIb3OBAHUIO.

NMPOBELEHUNE NDA
7.9. Buecenne o0pasiios.
B ayury A-1 Buectu 100 MKJI IIOJIOMKUTEIHHO-
ro KoHTposbHoro oopasua (K1), B ayuxu B-1 u C-1
BHecTd 10 100 MKJI OTPUIIATEJIHLHOTO KOHTPOJILHOTO
obpasma (K).
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B ocranbubre myskn Baectr 1o 90 MKJI pacTBopa
1utst passenerust cbiBopoTok (PPC) u o 10 mwJt mpest-
BAPUTEJIBHO PAa3BEIEHHEBIX HCCIIEIyEeMBIX 00pAa3IIoB
CHIBOPOTKM (ILTA3MBbI) KpoBH (CM II. 7.5), mepemernaTs
murerupoBaHueM. JIJIs ITOBBIIIEHUA JOCTOBEPHOCTH
pe3yIbTaToB, HCCJIeIyeMble 00pasIibl PEKOMEH TYEeTCs
AHAJM3UPOBATH B JIyOJIsSX, UCHOIb3YS IS KAMKIOTO
o0paaiia 110 ABe JIYHKH.

Pacmeop onsa paszsederus cot8opomok nepeo
ynompebneruem 8CmpaxHymy!

7.10. OmpenesieHne TUTPA HCCIIEAYEeMBIX 00-
pasIioB.

Jlia ompemesieHus TUTpa B BBIABJIEHHBIX IIO-
JIOKUTEILHBIX 00pasiiax B JIyHKH MOPHU30HTAJIHLHOIO
psna A saectu 1o 180 mrsr PPC u o 20 Mt mpes-
BAPUTEJIbHO PAa3BEIeHHBIX MCCJIeIyeMbIX 00pa3IioB
CBIBOPOTOK (IJIa3MBI) KpoBH (CM II. 7.5), mepemeInarb
nunetupoBanueM. B nyuku psmoB B-H Bmectn 1m0
100 mxn PPC. Kamneiii obpaselrr THTpoBaTh, Iepe-
Hocsa mo 100 MKJT pacTBopa M3 JIYHOK IIPEIbIIYIIETO
psIa B JIyHKH mociemayioiero o A mo H, riarenbuao
nepeMelnuBas nuneruposanuem. Ilocite pacturpos-
KU U3 KaKI0H1 JIyHKH ITocseaHero psaaa H yaaimurts B
COCYI C Te3UH(PUITUPYIONM pactBopoM mo 100 Mk
pacrBopa, octasiisasa B JyHKax 1mo 100 mxii. Taxkum
00pasoM, B BEPTHUKAJILHBIX PANAX IIOJIYyYAIOTCS IIO-
cJIeloBaTe/IbHEIE 2-KpaTHBIE Pa3BedeHUs KCCIIEy-
eMbIX 00pasios B maTepBase or 1:100 mo 1:12800.

Brecernue 06pasu08 Heobxo0umo npou3sooumo
bvicmpo, 8 meuerue epemenus He bosee 10 mum.
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7.11. [LmaHIeT 3aKI€UTh IJIEHKOM U UWHKYOU-
poBaTh B TepMocTaTe B TedeHre 30 MUH IIpU TeMIIe-
patype (37+1)°C.

7.12. Ilo oxoHYaHUM WHKYOAIIMH CHSATH JIKII-
KYyI0 TUIEHKY U TIOMECTUTD ee B COCY/I C JIe3UHQUITH-
pytoruM pactBopoMm. C IIOMOIIBIO ITPOMBIBOYHOTO
YCTPOICTBA MPOMBITE JIVHKH ILJIAHIIETa 5 pas mpo-
MBIBOYHBIM pacTBOpoM (1. 7.3), uepeaysi aCIIUpPalIIio
U HeMeJJIEHHOe 3aIl0JTHeHUe JIYHOK KasKI0ro CTPH-
na. B kamnayro syaky BHOCUTH He MeHee 400 MKI
SKUJTKOCTU B IIpOIlecce KaskJOoTo ITUKJIA IIPOMBIBKH.
Bpemsa meskmy samosiHeHEeM U OLIOPOKHEHUEM JIY-
HOK J0JIKHO OBITH He MeHee 30 cex. Heobxooumo
000u8amMbCA NOJIHO20 ONOPOHCHEHUS JIYHOK NOCJe
Kaxc0020 ux 3anonHeHus. 11o OokOHIAHUYM TPOMBIB-
KM OCTATKH BJIATH W3 JIYHOK TIIATEJIHFHO YIAJIUTh,
TIOCTYKUBAs TEPEBEPHYTHIM ILJIAHIITETOM 10 (DHITHT-
poBaJIbHOM Oymare.

7.13. Buectu Bo Bce myskH 110 100 MKJI KOHBIO-
rara.

Jlna eHnecenuss KoMmwvlo2ZAMA UCNOJIL30BAMD
B8AHHOUKY 0I5 peacerma U 00HOPA308ble HAKOHEY-
HUKU, 8xX00AULue 8 cocmas Habopa.

7.14. IlnaHIner 3aKIeUTh IJIEHKON 1 HHKYOH-
poBaTh B TepmocTaTte B TeueHre 30 MUH IPU TeMIIe-
parype (37+1)°C.

7.15. Tlo oxoHYaHWM WHKyOAITUM ITPOMBITH
TJIaHINEeT KaK OIMCAaHOo B IT. 7.12.

7.16. Braectu Bo Bce syHKHu mo 100 MK pacrt-
BOpa TeTpaMeTUJIOeH3UIUHA.
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IInammer mHKyOMpPOBATH B 3AIUIIEHHOM OT
cBeTa MecCTe B TeueHUe 25 MHWH IIpU TeMIepaTrype
ot 18 1o 25°C.

Jlns eHeceHus pacmeopa mempamemusiber3u-
OUHQ UCNOTIL30BAMb BAHHOUKY OIS Pea2eHma 1 00HO-
PA308ble HAKOHEUHUK, 8X00sULLLE 8 COCIA8 HAOOPA.

7.17. BHecTu BO Bce JIyHKH C TOH K€ CKOPO-
CTBIO M B TOH K€ II0CJI€I0BATEJIFHOCTH, KaK 1 PaCT-
Bop TMB, mo 100 MK cTOII-peareHTa.

8. PETUCTPALMUA PE3YJIbTATOB

8.1. VamepuTh BEJHYMHY OIITUYECKOH ILJIOT-
HOCTH PacTBOPOB B JIYHKAX Ha CIeKTpodoToMeTpe
BEPTUKAJIBHOTO CKAHUPOBAHUS B JIBYXBOJHOBOM
pesxuMe: oCHOBHOM pmiabTp — 450 HM, pedeperc-
dmaeTp B quamasone 620—655 am. omyckaercs ua-
MepeHMe ONITHYECKON IIJIOTHOCTH IIPH JJIMHE BOJIHBI
450 uM (BBIBeIeHME CIIeKTpodoTOMeTpa Ha HyJIEBOH
YPOBEHB («OJIAHK») OCYIIECTBJIIATE II0 BO3LYXY).

Bpemst MeskIy oCTaHOBKOM peakIinul M W3Me-
peHreM OIITHYECKON IIJIOTHOCTH He JOJIMKHO IPEeBHI-
maThb 5 MUH.

9. YYET PE3YJIbTATOB PEAKLUU
9.1. Paccumrars cpemHume aprdMeTHUECKHe
3HAYEHUS OIITHYECKON ILJIOTHOCTH B JIYHKAX C OTPH-
ATeJIbHBIM KOHTPOJILHLIM 00pa3IioM, JJIS Kaskgoi
Haphl JIYHOK, COOEPKAIINX 00pasIibl HCCIEIYEeMbIX
CHIBOPOTOK (ILJIA3MBI) U II0CJIEI0BATEIbHBIE pa3Be-
JIEHUS WCCJIETYEeMBIX CBIBOPOTOK (I1J1a3MBbI) KPOBH.
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9.2. Ha ocHOBaHWM TOJIYY€HHBIX JAHHBIX BBI-
YHCIUTh JUATHOCTUYECKOE 3HAUEHWE OITUYIECKOM
miotHOCTH (Olljy) o dopmyre:

Org = Oy, (K7) +0,2,

rae OIl., (K7) — cpennee apudmerndeckoe 3HaueHHe
OIITHYECKOH IIJIOTHOCTH B JIYHKAX C OTPHUIIATEJIbHBEIM KOH-
TPOJIBHBIM o6pa3u0M, €eJl. OIIT. IIJIOTH.

9.3. OneHKa pe3yIbTaToB:

— cpeaHee 3HAYEHME ONTHYECKOM IILJIOTHOCTH
B JIVHKAX C OTPHUIATEIHHBIM KOHTPOJIBHBIM 00pas-
1IOM JIOJIKHO OBITEH He Oosree 0,25 e, OIIT. IJIOTH.;

— 3HaYeHHWe OITHYECKOHN IJIOTHOCTH B JIyHKE
C TIOJIOKUTEIbHBIM KOHTPOJIBHBIM 00pa3IOM JTOJIK-
HO OBITHL He MeHee 0,80 ef1. OIIT. ILJIOTH.

9.4. Tombko mpM COOJIOMEHUH IIOJIOMKEHUMA
m. 9.3 MOXKHO YYUTHIBATH PE3yJIbTAThI, ITOJIyYEH-
HbIE [JIs aHAJU3UPYEMBIX 00pPas3Il0oB CHIBOPOTKU
(y1a3MBI) KPOBU.

9.5. Peaysbrar aHa/m3a CUYUTAIOT IIOJIOKH-
teabHBIM, ecriu Oll g, > Ollyy.

Pesynbrarel aHanmsa cunTanT OTPUIIATEIIH-
HbIM, ecii Ollg, < OIlp,
rae: Ollyg, — cpemHee 3HAUEHME ONTUIECKOH IIJIOTHOCTH
aHaJIu3upyemoro o6pasua B JIYHKe, e/I. OIIT. IIJIOTH.

9.6. Turp amammsmpyemoro ooOpasiia CBIBO-
poTku (IJ1a3MbI) KPOBU — HAXOOJIbIIEE Pa3BeIeHIe
aHAJIU3UPyeMoro oopasiia, IIpu KOTOPOM €T0 OIITH-
YecKas ILIOTHOCTBH OOJIbIe JIOO paBHA BEJIMYMHE
TUATHOCTUYECKOr0 3HAYEHUSA OIITUYECKOM ILJIOTHO-
cru (Ollyg, > Ollyy).
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Jlrmarsos TOKCOKapo3 MOKET OBITH IIOCTABJIEH Y
0OJILHEBIX C TUTPOM AHTHUTEJI K aHTUI€HAM TOKCOKAp
1:800 u BrImIe U ¢ s03uHOPUIHEH Gostee 10%, u Tpu
HaJIMYUU XapaKTePHBIX KIMHUYECKUX IIPU3HAKOB.

I[Ipu turpax amrmren 1:100-1:400 m ypos-
He so3uHOpmInu 10 10% MOKHO IIPEIIoJI0KHTH
TJIa3HOM TOKCOKAP03 MJIN TOKCOKAPOHOCUTEJIHCTBO,
KOTOpOoe He 00s3aTeJbHO IIPUBOOUT K PA3BUTHIO
3aboseBaHusa. VcciemoBaume CHIBOPOTOK JIIOHEH C
OI03peHreM Ha TOKCOKAPOHOCHUTEJIBCTBO CJIEIYET
TOBTOPUTH Uepes 3 Mec.

10.YCNnoBuda XPAHEHUAUNPUMEHEHUA HABOPA

10.1. TpaucmoprupoBanme HaOOpa IOJIKHO
poBOAUTHCS Tpu Temieparype ot 2 mo 8°C. Jlorry-
CKAeTCsT TPAHCIIOPTUPOBAHKE IPU TEMIIEPATYPe 0
25°C me 6ostee 10 cyt. 3amopaskuBaHUe KOMIOHEH-
TOB Habopa He JOIIyCKaeTCs.

10.2. XpaHenwne Habopa B yIIAKOBKE IIPeIIPHU-
SITUSI-U3TOTOBUTEJIST JIOJIZKHO ITPOU3BOUTLCS TIPHU
temrmeparype ot 2 1o 8°C. 3amopasknBaHme KOMIIO-
HEHTOB Habopa He JI0IyCKaeTCs.

10.3. Cpor rommoctu Habopa peareHTOB —
12 Mmecs11eB €O JHS BBITIyCKA.

10.4. JIpobHoe mcmosib3oBaHMe HAO0pa MOKET
OBITh peaJIM30BAHO B TeUYEHWE BCEr0 CPOKA TOIHO-
ctu. B ciryuae qpobHOTO mMemosb3oBaHus Habopa:

— HEHCIIOJIb3OBAHHbIE CTPHUIIBI MOYKHO XPaHUTH B ILJIOT-
HO 3aKpBITOM ITaKeTe mpu Temmeparype ot 2 10 8°C B
TedeHHrne BCero Cpoxka roagHaoCcTu HaGopa;
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— IIOJIOYKUTEJIBHBIA 1 OTpI/IHaTeJ'IBHI)IIL/'I KOHTPOJIbHBIE 06-
paasiel, Koubiorar u pacrBop TMB mociie BeckpbITHS
(hIIaKOHOB MOKHO XPAHUTh B IJIOTHO 3aKPBITHIX (oJIa-
KoHax IIpu Temireparype ot 2 1o 8°C B TeueHUe BCero
CpOKa TOJHOCTH HAbOpa;

— 2b5-xpaTHBI KOHIEHTpAT ¢ocdaTHO-COJIeBOro Oy-
depHOro pacrBopa ¢ TBMHOM, PACTBOP JJIsI IIPEIBA-
PUTEJIBHOTO pPAa3BeIeHUs] CHIBOPOTOK, PACTBOP JIJIS
Pa3BeIeHUsA CHIBOPOTOK M CTOI-PEATEHT II0CJI€ BCKPBI-
s QPIIAKOHOB MOYKHO XPAHUTH B IIOTHO 3aKPBITHIX
dutakomax mpu temieparype or 2 g0 8°C B TeueHme
BCET0 CPOKA TOTHOCTH HAOODA,;

— IIPOMBIBOYHBIA PAcTBOP MOYKHO XPaHUTH IIPU TeMIIe-
parype ot 2 mo 8°C e Gosee 5 cyTOK.

10.5. Jlys mosrydyeHUsT HAOEKHBIX Pe3yJIbTa-

TOB HEOOXOJUMO CTPOroe COOJII0IeHrne NHCTPYKITUNA

[0 IIpUMEeHeHU0 Habopa.

10.6. ITpu mocranoBke MDA Hemb3a uCIoab30-

BaTh KOMIIOHEHTHI U3 HAOOPOB Pa3HBIX CEPUU WU

CMeIINBAaTh UX IIPU IPUTOTOBJIEHNUN PACTBOPOB, KPO-

Me wuecmermupmyueckux kKommoHeHToB (DCB-TX25,

CTOIT-peareHT, PACcTBOP JJIsS IIPeJBaPUTEIHLHOTO pas-

BEJIEHUS CBIBOPOTOK), KOTOPBHIE B3aMMO3aMEHSIEeMBI

BO Beex Habopax AO «Bekrop-Bec.

Henvzs ucnonvzosams peazenmot u3 Habopos
opyaux goupm-npoussooume.ietl.
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IIo Bompocam, kacamomuMcsa KadecTsa Hadopa
«Toxcorapa-IgG-UDA-BECT»,
cienyer obpamarbest B AO «Bexkrop-BECT»

II0 ajpecy:

630559, HoBocubupcras 001acTh,

Hosocubupckuii patioH,

u. Komsroso, a/a 121,

TeJ1. (383) 363-13-46,

E-mail: vbobtk@vector-best.ru
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OOMNOJIHUTEJNIbHAA NH®OPMALINA
ONs NOTPEBUTENEN

Habop mpemHasHaveHn i IIpodecCHOHAIb-
HOT'O IIPUMEHEHHUSI B KJIMHHUYECKON JIabopaTOpHOMI
IUATHOCTHUKE 00YUEHHBIM ITePCOHAIIOM.

TpeboBanuss 0e30IIACHOCTA K MEIUIIMHCKIM
naboparopusim puseners B 'OCT P 52905-2007.

Bce pearenTsr HabopoB, comepskalye B CBOEM
coCTaBe MAaTePHUAJIbl YeJIOBEUECKOTO ITPOUCXOMKIE-
HUSA, HHAKTABUPOBAHEI.

Anrturena k BUY-1,2 u Bupycy rematura C u
HBsAg orcyrerByior.

He npumensTs HaOOp peareHToB 110 Ha3HaYe-
HUIO TI0CJIe OKOHYAHUS CPOKA TOJHOCTH.

TpaHcIIOpTUpPOBAHNME HOJIMKHO IIPOBOLUTHCS
BCEMH BHUJAMM KPBITOIO TPAHCIOPTA B COOTBET-
CTBUU C IIPABUJIAMH TI€PEBO30K, TeMCTBYIOIIMMH Ha
TPAHCIIOPTE JAaHHOIO BUIA.

IIpn guHAaMHUYecKOM HAOIIOIEHUM IIAI[HEHTA
IIJISI TIOJIyUYeHUsI pe3yJIbTaTOB, aJeKBAaTHO OTpaka-
OIIUX W3MeHeHue KoHieHTpamuu 1gG & aHTure-
HAM TOKCOKap B KPOBHM, HEOOXOHUMO HCIIOJIb30BATD
Ha00OPBI peareHToB OTHOTO HAUMEHOBAHUS (0THOTO
IPeIIPUATHSI-U3TOTOBUTEJIS).

1. 'apauTuiinsie 06A3aTeIbCTBA
[IpousBoguTenb TrapaHTUPyeT COOTBETCTBUE
BBIIYCKAEMBIX H3eJIUN TPeOOBAHUAM HOPMATHB-
HOM ¥ TeXHUYECKOM! JOKYMEHTAITUN.
BesomacHocTs 1 KaUecTBO M3IeJIMSA TapaHTH-
PYIOTCS B TeUeHUe BCETO CPOKA TOIHOCTH.
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IIpomsBoguTesb oTBEUYAET 3a HEIOCTATKU HU3-
Jlenius, 3a WCKJIYeHWeM 1e)eKTOB, BO3IHUKIIUX
BCJIEICTBUE HAPYIIEHUs TPABUJI II0JIL30BAHUS, YC-
JIOBUH TPAHCIIOPTUPOBAHUS U XPAHEHU, JIML0O0 Jeii-
CTBUS TPETHUX JIUII, TUOO0 HEIIPEOTOTUMOM CHJIHI.

[TpomsBoguTes b 003yeTCsT 3a CBOM CUET 3aMe-
HUTDH U3JeJie, TeXHUYeCKre U (PYyHKIIMOHAIbHBIE
XapaKTepPUCTUKH (ITOTPeOUTEIbCKIEe CBOMCTBA) KO-
TOPOTO HE COOTBETCTBYIOT HOPMATUBHON U TEXHUYE-
CKOM JOKYMEHTAIINHU, €CJIU YKa3aHHbIe HeJIOCTATKU
SIBUJTUCH CJIEJICTBUEM CKPBITOTO JTepeKTa MaTepua-
JIOB MJIM HEKAYECTBEHHOTO M3TOTOBJIEHUS U3/ TeJIUS
IIPOU3BOIUTEIIEM.

2. OGecrneuenne 6€30MaACHOCTH IIE€PCOHAJIA
Obpairenue ¢ MaTepuaiaMu, KOHTAKTAPYIOIIAMI
C MCCIeyeMBIMU 00pa3IaMu

Marepuasibl, KOHTAKTUPYIOIIHE C HCCIIeIye-
MBIMH 00pasiiamu, cjeayerT Ie3nH(PUIIUPOBATh B
COOTBETCTBUM M. 4.7. HACTOAIIEH WHCTPYKIINH U CO-
riacao MY-287-113 «Metonuyeckre yKasaHUs TI0
ne3uH(pEKITNH, IIPEICTePUIN3AIUOHHON OYHNCTKE
W CTePUJIM3ATINY U3IeTUH MeIUITMHCKOTO Has3Ha-
yeHus» (yTB. JeMapTaMeHTOM T'OCCAHAIIHIHAI30pa
Munsnpasa PO or 30.12.1998).

[Topsior yTUIM3AIINYN UITH YHUUTOMKEHUST
KOMIIOHEHTOB Habopa
I[Ipu wmcmosb3oBarrm wHabopa o00pas3yTes
orxomel kyaccoB A, B m I', xortoprrie wiaccudu-
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IIAPYIOTCSI U YHUYTOMKAITCS (YTHUJIM3UPYIOTCS) B
coorserctuu ¢ CaulluH 2.1.7.2790-10 «Cauurap-
HO-3IIMIEeMHUOJIOTHYECKe TpeOoBaHus K olOpalie-
HUIO ¢ MEJUITUHCKUMHU OTXOHAMEIN.

3. OGecrnieuenue MOJy4YE€HUA ITPABUIBHBIX
pe3yIbTaToOR aHAIU3a

JlocToBepHOCTF W BOCHPOU3BOJUMOCTH
pe3yJIbTaTOB aHAJIN3a 3aBUCAT OT BHIMOJIHE-
HHUA CJEYIOUNX OCHOBHBIX MPABUJIL:

— wue nposogure IMA B mIpUCyTCTBAY HAPOB
KHUCJIOT, IIMeJIOYel, aJbJeru0B WJIH MBI, KOTO-
pble MOTYT MeHATH PepMEeHTATUBHYI0 aKTUBHOCTD
KOHBIOTATOB,;

— depMeHTATUBHAS PeaKIUs YYBCTBUTEb-
Ha K IPUCYTCTBUIO MOHOB METAJIJIOB, II09TOMY He
OIIyCKAfTe KOHTAKTOB KAKHUX-IU00 MeTaJlIu-
YECKUX IIPEJIMETOB C KOHBIOTATOM U PacTBOPOM
TMB;

— wmaberatiTe 3arpsi3HEHHUs KOMIIOHEHTOB HAa-
6opa MHUKPOOPTraHM3MAMU W XUMUYECKUMHU IIPU-
MeCSIMH, JJISI 9TOTO WCIOJIB3yHTe B paboTe YHUCTYIO
TIOCYZly W YMCTBIE OJTHOPA30Bble HAKOHEUHUKH JJIsS
KasKJ0T0 peareHTa, KOHTPOJI, 00pasIia;

— paboume TOBEPXHOCTHU CTOJIOB, 000pyI0Ba-
HUs ciieayer oopabateiBath 70% STHIIOBBIM CITHP-
ToM (HE JIOIYCKAEeTCS WCITOJIb30BAHME IIePEeKUCH
BOJZIOPO/1A, XJIOPCOAEPIKATIINX PACTBOPOB);

— HUKOT[A He HUCIOJIb3YHTe OHY U TY K€ €M-
KOCTB JIJIs KoH'bIoraTta u pactsopa TMB;
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— 1mepexn orbopom pacrsopa TMB u3 duraxona
HeOoOX0IMMO IIPOTEePEeTh KOHYC IIHUIIETKH (BHYTPEH-
HIOI0 ¥ BHEIIHIO IIOBEPXHOCTH) CHAYaJa IHC-
TUJITUPOBAHHOU Bomoi, a 3areM 70% OTHIIOBBIM
COUPTOM, TaK KaK MaJjieilee 3arpssHeHune IIniie-
TOK KOHBIOTATOM MOKET IIPUBECTH K KOHTAMMWHA-
IIMH BCET'O COMEPKIMOro pIaKoHa;

— eclaM JOIyIlleHa OIIMOKA IIPY BHECEHHN
aHAJIM3UPYEMBIX 00pAa3IoB, HEJb3s, OIOPOKHIB
9Ty JIYHKY, BHOCHUTH B Hee HOBBHIM o0pasell; Takas
JIyHKa Oparyercs.

KadyecTBO mpOMBIBKH JIyHOK ILJIAHIIETA
UrpaeT BASKHYIO POJIb JJIA MOJIyYeHUs IIpa-
BUJIBHBIX PE3YJIbTATOB AHAJIN3A:

— Jlna acumpanuy aHAJIU3UPYEeMBIX 00paas-
0B U IIOCJIENYIOIell ITPOMBIBKH PEKOMEHIyeTCs
WCIIOJIb30BATh ABTOMATHYECKOE WJIM PYdHOE IIPO-
MBIBOYHOE yCTPOUCTBO.

— He pomyckaiiTe BBICBIXaHHS JIYHOK ILJIaH-
Irera B IIepephIBe MEeKIy 3aBepIIeHneM IIPOMBIBKHI
U BHECEHHEM PeareHTOB.

— JloOmBayTech IIOJIHOIO 3aIlOJHEHHS M OIO-
POKHEHMs BCeX JIYHOK ILJIAHIIIeTa B IIPOIecce IIpo-
MmeiBKH. HemocraTouHast acumpaiivs $KHOKOCTH B
TIpoIiecce IPOMBIBKU MOYKET IIPUBECTU K ITOHMIKEHITIO
YyBCTBUTEJILHOCTH U CIIEIIM(PIYHOCTH AHAJIN3A.

— Cnenure 3a COCTOSHHEM IIPOMBIBOYHOI'O
yerporictBa — peryiaspuo (1 pas B Hemeso) obpa-
barpiBaliTe IIJIAHTU U eMKocTh 70% 3THIOBBIM
CITMPTOM.
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— Jla mpemoTBpalieHua 3aCOPEHUS UTJI IIPO-
MBIBOYHOI'0 YCTPOMCTBA B KOHIIE pabodero JHs 00sd-
3aTEJILHO BEIIIOJIHUTE IIPOLEAYPY OIMOJIACKUBAHUS
CHCTEeMBI IIOJAYN $KUIKOCTH IUCTUJLIMPOBAHHON
BOJIOM.

4. Onenxa aHajamuaa o Koagdunueury
IIO3UTHUBHOCTHU

PesynpraTel aHanmsa MOMKHO OLIEHUTD II0 KO-
apurmenty mosuruBHoctu (KII), paccumreiBas
oruotrernue OIl B myHKe ¢ McciieqyeMbIM 00pas3Iiom
orHocurenbHO Ol (1. 9.2).

Jlna pacuera koodpduiimeHTa TO3UTHBHOCTH
obpaarios, umeromux Ollys < 3,5 o.e., mucoab30-
BaTh POPMYJIY:

on
KnoGp, = 450 o6p. ,

Oonp
rae OlIlgsg opp. — OII oOpasnia, mosrydeHHas B JBYXBOJI-
HOBOM peskume 450/620-655 M (Wu TOJBKO ¢ (PUITHT-
pom 450 HM).

Jlis pacuera koadpduieHTa MO3UTUBHOCTH
obpaaztos, umeromux Olly59 > 3,5 o.e., ncmoab3o-
BaTb (POPMYJIy:

OlM405 o6p.

Mp

rae OlIlygs o5p. — OII 0Opasia, monydeHHas B ABYXBOJI-

HOoBOM peskumMe 405/620-655 HM (WM TOJIBKO ¢ (DUJILT-
pom 405 HM).

KMoep, = 3,2 X
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Pacuer KII 1emecooOpasHo IIPOBOOUTL IS
OIIEHKM KOHIIEHTPAIIUH CIIEITN(PUIECKUX aHTUTET B
HCCJIeTyeMbIX 00pasiiax U Mpu HAOJIIOIeHUH 34 13-
MeHeHueM KouienTpanuu [gG k aHTUreHam TOKCo-
Kap B JUHAMHKE B IIAPHBIX 00pasIiax CEIBOPOTOK.

OpueHTHPOBOYHOE COOTBETCTBHE KODPUITHEH-
Ta ITO3UTUBHOCTY ¥ TUTPA IIPUBEIEHO B TAbIuIle 2.

Pesynbrar amanmsa oTpuIaTeabHBIN, €CIU
OHOGp. < OHI[ (HH06p, <1).

Pesynbrar anasinsa ci1aboImoI0KUTENbHBIH,
ecru THTP obpasria 1:100 + 1:400 (1 < Kllgp, < 4,4).

Peaynbrar ananmnsa mosIOKUATEIBHBIN, €CIU
tuTp obpasna 1:800 u Bemmre (Kllyg, > 4,4).

5. JluarmocTuveckas 3HAYUMOCTbD
HOJIyY€HHBIX Pe3yJILTATOB

Boissienme mmmyHors100yIMHOB KJacca G
K aHTUTEHAM TOKCOKApP MOKeT OBITH MCIOJIb30BAa-
HO JJIST:

— JHMATHOCTHUKM TOKCOKAp03a y JIUIL C Xapak-
TEePHBIM KOMILJIEKCOM CHMITOMOB (ImmdaIeHomna-
THS, IemaTOMerajius, OPOHXWUT ¥ OpOHXHAJbHAS
acTMa HEeSICHOTO TeHe3a, ypTHUKapHas CBIIb) Ha
dore s03mHODMINY KPOBH W JIEHKEMOWIHON pe-
AKIINHU 303WHOMUIILHOTO THUIIA, XapaKTePHBIM JIIH-
mamamMHe3oM (reodparusi; BHUOBI AeSITEJILHOCTH,
IpeaIoIaramIe KOHTAKT ¢ 3eMJIeH);

— nuddepeHInaIbHOM JUATHOCTUKN TOKCO-
Kapo3a OT JPYTUX TeJI/bMHUHTO30B M 3a00JIeBaHMH,
COITPOBOKTAIOIINXCS BEIPAKEHHON 203MHO( I
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Tabnuma 2

OpueHTUPOBOYHOE COOTBETCTEHUE
rkoagpunuenra nosurusHoctu (KII)
U TUTPA UCCIIEYyEMOM CHIBOPOTKHU

3HayeHve Kn TuTp CbIBOPOTKM MHJ:Ey']f;Egm
1-1,4 1:100 CcnabononoXxuTenbHbIN
1,4-2,5 1:200 crnabononoXuTenbHbIn
2,5-4,4 1:400 CcnabononoXnTenbHbI
4,4-6,5 1:800 NONOXUTENbHbIN
6,5-9,0 1:1600 NONOXUTENbHbIN
9,0-11,0 1:3200 NONOXUTENbHbIN
11,0-11,8 1:6400 NMONOXNUTENbHbIN
11,8-12,5 1:12800 MONOXUTENbHbIN

— OII€HKHA 3(1)(1)6RTI/IBHOCTI/I JIedeHHrud TOKCO-

Kapoa3a;

—  JIUIEMHUOJIOTUIECKUX HUCCTETOBAHUI.

WNureprperaiuio pe3yabTaTOB aHAIU3A IIPO-
BOJIUT JIEYAIIIUU BPAU C YIETOM KIMHUYIECKUX IIPH-
3HAKOB, dMUJaHAMHE3a U JAHHBIX O CONEPIKAHUU
303MHO(UIIOB B KPOBU 00CJIETyEMBIX JIHII.
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6. Kparkas cxema nposenenusa MDA
JJist Habopa peareHToB
«Toxcorapa-IgG-UDA-BECT»
Hcnonwvzosamb mosbko nocjie 8 HUMAMeEIbHO20
03HAKOMJIEHUS C UHCmMpPYKUuel!

Buecru:

Nuxyouposars:
IIpombITE:

Buecru:
Nuxyouposars:
IIpomsbITh:

Buecru:

Nuxyouposars:
Buecru:
N3amepurs:

D-2752

mo 100 M K+ u K—;

mo 90 mea PPC u mo 10 mxx
IIPeBAPUTEILHO PA3BeIeHHBIX
aHAJIU3UPYEMBIX 00Pa3IIoB.

30 muH, 37°C.

TPOMBIBOYHEIM PACTBOPOM,
400 mxJI, 5 pas.

o 100 MK KOHBIOTaTa.
30 muH, 37°C.

POMBIBOYHBIM PACTBOPOM,
400 Mk, 5 pas.

mo 100 MKJI pacTBOpa TeTpame-
TUI0CH3UIMHA.

25 muH, 18-25°C, B TeMHOTE.
o 100 MKJI cTOmI-peareHTa.

OII opu 450 um / pedeperHcHas
OanHa BOJIHBI 620—655 HM.
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7. I'padpuaeckue cuMBOIIBI

i
m
M

Homep no katanory

H
[w)

MepguumHckoe
nsgenve ans
[NarHocTukw in vitro

<

Copepxumoro
[0CTaTO4YHO

ONs NpoBeAeHNst
N-KONMYECTBa TECTOB

>

He ctepunbHo

TemnepaTypHbIii

no NpUMeHeHuo

LOT
Koa naptumn /1’ [Mana3oH
Hata
d Wsrotosutene ﬂ N3rOTOBIIEHUS
Obpatutecb
g Mcnonb3osath 40 ... UE] K UHCTPYKLUMK
Mo NpYMeHeHUIo
OcTOpOoXHO!
ObpaTnTecs yyyymm-op | dara B oopmarte
A K MIHCTpyKUmMM vyyvam | FoA-Mecau-flens

lon-Mecsy,

Koncynbranumo crnenuaiucra mo padore ¢ Ha-
OOPOM MOZKHO IIOJIYIHUTH I10 TeJL.: (383) 363-35-56.
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AKUMOHEPHOE OBLLIECTBO
«BEKTOP-BECT»

MexayHapogHbii ceptudmkat ISO 13485

Haw aagpec: 630117, HoBocnbupck-117, a/s 492
Ten./dakc: (383) 227-73-60 (MHOrokaHasnbHbIN)
Ten.: (383) 332-37-10, 332-37-58, 332-36-34,
332-67-49, 332-67-52
E-mail: vbmarket@vector-best.ru

www.vector-best.ru
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A.INTENDED USE

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

For “in vitro” diagnostic use only.

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

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

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

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

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

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

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

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

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

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

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

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

C. PRINCIPLE OF THE TEST

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

After washing out all the other components of the sample and in
particular IgG antibodies, the specific IgM captured on the solid
phase are detected by the addition of a purified preparation of
inactivated HAV, labelled with an antibody conjugated with
peroxidase (HRP).

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

In the presence of peroxidase the colorless substrate is
hydrolysed to a colored end-product, whose optical density may
be detected and is proportional to the amount of antibodies to
HAV present in the sample.

D. COMPONENTS
The kit contains reagents for 96 tests.

1. Microplate:

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

2. Negative Control:

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

The negative control is colourless.

3. Positive Control: |[CONTROL +
1x4.0 ml/vial. Ready to use control. It contains anti HAV IgM,
goat serum proteins, 10 mM tris buffer pH 6.0+/-0.1, 0.1% Tween



| Doc.: [INSAVM.CE/Eng | Page | 30of 8 |

Rev.: 4

| Date: 2019/12 |

20, 0.09% sodium azide and 0.045% ProClin 300 as
preservatives. The positive control is green colour coded.

4. Calibrator:

N° 1 lyophilized vial. To be dissolved with EIA grade water as
reported in the label. It contains anti HAV IgM, 2% BSA, 10 mM
tris buffer pH 6.0+/-0.1, 0.09% sodium azide and 0.045% ProClin
300 GC as preservatives.

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

5. Wash buffer concentrate:

1x60ml/bottle. 20x concentrated solution.

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

6. Enzyme conjugate 20X:

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

7. HAV Antigen:

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

The reagent is red colour coded.

8. Specimen Diluent:

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

The reagent is blue colour coded.

9. Chromogen/Substrate:

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

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

10. Sulphuric Acid: H2SO4 0.3 M

1x15ml/vial.

It contains 0.3 M H2S0O4 solution.

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

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

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes of 10ul, 100ul and 21000ul and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal
treated to remove oxidizing chemicals used as disinfectants).

3. Timer with 60 minute range or higher.

4. Absorbent paper tissues.

5. Calibrated ELISA microplate thermostatic incubator (dry or
wet) set at +37°C (+/-0.1°C tolerance).

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

F. WARNINGS AND PRECAUTIONS

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

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

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

4. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen/Subtrate (TMB & H202) from strong
light and avoid vibration of the bench surface where the test is
undertaken.

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

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

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

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

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

10. Do not use the kit after the expiration date stated on external
(primary container) and internal (vials) labels. Treat all specimens
as potentially infective. All human serum specimens should be
handled at Biosafety Level 2, as recommended by the Center for
Disease Control, Atlanta, U.S. in compliance with what reported
in the Institutes of Health’s publication: “Biosafety in
Microbiological and Biomedical Laboratories”, ed. 1984.

11. The use of disposable plastic-ware is recommended in the
preparation of the washing solution or in transferring components
into other containers of automated workstations, in order to avoid
contamination.

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

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

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

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

G. SPECIMEN: PREPARATION AND RECOMMANDATIONS

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

2. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. ~ When the kit is used
for the screening of blood units, bar code labeling and reading is
strongly recommended.
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3. Samples containing residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they could
give rise to false results.

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

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

H. PREPARATION OF COMPONENTS AND WARNINGS
A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 3 months.

1. Antibody coated microwells:

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

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

Unused strips have to be placed back into the aluminium pouch,
with the desiccant supplied, firmly zipped and stored at +2°-8°C.
When opened the first time, unused strips are stable until the
humidity indicator inside the desiccant bag turns from yellow to
green.

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

3. Positive Control:

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

4. Calibrator:

Add the volume of ELISA grade water, reported on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vortex. The solution is not stable. Store the Calibrator frozen in
aliquots at —20°C.

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

5. Wash buffer concentrate:

The whole content of the concentrated solution has to be diluted
20x with bidistilled water and mixed gently end-over-end before
use.

Once diluted, the wash solution is stable for 1 week at 2-8° C.
During preparation avoid foaming as the presence of bubbles
could impact on the efficiency of the washing cycles.

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

6. Enzyme conjugate:

20X preparation. Mix well on vortex.

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

7. HAV Antigen:

Ready to use. Mix well on vortex before use.

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

6+7. HAV Antigen/Antibody complex:

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

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

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

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

9. Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes.

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

10. Sulphuric Acid:

Ready to use. Mix well on vortex before use.

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

Legenda:

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

Precautionary P statements:
P280 - Wear protective
protection/face protection.
P302 + P352 — IF ON SKIN: Wash with plenty of soap and water.
P332 + P313 - If skin irritation occurs: Get medical
advice/attention.

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

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

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

gloves/protective  clothing/eye

Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION WITH

THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume (tolerance +/-5%) required by the assay and must be
submitted to regular decontamination (household alcohol,
10% solution of bleach, hospital grade disinfectants) of those
parts that could accidentally come in contact with the sample.
They should also be regularly maintained. Decontamination
of spills or residues of kit components should also be carried
out regularly. They should also be regularly maintained in
order to show a precision of 1% and a trueness of +2%.

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

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

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

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

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

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

5. The ELISA reader has to be equipped with a reading filter of
450nm and with a second filter of 620-630nm, mandatory for
blanking purposes. Its standard performances should be (a)
bandwidth < 10 nm; (b) absorbance range from 0 to 4; (c)
linearity to 4; (d) repeatability > 1%. Blanking is carried out
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on the well identified in the section “Assay Procedure”. The
optical system of the reader has to be calibrated regularly to
ensure the correct optical density is measured. It should be
regularly maintained according to the manufacturer ‘s
instructions.

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

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

L. PRE ASSAY CONTROLS AND OPERATIONS

1.

2.

10.

11.

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

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

Dissolve the Calibrator as described above and gently mix.
Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid reagents.
Set the ELISA incubator at +37°C +/-0.1°C and prepare the
ELISA washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific section.
Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

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

Check that the micropipettes are set to the required volume.
Check that all the other equipment is available and ready to
use.

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

M. ASSAY PROCEDURE

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

1.

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

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

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

5.

Important note:

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

Strips have to be sealed with the adhesive

sealing foil, supplied, only when the test is carried out manually.
Do not cover strips when using ELISA automatic instruments.

6.

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

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

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

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

9.

10.

11.

Important note:

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

Wash microwells as in step 7.

Pipette 100 pl Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at

room temperature (18-24°C) for 20 minutes.

Do not expose to strong direct illumination.

High background might be generated.

12.

13.

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

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

Important notes:

1.

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

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

N. ASSAY SCHEME

Controls&Calibrator 100 ul
@]
samples
diluted 1:101
1%t incubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

HAV & Tracer 100 ul
2" incubation 60 min
Temperature +37°C
Washing n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

TMB/H202 mix 100 ul
3" incubation 20 min
Temperature r.t
Sulphuric Acid 100 ul
Reading OD 450nm/620-630nm
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(*) Important Notes:
e The Calibrator (CAL) does not affect the Cut Off
calculation, therefore it does not affect the test’s results

Positive Control
<0.500
OD450nm

1. that the procedure has been correctly
performed;

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

calculation.

e  The Calibrator (CAL) used only if a laboratory internal

quality control is required by the Management.

An example of dispensation scheme is reported in the table

negative control instead of positive control).

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

4. that no external contamination of the positive

control has occurred.

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

If Calibrator has used, verify the following data:

Parameter Requirements

Calibrator S/Co>1

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

A | BLK |[S2

B NC S3

C NC | S4

D NC S5

E | CAL(") [ S6

F |CAL™ | S7

G PC S8

H S1 S9

Legenda: BLK = Blank NC = Negative Control

CAL(*) = Calibrator - Not mandatory

PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

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

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

Parameter

Requirements

Blank well

< 0.100 OD450nm value

Negative Control
mean value (NC)

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

Positive Control

> (0.500 OD450nm

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

proceed with the next section.

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

following checks:

Problem

Check

Blank well
> 0.100 OD450nm

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

Negative Control
(NC)

> 0.150 OD450nm
after blanking

coefficient of
variation > 30%

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

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

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

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

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

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

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

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

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

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

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

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

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

P. CALCULATION OF THE CUT-OFF

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

Cut-Off = NC + 0.250

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

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

Q. INTERPRETATION OF RESULTS

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

S/Co Interpretation

<0.8 Negative
0.8-1.2 Equivocal

>1.2 Positive

A negative result indicates that the patient is not undergoing an
acute infection by HAV.



| Doc.: [INSAVM.CE/Eng | Page | 7of 8 |

Rev.: 4

| Date: 2019/12 |

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

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

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

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

Negative Control:  0.050 — 0.060 — 0.070 OD450nm
Mean Value: 0.060 OD450nm

Lower than 0.150 — Accepted

Positive Control: ~ 2.189 OD450nm

Higher than 0.500 — Accepted

Cut-Off = 0.060+0.250 = 0.310
Calibrator: 0.550 - 0.530 OD450nm

Mean value: 0.540 OD450nm
S/Co higher than 1.0 — Accepted

S/ICo=1.7

Sample 1: 0.070 OD450nm
Sample 2: 1.690 OD450nm
Sample 1 S/Co < 0.8 = negative
Sample 2 S/Co > 1.2 = positive

Important notes:

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

2. Any positive result should be confirmed by an alternative
method (confirmation test) before a diagnosis of viral
hepatitis is confirmed.

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

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

R. PERFORMANCE CHARACTERISTICS

1. Limit of detection

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

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

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

Results of Quality Control are given in the following table:

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

1:800 1.9

1:1600 1.0

Accurun

#51 1:100 4.2

2. Diagnostic Sensitivity:

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

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

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

A seroconversion panel has also been studied.

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

Seroconversion Panel : PHT 902

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

CTRL (-)| 0,048 0,2

CTRL (+)| 1,736 5,8

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

3. Diagnostic Specificity:

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

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

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

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

No cross reaction were observed.

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

3. Precision:

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

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

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

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

S. LIMITATIONS

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

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

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

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

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

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for the quantitative/qualitative
determination of IgM antibodies to Hepatitis C Virus in human
plasma and sera.  The kit is mainly intended for the follow-up
of HCV chronic patients submitted to anti-viral pharmaceutical
treatment.  For “in vitro” diagnostic use only.

B. INTRODUCTION

Antiviral drugs, such as Interferon taken alone or in combination
with Ribavirin, can be used for the treatment of persons with
chronic viral hepatitis C.

Treatment with interferon alone is effective in about 10% to 20%
of patients. Interferon combined with Ribavirin is effective in
about 30% to 50% of patients. Ribavirin does not appear to be
effective when used alone.

Active production of HCV antigens in the liver of chronic patients
generates spikes of IgM antibodies production and release of
liver specific enzymes, similar to what happen in HBV chronic
patients. The presence of anti viral IgM is usually correlated to a
phase of sufferance and cellular damage of the liver.

During the pharmaceutical treatment HCV IgM may represent a
marker for the follow-up of the efficiency of the drug itself,
monitoring the balance between its effectiveness and the side
effects, that often may be heavy for the patient.

C. PRINCIPLE OF THE TEST

Microplates are coated with HCV immunodominant synthetic
antigens (core peptide, recombinant NS3, NS4 and NS5
peptides).

In the 1% incubation, the solid phase is treated with diluted
samples and anti HCV IgM are captured, if present, by the
antigens. After washing out all the other components of the
sample, in the 2™ incubation bound anti-HCV IgM are detected
by the addition of anti higM antibody, labeled with peroxidase
(HRP). The enzyme captured on the solid phase, acting on
the substrate/chromogen mixture, generates an optical signal
that is proportional to the amount of anti-HCV IgM antibodies
present in the sample.

The presence of IgM in the sample may therefore be quantitated
by means of a calibration curve able to determine the content of
the antibody in arbU/ml.

Neutralization of IgG anti-HCV, carried out directly in the well, is
performed in the assay in order to block interferences due to this
class of antibodies in the determination of IgM.

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

1. Microplate:

12 strips x 8 microwells coated with HCV-specific synthetic
antigens (core, NS4 and NS5 peptides and recombinant NS3).
Plates are sealed into a bag with desiccant.

2. Calibration Curve:

6x2.0 mlivial. Ready to use and color coded standard curve
calibrated on an Internal Gold Standard (in absence of a defined
international one) or IGS, ranging:

CAL 1 =0 arbU/ml CAL 2 =10 arbU/ml

CAL 3 =25 arbU/ml CAL 4 =50 arbU/ml

CAL 5 =100 arbU/ml CAL 6 = 250 arbU/ml.

It contains chemical inactivated HCV IgM positive human
plasma, 100 mM Tris buffer pH 7.4+/-0.1, 0.2% Tween 20,
0.09% sodium azide and 0.045% de ProClin 300 as
preservatives.

The Calibration Curve is coded with blue alimentary dye.

Important Note: Even if plasma has been chemically
inactivated, handle this component as potentially
infectious.

3. Wash buffer concentrate:

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

4. Enzyme conjugate :

1x16ml/vial. Ready to use and red colour coded. It contains
Horseradish peroxidase conjugated polyclonal antibodies to
human IgM, 5% BSA, 10 mM Tris buffer pH 6.8+/-0.1, 0.045%
ProClin 300. and 0.02% gentamicine sulphate as preservatives.

5. Chromogen/Substrate:

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

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

6. Sulphuric Acid:

1x15ml/viallt contains 0.3 M H2SOa4 solution.

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

7. Specimen Diluent:

2x60ml/vial. It contains 2% casein, 10 mM Na-citrate buffer pH
6.0 +/-0.1, 0.2% Tween 20, 0.09% Na-azide and 0.045%
ProClin 300 as preservatives. To be used to dilute the sample.

8. Neutralizing Reagent:

1x8ml/vial. It contains goat anti hlgG, 2% casein, 10 mM Na-
citrate buffer pH 6.0 +/-0.1, 0.09% Na-azide and 0.045% ProClin
300 as preservatives.

9. Plate sealing foils n°2

10. Package insert n°1

E. MATERIALS REQUIRED BUT NOT PROVIDED

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

2. EIA grade water (bidistilled or deionised, charcoal treated to

remove oxidizing chemicals used as disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

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

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

aprw

F. WARNINGS AND PRECAUTIONS

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

G. SPECIMEN: PREPARATION AND WARNINGS

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

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

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

microbial filaments and bodies should be discarded as they
could give rise to false results.

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

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

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

H. PREPARATION OF COMPONENTS AND WARNINGS

Microplate:

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

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

Unused strips have to be placed back into the aluminium pouch,
in presence of desiccant supplied, firmly zipped and stored at
+2°..8°C. When opened the first time, residual strips are stable
till the indicator of humidity inside the desiccant bag turns from
yellow to green.

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

Wash buffer concentrate:

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

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

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

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

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

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

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

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

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

Neutraling Reagent
Ready to use component. Mix carefully on vortex before use.

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

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

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

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

P332 + P313 - If skin
advice/attention.

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

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

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

gloves/protective  clothing/eye

irritation occurs: Get medical

Get medical

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

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

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

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

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

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

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

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

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

6. When using an ELISA automated workstation, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefully set, calibrated, controlled and
regularly serviced in order to match the values reported in
the section “Internal Quality Control”. The assay protocol
has to be installed in the operating system of the unit and

validated as for the washer and the reader. In addition, the
liquid handling part of the station (dispensation and
washing) has to be validated and correctly set. Particular
attention must be paid to avoid carry over by the needles
used for dispensing and for washing. This must be studied
and controlled to minimize the possibility of contamination of
adjacent wells. The use of ELISA automated work stations
is recommended when the number of samples to be tested
exceed 20-30 units per run.

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

L. PRE ASSAY CONTROLS AND OPERATIONS

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

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

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

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

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

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

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

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

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

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

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

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

M. ASSAY PROCEDURE

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

Two methods of analysis are possible, as described below:

M.1 QUANTITATIVE ASSAY

1. Place the required number of strips in the plastic holder and
carefully identify the wells for calibrators and samples.

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

3. Leave the A1+B1 wells empty for blanking purposes.

4. Dispense 50 pl Neutralizing Reagent in all the wells, except
A1+B1 wells used for blanking operations and the wells
used for the Calibration Curve.

Important note: The Neutralizing Reagent is able to block false
positive reactions due to RF. Positive samples in internal QC
panels might be detected negative if such samples were tested
positive with an IVD that does not carry out any RF blocking
reaction.
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5. In the identified positions pipette 100 pl of the Calibrators in
duplicate followed by 100 pl of diluted samples. Check that
Calibrators and samples have been correctly added.

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

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

7. When the first incubation is finished, wash the microwells as
previously described (section 1.3)

8. In all the wells, except A1+B1, pipette 100 pl Enzyme
Conjugate. Incubate the microplate for 60 min at +37°C.

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

9. When the second incubation is finished, wash the
microwells as previously described (section 1.3)

10. Pipette 100 pl Chromogen/Substrate into all the wells,
A1+B1 included.

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

11. Incubate the microplate protected from light at room
temperature (18-24°C) for 20 minutes. Wells dispensed
with positive samples and with positive calibrators will turn
from clear to blue.

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

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

M.2 QUALITATIVE ASSAY

1. Place the required number of strips in the plastic holder and
carefully identify the wells for calibrators and samples.

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

3. Leave the Al well empty for blanking purposes.

4. Dispense 50 pl Neutralizing Reagent in all the wells, except
Al well used for blanking operations and the wells used for
the Calibrators.

5. Then pipette 100 pl of Calibrator 0 arbU/ml in duplicate,
100 pl of Calibrator 10 arbU/ml in triplicate and finally 100 pl
of diluted samples. Check that Calibrators and samples
have been correctly added.

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

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

7. When the first incubation is finished, wash the microwells as
previously described (section 1.3)

8. In all the wells, except Al, pipette 100 pl Enzyme
Conjugate. Incubate the microplate for 60 min at +37°C.

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

9. When the second incubation is finished, wash the
microwells as previously described (section 1.3)

10. Pipette then 100 pl Chromogen/Substrate into all the wells,
Al included.

Important note: Do not expose to strong direct light. as a high

background might be generated.

11. Incubate the microplate protected from light at room
temperature (18-24°C) for 20 minutes. Wells dispensed
with positive samples and with positive calibrators will turn
from clear to blue.

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

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

General Important notes:

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

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

N. ASSAY SCHEME

Method Operations
Neutralizing Reagent 50 ul
Calibrators (no ) 100 pl
Samples diluted 1:101 100 pl
1%t incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of

soaking

OR
n° 6 cycles without soaking

Enzyme conjugate 100 pl
2" incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of

soaking

OR
n° 6 cycles without soaking

TMB/H202 100 pl
3" incubation 20 min
Temperature r.t
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

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

Microplate
1 | 2 | 83 |4|5]|]6|7[8]|]9]|10]11]12
A | BLK |CAL4 | S3
B | BLK |CAL4 | S4
C |CAL1 |CAL5| S5
D | CAL1 | CAL5 | S6
E | CAL2 | CAL6 | S7
F | CAL2 | CAL6 | S8
G [CAL3| S1 S9
H |CAL3| S2 |S10
Legenda: BLK =Blank // CAL = Calibrators // S = Sample

An example of dispensation scheme in qualitative assays is
reported below:
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Microplate Calibrator 1. that the procedure has been correctly
10 arbU/ml performed;
2. that no mistake has occurred during its
1 2 | 3 14]1516]7/8]9]10/11]12 <CAL0+0.100 | distribution;
A | BLK | S3 3. that the washing procedure and the washer
B |CAL1| S4 settings are as validated in the pre qualification
C|CALL| S5 study; o
D |CAL2| S6 4. _that no external contamination of the
ElCAL2l s7 calibrator has occurred.
Calibrator 1. that the procedure has been correctly
F|CAL2| S8 250 arbU/ml performed;
G S1 S9 < 2.000 OD450nm 2. that no mistake has occurred during the
H S2 S10 distribution of the calibrator;
Legenda: BLK = Blank // CAL = Calibrators // CS = Control Serum // 3. that the washing procedure and the washer
S = Sample settings are as validated in the pre qualification

O. INTERNAL QUALITY CONTROL

A validation check is carried out any time the kit is used in order
to verify whether the performances of the assay are as qualified.
Control that the following data are matched:

Parameter Requirements

Blank well < 0.100 OD450nm

Calibrator < 0.200 OD450nm after blanking

0 arbU/ml

Calibrator OD450nm > OD450nm CAL 0 arbU/ml +
10 arbU/ml 0.100

Calibrator 3.500 > OD450nm > 2.000

250 arbU/ml

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

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

Problem Check
Blank well 1. that the Chromogen/Substrate solution has
> 0.100 OD450nm not become contaminated during the assay
Calibrator 1. that the washing procedure and the washer
0 arbU/ml settings are as validated in the pre qualification

> 0.200 OD450nm
after blanking

study;

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

3. that no mistake has been done in the assay
procedure (dispensation of positive calibrators
instead of Cal 0 arbU/ml);

4. that no contamination of the Cal 0 arbU/ml,
or of the wells where this was dispensed, has
occurred due to positive samples, to spills or to
the enzyme conjugate;

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

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

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

Calibrator

250 arbU/ml

> 3.500 OD450nm
after blanking

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

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

3. that no mistake has been done in the assay
procedure;

4. that no contamination of the Cal 250 arbU/ml,
or of the wells where this was dispensed, has
occurred due to positive samples, to spills or to
the enzyme conjugate;

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

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

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

P. RESULTS

If the test turns out to be valid, interpretation of results is carried
out in the quantitative assay from the mean OD450nm value of
the Calibration Curve elaborated with an appropriate curve
fitting system (suggested : 4 parameters).

In the qualitative assay interpretation of results is done on the
mean OD450nm value of the Calibrator 10 arbU/ml (or CAL 2)
by means of the following formulation:

Mean OD450nm CAL 2 = cut-off (Co)

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

Q. INTERPRETATION OF RESULTS

Q.1 QUANTITATIVE ASSAY

Concentrations in arbU/ml are obtained elaborating OD450nm
of samples on the fitted calibration curve.

The concentration of IgM is from Literature correlated
proportionally with the liver damage produced by antibodies to
HCV upon virus replication in hepatocites.

A decrease in IgM concentration upon pharmacological
treatment is usually clinically acknowledged as a sign of
recovery and therapeutic efficacy.
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Q.2 QUALITATIVE ASSAY

Test results are interpreted as a ratio of the sample OD450nm
value (S) and the cut-off value (Co), or S/Co, according to the
following table:

S/Co Interpretation
<1.0 Negative
>1.0 Positive

A negative result indicates that the patient has not developed
IgM antibodies to HCV.
A positive result is indicative of an ongoing HCV active infection.

Important notes:

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

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

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

4. The results of this ELISA assay should be anyway
implemented with other diagnostic and clinical tests.

An example of calculation is reported below.

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

CAL 1: 0.060 — 0.080 OD450nm
Mean Value: 0.070 OD450nm
Lower than 0.200 — Accepted

CAL 2: 0.200 — 0.220 — 0.021 OD450nm
Mean Value: 0.210 OD450nm

Higher than CAL1+0.100 = accepted

Cut-Off or Co = 0.210

Sample 1: 0.080 OD450nm
Sample 2: 1.800 OD450nm
Sample 1 S/Co < 1.0 = negative
Sample 2 S/Co > 1.0 = positive

R. PERFORMANCE CHARACTERISTICS
Evaluation of Performances has been conducted on selected
panels carried out in a clinical external center and internally.

1. Limit of detection

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

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

2. Diagnostic Sensitivity and Specificity:

The diagnostic performances were evaluated in a study
conducted in an external clinical center, with excellent
experience in the diagnosis of infectious diseases and HCV.
The Diagnostic Sensitivity was studied on about 200 samples,
pre-tested positive with an analytical system developed in house
by the clinical laboratory where the study was conducted.
Positive samples were collected from patients with a clinical
history of HCV infection (acute and chronic).

In addition some Seroconversion Panels, purchased from
Boston Biomedica Inc., USA, were examined.

The diagnostic specificity was determined on panels of more
than 300 negative samples from normal individuals and blood
donors, classified negative for anti HCV antibodies with the
reference kit in use in the laboratory, including potentially
interfering specimens.

A panel of potentially interfering samples (RF+, hemolised,
lipemic, etc.) was also examined. No interference was observed
on the samples examined.

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

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

The Performance Evaluation provided the following values :

Sensitivity | > 98 %
Specificity | > 98 %

3. Reproducibility:

It has been calculated on two samples examined in replicates in
different runs. Results are reported below summarized in a
table:

Average values | Calibrator 2 | Calibrator5
N =48 10 arbU/ml | 100 arbU/ml
OD450nm 0.241 1.632
Std.Deviation 0.027 0.113
CV % 11.3 6.9

S. LIMITATIONS

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

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

A.INTENDED USE

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

For “in vitro” diagnostic use only.

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

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

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

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

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

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

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

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

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

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

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

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

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

C. PRINCIPLE OF THE TEST

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

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

After washing out all the other components of the sample, in the
2" incubation bound HCV antibodies, 1gG and IgM as well, are
detected by the addition of polyclonal specific anti higG&M
antibodies, labelled with peroxidase (HRP).

The enzyme captured on the solid phase, acting on the
substrate/chromogen mixture, generates an optical signal that is
proportional to the amount of anti HCV antibodies present in the
sample. A cut-off value let optical densities be interpreted into
HCV antibody negative and positive results.

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

1. Microplate

n° 2 microplates

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

2. Negative Control

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

3. Positive Control

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

4. Calibrator

n°® 2 vials. Lyophilized calibrator. To be dissolved with the
volume of EIA grade water reported on the label. It contains
foetal bovine serum proteins, human antibodies to HCV whose
content is calibrated on the NIBSC Working Standard code
99/588-003-WI, 10 mM Na-citrate buffer pH 6.0 +/-0.1, 0.3
mg/ml gentamicine sulphate and 0.045% ProClin 300 as
preservatives.

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

5. Wash buffer concentrate WASHBUF 20
2x60ml/bottle. 20x concentrated solution. Once diluted, the
wash solution contains 10 mM phosphate buffer pH 7.0+/-0.2,

0.05% Tween 20 and 0.045% ProClin 300.

6. Enzyme Conjugate

2x16mllivial. Ready to use and pink/red colour coded
reagent. It contains Horseradish Peroxidase conjugated goat
polyclonal antibodies to human IgG and IgM, 5% BSA, 10 mM
Tris buffer pH 6.8+/-0.1, 0.045% ProClin 300 and 0.02%
gentamicine sulphate as preservatives.

7. Chromogen/Substrate

2x16ml/vial. Ready-to-use component. It contains 50
mM citrate-phosphate buffer pH 3.5-3.8, 4% dimethylsulphoxide,
0.03% tetra-methyl-benzidine or TMB and 0.02% hydrogen
peroxide or H202.

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

8. Assay Diluent

1x15mlfvial. 10 mM tris buffered solution pH 8.0 +/-0.1
containing 0.045% ProClin 300 for the pre-treatment of samples
and controls in the plate, blocking interference.

9. Sulphuric Acid

1x32ml/bottle. It contains 0.3 M Hz2S0a solution.

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

10. Sample Diluent:

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

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

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

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

1. Microplate n°1 n°5 n°10
2.NegativeControl | 1x2.0ml/vial 1x10ml/ivial 1x20.ml/vial
3.PositiveControl 1x2.0ml/vial 1x10ml/vial 1x20.ml/vial
4.Calibrator n° 1 vial n° 5 vials n° 10 vials
5.Wash buff conc 1x60ml/bottle 5x60ml/bottles | 4x150ml/bottles
6.Enz. Conjugate 1x16mlivial 2x40ml/bottles | 4x40ml/bottles
7.Chromog/Subs 1x16ml/ivial 2x40ml/bottles | 4x40ml/bottles
8.Assay Diluent 1x8ml/vial 1x40ml/bottle 1x80ml/bottle
9.Sulphuric Acid 1x15ml/ivial 2x40ml/bottle 2x80ml/bottles
10.SampleDiluent | 1x50ml/vial 5x50ml/bottles | 4x125ml/bottles
11.Plate seal foils n°2 n° 10 n° 20

12. Pack. insert n°1 n°1l n°1

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

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

2. EIA grade water (bidistilled or deionised, charcoal treated to

remove oxidizing chemicals used as disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator capable

to provide a temperature of +37°C.

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

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

ar®

F. WARNINGS AND PRECAUTIONS

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

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

2. Avoid any addition of preservatives to samples; especially
sodium azide as this chemical would affect the enzymatic
activity of the conjugate, generating false negative results.

3. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. When the kit is
used for the screening of blood units, bar code labeling and
electronic reading is strongly recommended.

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

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

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

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

H. PREPARATION OF COMPONENTS AND WARNINGS

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

1. Microplates:

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

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

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

When opened the first time, residual strips are stable till the
indicator of humidity inside the desiccant bag turns from yellow
to green.

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

3. Positive Control:

Ready to use. Mix well on vortex before use. Handle this
component as potentially infective, even if HCV, eventually
present in the control, has been chemically inactivated.
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4. Calibrator:

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

Mix well on vortex before use.

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

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

5. Wash buffer concentrate:

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

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

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

6. Enzyme conjugate:

Ready to use. Mix well on vortex before use.

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

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

7. Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

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

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

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

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

9. Sulphuric Acid:

Ready to use. Mix well on vortex before use.

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

Precautionary P statements:

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

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

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

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

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

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

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

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

2. The ELISA incubator has to be set at +37°C (tolerance of +/-
0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water

baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

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

The instrument weekly has to be submitted to

decontamination according to its manual (NaOH 0.1 M

decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of

washing solution + 20 sec soaking = 1 cycle) are sufficient

to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the

major cause of false positive reactions.

Incubation times have a tolerance of +5%.

The ELISA microplate reader has to be equipped with a

reading filter of 450nm and with a second filter of 620-

630nm, mandatory for blanking purposes. Its standard

performances should be (a) bandwidth < 10 nm; (b)

absorbance range from 0 to > 2.0; (c) linearity to > 2.0; (d)

repeatability > 1%. Blanking is carried out on the well

identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to ensure
that the correct optical density is measured. It should be

regularly maintained according to the manufacturer ‘s

instructions.

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

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

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

ok

L. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label of the kit box. Do not use if expired.

2. Check that the liquid components are not contaminated by
naked-eye visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue by aspirating
a small volume of it with a sterile transparent plastic pipette.
Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box. Check that the
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aluminum pouch, containing the microplate, is not punctured
or damaged.

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

4. Dissolve the Calibrator as described above.

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

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

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

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

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

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

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

M. ASSAY PROCEDURE

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

Automated assay:

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

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

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

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

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

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

Manual assay:

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

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

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

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

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

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

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

6. Wash the microplate with an automatic washer by
delivering and aspirating 350ul/well of diluted washing
solution as reported previously (section I.3).

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

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

8. Incubate the microplate for 45 min at +37°C.

9.  Wash microwells as in step 6.

10. Pipette 100ul Chromogen/Substrate mixture into each well,
the blank well included. Then incubate the microplate at
room temperature (18-24°C) for 15 minutes.

Important note: Do not expose to strong direct illumination.
High background might be generated.

11. Pipette 100l Sulphuric Acid into all the wells using the
same pipetting sequence as in step 10 to stop the
enzymatic reaction. Addition of acid will turn the positive
control and positive samples from blue to yellow/brown.

12. Measure the colour intensity of the solution in each well, as
described in section 1.5, at 450nm filter (reading) and at 620-
630nm (background subtraction), blanking the instrument on
Al (mandatory).

Important notes:

1. Ensure that no finger prints are present on the bottom of the
microwell before reading. Finger prints could generate false
positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen can
occur leading to high background.

3. Shaking at 350 +150 rpm during incubation has been
proved to increase the sensitivity of the assay of about 20%.

4. The Calibrator (CAL) does not affect the cut-off calculation
and therefore the test results calculation. The Calibrator
may be used only when a laboratory internal quality control
is required by the management.
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N. ASSAY SCHEME

Method Operations
Controls & Calibrator 200 ul
Samples 200ul dil.+10ul
Assay Diluent (DILAS) 50 ul
1%incubation 45 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

Enzyme conjugate 100 ul
2" incubation 45 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking

OR

n° 6 cycles without soaking

TMB/H202 100 ul
3" incubation 15 min
Temperature r.t.
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

An example of dispensation scheme is reported below:

samples, to spills or to the enzyme conjugate;

5. that micropipettes haven’t got contaminated
with positive samples or with the enzyme
conjugate

6. that the washer needles are not blocked or
partially obstructed.

Calibrator 1. that the procedure has been correctly
executed;
S/ICo< 11 2. that no mistake has been done in its

distribution (ex.: dispensation of negative
control instead of control serum)

3. that the washing procedure and the washer
settings are as validated in the pre qualification
study;

4. that no external contamination of the
calibrator has occurred.

Positive Control 1. that the procedure has been correctly
< 1.000 OD450nm executed,

2. that no mistake has been done in the
distribution of controls (dispensation of negative
control instead of positive control. In this case,
the negative control will have an OD450nm
value > 0.150, too.

3. that the washing procedure and the washer
settings are as validated in the pre qualification
study;

4. that no external contamination of the positive
control has occurred.

Microplate
1 12 |3[(4|5|6|7|8]|9]|10]|11]12
A | BLK | S2
B | NC | S3
C | NC | S4
D | NC | S5
E | CAL | S6
F | CAL | S7
G | PC | S8
H | S1 |S9
Legenda: BLK = Blank NC = Negative Control

CAL = Calibrator ~ PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A check is carried out on the controls and the calibrator any time
the kit is used in order to verify whether their OD450nm values
are as expected and reported in the table below.

Check Requirements
Blank well < 0.100 OD450nm value
Negative Control [ < 0.050 mean OD450nm value after
(NC) blanking
Calibrator S/Co>1.1
Positive Control > 1.000 OD450nm value

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and operate as
follows:

Check
1. that the Chromogen/Sustrate solution has not
> (0.100 OD450nm got contaminated during the assay
Negative Control 1. that the washing procedure and the washer
(NC) settings are as validated in the pre qualification
> 0.050 OD450nm study;
after blanking 2. that the proper washing solution has been
used and the washer has been primed with it
before use;
3. that no mistake has been done in the assay
procedure (dispensation of positive control
instead of negative control;
4. that no contamination of the negative control
or of their wells has occurred due to positive

Problem
Blank well

Should these problems happen, after checking, report any
residual problem to the supervisor for further actions.

P. CALCULATION OF THE CUT-OFF

The tests results are calculated by means of a cut-off value
determined with the following formula on the mean OD450nm
value of the Negative Control (NC):

NC + 0.350 = Cut-Off (Co)

The value found for the test is used for the interpretation of
results as described in the next paragraph.

Important note: When the calculation of results is done by the
operative system of an ELISA automated work station be sure
that the proper formulation is used to calculate the cut-off value
and generate the right interpretations of results.

Q. INTERPRETATION OF RESULTS
Test results are interpreted as ratio of the sample OD450nm
and the Cut-Off value (or S/Co) according to the following table:

S/Co | Interpretation

<0.9 Negative
09-1.1 Equivocal

>1.1 Positive

A negative result indicates that the patient has not been infected
by HCV or that the blood unit may be transfused.

Any patient showing an equivocal result should be tested again
on a second sample taken 1-2 weeks later from the patient and
examined. The blood unit should not be transfused.

A positive result is indicative of HCV infection and therefore the
patient should be treated accordingly or the blood unit should be
discarded.
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Important notes:

1. Interpretation of results should be done under the
supervision of the responsible of the laboratory to reduce
the risk of judgment errors and misinterpretations.

2. Any positive result should be confirmed by an alternative
method capable to detect IgG and IgM antibodies
(confirmation test) before a diagnosis of viral hepatitis is
formulated.

3. As proved in the Performance Evaluation of the product, the
assay is able to detect seroconversion to anti HCV core
antibodies earlier than some other commercial Kits.
Therefore a positive result, not confirmed with these
commercial kits, does not have to be ruled out as a false
positive result ! The sample has to be anyway submitted to
a confirmation test (supplied upon request by DiaPro srl,
code CCONF).

4. As long as the assay is able to detect also IgM antibodies
some discrepant results with other commercial products for
the detection of anti HCV antibodies - lacking anti higM
conjugate in the formulation of the enzyme tracer and
therefore missing IgM reactivity - may be present. The real
positivity of the sample for antibodies to HCV should be then
confirmed by examining also IgM reactivity, important for the
diagnosis of HCV infection.

5. When test results are transmitted from the laboratory to an
informatics centre, attention has to be done to avoid
erroneous data transfer.

6. Diagnosis of viral hepatitis infection has to be done and
released to the patient only by a qualified medical doctor.

An example of calculation is reported below:

The following data must not be used instead or real figures
obtained by the user.

Negative Control:  0.019 — 0.020 — 0.021 OD450nm

Mean Value: 0.020 OD450nm

Lower than 0.050 — Accepted

Positive Control: ~ 2.189 OD450nm

Higher than 1.000 — Accepted

Cut-Off = 0.020+0.350 = 0.370

Calibrator: 0.550 - 0.530 OD450nm
Mean value: 0.540 OD450nm

S/Co higher than 1.1 — Accepted

Sample 1: 0.070 OD450nm
Sample 2: 1.690 OD450nm
Sample 1 S/Co < 0.9 = negative

Sample 2 S/Co > 1.1 = positive

S/ICo=1.4

R. PERFORMANCES

Evaluation of Performances has been conducted in accordance
to what reported in the Common Technical Specifications or
CTS (art. 5, Chapter 3 of IVD Directive 98/79/EC).

1. LIMIT OF DETECTION

The limit of detection of the assay has been calculated by
means of the British Working Standard for anti-HCV, NIBSC
code 99/588-003-WI. The table below reports the mean
OD450nm values of this standard when diluted in negative
plasma and then examined.

Dilution Lot#1|Lot#2
Factor S/Co S/Co
1X 2.0 2.0
2 X 1.1 1.2
4 X 0.7 0.8
8 X 0.5 0.5
Negative plasma 0.3 0.3

In addition the sample coded Accurun 1 — series 3000 -
supplied by Boston Biomedica Inc., USA, has been evaluated
“in toto” showing the results below:

CVAB.CE | Accurun 1 | S/Co
Lot ID Series
1201 3000 1.5
0602 3000 1.5
1202 3000 1.9

In addition, n° 7 samples, tested positive for HCV Ab with Ortho
HCV 3.0 SAVe, code 930820, lot. # EXE065-1, were diluted in
HCV Ab negative plasma in order to generate limiting dilutions
and then tested again on CVAB.CE, lot. # 1202, and Ortho.

The following table reports the data obtained.

Sample | Limit | CVAB.CE | Ortho 3.0
n° Dilution S/Co S/Co
1 256 X 1.9 1.3
2 256 X 1.9 0.7
3 256 X 2.4 1.0
4 128 X 25 3.2
5 85X 3.3 1.4
6 128 X 2.2 0.8
7 135 X 3.2 2.2

2. DIAGNOSTIC SPECIFICITY AND SENSITIVITY
The Performance Evaluation of the device was carried out in a
trial conducted on more than total 5000 samples.

2.1 Diagnostic specificity:

It is defined as the probability of the assay of scoring negative in
the absence of specific analyte. In addition to the first study,
where a total of 5043 unselected blood donors,( including 1%
time donors), 210 hospitalized patients and 162 potentially
interfering specimens (other infectious diseases, E.coli antibody
positive, patients affected by non viral hepatic diseases, dialysis
patients, pregnant women, hemolized, lipemic, etc.) were
examined, the diagnostic specificity was recently assessed by
testing a total of 2876 negative blood donors on six different
lots. A value of specificity of 100% was found.

No false reactivity due to the method of specimen preparation
has been observed. Both plasma, derived with different
standard techniques of preparation (citrate, EDTA and heparin),
and sera have been used to determine the value of specificity.
Frozen specimens have been tested, as well, to check for
interferences due to collection and storage.

No interference was observed.

2.2 Diagnostic Sensitivity

It defined as the probability of the assay of scoring positive in
the presence of specific analyte.

The diagnostic sensitivity has been assessed externally on a
total number of 359 specimens; a diagnostic sensitivity of 100%
was found. Internally more than other 50 positive samples were
tested, providing a value of diagnostic sensitivity of again 100%.
Positive samples from infections carried out by different
genotypes of HCV were tested as well.

Furthermore, most of seroconversion panels available from
Boston Biomedica Inc., USA, (PHV) and Zeptometrix, USA,
(HCV) have been studied.

Results are reported below for some of them.
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Finally the Product has been tested on the panel EFS Ac HCV,
lot n° 01/08.03.22C/01/A, supplied by the Etablissement

ected * HCV v.3.0

Francais Du Sang (EFS), France, with the following results:

EFS Panel Ac HCV

Lot # 1|Lot # 2|Lot # 2| Results
Sample| S/Co | S/Co | SICo |expected

HCV1| 22 2.4 2.6 | positive

HCv2| 1.6 2.0 2.1 | positive

HCV 3| 15 1.7 1.6 | positive

HCV 4| 5.2 6.5 5.5 | positive

HCV5| 1.6 1.8 1.6 | positive

HCV6| 04 0.4 0.4 | negative

3. PRECISION:

It has been calculated on two samples, one negative and one

low positive, examined in 16 replicates in three separate runs.
Results are reported as follows:

Lot # 1202

Negative Sample (N = 16)

Lot # 0602

Negative Sample (N = 16)

Mean values 1st run 2nd run 3 run Average

OD 450nm 0.097 0.096 0.094 0.096
Std.Deviation 0.009 0.010 0.008 0.009
CV% 8.9 10.1 8.4 9.1

Cal #2— 7K (N = 16)

Mean values 1st run 2nd run 39 run Average

value
OD 450nm 0.400 0.395 0.393 0.396
Std.Deviation 0.021 0.025 0.026 0.024
CV % 5.4 6.2 6.6 6.1
S/Co 1.2 1.2 1.1 1.2
Lot # 0602/2
Negative Sample (N = 16)
Mean values 1strun 2nd run 3" run Average
OD 450nm 0.087 0.091 0.088 0.089
Std.Deviation 0.009 0.007 0.008 0.008
CV % 10.0 8.2 8.6 8.9
Cal #2—7K (N = 16)
Mean values 1strun 2nd run 3" run Average
OD 450nm 0.386 0.390 0.391 0.389
Std.Deviation 0.023 0.021 0.023 0.022
CV % 6.0 5.3 5.8 5.7
S/Co 11 1.2 1.2 1.2

Mean values 1st run 2nd run 3 run Average
value
OD 450nm 0.094 0.099 0.096 0.096
Std.Deviation 0.008 0.007 0.008 0.007
CV % 8.7 6.6 7.9 7.7
Cal #2-7K (N=16)
Mean values 1st run 2nd run 3" run Average
value
OD 450nm 0.396 0.403 0.418 0.406
Std.Deviation 0.023 0.029 0.027 0.026
CV % 5.9 7.1 6.4 6.5
S/Co 1.1 1.1 1.2 1.1

The variability shown in the tables above did not result in
sample misclassification.

S. LIMITATIONS

Repeatable false positive results, not confirmed by RIBA or
similar confirmation techniques, were assessed as less than
0.1% of the normal population.

Frozen samples containing fibrin particles or aggregates after
thawing have been observed to generate some false results.
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HCV Ab

A. OBJETIVO DEL EQUIPO.

Versién 4.0 del Ensayo Inmunoenzimético (ELISA) para la
determinacion de anticuerpos al virus de la Hepatitis C en
plasma y suero humanos.

El equipo esta disefiado para el cribado en unidades de sangre
asi como para el seguimiento de pacientes infectados con HCV.
Uso exclusivo para diagnéstico “in vitro”.

B. INTRODUCCION.
La Organizacion Mundial de la Salud (OMS) define la infeccion
por el virus de la Hepatitis C como:

‘La Hepatitis C es una infeccién viral del higado, definida
como hepatitis de transmision parenteral ‘no Ano B” hasta el
descubrimiento del agente causal en 1989. El descubrimiento y
la caracterizacion del virus de la hepatitis C (HCV) ha permitido
comprender su papel primario en la hepatitis post-transfusional
y su tendencia a inducir la infeccién persistente. El virus de la
hepatits C es la causa principal de hepatitis aguda y
enfermedad hepatica crénica, incluyendo cirrosis y cancer de
higado. A nivel mundial se estima que 170 millones de
personas estén infectadas de forma cronica con HCV y que de
3 a 4 millones se infecten cada afio.

El virus se transmite por contacto directo con sangre humana.
Las causas principales de infeccion por HCV en el mundo son
las transfusiones sanguineas no controladas y la reutilizacion
de jeringuillas y agujas sin una correcta esterilizacién previa. En
la actualidad aun no existe una vacuna eficaz contra el virus y el
tratamiento para la hepatitis C crénica es demasiado costoso
para la mayoria de las personas en paises en vias de
desarrollo. Desde una perspectiva global, el mayor impacto
contra la hepatitis C puede lograrse a través de esfuerzos
orientados hacia la prevencion y el control de la transmision por
exposiciones nosocomiales (como las transfusiones sanguineas
y las practicas invasoras inseguras) y los comportamientos que
conllevan alto riesgo (como el consumo de drogas inyectables).

El virus de la hepatitis C aparece en la mayoria de los casos de
hepatitis viral. Es un virus RNA envuelto, perteneciente a la
familia Flaviviridae y que parece tener un estrecho margen de
huéspedes. Humanos y chimpancés son las Unicas especies
susceptibles conocidas y ambas desarrollan una enfermedad
similar. Una caracteristica importante del virus es su
variabilidad gendmica, la cual pudiera estar relacionada a su
elevada capacidad (80%) de inducir infeccion crénica. EI HCV
ha sido agrupado por genotipos, lo cual puede ser (til para
determinar la gravedad de la enfermedad y la respuesta al
tratamiento.

El periodo de incubacion varia desde 15 hasta 150 dias. En la
infecciébn aguda los sintomas méas comunes son fatiga e
ictericia, sin embargo la mayoria de los casos (entre el 60% y el
70%), incluso aquellos que desarrollan la infeccién crénica, son
asintomaticos. Cerca del 80% de los nuevos pacientes
infectados progresan a la infeccion cronica. Del 10 al 20% de
las personas con infeccién cronica desarrollan cirrosis, mientras
que el cancer de higado lo presentan entre el 1y el 5% de las
personas con este tipo de infeccién, en un periodo de 20 a 30
afios. Muchos pacientes que padecen cancer de higado y no
estan infectados por el virus de la hepatitis B, presentan
evidencias de infeccion por el virus de la hepatitis C. Los
mecanismos gue relacionan la infeccién por HCV y el desarrollo
de cancer hepatico no han sido aun esclarecidos. La hepatitis C
puede exacerbar la gravedad de una enfermedad subyacente

del higado cuando coexiste con otras disfunciones hepéticas;
particularmente la enfermedad progresa mas rapidamente en
personas alcohdlicas e infectadas por HCV. Las formas de
transmisibn mas frecuentes son a través de transfusiones
sanguineas sin controlar y por la reutilizacion de agujas,
jeringuillas y material médico contaminados. La transmision
sexual y perinatal puede suceder aunque es menos frecuente.
Determinadas practicas y comportamientos sociales y culturales
(perforaciones en orejas y otras partes del cuerpo (piercing),
circuncisiones y tatuajes) pueden constituir modos de
transmisién si existe una inadecuada esterilizacion de los
instrumentos usados. EI HCV no se transmite por estornudos,
tos, abrazos, agua o alimentos, estrechar la mano, compartir
cubiertos o en general por contactos casuales. Tanto en paises
desarrollados como en aquellos en vias de desarrollo, los
grupos de alto riesgo incluyen drogadictos, receptores de
transfusiones sin analizar, hemofilicos, pacientes sometidos a
didlisis y personas con actividad sexual promiscua y sin la
debida proteccion. En los paises desarrollados, se ha estimado
gue el 90% de las personas con infeccién crénica por HCV son
o han sido drogadictos o han recibido donaciones de sangre o
hemoderivados contaminados. En muchos paises en vias de
desarrollo, donde aln se utilizan transfusiones o
hemoderivados sin analizar, los principales medios de
transmisiébn son los instrumentos para inyecciones y las
transfusiones sin analizar.

La OMS estima que cerca de 170 millones de personas, es
decir el 3% de la poblaciéon mundial, estan infectadas por el
HCV y bajo riesgo de desarrollar cirrosis y/o cancer hepatico. La
prevalencia de la infeccién por HCV en paises de Africa, el
Mediterraneo oriental, Sudeste Asiatico y el Pacifico Occidental
es alta, comparada con paises de Norteamérica y Europa.

Las pruebas de diagndstico para el HCV contribuyen a prevenir
la infeccion mediante el cribado de la sangre y plasma del
donante, son Utiles para establecer un diagnéstico clinico y en
el seguimiento de los pacientes. Las pruebas de diagnéstico
comerciales disponibles en la actualidad, se basan en ensayos
enziméticos de imnunoabsorcién (EIA) para la detecciéon de
anticuerpos especificos contra HCV. Estos métodos pueden
detectar mas del 95% de los pacientes con infeccion cronica,
pero solo entre el 50 y el 70% de las infecciones agudas. Para
confirmar los resultados positivos por EIA se usa
frecuentemente el sistema inmunoblot recombinante (RIBA), el
cual identifica anticuerpos contra los antigenos individuales del
HCV. Por otra parte, algunas técnicas de biologia molecular
(amplificaciéon de &cidos nucleicos: Reaccién en Cadena de la
Polimerasa (PCR) y DNA ramificado) han sido utilizadas para
confirmar los resultados seroldgicos asi como para determinar
la efectividad de la terapia antiviral. Un resultado positivo indica
la presencia de una infeccion activa, de una fuente potencial de
transmisién y/o del desarrollo de una enfermedad hepatica
crénica.

Para el tratamiento de personas con hepatitis C crénica se
emplean farmacos antivirales como el interferon (administrado
solo o en combinacién con la ribavirina), pero el costo del
tratamiento es elevado. Si se emplea solo el tratamiento con
interferdn, la eficacia en los pacientes es de 10 a 20%, mientras
gue en combinacion con la ribavirina es eficaz en cerca del 30-
50% de los casos. El tratamiento solo con ribavirina no parece
ser efectivo.

No existe en la actualidad una vacuna contra HCV, debido en
parte, a la alta frecuencia de mutaciones del virus. El escaso
conocimiento de la respuesta inmune protectora que sigue a la
infeccién por HCV ha dificultado el desarrollo de la vacuna. No
se conoce tampoco acerca de los mecanismos del sistema
inmune para la eliminacion del virus. Algunos estudios, sin
embargo, han demostrado la aparicion de anticuerpos
neutralizantes en pacientes con infeccion HCV. En ausencia de
la vacuna, es conveniente tomar todas las medidas posibles
para prevenir la infeccion (a) cribado y analisis de sangre y
6rganos de donantes; (b) inactivacién del virus en productos
derivados del plasma; (c) implementacién y mantenimiento de
las préacticas para el control de la infecciéon incluyendo la
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esterilizacion del material médico y dental; (d) promover
cambios en la conducta entre el publico en general y el personal
sanitario para evitar las préacticas incorrectas y (e) vigilancia de
los grupos de riesgo (personas con promiscuidad sexual y
drogadictos).”

El genoma codifica para componentes estructurales: una
proteina de la nucleocipside y dos glicoproteinas de la
envoltura, asi como para proteinas funcionales involucradas en
la replicacion viral y la sintesis de proteinas. La region que
codifica para la nucleocapside parece estar altamente
conservada entre los aislamientos obtenidos en todo el mundo.

C. PRINCIPIOS DEL ENSAYO.

Las microplacas estan recubiertas con antigenos especificos
del HCV correspondientes a las regiones del “core” y “ns” que
codifican para determinantes antigénicos inmunodominantes y
conservados (péptido del core y péptidos recombinantes NS3,
NS4 y NS5).

Se afiade la muestra diluida y los anticuerpos contra HCV,
presentes en la muestra, son capturados por los antigenos de la
fase solida.

Después del lavado, en la 22 incubacion, los anticuerpos IgG e
IgM son detectados mediante anticuerpos policlonales
especificos anti-IlgG/IgM humanos, conjugados con Peroxidasa
(HPR).

La enzima capturada en la fase soélida, combinada con la
mezcla substrato/cromégeno, genera una sefial Gptica
proporcional a la cantidad de anticuerpos anti-HCV presentes
en la muestra. Posteriormente, mediante un valor de corte
calculado, las densidades épticas pueden interpretarse como
resultados negativos o positivos a la presencia de anticuerpos
al HCV.

D. COMPONENTES.
Cada equipo (Cddigo CVAB.CE) contiene reactivos suficientes
para realizar 192 pruebas.

1. Microplaca:

n° 2 microplacas

12 tiras de 8 pocillos recubiertos con péptidos recombinantes
para el “core” y para NS3, NS4 y NS5. Las placas estan
empagquetadas en bolsas selladas con desecante.

2. Control Negativo:

1x4.0ml/vial

Listo para el uso. Contiene 1% de proteinas del suero de cabra,
tampon Citrato sédico 10mM pH 6.0 +/-0.1, 0.5% de Tween 20,
ademas de azida sédica 0.09% y ProClin 300 al 0,045% como
conservantes. El control negativo esta codificado con el color
verde olivo.

3. Control Positivo:

1x4.0ml/vial

Listo para el uso. Contiene 1% de proteinas del suero de cabra,
anticuerpos humanos anti-HCV, tampén Citrato s6dicol0mM pH
6.0 +/-0.1, 0.5% de Tween 20, asi como azida sédica 0.09% y
ProClin 300 al 0,045% como conservantes. El control positivo
est4 codificado con el color azul.

4. Calibrador

n° 2 viales

Liofilizado. Para disolver en agua calidad EIA como se indica en
la etiqueta. Contiene suero fetal bovino, anticuerpos humanos al
HCV, calibrados segun el cédigo Estandar de Trabajo de
NIBSC 99/588-003-WI, tampon Citrato s6dicolOmM pH 6.0 +/-
0.1, ademas de sulfato de gentamicina 0.3 mg/ml y ProClin 300
al 0,045% como conservantes.

Nota: El volumen necesario para disolver el contenido del
frasco varia en cada lote. Se recomienda usar el volumen
indicado en la etiqueta.

5. Tamp6n de Lavado Concentrado:
2x60ml/botella. Solucién concentrada 20x.

Una vez diluida, la solucién de lavado contiene tampén fosfato
10 mM a pH 7.0 +/- 0.2, Tween 20 al 0.05% y ProClin 300 al
0,045%.

6. Conjugado

2x16mlivial. Solucion lista para el uso. Contiene 5% de
albumina de suero bovino, tampén Tris 10mM a pH 6.8 +/- 0.1,
anticuerpo policlonal de cabra anti-lgM/IgG humanos conjugado
con peroxidasa (HPR) en presencia de 0.2 % de sulfato de
gentamicina y ProClin 300 al 0,045% como conservantes. El
conjugado esté codificado con el color rosa/rojo.

7. Cromégeno/Substrato

2x16mlivial. Contiene una soluciéon tamponada citrato-fosfato
50mM pH 3.5-3.8, tetra-metil-benzidina (TMB) 0.03% y peréxido
de hidrégeno (H,0;) 0.02% asi como dimetilsulféxido 4%.

Nota: Evitar la exposicion a la luz, la sustancia es
fotosensible.

8. Diluente de ensayo:

1x15mlfvial. Contiene una solucién tamponada Tris 10 mM pH
8.0 +/- 0.1 y 0.1% de ProClin 300 al 0,045% para el pre-
tratamiento de muestras y controles, blogquea posibles
interferencias.

Nota: Usar todo el contenido del vial antes de abrir un
segundo. El reactivo es sensible a oxidacion.

9. Acido Sulfdrico:

1x32ml/vial. Contiene solucion de H,SO4 0.3M

Atencién: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

10. Diluente de muestras |DILSPE|

2x50ml. Contiene una solucién tamponada citrato sédico 10 mM
pH 6.0 +/- 0.1, 1% de proteinas del suero de cabra, 0.5% de
Tween 20, azida sddica 0.09% y ProClin 300 al 0,045% como
conservantes. Se usa para diluir las muestras.

11. Sellador adhesivo, n° 4
12. Manual de instrucciones, n° 1
Nota importante: A solicitud del cliente, Dia.Pro puede

suministrar reactivos para realizar 96, 480 6 960 pruebas,
segun se reporta a continuacion:

1.Microplaca n°l n°5 n°10
2.ControlNegativo 1x2.0ml/vial 1x10ml/vial 1x20.ml/vial
3.ControlPositivo 1x2.0ml/vial 1x10ml/ivial 1x20.ml/vial
4.Calibrador n° 1 vial n° 5 vials n° 10 vials
5.Soluc. Lav. conc | 1x60ml/bot. 5x60ml/frasc. 4x150ml/frasc.
6.Conjugado 1x16mlivial 2x40ml/frasc. 4x40ml/frasc.
7.Crom6g/Subs 1x16mlivial 2x40ml/frasc. 4x40ml/frasc.
8.Diluent. ensayo 1x8ml/vial 1x40ml/ frasc. 1x80mlffrasc.
9.Acido Sulftrico 1x15mlivial 2x40ml/ frasc. 2x80ml/frasc.
10.Diluent.muestr. 1x50ml/vial 5x50ml/frasc. 4x125mlffrasc.
11.Sellador adhes. | n°2 n° 10 n° 20
12.Manual de | n°1 n°1 n°1
instrucciones

Numero de 96 480 960
pruebas

Codigo CVAB.CE.96 CVAB.CE.480 | CVAB.CE.960
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. MATERIALES NECESARIOS NO SUMINISTRADOS.
Micropipetas calibradas (200ul y 10ul) y puntas plasticas
desechables.

Agua de calidad EIA (bidestilada o desionizada, tratada con
carbon para remover quimicos oxidantes usados como
desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostéatico de microplacas ELISA, calibrado (en
seco 0 himedo) fijo a 37°C.

Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de filtros de 620-630 nm.

Lavador calibrado de microplacas ELISA.

Vortex o similar.

. ADVERTENCIAS Y PRECAUCIONES.

El equipo debe ser wusado por personal técnico
adecuadamente entrenado, bajo la supervision de un doctor
responsable del laboratorio.

Cuando el equipo es usado para cribado en unidades de
sangre, el laboratorio debe estar certificado y calificado para
realizar este tipo de andlisis (Ministerio de Salud o entidad
similar).

Todas las personas encargadas de la realizacion de las
pruebas deben llevar las ropas protectoras adecuadas de
laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal debe
ser adiestrado en procedimientos de bioseguridad, segun
ha sido recomendado por el Centro de Control de
Enfermedades de Atlanta, Estados Unidos, y publicado por
el Instituto Nacional de Salud: “Biosafety in Microbiological
and Biomedical Laboratories”, ed.1984.

Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual
existen vacunas disponibles, seguras y eficaces.

Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo o agentes
microbianos cuando se abran los equipos, asi como durante
la realizacion del ensayo. Evitar la exposicion del substrato
a la luz y las vibraciones de la mesa de trabajo durante el
ensayo.

Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

No intercambiar reactivos de diferentes lotes ni tampoco de
diferentes equipos.

Comprobar que los reactivos no contienen precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente y reemplazar el equipo.

Evitar contaminacion cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas
después de cada uso. No reutilizar puntas desechables

10. Evitar contaminacién cruzada entre los reactivos del equipo

usando puntas desechables y cambiandolas después de
cada uso. No reutilizar puntas desechables

11. No usar el producto después de la fecha de caducidad

indicada en el equipo e internamente en los reactivos.
Segun estudios realizados, no se ha detectado pérdida
relevante de actividad en equipos abiertos, en uso por un
periodo de hasta 6 meses.

12. Tratar todas las muestras como potencialmente infecciosas.

Las muestras de suero humano deben ser manipuladas al
nivel 2 de bioseguridad, segun ha sido recomendado por el
Centro de Control de Enfermedades de Atlanta, Estados
Unidos y publicado por el Instituto Nacional de Salud:
“Biosafety in Microbiological and Biomedical Laboratories”,
ed.1984.

13. Se recomienda el uso de material plastico desechable para

la preparacién de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones.

14. Los desechos producidos durante el uso del equipo deben
ser eliminados segln lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de
los residuos quimicos y biolégicos de laboratorio. En
particular, los desechos liquidos provenientes del proceso
de lavado deben ser tratados como potencialmente
infecciosos y deben ser inactivados. Se recomienda la
inactivacion con lejia al 10% de 16 a 18 horas o el uso de la
autoclave a 121°C por 20 minutos.

15. En caso de derrame accidental de algin producto, se debe
utilizar papel absorbente embebido en lejia y
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

16. El &cido sulfdrico es irritante. En caso de derrame, se debe
lavar la superficie con abundante agua.

17. Otros materiales de desecho generados durante la
utilizacion del equipo (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales
de infeccion de acuerdo a las directivas nacionales y leyes
para el tratamiento de residuos de laboratorio.

G. MUESTRA: PREPARACION Y RECOMENDACIONES.

1. Extraer la sangre asépticamente por puncién venosa y
preparar el suero o plasma segun las técnicas estandar de
los laboratorios de andlisis clinico. No se ha detectado que
el tratamiento con citrato, EDTA o heparina afecte las
muestras.

2. Evitar el uso de conservantes, en particular azida sédica, ya
gue pudiera afectar la actividad enzimética del conjugado,
generando resultados falsos negativos.

3. Las muestras deben estar identificadas claramente
mediante codigo de barras o nombres, a fin de evitar
errores en los resultados. Cuando el equipo se emplea para
el cribado en unidades de sangre, se recomienda el uso del
codigo de barras.

4. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar falsos
resultados, al igual que aquellas donde se observe la
presencia de precipitados, restos de fibrina o filamentos
microbianos.

5. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccion. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma
0 suero, retiradas cuidadosamente del tubo de extraccién
principal, pueden almacenarse congeladas a —20°C durante
varios meses, evitando luego descongelar cada muestra
mas de una vez, ya que se pueden generar particulas que
podrian afectar al resultado de la prueba.

6. Sihay presencia de agregados, la muestra se puede aclarar
mediante centrifugacién a 2000 rpm durante 20 minutos o
por filtracién con un filtro de 0,2-0,8 micras.

H. PREPARACION DE LOS COMPONENTES Y
PRECAUCIONES.
Segun estudios realizados, no se ha detectado pérdida

relevante de actividad en equipos abiertos, utilizados hasta 6
veces, en un periodo de hasta 6 meses.

1. Microplacas:
Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no esté
de un color verde oscuro, lo que indicaria un defecto de
fabricacion. De ser asi, debe solicitar el servicio de Dia.Pro:
atencion al cliente.

Las tiras de pocillos no utilizadas,
herméticamente cerradas en

deben guardarse
la bolsa de aluminio con el
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desecante a 2-8°C. Una vez abierto el envase, las tiras
sobrantes, se mantienen estables hasta que el indicador de
humedad dentro de la bolsa del desecante cambie de amarillo a
verde.

2. Control Negativo:
Listo para el uso. Mezclar bien con la ayuda de un vortex, antes
de usar.

3. Control Positivo:

Listo para el uso. Mezclar bien con la ayuda de un vortex,
antes de usar. Manipule este reactivo como potencialmente
infeccioso, aunque las particulas virales presentes en el control
han sido inactivadas quimicamente.

4. Calibrador:

Disolver cuidadosamente el contenido del vial en el volumen de
agua de calidad EIA indicado en la etiqueta. Mezclar bien con el
vortex antes de usar.

Manipule este reactivo como potencialmente infeccioso, aunque
las particulas virales presentes en el control han sido
inactivadas quimicamente.

Nota: Una vez reconstituida, la solucién no es estable. Se
recomienda mantenerla congelada en alicuotas a —20°C.

5. Solucién de Lavado Concentrada:

Todo el contenido de la solucion concentrada 20x debe diluirse
con agua bidestilada fino a 1200 ml y mezclarse suavemente
antes de usarse.

Por que en los frascos pueden estar presente los cristales,
cuando se prepara la solucion prestar mucha atencion en diluir
todo el contenido.  Durante la preparacion evitar la formacion
de espuma y burbujas, lo que podria influir en la eficiencia de
los ciclos de lavado.

Nota: Una vez diluida, la solucién es estable por una semana a
temperaturas entre +2 y 8°C.

6. Conjugado:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. En caso de que deba transferirse
el reactivo, usar contenedores de plastico, estériles y
desechables, siempre que sea posible.

7. Cromégeno/ Substrato:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o0 microbios. Evitar la exposicién a la luz,
agentes oxidantes y superficies metdlicas. En caso de que deba
transferirse el reactivo, usar contenedores de plastico, estériles
y desechables, siempre que sea posible.

8. Diluente de ensayo:
Listo para el uso. Mezclar bien con un vortex antes de usar.

9. Acido Sulfarico:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Atencién: Irritante  (H315, H319; pP280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacién cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabén abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritaciéon ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

10. Diluente de muestras :
Listo para el uso. Mezclar bien con un vértex antes de usar.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN

COMBINACION CON EL EQUIPO.

1. Las micropipetas deben ser calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacion periddica de las partes
qgue pudieran entrar accidentalmente en contacto con la
muestra o los reactivos (lejia 10%, de calidad de los
desinfectantes  hospitalarios). Deben ademaés, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%. Deben descontaminarse
periodicamente los residuos de los componentes del
equipo.

2. La incubadora de ELISA debe ser ajustada a 37°C (+/-
0.5°C) y controlada periédicamente para mantener la
temperatura correcta. Pueden emplearse incubadoras
secas 0 bafios de agua siempre que estén validados para la
incubacion de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el

rendimiento global del ensayo.El lavador debe ser validado

de forma minuciosa previamente, revisado para comprobar

gue suministra el volumen de dispensacién correcto y

enviado regularmente a mantenimiento de acuerdo con las

instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucién de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacién segun se indica en su

manual (se recomienda descontaminaciéon con NaOH 0.1

M). Para asegurar que el ensayo se realiza conforme a los

rendimientos declarados, basta con 5 ciclos de lavado

(aspiracion + dispensado de 350 pl/pocillo de solucion de

lavado + 20 segundos de remojo = 1 ciclo). Si no es posible

remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

Los tiempos de incubacion deben tener un margen de +5%.

El lector de microplacas ELISA debe estar provisto de un

filtro de lectura de 450 nm y de un segundo filtro de 620-

630 nm, obligatorio para el blanco. EI procedimiento

estandar debe contemplar: a) Ancho de banda < 10 nm; b)

Rango de absorbancia de 0 a > 2,0; c) Linealidad > 2,0; d)

Reproducibilidad > 1%. EIl blanco se prueba en el pocillo

indicado en la seccién “Procedimiento del ensayo”. El

sistema optico del lector debe calibrarse periédicamente
para garantizar que se mide la densidad Optica correcta.

Periédicamente se debe proceder al mantenimiento segin

las instrucciones del fabricante.

6. En caso de usar un sistema automatizado de ELISA, los
pasos criticos (dispensado, incubacién, lavado, lectura,
agitacion y procesamiento de datos) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores
indicados en la seccione “Control interno de calidad”. El
protocolo del ensayo debe ser instalado en el sistema
operativo de la unidad y validado tanto para el lavador como
para el lector. Por otro lado, la parte del sistema que
maneja los liquidos (dispensado y lavado) debe ser
validada y fijada correctamente. Debe prestarse particular

S
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atencion a evitar el arrastre por las agujas de dispensacion
y de lavado, a fin de minimizar la posibilidad de ocurrencia
de falsos positivos por contaminacion de los pocillos
adyacentes por muestras fuertemente reactivas. Se
recomienda el uso de sistemas automatizados para el
cribado en unidades de sangre y cuando la cantidad de
muestras supera las 20-30 unidades por ensayo.

7. Cuando se utilizan instrumentos automaticos, en el caso en
que los contenedores para los frascos del in strumento no
sean adecuados a los frascos del kit, transferir la solucion
en ellos contenida en frascos idoneos al instrumento y
etiquetarlos con la misma etiqueta utilizada en el frasco
original. Esta operacion es importante para evitar el cambio
del contenido de los frascos durante el transferimiento.
Cuando el test a terminado colocar los contenedores
secundarios etiquetados y tapados a 2..8°C.

8. El servicio de atencién al cliente en Dia.Pro, ofrece apoyo al
usuario para calibrar, ajustar e instalar los equipos a usar
en combinacion con el equipo, con el proposito de asegurar
el cumplimiento de los requerimientos descritos.

L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

1. Compruebe la fecha de caducidad indicada en la parte
externa del equipo (envase primario). No usar si ha
caducado.

2. Compruebe que los componentes liquidos no estan
contaminados con particulas o agregados visibles.
Asegurese de que el cromégeno (TMB) es incoloro o azul
pélido, aspirando un pequefio volumen de este con una
pipeta estéril de plastico. Compruebe que no han ocurrido
rupturas ni derrames de liquido dentro de la caja (envase
primario) durante el transporte. Asegurarse de que la bolsa
de aluminio que contiene la microplaca no esté rota o
dafiada.

3. Diluir totalmente la solucién de lavado concentrada 20X,
como se ha descrito anteriormente.

4. Disolver el Calibrador como se ha descrito anteriormente y
mezclar suavemente.

5. Dejar los componentes restantes alcanzar la temperatura
ambiente (aprox. 1 hora), mezclar luego suavemente en el
vortex todos los reactivos liquidos.

6. Ajustar la incubadora de ELISA a 37°C y cebar el lavador
de ELISA utilizando la solucién de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

7. Comprobar que el lector de ELISA esté conectado al menos
20 minutos antes de realizar la lectura.

8. En caso de trabajar automaticamente, conectar el equipo y
comprobar que los protocolos estén correctamente
programados.

9. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

10. Asegurarse de que el equipamiento a usar esté en perfecto
estado, disponible y listo para el uso.

11. En caso de surgir algin problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO.

El ensayo debe realizarse segun las instrucciones que siguen a
continuacién, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

Ensayos Automatizados.

En el caso de que el ensayo se realice de manera automatizada
con un sistema ELISA, se recomienda programar al equipo para
aspirar 200ul de Diluente de Muestras, y posteriormente 10ul de
muestra.

La mezcla debe ser dispensada cuidadosamente en los pocillos
correspondientes a cada muestra. Antes de aspirar la muestra
siguiente, las agujas deben lavarse debidamente para evitar
cualquier contaminacion cruzada entre las muestras.

No diluir el Calibrador ni los controles ya que estan listos para el
uso.

Dispensar 200ul de controles/Calibrador en
correspondientes.

los pocillos

Nota importante: Controle a simple vista que las muestras han
sido diluidas y dispensadas en los pocillos adecuados, para lo
cual el color de las muestras dispensadas debe ser verde azul
oscuro, mientras que el del control negativo debe permanecer
verde olivo.

Para las operaciones siguientes, consulte las instrucciones que
aparecen debajo para el Ensayo Manual.

Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Gltima muestra sea calculado por
el instrumento y considerado para los lavados.

Ensayo Manual.

1. Poner el ndmero de tiras necesarias en el soporte de
plastico. Dejar el primer pocillo vacio para el blanco.

2. Dispensar 200ul del Control Negativo, por triplicado, 200l
de Calibrador por duplicado y 200ul del Control Positivo. No
diluir el Calibrador ni los controles ya que estan listos para
el uso!

3. Dispensar 200ul del Diluente de muestras (DILSPE) a todos
los pocillos de muestras, después dispensar 10 pl de cada
muestra en su pocillo correspondiente. Resuspender
suavemente evitando la formacién de espuma y la
contaminacion de los pocillos adyacentes.

Nota importante: Comprobar que el color del Diluente de
muestras, después de adicionada la misma, cambia de verde a
verde azul oscuro.

4. Dispensar 50 ul de Diluente de ensayo (DILAS) en los
pocillos de los controles/Calibrador y muestras. Compruebe
gue el color de las muestras sea azul oscuro.

5. Incubar la microplaca 45 min a +37°C.

Nota importante: Las tiras se deben sellar con el adhesivo
suministrado solo cuando se hace el test manualmente. No
sellar cuando se emplean equipos automatizados de ELISA.

6. Lavar la microplaca con el lavador automatico dispensando
y aspirando 350 pl/pocillo de solucién de lavado diluida,
segun segun se indica (section 1.3).

7. Dispensar 100pul del Conjugado en todos los pocillos,
excepto en el Al y cubrir con el sellador. Compruebe que
este reactivo de color rosa/rojo ha sido afiadido en todos los
pocillos excepto el Al.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el conjugado.
Podria producirse contaminacion.

8. Incubar la microplaca 45 min a +37°C.

9. Lavar la microplaca, de igual forma que en el paso 6.

10. Dispensar 100pl del Cromoégeno/Substrato en todos los
pocillos, incluido el Al. Incubar la microplaca a
temperatura ambiente (18-24°C) durante 15 minutos.

Nota importante: No exponer directamente a fuerte

iluminacioén, de lo contrario se generan interferencias.

11. Dispensar 100ul de &cido sulfarico en todos los pocillos
para detener la reaccion enzimatica, usar la misma
secuencia que en el paso 10. La adicion de la solucion de
parada cambia el color del Control Positivo y las muestras
positivas de azul a amarillo/marrén.
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12.

Medir la intensidad del color de la soluciébn en cada
pocillo, segun se indica en la seccién 1.5, con un filtro de
450 nm (lectura) y, otro de 620-630 nm (substraccion del
fondo), calibrando el instrumento con el pocillo Al (blanco,
obligatorio).

Notas importantes:

1.

Asegurarse de que no hay impresiones digitales ni polvo en
el fondo de los pocillos antes de leer. Podrian generarse
falsos positivos en la lectura.

La lectura debe hacerse inmediatamente después de afadir
la solucion de parada y, en cualquier caso, nunca
transcurridos 20 minutos después de su adicion. Se podria
producir auto oxidacién del cromégeno causando un
elevado fondo.

Se ha probado que la agitacion a 350 +/- 150 rpm, durante
la incubacién, aumenta en un 20% la sensibilidad del
ensayo.

El calibrador (CAL) no afecta al calculo del valor de corte y,
por lo tanto, no afecta al célculo de los resultados de la
prueba. El calibrador (CAL) se usa solo si la gestion
requiere un control interno de calidad del laboratorio.

Parametro

Exigencia

Pocillo Blanco

Valor < 0.100 DO450nm

Control Negativo
(CN)

Valor medio < 0.050 DO450nm después
de leer el blanco

Calibrador

M/Co > 1.1

Control Positivo

Valor > 1.000 DO450nm

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccion.

En caso contrario, detenga el ensayo y compruebe:

Problema

Compruebe que

Pocillo blanco
> (0.100D0450nm

la solucién cromégeno/substrato no se ha
contaminado durante el ensayo.

Control

Negativo (CN) >
0.050 DO450nm
después de leer

1. el proceso de lavado y los parametros
del lavador estén validados segun los
estudios previos de calificacion.

2. se ha usado la soluciéon de lavado

el blanco apropiada y que el lavador ha sido
cebado con la misma antes del uso.
3. no se han cometido errores en el
N. ESQUEMA DEL ENSAYO. procedimiento  (dispensar el control
positivo en lugar del negativo).
Método Operaciones 4. no ha existido contaminacién del
Controles & Calibrador 200 pl control negativo o de sus pocillos debido
Muestras 200yl dil.+104l a muestras positivas derramadas, o al
Diluente de ensayo (DILAS) 50 ul conjugado.
17 incubacion 25 min 5. las micropipetas no se han
Temperatura +37°C contalmlna_do ((:jon muestras positivas o
- - - con el conjugado.
Lavado 5 ciclos con 20”de remojo 6. las agujas del lavador no estén parcial
. 0 . 0 totalmente obstruidas.
Conjugado 6 ucloios(;nu:emqo Calibrador 1. el procedimiento ha sido realizado
correctamente.
2" incubacién 45 min M/Co < 1.1 2. no ha habido errores durante su
Temperatura +37°C distribucion (dispensar el control negativo
Lavado 5 ciclos con 20”de remojo en lugar del calibrador).
) 0 ) 3. el proceso de lavado y los parametros
6 ciclos sin remojo del lavador estén validados segln los
TMB/H202 100 estudios previos de calificacion.
3r® incubacion 15 min 4. no ha ocurrido contaminacion externa
Temperatura 18-24°C del calibrador.
Acido Sulfdrico 100 pl Control Positivo | 1. el procedimiento ha sido realizado
Lectura D.O. 450nm / 620-630nm < 1.000 correctamente.
DO450nm 2. no se han cometido errores en el
A continuacion se describe un ejemplo del esquema de procedimiento  (dispensar el control
dispensado. negativo en lugar del positivo). En este
caso el control negativo debe tener un
Microplaca valor de DO450nm > 0.150.
1 21341561718 l9l10l11]12 3. el proceso de lavado y los parametros
A BL | M2 del Iavador _estén va[idadqs segun los
B cN M3 estudios previos de callflca_\uér?.
C I cN vz 3 Ino ha ?curr_lc}o contaminacion externa
el control positivo.
D | CN [ M5
E [CAL| M6 , _ ]
E | CAL | M7 Si ocurre alguno de los problemas anteriores, después de
G | cp lms comprobar, informe al responsable para tomar las medidas
TREVERIE pertinentes.
Leyenda: BL = Blanco CN = Control Negativo CAL =
Calibrador CP = Control Positivo M = Muestra

O. CONTROL DE CALIDAD INTERNO.

Se realiza un grupo de pruebas con los controles/calibrador
cada vez que se usa el equipo para verificar si los valores
DO450nm son los esperados.

Asegurar el cumplimiento de los siguientes parametros:

P. CALCULO DEL VALOR DE CORTE.
Los resultados se calculan por medio de un valor de corte (cut-
off) hallado con la siguiente férmula:

Valor de corte = CN medio DO450nm + 0.350
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El valor encontrado para el ensayo se usa para la interpretacion
de los resultados, segun se describe a continuacion:

Nota Importante: Cuando el célculo de los resultados se halla
mediante el sistema operativo de un equipo de ELISA
automatico, asegurarse de que la formulacion usada para el
célculo del valor de corte, y para la interpretacion de los
resultados sea correcta.

Q. INTERPRETACION DE LOS RESULTADOS.

La interpretacion de los resultados se realiza mediante la razén
entre las DO a 450nm de las muestras y el Valor de corte
(M/Co).

Los resultados se interpretan seguin la siguiente tabla:

(M/Co) |Interpretacién
<0.9 Negativo

09-1.1 Equivoco
>1.1 Positivo

Un resultado negativo indica que el paciente no esta infectado
por HCV y la unidad de sangre se puede transfundir.

Cualquier paciente, cuya muestra resulte equivoca debe
someterse a una nueva prueba con una segunda muestra de
sangre colectada 1 6 2 semanas después de la inicial. En este
caso la unidad de sangre no debe ser transfundida.

Un resultado positivo es indicativo de infeccion por HCV y por
consiguiente el paciente debe ser tratado adecuadamente. La
unidad de sangre debe ser descartada.

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Antes de formular un diagnéstico de hepatitis viral, los
resultados positivos deben comprobarse a través de un
método alternativo, capaz de detectar anticuerpos 1gG e
IgM ( prueba confirmatoria).

3. Segun se demuestra en la Evaluacién del Performance del
producto, el ensayo es capaz de detectar los anticuerpos
anti HCV core, en etapas mas tempranas en comparacion
con otros equipos comerciales. Sin embargo, un resultado
positivo, no confirmado con estos equipos comerciales, no
debe necesariamente considerarse como falso positivo! Es
necesario realizar una prueba de confirmacién
(suministrada, bajo solicitud del cliente, por Dia.pro srl.
Codificada CCONF).

4. Como el ensayo es capaz de detectar ademas anticuerpos
IgM, pueden presentarse resultados discrepantes (pérdida
de reactividad IgM) con respecto a otros productos
comerciales para la deteccion de anticuerpos anti-HCV. La
positividad real de una muestra debe confirmarse probando
la reactividad IgM, lo cual resulta muy importante para el
diagnostico de infeccion por HCV.

5. Cuando se transmiten los resultados de la prueba, del
laboratorio a otras instalaciones, debe ponerse mucha
atencion para evitar el traslado de datos erréneos.

6. El diagnéstico de infeccién con un virus de la hepatitis debe
ser evaluado y comunicado al paciente por un médico
calificado.

A continuacién, un ejemplo de los calculos a realizar:

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Control Negativo: 0.019 — 0.020 — 0.021 DO450nm
Valor medio: 0.020 DO450nm
Menor de 0.050 — Valido

Control Positivo:  2.189 DO450nm
Mayor de 1.000 — Valido
Valor de corte = 0.020+0.350 = 0.370

Calibrador: 0.550 - 0.530 DO450nm
Valor medio: 0.540 DO450nm
M/Co Mayor de 1.1 — Valido

M/Co = 1.4

Muestra 1: 0.070 DO450nm
Muestra 2: 1.690 DO450nm
Muestra 1 M/Co < 0.9 = negativa
Muestra 2 M/Co > 1.1 = positiva

R. FUNCIONAMIENTO.

La evaluacién del funcionamiento ha sido realizada segun lo
reportado en las Especificaciones Técnicas Comunes (ETC)
(art. 5, Capitulo 3 de las Directivas IVD 98/79/EC).

1. LIMITE DE DETECCION.

El limite de deteccién ha sido calculado por medio del estandar
de trabajo britanico anti-HCV NIBSC, cédigo 99/558-003-W]I).
La siguiente tabla muestra los valores medios de DO450nm de
este estandar diluido en plasma negativo y examinado:

Dilucién Lote#1|Lote#2
Factor M/Co M/Co
1X 2.0 2.0
2X 1.1 1.2
4 X 0.7 0.8
8 X 0.5 0.5
Plasma Negativo 0.3 0.3

Se evalu6 ademas la muestra Accurun 1 -serie 3000-
suministrado por Boston Biomedica Inc., Estados Unidos.

Los resultados son los siguientes:

CVAB.CE | Accurun 1 | M/Co
Lote ID Serie
1201 3000 15
0602 3000 15
1202 3000 1.9

Por otra parte, un total de 7 muestras, positivas para HCVAb
segun Ortho HCV 3.0 SAVe, codigo 930820, lote # EXE065-1,
fueron diluidas en plasma negativo a HCVAb con el fin de
obtener diluciones limitantes y luego fueron probadas
nuevamente en CVAB.CE, lote # 1202, y Ortho.

Las tablas siguientes reflejan los resultados obtenidos:

Muestra | Diluciéon | CVAB.CE | Ortho 3.0
n° Limite M/Co M/Co
1 256 X 1.9 1.3
2 256 X 1.9 0.7
3 256 X 2.4 1.0
4 128 X 2.5 3.2
5 85 X 3.3 1.4
6 128 X 2.2 0.8
7 135 X 3.2 2.2
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2. ESPECIFICIDAD Y SENSIBILIDAD DIAGNOSTICAS.
La evaluacion del procedimiento diagnoéstico se realizé
mediante un ensayo con mas de 5000 muestras.

2.1 Especificidad Diagnostica:
Se define como la probabilidad del ensayo de detectar
negativos en ausencia del analito especifico.

Ademas del primer estudio, donde se examinaron en total 5043
muestras de donantes de sangre no seleccionados, (incluyendo
donantes por 12 vez), 210 muestras de pacientes hospitalizados
y 162 muestras que pudieran provocar interferencia (otras
enfermedades infecciosas, positivas para anticuerpos de E. coli,
pacientes con enfermedades hepaticas no virales, pacientes en
dialisis, mujeres embarazadas, hemolizadas, lipémicas, etc.), la
especificidad diagnéstica se evalud recientemente examinando
un total de 2876 muestras de donantes de sangre negativas en
seis lotes distintos. Se observé un valor de especificidad de
100%.

Se emplearon ademés, plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos. No se ha observado falsa reactividad debida a los
métodos de tratamiento de muestras.

Por dltimo se analizaron muestras congeladas, para determinar
posibles interferencias debidas a la toma de muestra y al
almacenamiento. No se observaron interferencias.

2.2 Sensibilidad Diagndstica.

Se define como la probabilidad del ensayo de detectar positivos
en presencia del analito especifico.

La sensibilidad diagnéstica ha sido estimada de forma externa
en un total de 359 muestras, el valor obtenido fue de 100%.
Mas de 50 muestras positivas fueron probadas de forma
interna, en este caso el resultado fue también de 100%.

Se evaluaron ademéds, muestras positivas producto de
infecciones por diferentes genotipos de HCV, asi como también
se estudié gran parte de los paneles de seroconversion de
Boston Biomedica Inc (PHV) y Zeptometrix, USA (HCV).
disponibles.

Los resultados para algunos de ellos se describen a
continuacion:

Panel N° samples | DiaPro* | Ortho* **
PHV 901 11
PHV 904
PHV 905
PHV 906
PHV 907
PHV 908
PHV 909
PHV 910
PHV 911
PHV 912
PHV 913
PHV 914
PHV 915
PHV 916
PHV 917
PHV 918
PHV 919
PHV 920

HCV 10039

HCV 6212

HCV 10165

= = =
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Note: * Positive samples detected * HCV v.3.0

Por dltimo, el producto ha sido probado contra el panel EFS Ac
HCV, lote n° 01/08.03.22C/01/A, suministrado por
Etablissement Francais Du Sang (EFS), Francia, obteniéndose
los siguientes resultados:

EFS Panel Ac HCV

Lote # 1(Lote # 2|Lote# 3|Resultados

Muestra| M/Co [ M/Co | M/Co |esperados
HCV 1 2.2 2.4 2.6 positivo
HCV 2 1.6 2.0 2.1 positivo
HCV 3 15 1.7 1.6 positivo
HCV 4 5.2 6.5 5.5 positivo
HCV 5 1.6 1.8 1.6 positivo
HCV 6 0.4 0.4 0.4 negativo

3. PRECISION.

Ha sido calculada utilizando dos muestras, una negativa y una
débil positiva, examinadas en 16 réplicas en tres corridas
separadas.

Los resultados se muestran a continuacion:

Lote #1202

Muestra Negativa (N = 16)

Valores medios e 778 3 Valor
corrida corrida corrida Promedio
DO 450nm 0.094 0.099 0.096 0.096
Desviacion 0.008 0.007 0.008 0.007
estandar
CV % 8.7 6.6 7.9 7.7
Cal #2 - 7K (N = 16)
Valores medios e 778 3ra Valor
corrida corrida corrida Promedio
DO 450nm 0.396 0.403 0.418 0.406
Desviacion 0.023 0.029 0.027 0.026
estandar
CV % 5.9 7.1 6.4 6.5
M/Co 1.1 1.1 1.2 1.1
Lote # 0602
Muestra Negativa (N = 16)
Valores medios = P42 3 Valor
corrida corrida corrida Promedio
DO 450nm 0.097 0.096 0.094 0.096
Desviacion 0.009 0.010 0.008 0.009
estandar
CV % 8.9 10.1 8.4 9.1
Cal #2 - 7K (N = 16)
Valores medios = paa 3 Valor
corrida corrida corrida Promedio
DO 450nm 0.400 0.395 0.393 0.396
Desviacion 0.021 0.025 0.026 0.024
estandar
CV % 5.4 6.2 6.6 6.1
M/Co 1.2 1.2 1.1 1.2
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Lote # 0602/2
Muestra Negativa (N = 16)
Valores medios e 2da 3 Valor
corrida corrida corrida Promedio
DO 450nm 0.087 0.091 0.088 0.089
Desviacion 0.009 0.007 0.008 0.008
estandar
CV % 10.0 8.2 8.6 8.9
Cal #2 - 7K (N = 16)
Valores medios ame 2da 3 Valor
corrida corrida corrida Promedio
DO 450nm 0.386 0.390 0.391 0.389
Desviacion 0.023 0.021 0.023 0.022
estandar
CV % 6.0 5.3 5.8 5.7
M/Co 1.1 1.2 1.2 1.2

La variabilidad mostrada en las tablas no di6 como resultado
una clasificacién errénea de las muestras.

S. LIMITACIONES.

Los falsos positivos repetibles, no confirmados por RIBA o
similares técnicas de confirmacién, fueron estimados como
menos del 0.1% de la poblacién normal.

Las muestras que después de ser descongeladas presentan
particulas de fibrina o particulas agregadas, generan algunos
resultados falsos positivos.
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A.INTENDED USE

Fourth generation Enzyme Immunoassay (ELISA) for the
one-step determination of  Hepatitis B surface Antigen or
HBsAg in human plasma and sera.

The kit is intended for the screening of blood units, is able to
detect HBsAg mutants and finds application in the follow-up of
HBV-infected patients.

For “in vitro” diagnostic use only.

B. INTRODUCTION

The World Health Organization (WHO) defines Hepatitis B Virus
infection as follows:

“Hepatitis B is one of the major diseases of mankind and is a serious
global public health problem. Hepatitis means inflammation of the liver,
and the most common cause is infection with one of 5 viruses, called
hepatitis A,B,C,D, and E. All of these viruses can cause an acute disease
with symptoms lasting several weeks including yellowing of the skin and
eyes (jaundice); dark urine; extreme fatigue; nausea; vomiting and
abdominal pain. It can take several months to a year to feel fit again.
Hepatitis B virus can cause chronic infection in which the patient never
gets rid of the virus and many years later develops cirrhosis of the liver or
liver cancer.

HBV is the most serious type of viral hepatitis and the only type causing
chronic hepatitis for which a vaccine is available. Hepatitis B virus is
transmitted by contact with blood or body fluids of an infected person in
the same way as human immunodeficiency virus (HIV), the virus that
causes AIDS. However, HBV is 50 to 100 times more infectious than HIV.
The main ways of getting infected with HBV are: (a) perinatal (from
mother to baby at the birth); (b) child- to-child transmission; (c) unsafe
injections and transfusions; (d) sexual contact.

Worldwide, most infections occur from infected mother to child, from child
to child contact in household settings, and from reuse of un-sterilized
needles and syringes. In many developing countries, almost all children
become infected with the virus.  In many industrialized countries (e.g.
Western Europe and North America), the pattern of transmission is
different. In these countries, mother-to-infant and child-to-child
transmission accounted for up to one third of chronic infections before
childhood hepatitis B vaccination programmes were implemented.
However, the majority of infections in these countries are acquired during
young adulthood by sexual activity, and injecting drug use. In addition,
hepatitis B virus is the major infectious occupational hazard of health
workers, and most health care workers have received hepatitis B vaccine.

Hepatitis B virus is not spread by contaminated food or water, and cannot
be spread casually in the workplace. High rates of chronic HBV infection
are also found in the southern parts of Eastern and Central Europe. In the
Middle East and Indian sub-continent, about 5% are chronically infected.
Infection is less common in Western Europe and North America, where
less than 1% are chronically infected.

Young children who become infected with HBV are the most likely to
develop chronic infection. About 90% of infants infected during the first
year of life and 30% to 50% of children infected between 1 to 4 years of
age develop chronic infection. The risk of death from HBV-related liver
cancer or cirrhosis is approximately 25% for persons who become
chronically infected during childhood. Chronic hepatitis B in some
patients is treated with drugs called interferon or lamivudine, which can
help some patients. Patients with cirrhosis are sometimes given liver
transplants, with varying success. It is preferable to prevent this disease
with vaccine than to try and cure it.

Hepatitis B vaccine has an outstanding record of safety and
effectiveness. Since 1982, over one billion doses of hepatitis B vaccine
have been used worldwide. The vaccine is given as a series of three
intramuscular doses. Studies have shown that the vaccine is 95%
effective in preventing children and adults from developing chronic
infection if they have not yet been infected. In many countries where 8%
to 15% of children used to become chronically infected with HBV, the rate
of chronic infection has been reduced to less than 1% in immunized
groups of children. Since 1991, WHO has called for all countries to add
hepatitis B vaccine into their national immunization programs.”

Hepatitis B surface Antigen or HBsAg is the most important
protein of the envelope of Hepatitis B Virus, responsible for
acute and chronic viral hepatitis.

The surface antigen contains the determinant “a”, common to all
the known viral subtypes, immunologically distinguished by two
distinct subgroups (ay and ad).

The ability to detect HBsAg with high sensitive immunoassays in
the last years has led to an understanding of its distribution and
epidemiology worldwide and to radically decrease the risk of
infection in transfusion.

C. PRINCIPLE OF THE TEST

A mix of mouse monoclonal antibodies specific to the
determinants “a”, “d” and “y” of HBsAg is fixed to the surface of
microwells. Patient’'s serum/plasma is added to the microwell
together with a second mix of mouse monoclonal antibodies,
conjugated with Horseradish Peroxidase (HRP) and directed
against a different epitope of the determinant “a” and against
“preS”.

The specific immunocomplex, formed in the presence of HBsAg
in the sample, is captured by the solid phase.

At the end of the one-step incubation, microwells are washed to
remove unbound serum proteins and HRP conjugate.

The chromogen/substrate is then added and, in the presence of
captured HBsAg immunocomplex, the colorless substrate is
hydrolyzed by the bound HRP conjugate to a colored end-
product. After blocking the enzymatic reaction, its optical density
is measured by an ELISA reader.

The color intensity is proportional to the amount of HBsAg
present in the sample.

The version ULTRA is particularly suitable for automated
screenings and is able to detect “s” mutants.

D. COMPONENTS
The standard configuration contains reagents to perform 192
tests and is made of the following components:

1. Microplate [MICROPLATE
n° 2. 12 strips of 8 breakable wells coated with anti HBsAg,

affinity purified mouse monoclonal antibodies, specific to “a”, “y
and “d” determinants, and sealed into a bag with desiccant.

2. Negative Control

1x4.0ml/vial. Ready to use control. It contains goat serum, 10
mM phosphate buffer pH 7.4+/-0.1, 0.09% Na-azide and
0.045% ProClin 300 as preservatives. The negative control is
pale yellow color coded.

3. Positive Control

1x4.0ml/vial. Ready to use control. It contains goat serum,
non infectious recombinant HBsAg, 10 mM phosphate buffer pH
7.4+/-0.1, 0.02% gentamicine sulphate and 0.045% ProClin 300
as preservatives. The positive control is color coded green.

4. Calibrator

n° 2 vials. Lyophilized calibrator. To be dissolved with EIA
grade water as reported in the label. Contains fetal bovine
serum, non infectious recombinant HBsAg at 0.5 [U/ml (2
WHO international standard for HBsAg, NIBSC code 00/588),
10 mM phosphate buffer pH 7.4+/-0.1, 0.02% gentamicine
sulphate and 0.045% ProClin 300 as preservatives.

Note: The volume necessary to dissolve the content of the
vial may vary from lot to lot. Please use the right volume
reported on the label .

5. Wash buffer concentrate WASHBUF 20X
2x60ml/bottle. 20X concentrated solution. Once diluted,
the wash solution contains 10 mM phosphate buffer pH 7.0+/-

0.2, 0.05% Tween 20 and 0.045% ProClin 300.
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6. Enzyme Conjugate Diluent

2x16ml/vial. Ready to use and pink/red color coded
regent. It contains 10 mM Tris buffer pH 6.8+/-0.1, 1% normal
mouse serum, 5% BSA, 0.045% ProClin 300 and 0.02%
gentamicine sulphate as preservatives. The solution is normally
opalescent.

7. Enzyme Conjugate

2x1ml/vial. 20X concentrated reagent. It contains
Horseradish Peroxidase (HRP) labeled mouse monoclonal
antibodies to HBsAg, determinant “a” and “preS”, 10 mM Tris
buffer pH 6.8+/-0.1, 5% BSA, 0.045% ProClin 300 and 0.02%
gentamicine sulphate as preservatives.

8. Chromogen/Substrate

2x25ml/bottle. It contains a 50 mM citrate-phosphate
buffered solution at pH 3.5-3.8, 4% dimethylsulphoxide, 0.03%
tetra-methyl-benzidine (TMB) and 0.02% hydrogen peroxide
(H202).

Note: To be stored protected from light as sensitive to
strong illumination.

9. Sulphuric Acid H2S0O4 0.3 M

1x25ml/bottle. It contains 0.3 M H2SO4 solution.
Note: Attention: Irritant (H315; H319; P280; P302+P352;
P332+P313; P305+P351+P338; P337+P313; P362+P363)

10. Plate sealing foils n°4

11. Package insert

Important note:
Only upon specific request , Dia.Pro can supply reagents for 96,
480, 960 tests , as reported below:

Microplates N°1 N°5 N°10
Negative Control 1x2mlfivial 1x10ml/vial 1x20ml/vial
Positive Control 1x2mlfivial 1x10ml/vial 1x20ml/vial
Calibrator N° 1 vial N° 5 vials N° 10 vials
Wash buffer concentrate | 1x60ml/vial 5x60mlivial | 4x150ml/ivial
Enzyme conjugate 1x0.8mlivial | 1x4mlivial 2x4mlivial
Conjugate Diluent 1x16ml/vial 2x40mlivial | 2x80ml/vial
Chromogen/Substrate 1x25ml/vial 3x42mlivial | 2x125mlivial
Sulphuric Acid 1x15ml/vial 2x40ml/vial 2x80ml/vial
Plate sealing foils N° 2 N° 10 N° 20
Package insert N° 1 N° 1 N° 1
Number of tests 96 480 960
Code SAG1ULTRA.CE 96 480 960

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes (150ul, 100ul and 50ul) and
disposable plastic tips.

2. EIA grade water (double distilled or deionised, charcoal

treated to remove oxidizing chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator (dry or

wet), capable to provide shaking at 1300 rpm+/-150, set at

+37°C.

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

arw

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. When the kit is used for the screening of blood units and
blood components, it has to be used in a laboratory certified and
qualified by the national authority in that field (Ministry of Health
or similar entity) to carry out this type of analysis.

3. All the personnel involved in performing the assay have to
wear protective laboratory clothes, talc-free gloves and glasses.
The use of any sharp (needles) or cutting (blades) devices
should be avoided. All the personnel involved should be trained
in biosafety procedures, as recommended by the Center for
Disease Control, Atlanta, U.S. and reported in the National
Institute of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

4.  All the personnel involved in sample handling should be
vaccinated for HBV and HAV, for which vaccines are available,
safe and effective.

5. The laboratory environment should be controlled so as to
avoid contaminants such as dust or air-born microbial agents,
when opening kit vials and microplates and when performing the
test. Protect the Chromogen (TMB) from strong light and avoid
vibration of the bench surface where the test is undertaken.

6. Upon receipt, store the kit at 2..8°C into a temperature
controlled refrigerator or cold room.

7. Do not interchange components between different lots of
the kits. It is recommended that components between two kits
of the same lot should not be interchanged.

8. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for kit
replacement.

9. Avoid cross-contamination  between  serum/plasma
samples by using disposable tips and changing them after each
sample. Do not reuse disposable tips.

10. Avoid cross-contamination between kit reagents by using
disposable tips and changing them between the use of each
one. Do not reuse disposable tips.

11. Do not use the kit after the expiration date stated on the
external container and internal (vials) labels. A study conducted
on an opened kit has not pointed out any relevant loss of activity
up to 6 re-use of the device and up to 6 months.

12. Treat all specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2, as
recommended by the Center for Disease Control, Atlanta, U.S.
in compliance with what reported in the Institutes of Health’'s
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984.

13. The use of disposable plastic-ware is recommended in the
preparation of the liquid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

14. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has to be treated as potentially infective material and inactivated
before waste. Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heat inactivation by autoclave at 121°C for 20 min..
15. Accidental spills from samples and operations have to be
adsorbed with paper tissues soaked with household bleach and
then with water. Tissues should then be discarded in proper
containers designated for laboratory/hospital waste.

16. The Stop Solution is an irritant. In case of spills, wash the
surface with plenty of water

17. Other waste materials generated from the use of the kit
(example: tips used for samples and controls, used microplates)
should be handled as potentially infective and disposed
according to national directives and laws concerning laboratory
wastes.
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G. SPECIMEN: PREPARATION AND WARNINGS

1. Blood is drawn aseptically by venepuncture and plasma or
serum is prepared using standard techniques of preparation of
samples for clinical laboratory analysis. No influence has been
observed in the preparation of the sample with citrate, EDTA
and heparin.

2. Avoid any addition of preservatives to samples; especially
sodium azide as this chemical would affect the enzymatic
activity of the conjugate, generating false negative results.

3. Samples have to be clearly identified with codes or names in
order to avoid misinterpretation of results. When the kit is
used for the screening of blood units, bar code labeling and
electronic reading is strongly recommended.

4. Haemolysed (red) and lipemic (“milky”) samples have to be
discarded as they could generate false results. Samples
containing residues of fibrin or heavy particles or microbial
filaments and bodies should be discarded as well as they could
give rise to false positive results. Specimens with an altered
pathway of coagulation, presenting particles after blood
collection and preparation of serum/plasma as those coming
from hemodialized patients, could give origin to false positive
results.

5.Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not freeze
primary tubes of collection. For longer storage periods, sera and
plasma samples, carefully removed from the primary collection
tube, can be stored frozen at —20°C for at least 12 months. Any
frozen sample should not be frozen/thawed more than once as
this may generate particles that could affect the test result.

6.1f some turbidity is present or presence of microparticles is
suspected after thawing, filter the sample on a disposable 0.2-
0.8u filter to clean it up for testing or use the two-steps
alternative method.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-uses of the device and up to 6
months.

1. Microplates:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container.  Check that the desiccant has
not turned green, indicating a defect in conservation.

In this case, call Dia.Pro’s customer service.

Unused strips have to be placed back inside the aluminum
pouch, with the desiccant supplied, firmly zipped and stored at
+2°..8°C. After first opening, remaining strips are stable until the
humidity indicator inside the desiccant bag turns from yellow to
green.

2. Negative Control:
Ready to use. Mix well on vortex before use.

3. Positive Control:

Ready to use. Mix well on vortex before use. The positive
control does not contain any infective HBV as it is composed of
recombinant synthetic HBsAg.

4. Calibrator:

Add the volume of ELISA grade water, reported on the label, to
the lyophilized powder; let fully dissolve and then gently mix on
vortex. The solution is not stable. Store the Calibrator frozen in
aliquots at —20°C.

5. Wash buffer concentrate:

The 20x concentrated solution has to be diluted with EIA grade
water up to 1200 ml and mixed gently end-over-end before use.
As some salt crystals may be present into the vial, take care to
dissolve all the content when preparing the solution.

In the preparation avoid foaming as the presence of bubbles
could give origin to a bad washing efficiency.

Note: Once diluted, the wash solution is stable for 1 week at
+2..8° C.

6. Enzyme conjugate:

The working solution is prepared by diluting the 20X
concentrated reagent into the Conjugate

Mix well on vortex before use.

Avoid any contamination of the liquid with oxidizing chemicals,
dust or microbes. If this component has to be transferred, use
only plastic sterile disposable containers.

Important note: The working solution is not stable. Prepare
only the volume necessary for the work of the day. As an
example when the kit is used in combination with other
instruments or manually, dilute 0.1 ml 20X Conjugate with 1.9 ml
Conjugate Diluent into a disposable plastic vial and mix carefully
before use.

7. Chromogen/Substrate:

Ready to use. Mix well by end-over-end mixing.

Avoid contamination of the liquid with oxidizing chemicals, air-
driven dust or microbes. Do not expose to strong light, oxidizing
agents and metallic surfaces.

If this component has to be transferred use only plastic, and if
possible, sterile disposable container.

8. Sulphuric Acid:

Ready to use. Mix well by end-over-end mixing.

Attention: Irritant (H315; H319; P280; P302+P352; P332+P313;
P305+P351+P338; P337+P313; P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:

P280 — Wear protective gloves/protective clothing/eye protection/face
protection.

P302 + P352 — IF ON SKIN: Wash with plenty of soap and water.

P332 + P313 - If skin irritation occurs: Get medical advice/attention.
P305 + P351 + P338 — IF IN EYES: Rinse cautiously with water for
several minutes. Remove contact lenses, if present and easy to do.
Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical advice/attention.
P362 + P363 - Take off contaminated clothing and wash it before reuse.

I. INSTRUMENTS AND TOOLS USED IN COMBINATION

WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (70% ethanol, 10% solution of
bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample or the
components of the kit. They should also be regularly
maintained in order to show a precision of 1% and a
trueness of +2%.

2. The ELISA incubator has to be set at +37°C (tolerance of
+1°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. In case of shaking during incubations, the instrument has to
ensure 350 rpm +150. Amplitude of shaking is very
important as a wrong one could give origin to splashes and
therefore to some false positive result.

4. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’'s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
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deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.

The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).

5 washing cycles (aspiration + dispensation of 350ul/well of
washing solution + 20 sec soaking = 1 cycle) are sufficient
to ensure the assay with the declared performances. If
soaking is not possible add one more cycle of washing.

An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.

5. Incubation times have a tolerance of +5%.

6. The microplate reader has to be equipped with a reading
filter of 450nm and with a second filter of 620-630nm,
mandatory for blanking purposes. Its standard performances
should be (a) bandwidth < 10 nm; (b) absorbance range
from 0 to > 2.0; (c) linearity to > 2.0; (d) repeatability > 1%.
Blanking is carried out on the well identified in the section
“Assay Procedure”. The optical system of the reader has to
be calibrated regularly to ensure that the correct optical
density is measured. It should be regularly maintained
according to the manufacturer ‘s instructions.

7. When using ELISA automated workstations, all critical
steps (dispensation, incubation, washing, reading, shaking,
data handling, etc.) have to be carefully set, calibrated,
controlled and regularly serviced in order to match the
values reported in the sections “Internal Quality Control”.
The assay protocol has to be installed in the operating
system of the unit and validated by checking full matching
the declared performances of the kit. In addition, the liquid
handling part of the station (dispensation and washing) has
to be validated and correctly set paying particular attention
to avoid carry over by the needles used for dispensing
samples and for washing. The carry over effect must be
studied and controlled to minimize the possibility of
contamination of adjacent wells due to strongly reactive
samples, leading to false positive results. The use of ELISA
automated work stations is recommended for blood
screening and when the number of samples to be tested
exceed 20-30 units per run.

8. When using automatic devices, in case the vial holder of the
instrument does not fit with the vials supplied in the kit,
transfer the solution into appropriate containers and label
them with the same label peeled out from the original vial.
This operation is important in order to avoid mismatching
contents of vials, when transferring them. When the test is
over, return the secondary labeled containers to 2..8°C,
firmly capped.

9. Dia.Pro’s customer service offers support to the user in
the setting and checking of instruments used in combination
with the kit, in order to assure full compliance with the
essential requirements of the assay. Support is also
provided for the installation of new instruments to be used in
combination with the kit.

L. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label of the kit box. Do not use if expired.

2. Check that the liquid components are not contaminated by
naked-eye visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue. Check that
no breakage occurred in transportation and no spillage of
liquid is present inside the box. Check that the aluminum
pouch, containing the microplate, is not punctured or
damaged.

3. Dilute all the content of the 20x concentrated Wash Solution
as described above.

4. Dilute the 20X concentrated Enzyme Conjugate with its
Diluent as reported.

5. Dissolve the Calibrator as described above.

6. Allow all the other components to reach room temperature
(about 1 hr) and then mix as described.

7. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

8. Check that the ELISA reader has been turned on at least 20
minutes before reading.

9. If using an automated workstation, turn it on, check settings
and be sure to use the right assay protocol.

10. Check that the micropipettes are set to the required volume.

11. Check that all the other equipment is available and ready
to use.

12. In case of problems, do not proceed further with the test and
advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

Automated assay:

In case the test is carried out automatically with an ELISA
system, we suggest to make the instrument dispense first 150 ul
controls & calibrator, then all the samples and finally 100 ul
diluted Enzyme Conjugate.

For the pre-washing step (point 1 of the assay procedure) and
all the next operations follow the operative instructions reported
below for the Manual Assay.

It is strongly recommended to check that the time lap between
the dispensation of the first and the last sample will be
calculated by the instrument and taken into consideration by
delaying the first washing operation accordingly.

Manual Assay:

1. Place the required number of strips in the plastic holder and
wash them once to hydrate wells. Carefully identify the
wells for controls, calibrator and samples.

Important note: Pre washing (1 cycle: dispensation of
350ul/well of washing solution+ aspiration) is fundamental to
obtain reliable and specific results both in the manual and in the
automatic procedures. Do not omit it !

2. Leave the Al well empty for blanking purposes.

3. Pipette 150pl of the Negative Control in triplicate, 150ul of
the Calibrator in duplicate and then 150ul of the Positive
Control in single followed by 150ul of each of the samples.

4. Check for the presence of samples in wells by naked eye
(there is a marked color difference between empty and full
wells) or by reading at 450/620nm. (samples show OD
values higher than 0.100).

5. Dispense 100ul diluted Enzymatic Conjugate in all wells,
except for Al, used for blanking operations.

Important note: Be careful not to touch the inner surface of the
well with the pipette tip when the conjugate is dispensed.
Contamination might occur.

6. Following addition of the conjugate, check that the color of
the samples have changed from yellowish to pink/red and
then incubate the microplate for 120 min at +37°C.

Important notes:

a. Strips have to be sealed with the adhesive sealing foil, only
when the test is performed manually. Do not cover strips
when using ELISA automatic instruments.

b. If the procedure is carried out on shaking, be sure to deliver
the rpm reported for in Section 1.3 as otherwise intra-well
contamination could occur.
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7. When the first incubation is over, wash the microwells as
previously described (section 1.4)

8. Pipette 200 pl Chromogen/Substrate into all the wells, Al
included.

Important note: Do not expose to strong direct light as a high
background might be generated.

9. Incubate the microplate protected from light at 18-24°C for
30 min. Wells dispensed with the positive control, the
calibrator and positive samples will turn from clear to blue.

10. Pipette 100 pl Sulphuric Acid into all the wells to stop the
enzymatic reaction, using the same pipetting sequence as in
step 8. Addition of the acid solution will turn the positive
control, the calibrator and positive samples from blue to
yellow/brown.

11. Measure the color intensity of the solution in each well, as
described in section 1.6 using a 450nm filter (reading) and a
620-630nm filter (background subtraction, mandatory),
blanking the instrument on Al.

Important general notes:

1. Ensure that no fingerprints or dust are present on the
external bottom of the microwell before reading. They could
generate false positive results on reading.

2. Reading should ideally be performed immediately after the
addition of the acid solution but definitely no longer than 20
minutes afterwards. Some self-oxidation of the chromogen
can occur leading to a higher background.

3. When samples to be tested are not surely clean or have
been stored frozen, the assay procedure reported below is
recommended as long as it is far less sensitive to
interferences due to hemolysis, hyperlipaemia, bacterial
contamination and fibrin microparticles. The assay is
carried out in two-steps at +37°C on shaking at 350 rpm
+150 as follows:

e dispense 100 ul of controls, calibrator and samples
incubate 60 min at +37°C on shaking

wash according to instructions (section 1.4)

dispense 100 ul diluted enzyme tracer

incubate 30 min at +37°C on shaking

wash

dispense 100 ul TMB&H202 mix

incubate 30 min at r.t. on shaking

e stop and read
In this procedure the pre-wash can be omitted.
This method shows performances similar to the standard
one and therefore can be used in alternative.

4. The Calibrator (CAL) does not affect the cut-off calculation
and therefore the test results calculation. The Calibrator
may be used only when a laboratory internal quality control
is required by the management.

N. ASSAY SCHEME

Operations Procedure
Pre-Washing step n° 1 cycle
Controls&Calibrator&samples 150 ul
Diluted Enzyme Conjugate 100 ul
1stincubation 120 min
Temperature +37°C
Washing steps n°® 5 cycles with 20” of soaking
OR

n° 6 cycles without soaking
Chromogen/Substrate 200ul
2" incubation 30 min
Temperature room
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

An example of dispensation scheme is reported in the following
section:

Microplate
1 (2 [3[4|5]|6|7|8]9]|10]11]12
A [BLK ]| S2
B NC | S3
C NC | S4
D NC | S5
E [CAL| S6
F |CAL| S7
G PC | S8
H S1 | S9
Legenda: BLK = Blank NC = Negative Control

CAL = Calibrator PC = Positive Control S = Sample

O. INTERNAL QUALITY CONTROL

A check is performed on the controls/calibrator any time the kit
is used in order to verify whether the expected OD450nm or
S/Co values have been matched in the analysis.

Ensure that the following results are met:

Parameter Requirements
Blank well < 0.100 OD450nm value
Negative Control (NC) [ < 0.050 mean OD450nm value after
blanking
Calibrator 0.5 1U/ml S/Co>2

Positive Control > 1.000 OD450nm value

If the results of the test match the requirements stated above,
proceed to the next section.

If they do not, do not proceed any further and perform the
following checks:

Problem Check

Blank well 1. that the Chromogen/Substrate solution
>0.100 has not become contaminated during the
0OD450nm assay

Negative 1. that the washing procedure and the
Control (NC) washer settings are as validated in the
> 0.050 pre qualification study;

OD450nm after 2. that the proper washing solution has
blanking been used and the washer has been

primed with it before use;

3. that no mistake has been done in the
assay procedure (dispensation of positive
control instead of the negative one);

4. that no contamination of the negative
control or of the wells where the control
was dispensed has occurred due to spills
of positive samples or of the enzyme
conjugate;

5. that micropipettes have not become
contaminated with positive samples or
with the enzyme conjugate

6. that the washer needles are not

blocked or partially obstructed.
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Calibrator 1. that the procedure has been correctly Important notes:
S/Co<2 performed; 1. Interpretation of results should be done under the

2. that no mistake has occurred during its
distribution (ex.: dispensation of negative
control instead of calibrator)

3. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

4. that no external contamination of the
calibrator has occurred.

1. that the procedure has been correctly
performed;

2. that no mistake has occurred during
the distribution of the control
(dispensation of negative control instead
of positive control. In this case, the
negative control will have an OD450nm
value > 0.050).

3. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

4. that no external contamination of the
positive control has occurred.

Positive Control
< 1.000
OD450nm

If any of the above problems have occurred, report the problem
to the supervisor for further actions.

Important note:
The analysis must be done proceeding as the reading step
described in the section M, point 11.

P. CALCULATION OF THE CUT-OFF

The test results are calculated by means of a cut-off value
determined on the mean OD450nm/620-630nm value of the
negative control (NC) with the following formula:

NC + 0.050 = Cut-Off (Co)

The value found for the test is used for the interpretation of
results as described in the next paragraph.

Important note: When the calculation of results is performed by
the operating system of an ELISA automated work station,
ensure that the proper formulation is used to calculate the cut-
off value and generate the correct interpretation of results.

Q. INTERPRETATION OF RESULTS

Test results are interpreted as a ratio of the sample
OD450nm/620-630nm (S) and the Cut-Off value (Co),
mathematically S/Co, according to the following table:

S/Co Interpretation

<0.9 Negative
09-1.1 Equivocal

>1.1 Positive

A negative result indicates that the patient is not infected by
HBV and that the blood unit may be transfused.

Any patient showing an equivocal result should be retested on a
second sample taken 1-2 weeks after the initial sample; the
blood unit should not be transfused.

A positive result is indicative of HBV infection and therefore the
patient should be treated accordingly or the blood unit should be
discarded.

supervision of the laboratory supervisor to reduce the risk of
judgment errors and misinterpretations.

2. Any positive result must be confirmed first by repeating the
test on the sample, after having filtered it on 0.2-0.8 u filter
to remove any microparticles interference. Then, if still
positive, the sample has to be submitted to a confirmation
test before a diagnosis of viral hepatitis is released.

3. When test results are transmitted from the laboratory to
another department, attention must be paid to avoid
erroneous data transfer.

4. Diagnosis of viral hepatitis infection has to be taken and
released to the patient by a suitably qualified medical
doctor.

An example of calculation is reported below (data obtained
proceeding as the the reading step described in the section M,
point 11):

The following data must not be used instead or real figures
obtained by the user.

Negative Control:  0.012 — 0.008 — 0.010 OD450nm
Mean Value: 0.010 OD450nm

Lower than 0.050 — Accepted

Positive Control:  2.489 OD450nm

Higher than 1.000 — Accepted

Cut-Off = 0.010+0.050 = 0.060

Calibrator: 0.350 - 0.370 OD450nm
Mean value: 0.360 OD450nm

S/Co higher than 2.0 — Accepted

Sample 1: 0.028 OD450nm

Sample 2: 1.690 OD450nm

Sample 1 S/Co < 0.9 = negative

Sample 2 S/Co > 1.1 = positive

S/Co=6.0

R. PERFORMANCE CHARACTERISTICS

Evaluation of Performances has been conducted in accordance
to what reported in the Common Technical Specifications or
CTS (art. 5, Chapter 3 of IVD Directive 98/79/EC). Version
ULTRA proved to be at least equivalent to the original design in
a study conducted for the validation of the new version.

1. Analytical Sensitivity

The limit of detection of the assay has been calculated on the
2" WHO international standard, NIBSC code 00/588.

In the following table, results are given for three lots (P1, P2 and
P3) of the version ULTRA in comparison with the reference
device (Ref.):

WHO Lot #P1| Lot #P2 | Lot # P3| Ref.

1U/ml S/Co S/Co S/Co | S/Co
0.4 4.6 4.8 4.6 4.6
0.2 2.3 2.4 2.4 2.4
0.1 1.4 1.4 1.5 1.2
0.05 0.8 0.8 1.0 0.7
0.025 0.6 0.6 0.6 0.4
FCS (NC) 0.3 0.2 0.3 0.1

The assay shows an Analytical Sensitivity better than 0.1 WHO
1U/ml of HBsAg.

In addition two panels of sensitivity supplied by EFS, France,
and by SFTS, France, were tested and gave in the best
conditions the following results:
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Panel EFS Ag HBs HB1-HB6 lot n° 04 different HBV pathologies (acute, a-symptomatic and chronic

hepatitis B) or produced synthetically, and were detected
Sample ID | Characteristics | ng/ml | S/Co positive in the assay.

HB1 diluent / 0,2 All the HBsAg known subtypes, “ay” and “ad”, and isoforms “w”

HB2 adw2-+ayw3 0.05 0,6 and “r’, supplied by CNTS, France, were tested in the assay and

HB3 adw2+ayw3 0.1 1,0 determined positive by the kit as expected.

HB4 adw2+ayw3 0.2 1.8 An overall value of 100% has been found in a study conducted

HBS adw2+ayw3 0.3 2,4 on a total number of more than 400 samples positive with the

HBE adw2+ayw3 0.5 4.2 original reference IVD code SAG1.CE, CE marked.

Sensitivity panel SFTS, France, Ag HBs 2005

A total of 30 sero-conversions were studied, most of them
produced by Boston Biomedica Inc., USA.

Results obtained by examining eight panels supplied by Boston
Biomedica Inc., USA, are reported below for the version ULTRA

The panel # 808, supplied by Boston Biomedical Inc., USA, was

also tested to define the limit of sensitivity.
Results in the best conditions are as follows :

BBl panel PHA 808

Sample ID | Characteristics | ng/ml | S/Co
01 ad 2,49 10,2
02 ad 1,17 4,8
03 ad 1,02 43
04 ad 0,96 3,8
05 ad 0,69 2,9
06 ad 0,50 2,2
07 ad 0,41 15
08 ad 0,37 1,3
09 ad 0,30 1,2
10 ad 0,23 1,0
11 ay 2,51 11,2
12 ay 1,26 5,9
13 ay 0,97 4,1
14 ay 0,77 3,7
15 ay 0,63 2,0
16 ay 0,48 2,4
17 ay 0,42 2,0
18 ay 0,33 1,8
19 ay 0,23 1,6
20 ay 0,13 1,1
21 negative / 0,6

2. Diagnostic Sensitivity:

The diagnostic sensitivity was tested according to what required
by Common Technical Specifications (CTS) of the directive
98/79/EC on IVD for HBsAg testing.

Positive samples, including HBsAg subtypes and a panel of “s”
mutants from most frequent mutations, were collected from

Sample ID | Characteristics ng/ml S/Co in comparison with the reference device code SAG1.CE.
171 Adw?2 + ayw3 2.21+0.15 | 154
172 Adw2 + ayw3 1.18 + 0.10 8,7 Panel 1st HBsAg | HBsAg | Version Ref.
173 Adw?2 + ayw3 1.02 1005 6,1 ID sarr]ple subtype ng/ml ULTRA device
positive S/Co SI/Co

174 Adw2 + ayw3 0.64 + 0.04 4,0 PHM 906 02 ad 05 3.7 14
175 Adw2 +ayw3 | 049+0.03 | 34 PHM 907 (M) | 06 ay 10 a4 29
176 Adw2 +ayw3 | 0.39+0.02 | 26 PHM 909 04 ad 0.3 1.2 0.8
177 Adw2 + ayw3 0.25+0.02 | 2,0 PHM 914 04 ad 0.5 11 1.1
178 Adw2 + ayw3 0.11 + 0.02 1,3 PHM 918 02 ad 0.1 1.8 0.5
179 Adw2 + ayw3 | 0.06 +0.01 | 0,9 PHM 923 03 ay <02 2.2 1.2
180 AdW2 + ayW3 0.03 i 0.01 0,8 PHM 925 03 Ind. n.d. 1.4 0.9
181 Adw2 05-1.0 47 PHM 934 01 ad n.d. 1.0 0.8
182 Adw4 05-1.0 3,6
igi A?/c\jvrl 82 — ig gi’ 3. Diagnostic Specificity: _ o

- - : It is defined as the probability of the assay of scoring negative in
185 Ayw2 0.5-1.0 6.4 the absence of specific analyte. In addition to the first study,
186 Ayw3 05-10 7.3 where more than 5000 negative samples from blood donors
187 Ayw3 05-10 | 58 (two blood centers), classified negative with a CE marked
188 Ayw4 05-1.0 6,9 device in use at the laboratory of collection were examined, the
189 Ayr 05-10 6.1 diagnostic specificity was recently assessed by testing a total of
190 diluent / 0,6 2288 negative blood donors on seven different lots. A value of

specificity of 100% was found.

Both plasma, derived with different standard techniques of
preparation (citrate, EDTA and heparin), and sera have been
used to determine the specificity.

No false reactivity due to the method of specimen preparation
has been observed.

Frozen specimens have also been tested to check whether
samples freezing interferes with the performance of the test.
No interference was observed on clean and particle free
samples.

Samples derived from patients with different viral (HCV, HAV)
and non viral pathologies of the liver that may interfere with the
test were examined. No cross reaction were observed.

4. Precision:

It has been calculated for the version ULTRA on two samples
examined in 16 replicates in 3 different runs for three lots.
Results are reported in the following tables:

Average values Negative Calibrator
Total n = 144 Sample 0.5 IU/ml
0OD450nm 0.026 0.332
Std.Deviation 0.004 0.027
CV % 16% 8%

The variability shown in the tables did not result in sample
misclassification.
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S. LIMITATIONS

Repeatable false positive results were assessed on freshly
collected specimens in less than 0.1% of the normal population,
mostly due to high titers Heterophilic Anti Mouse Antibodies
(HAMA).

Interferences in fresh samples were also observed when they
were not particles-free or were badly collected (see chapter G).
Old or frozen samples, presenting fibrin clots, crioglobulins,
lipid-containing micelles or microparticles after storage or
thawing, can generate false positive results.
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HBSAg One version ULTRA

A. OBJETIVO DEL EQUIPO.

Ensayo inmunoenzimético de cuarta generacion (ELISA) para la
determinacion en un paso del antigeno de superficie de la
hepatitis B o HBsAg en plasma y suero humanos.

El equipo esta disefiado para el cribado en unidades de sangre,
es capaz de detectar mutantes de HBsAg y puede aplicarse al
seguimiento de pacientes infectados con HBV.

Uso exclusivo para diagnéstico “in vitro”.

B. INTRODUCCION.

La Organizacion Mundial de la Salud (OMS) define la infeccién
con virus de hepatitis B del siguiente modo:

“La Hepatitis B es una de las enfermedades méas importantes que
aquejan a la humanidad y constituye un problema de salud publica
global. El término hepatitis significa inflamacién del higado y la causa
mas comun es la infeccién por uno de los cinco virus, denominados A, B,
C, D y E. Estos virus pueden causar una enfermedad aguda cuyos
sintomas persisten por varias semanas, se caracterizan por el color
amarillo de la piel y los ojos (ictericia); orina oscura; fatiga extrema;
nauseas; vomitos y dolor abdominal. La recuperacién puede tardar de
varios meses a un afio. Los virus de la Hepatitis son causantes de
infecciones crénicas en las que el paciente nunca se libera del virus e
incluso, afios mas tarde, desarrolla cirrosis hepatica o cancer de higado.

El tipo méas serio de hepatitis viral es la causada por el HBV, siendo el
Unico tipo, de los que provocan infeccién crénica, para el cual existe una
vacuna disponible. El virus de la Hepatitis B se transmite por contacto
con sangre o fluidos corporales de personas infectadas, de la misma
forma que el virus de la inmunodeficiencia humana (HIV), agente causal
del SIDA. Sin embargo, el HBV es entre 50 y 100 veces mas infeccioso
que el HIV. Las principales vias de transmisiéon del HBV son: (a) via
perinatal (transmisién de madre a hijo durante el parto); (b) de nifio a
nifio; (c) mediante inyecciones y transfusiones inseguras (d) por contacto
sexual.

A nivel mundial, la mayor parte de las infecciones ocurre de madre
infectada a hijo, de nifio a nifio en hogares y por la reutilizacién de agujas
y jeringuillas sin previa esterilizacién. En muchos paises en desarrollo,
casi todos los nifios se infectan con el virus. En muchos paises
desarrollados (Europa Occidental y Norteamérica), el patrén de
transmision es diferente. En estos paises, la transmisiéon de madre a hijo
y de nifio a nifio representaban cerca de un tercio de las infecciones
crénicas antes de que se implantara el programa de vacunacion infantil.
Sin embargo, la mayoria de las infecciones en estos paises se adquiere
por la actividad sexual durante la adolescencia, y por el consumo de
drogas inyectables. Por otra parte, el virus de la hepatitis B constituye el
principal riesgo en el trabajo, dentro del colectivo de los profesionales de
la salud, motivo por el cual se ha aplicado la vacunacién para la
proteccion de los mismos.

El virus de la hepatitis B no se trasmite por la comida o agua
contaminadas, ni por contactos casuales en el ambito laboral. En zonas
del Este y Centro de Europa se han encontrado tasas elevadas de
infeccién crénica por HBV. En el Asia Central y en regiones de la India,
aproximadamente el 5% de la poblacién esta infectada de forma crénica,
mientras que en Europa Occidental y Norteamérica, los indices son
menores del 1%.

Los nifios infectados con HBV, constituyen el grupo mas susceptible a la
infecciéon cronica. Aproximadamente el 90% de los nifios infectados
durante el primer afio de vida y entre el 30 y el 50% de los nifios
infectados entre 1 y 4 afios, desarrollan este tipo de infeccion. La
mortalidad por cancer de higado o cirrosis asociados al HBV es cerca del
25%, entre las personas que han adquirido la infeccién cronica en la
nifiez. En ciertos pacientes, la hepatitis B cronica es tratada con
interferones o lamivudinas, lo cual puede ayudar en ocasiones. En
algunos casos de cirrosis se han realizado trasplantes de higado, pero el
resultado ha sido variable. La prevencion de esta enfermedad a través
de la vacunacion constituye la mejor opcién.

La vacuna contra la Hepatitis B tiene indices de seguridad y eficacia
demostrados. A partir de 1982, han sido administradas mundialmente
alrededor de mil millones de dosis. Se aplica por via intramuscular en
series de tres dosis. Los estudios realizados demuestran un 95% de

eficacia en la prevencion de la infeccion crénica en nifios y adultos sin
infeccion previa. En muchos paises donde el indice de infeccién crénica
en nifios oscila entre 8% y 15%, se ha observado una reduccién a menos
del 1% en grupos de nifios inmunizados. Desde 1991, la OMS ha hecho
un llamamiento para la introduccién de la vacuna contra la hepatitis B en
todos los programas nacionales de vacunacion.”

El antigeno de superficie de la hepatitis B o HBsAg es la
proteina mas importante de la envoltura del virus, responsable
de las hepatitis virales agudas y cronicas.

Contiene el determinante “a”, comun a todos los subtipos virales
conocidos, dividido inmunolégicamente en dos subgrupos
distintos (ay y ad).

En los Ultimos afios la posibilidad de detectar el HBsAg
mediante inmunoensayos altamente sensibles, ha permitido
comprender su distribucién y epidemiologia en el mundo asi
como la gran disminucién del riesgo de infeccion por
transfusiones.

C. PRINCIPIOS DEL ENSAYO.

La superficie de los pocillos esta recubierta con una mezcla de
anticuerpos monoclonales de raton especificos para los
determinantes “a”, “d” e “y” de HBsAg. El suero/plasma del
paciente se adiciona al pocillo conjuntamente a una segunda
mezcla de anticuerpos monoclonales de ratén conjugada con
peroxidasa (HRP) y dirigido contra un epitopo diferente del
determinante “a” y contra “preS”.

El inmunocomplejo especifico, formado en presencia del HBsAg
de la muestra, queda capturado en la fase sélida.

Terminada la incubacién de un solo paso, los pocillos son
lavados para eliminar las proteinas séricas no ligadas y el
conjugado HRP.

Después se afiade el substrato/ cromogénico, que en presencia
del inmunocomplejo de HBsAg capturado, el substrato incoloro
es hidrolizado por el conjugado HRP unido, generando un
producto final coloreado. Después de bloquear la reaccion
enzimatica, su densidad 6ptica se mide en un lector ELISA.

La intensidad del color es proporcional a la cantidad de HBsAg
presente en la muestra.

La version ULTRA es especialmente idonea para cribados
automatizados y es capaz de detectar mutantes “s”.

D. COMPONENTES.

La configuracién estandar contiene reactivos suficientes para
realizar 192 pruebas y estd formada por los siguientes
componentes:

1. Microplaca |[MICROPLATE

n° 2. 12 tiras de 8 pocillos rompibles recubiertos con
anticuerpos monoclonales de ratén, purificados por afinidad,

anti HBsAg, especificos para determinantes “a”, “y” y “d” en una
bolsa sellada con desecante.

2. Control negativo

1x4.0 ml/vial. Listo para el uso. Contiene suero de cabra,
tampon fosfato 10 mM pH 7.4 +/- 0.1, asi como azida soédica
0.09% y ProClin 300 0.045% como conservantes. El control
negativo esta codificado con color amarillo palido.

3. Control positivo

1x4.0 mi/vial. Listo para el uso. Contiene suero de cabra,
HBsAg recombinante, no infeccioso, tampoén fosfato 10 mM pH
7.4 +/- 0.1, ademas de sulfato de gentamicina 0.02% y ProClin
300 0.045% como conservantes. El control positivo esta
codificado con el color verde.

4. Calibrador

n° 2 viales. Calibrador liofilizado. Para disolver en agua
calidad EIA como se indica en la etiqueta. Contiene suero fetal
bovino, HBsAg recombinante no infeccioso a 0.5 IU/mL (2°
Estandar internacional O.M.S. para HBsAg, NIBSC cdédigo
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00/588), tampodn fosfato 10 mM pH 7.4 +/- 0.1, asi como sulfato
de gentamicina 0.02% y ProClin 300 al 0.045% como
conservantes.

Nota: El volumen necesario para disolver el contenido del
frasco varia en cada lote. Se recomienda usar el volumen
indicado en la etiqueta.

5. Solucién de lavado concentrada
2x60ml/botella. Solucién concentrada 20X. Una vez diluida,
la solucién de lavado contiene tampoén fosfato 10 mM a pH 7.0
+/- 0.2, Tween 20 al 0.05% y ProClin 300 al 0.045%.

6. Diluente de conjugado
2x16ml/vial. Listo para el uso y reactivo codificado con color
rosa/rojo. Contiene tampoén Tris 10mM a pH 6.8 +/- 0.1, 1% de
suero de raton normal, 5% de BSA, ademés 0.02% de sulfato
de gentamicina y ProClin al 300 0.045% como conservantes. La
solucién es normalmente opalescente.

7. Conjugado

2x1imlfvial. Reactivo concentrado 20X. Contiene
anticuerpos monoclonales de ratén anti HBsAg marcados con
peroxidasa (HRP), determinante "a" y preS", tampén Tris 10
mM a pH 6.8+/-0.1, 5% BSA, ProClin 300 al 0.045% y sulfato de
gentamicina 0.02% como conservantes.

8. Cromdégeno/substrato

2x25ml/botella. Contiene solucién tamponada citrato-fosfato
50 mM a pH 3.5-3.8, dimetilsulféxido 4%, tetra-metil-benzidina
(TMB) 0.03% y peroxido de hidrégeno (H202) 0.02%.

Nota: Evitar la exposicién a la luz, la sustancia es
fotosensible.

9. Acido sulfarico

1x25ml/botella. Contiene solucién de H,SO4 0.3M

Atencién: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

10. Sellador adhesivo, n° 4

11. Manual de instrucciones

Nota importante:
A solicitud del cliente, Dia.Pro puede suministrar reactivos para
96, 480, 960 pruebas, como se describe a continuacion:

Microplacas N°1 N°5 N°10
Control negativo 1x2ml/vial 1x10ml/vial | 1x20 ml/vial
Control Positivo 1x2ml/vial 1x10ml/vial | 1x20 ml/vial
Calibrador N° 1 vial Vialesn.®5 | Vialesn.°10
Solucién de lavado concentrada 1x60ml/vial 5x60ml/vial | 4x150ml/vial
Conjugado 1x0.8ml/vial | 1x4ml/vial 2x4ml/vial
Diluente de conjugado 1x16ml/vial 2x40ml/vial | 2x80ml/vial
Cromaégeno/substrato 1x25 ml/vial | 3x42ml/vial | 2x125ml/vial
Acido Sulfarico 1x15 ml/vial | 2x40ml/vial | 2x80ml/vial
Sellador adhesivo N° 2 N° 10 N° 20
Manual de instrucciones N° 1 N° 1 N° 1
Ndmero de pruebas 96 480 960
Codigo SAGIULTRA.CE .96 .480 .960

E. MATERIALES NECESARIOS NO SUMINISTRADOS.
1. Micropipetas calibradas (150, 100 y 50 pl) y puntas de

plastico desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada con
carbon para remover quimicos oxidantes usados como

desinfectantes).

3. Timer con un rango de 60 minutos como minimo.

4. Papel absorbente.

5. Incubador termostatico de microplacas ELISA (en seco o
himedo), capaz de agitar a 1300 rpm+/-150, ajustado a
+37°C.

6. Lector calibrado de microplacas de ELISA con filtros de
450nm (lectura) y de 620-630 nm.

7. Lavador calibrado de microplacas ELISA.

8. Vortex o similar.

F. ADVERTENCIAS Y PRECAUCIONES.

1. El equipo debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervision de un doctor
responsable del laboratorio.

2. Cuando el equipo se utiliza para el cribado de unidades de
sangre y componentes sanguineos, debe utilizarse en un
laboratorio certificado y homologado por la autoridad nacional
en ese campo (Ministerio de Sanidad o entidad similar) para
realizar dicho tipo de andlisis.

3. Todo el personal que participe en la realizacién de los
ensayos debera llevar la indumentaria protectora adecuada de
laboratorio, guantes sin talco y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal debe ser
adiestrado en procedimientos de bioseguridad, segln ha sido
recomendado por el Centro de Control de Enfermedades de
Atlanta, Estados Unidos, y publicado por el Instituto Nacional de
Salud: “Biosafety in  Microbiological and Biomedical
Laboratories”, ed.1984.

4. Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual existen
vacunas disponibles, seguras y eficaces.

5. Se debe controlar el entorno del laboratorio para evitar la
contaminacién por polvo o agentes microbianos en el aire al
abrir los viales del equipo y las microplacas, asi como durante
la realizacién del ensayo. Evitar la exposicién del cromégeno
(TMB) a la luz y las vibraciones de la mesa de trabajo durante el
ensayo.

6. Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

7. No intercambiar componentes de diferentes lotes ni
tampoco de diferentes equipos del mismo lote.

8. Comprobar que los reactivos no contengan precipitados ni
agregados en el momento del uso. De darse el caso, informar
al responsable para realizar el procedimiento pertinente y
reemplazar el equipo.

9. Evitar contaminacién cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas después
de cada uso. No reutilizar puntas desechables.

10. Evitar contaminacion cruzada entre los reactivos del equipo
usando puntas desechables y cambiandolas después de cada
uso. No reutilizar puntas desechables.

11. No usar el producto después de la fecha de vencimiento
indicada en el equipo e internamente en los reactivos. En un
estudio realizado con un equipo abierto no se ha detectado
pérdida de actividad relevante utilizdndolo hasta 6 veces y
durante un periodo de hasta 6 meses.

12. Tratar todas las muestras como potencialmente
infecciosas. Las muestras de suero humano deben ser
manipuladas al nivel 2 de bioseguridad, segin ha sido
recomendado por el Centro de Control de Enfermedades de
Atlanta, Estados Unidos y publicado por el Instituto Nacional de
Salud: “Biosafety in  Microbiological and Biomedical
Laboratories”, ed.1984.

13. Serecomienda el uso de material plastico desechable para
la preparaciéon de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones cruzadas.

14. Los desechos producidos durante el uso del equipo deben
ser eliminados segun lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de los
residuos quimicos y biolégicos de laboratorio. En particular, los
desechos liquidos provenientes del proceso de lavado deben
ser tratados como potencialmente infecciosos y deben ser
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inactivados. Se recomienda la inactivacion con lejia al 10% de
16 a 18 horas o el uso de la autoclave a 121°C por 20 minutos.
15. En caso de derrame accidental de algun producto, se debe
utilizar papel absorbente embebido en lejia y posteriormente en
agua. El papel debe eliminarse en contenedores designados
para este fin en hospitales y laboratorios.

16. La solucion de parada es irritante. En caso de derrame, se
debe lavar la superficie con abundante agua.

17. Otros materiales de desecho generados durante la
utilizacion del equipo (por ejemplo: puntas usadas en la
manipulacién de las muestras y controles, microplacas usadas)
deben ser manipuladas como fuentes potenciales de infeccién
de acuerdo a las directivas nacionales y leyes para el
tratamiento de residuos de laboratorio.

G. MUESTRA: PREPARACION Y RECOMENDACIONES.

1. Extraer la sangre asépticamente por puncién venosa Yy
preparar el suero o plasma segin la técnica estandar de los
laboratorios de andlisis clinico. No se ha detectado que el
tratamiento con citrato, EDTA o heparina afecte las muestras.

2. Evitar la adicion de conservantes a las muestras, en
particular azida sddica, ya que podria afectar a la actividad
enzimatica del conjugado, generando resultados falsos
negativos.

3. Las muestras deben ser identificadas claramente mediante
cédigo de barras o nombres, a fin de evitar errores en los
resultados. Cuando el equipo se emplea para el cribado en
unidades de sangre, se recomienda el uso del codigo de barras
y la lectura electrénica.

4. Las muestras hemolizadas (color rojo) o lipémicas (aspecto
lechoso) deben ser descartadas para evitar falsos resultados. al
igual que aquellas donde se observe la presencia de
precipitados, restos de fibrina o filamentos microbianos porque
pueden dar lugar a fasos positivos. Las muestras con una via
de coagulaciéon alterada, que presentan particulas tras la
extraccion y preparacion de suero/plasma y las que proceden
de pacientes hemodializados, pueden originar resultados falsos
positivos.

5. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccion
principales hasta cinco dias después de la extraccion. No
congelar tubos de recoleccion principales. Para periodos de
almacenamiento mas prolongados, las muestras de plasma o
suero, retiradas cuidadosamente del tubo de extraccion
principal, pueden almacenarse congeladas a —20°C durante
almenos 12 meses, evitando luego descongelar cada muestra
mas de una vez, ya que se pueden generar particulas que
podrian afectar al resultado de la prueba.

6. Si hay algo de turbidez o se sospecha de la presencia de
microparticulas tras descongelar, filtrar la muestra en un filtro de
0.2-0.8u desechable para limpiarla para las pruebas o usar el
método alternativo de dos pasos.

H. PREPARACION DE LOS
PRECAUCIONES.

Estudios de estabilidad realizados en equipos en uso no han
arrojado pérdida de actividad significativa en un periodo de
hasta 6 meses.

COMPONENTES Y

1. Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase. Compruebe que el desecante no
esté de color verde, lo que indicaria un defecto de
conservacion.

De ser asi, debe solicitar el servicio de Dia.Pro: atencion al
cliente.

Las tiras de pocillos no utlizadas deben guardarse
herméticamente cerradas en la bolsa de aluminio con el
desecante a 2-8°C. Cuando se abre por primera vez, las tiras
sobrantes se mantienen estables hasta que el indicador de

humedad dentro de la bolsa del desecante cambia de amarillo a
verde.

2. Control negativo:
Listo para el uso. Mezclar bien con un vértex antes de usar.

3. Control positivo:

Listo para el uso. Mezclar bien con un vértex antes de usar. El
control positivo no contiene ningin HBV infeccioso ya que se
compone de HBsAg recombinante sintético.

4. Calibrador:

Afadir al polvo liofilizado, el volumen de agua de calidad ELISA
indicado en la etiqueta; dejar disolver completamente y después
mezclar cuidadosamente con el vortex antes de usar. Una vez
reconstituida, la solucion no es estable. Se recomienda
mantenerla congelada en alicuotas a —20°C.

5. Solucién de lavado concentrada:

La solucién concentrada 20x debe diluirse con agua de calidad
EIA hasta 1200 ml y mezclarse suavemente antes del uso.
Dado que pueden existir algunos cristales de sal en el vial, debe
prestarse atencién a que todo el contenido quede disuelto al
preparar la solucion.

Durante la preparacién hay que evitar la formacion de espumay
burbujas, que podrian reducir la eficiencia de lavado.

Nota: Una vez diluida, la solucion es estable durante una
semana a temperaturas entre +2y 8°C.

6. Conjugado:

La solucion de trabajo se prepara diluyendo el reactivo
concentrado 20X con el Diluente de Conjugado.

Mezclar cuidadosamente con el vortex antes de usar.

Evitar la contaminacion del liquido con oxidantes quimicos,
polvo o microbios. En caso de que deba transferirse el
reactivo, usar contenedores de plastico, estériles y desechables
Unicamente.

Nota importante: La solucién de trabajo no es estable.
Preparar solamente el volumen necesario para el trabajo del
dia. Como un ejemplo cuando el equipo se utiliza en
combinacién con otros instrumentos o manualmente, diluir 0.1
ml de Conjugado 20X con 1.9 ml de Diluente de Conjugado en
un vial de plastico desechable y mezclar cuidadosamente antes
de usar.

7. Cromégeno/ Substrato:

Listo para el uso. Mezclar bien volteando.

Evitar la contaminacién del liquido con oxidantes quimicos,
polvo o microbios. Evitar la exposicion a la luz, agentes
oxidantes y superficies metalicas.

En caso de que deba transferirse el reactivo, usar contenedores
de pléastico, estériles y desechables, siempre que sea posible.

8. Acido Sulfdarico:

Listo para el uso. Mezclar bien volteando.

Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:

Indicacion de peligro, Frases H
H315 — Provoca irritacion cutanea.
H319 — Provoca irritacion ocular grave.

Consejo de prudencia, Frases P

P280 - Llevar guantes/prendas/gafas/mascara de proteccion.
P302 + P352 — EN CASO DE CONTACTO CON LA PIEL: Lavar
con agua y jabon abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
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minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN
COMBINACION CON EL EQUIPO.

1.

Las micropipetas deben estar calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacién periédica de las partes
que pudieran entrar accidentalmente en contacto con la
muestra o los reactivos (etanol 70%, lejia 10%,
desinfectantes de calidad hospitalaria). Deben ademas, ser
regularmente revisadas para mantener una precision del
1% y una confiabilidad de +/- 2%.

La incubadora ELISA debe ser ajustada a 37°C (+/- 1°C de
tolerancia) y controlada periédicamente para mantener la
temperatura correcta. Pueden emplearse incubadores
secos 0 bafios de agua siempre que estén validados para la
incubacion de pruebas de ELISA.

En caso de agitacion durante las incubaciones, el
instrumento debe garantizar 350 rpm +150. La amplitud de
la agitacion es muy importante ya que si es erronea pueden
producirse salpicaduras y por lo tanto falsos positivos.

El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser validado
de forma minuciosa previamente, revisado para comprobar
que suministra el volumen de dispensacién correcto y
enviado regularmente a mantenimiento de acuerdo con las
instrucciones de uso del fabricante. En particular, deben
lavarse minuciosamente las sales con agua desionizada del
lavador al final de la carga de trabajo diaria. Antes del uso,
debe suministrarse extensivamente solucion de lavado
diluida al lavador. Debe enviarse el instrumento
semanalmente a descontaminacién segin se indica en su
manual (se recomienda descontaminacién con NaOH 0.1
M). Para asegurar que el ensayo se realiza conforme a los
rendimientos declarados, basta con 5 ciclos de lavado
(aspiracion + dispensado de 350 pl/pocillo de soluciéon de
lavado + 20 segundos de remojo = 1 ciclo). Si no es posible
remojar, afiadir un ciclo de lavado adicional. Un ciclo de
lavado incorrecto o agujas obstruidas con sal son las
principales causas de falsas reacciones positivas.

Los tiempos de incubacion deben tener un margen de +5%.
El lector de microplacas debe estar provisto de un filtro de
lectura de 450 nm y, de un segundo filtro de 620-630 nm,
obligatorio para reducir interferencias en la lectura. El
procedimiento estandar debe contemplar: a) Ancho de
banda <= 10nm b) Rango de absorbancia de 0 a >=2.0, c)
Linealidad >=2.0, reproducibilidad >=1%. EI blanco se
prueba en el pocillo indicado en la seccion “Procedimiento
del ensayo”. El sistema Optico del lector debe ser calibrado
periédicamente para garantizar que se mide la densidad
Optica correcta. Periédicamente debe procederse al
mantenimiento segun las instrucciones del fabricante.

En caso de usar sistemas automatizados ELISA, los
pasos criticos (dispensado, incubacion, lavado, lectura,
agitacion, procesamiento de datos, etc.) deben ser
cuidadosamente fijados, calibrados, controlados vy
periddicamente ajustados, para garantizar los valores
indicados en la secciéon “Control interno de calidad”. El
protocolo del ensayo debe ser instalado en el sistema
operativo de la unidad y validado comprobando la plena
coincidencia de los rendimientos declarados del equipo. Por
otro lado, la parte del sistema que maneja los liquidos
(dispensado y lavado) debe ser validada y fijada
correctamente, prestando particular atencion a evitar el
arrastre por las agujas de dispensacion de muestras y de
lavado. Debe estudiarse y controlarse el efecto de arrastre
a fin de minimizar la posibilidad de contaminacion de

-

10.

11.

12.

M.
El

pocillos adyacentes debido a muestras muy reactivas, lo
gue provocaria resultados falsos positivos. Se recomienda
el uso de sistemas automatizados de Elisa para el cribado
en unidades de sangre y cuando la cantidad de muestras
supera las 20-30 unidades por serie.

Cuando se utilizan instrumentos automaticos, en el caso en
que los contenedores para viales del instrumento no se
ajusten a los viales del equipo, debe transferirse la solucién
a contenedores adecuados y marcarlos con la misma
etiqueta despegada del vial original. Esta operacion es
importante para evitar la falta de coincidencia de los
contenidos de los viales al transferirlos. Cuando la prueba
termine, guardar los contenedores secundarios etiquetados
a 2-8°C, firmemente cerrados.

El servicio de atencién al cliente en Dia.Pro, ofrece
apoyo al usuario para calibrar, ajustar e instalar los equipos
a usar en combinacién con el equipo, con el propoésito de
asegurar el cumplimiento de los requerimientos esenciales
del ensayo. También se ofrece apoyo para la instalacion de
nuevos instrumentos a usar en combinacién con el equipo.

. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO.

Comprobar la fecha de caducidad indicada en la etiqueta
externa de la caja del equipo. No usar si ha caducado.
Comprobar que los componentes liquidos no estan
contaminados con particulas ni agregados observables a
simple vista. Comprobar que el cromégeno/substrato es
incoloro o azul péalido. Comprobar que no se han producido
roturas ni derrames de liquido dentro de la caja durante el
transporte. Asegurarse de que la bolsa de aluminio que
contiene la microplaca no esté rota o dafiada.

Diluir totalmente la solucion de lavado concentrada 20X,
como se ha descrito anteriormente.

Diluir el conjugado concentrado 20X con su diluente, tal y
como se describe.

Disolver el calibrador como se ha descrito anteriormente.
Dejar los componentes restantes hasta alcanzar la
temperatura ambiente (aprox. 1 hora), mezclar luego seguin
se describe.

Ajustar la incubadora de ELISA a 37°C y alimentar el
lavador de ELISA utilizando la solucion de lavado, segun las
instrucciones del fabricante. Fijar el nimero de ciclos de
lavado segun se indica en la seccion especifica.

Comprobar que el lector ELISA ha sido encendido al menos
20 minutos antes de realizar la lectura.

Si se utliza un sistema automatizado, encenderlo y
comprobar que los protocolos estén correctamente
programados.

Comprobar que las micropipetas estén fijadas en el
volumen requerido.

Asegurarse de que el resto de equipamiento esté disponible
y listo para el uso.

En caso de surgir algin problema, se debe detener el
ensayo y avisar al responsable.

PROCEDIMIENTO DEL ENSAYO.
ensayo debe realizarse segun las instrucciones que siguen a

continuacion, es importante mantener en todas las muestras el
mismo tiempo de incubacion.

En
En
Sis

sayo automatizado:
caso de que el ensayo se realice automaticamente con un
tema ELISA, se recomienda que el instrumento dispense

primero 150 ul de controles y calibrador, después todas las
muestras y finalmente 100 ul de conjugado diluido.
Para el paso de pre-lavado (primer punto del procedimiento del

ensayo) y para las operaciones siguientes,

consulte las

instrucciones que aparecen debajo para el Ensayo Manual.
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Es muy importante comprobar que el tiempo entre el
dispensado de la primera y la Gltima muestra sea calculado por
el instrumento y considerado para los lavados.

Ensayo manual:

1. Poner el nimero de tiras necesarias en el soporte de
plastico y hacer un ciclo de lavado para hidratar los
pocillos. Identificar cuidadosamente los pocillos de
controles, calibradores y muestras.

Nota importante: El prelavado (1 ciclo: dispensacién de
350 ul de solucién de lavado por pocillo ademas de
aspiracion) es fundamental para obtener resultados
confiables y especificos tanto en el procedimiento
automatico como en el manual. jNo omitir!

2. Dejar el pocillo Al vacio para el blanco.

3. Dispensar 150pul del Control Negativo, por triplicado, 150ul
de Calibrador por duplicado y 150 pl del Control Positivo.
Posteriormente, afiadir 150 pl de cada muestra.

4. Comprobar la presencia de las muestras en los pocillos a
simple vista (existe una marcada diferencia de color entre
los llenos y los vacios) o por lectura a 450/620nm. (la
densidad 6ptica de las muestras es superior a 0.100).

5. Dispensar 100 pl del Conjugado diluido en todos los
pocillos, excepto en el Al que se utiliza para operaciones
de blanco.

Nota importante: Tener cuidado de no tocar la pared interna
del pocillo con la punta de la pipeta al dispensar el conjugado.
Podria producirse contaminacion.

6. Después de la adicion del conjugado comprobar que las
muestras han cambiado de color amarillo a rosa/rojo y
después incubar la microplaca por 120 min a +37°C.

Notas importantes:

C. Las tiras se deben sellar con el adhesivo suministrado sélo
cuando se hace el ensayo manualmente. No sellar cuando
se emplean equipos automatizados de ELISA.

d. Si el proceso es efectuado agitando, asegurese de tener las
mismas rpm de la seccion 1.3. De lo contrario se podria
verificar contaminacion dentro el pocillo.

7. Tras la primera incubacion, lavar los pocillos como se ha
descrito previamente (seccion 1.4).

8. Dispensar 200 pl de cromdégeno/substrato en todos los
pocillos, incluido el Al.

Nota importante: No exponer directamente a fuerte
iluminacion, de lo contrario se puede generar un fondo
excesivo.

9. Incubar la microplaca protegida de la luz a 18-24°C durante
30 minutos. Los pocillos con control positivo, calibrador y
muestras positivas deben pasar de un tono claro a azul.

10. Dispensar 100 ul de &cido sulftrico en todos los pocillos
para detener la reaccion enzimatica usando la misma
secuencia que en el paso 8. La adicién de la solucién de
acido cambiara el color del control positivo, el calibrador y
las muestras positivas de azul a amarillo/ marrén.

11. Medir la intensidad del color de la solucién en cada pocillo,
segun se indica en la seccioén 1.6, con un filtro de 450 nm
(lectura) y otro de 620-630 nm (substraccion del fondo,
obligatorio), calibrando el instrumento con el pocillo Al
(blanco).

Notas generales importantes:

1. Asegurarse de que no hay impresiones digitales ni polvo en
el fondo externo de los pocillos antes de leer. Podrian
generarse falsos positivos en la lectura.

2. La lectura deberia hacerse inmediatamente después de
afiadir la solucién de éacido y, en cualquier caso, nunca
transcurridos mas de 20 minutos de su adicién. Se podria
producir auto oxidacion del cromoégeno causando un
elevado fondo.

3. Cuando las muestras que se van a analizar no sean
seguramente limpias o hayan estado congeladas, se
recomienda seguir el procedimiento abajo descrito en
cuanto es menos susceptible a la interferencia de la
hemodlisis, hiperlipemia, contaminacién bacteriana y
microparticulas de fibrina. El ensayo se realiza en dos
pasos a +37°C con agitacion a 350 rpm +150 como sigue:

a.dispensar 100 4 de controles, calibradores vy

muestras

b.incubar 60 min a +37°C con agitacién

c.lavar segun las instrucciones (seccion 1.4)

d.dispensar 100 ul de trazador enzimatico diluido

e.incubar 30 min a +37°C con agitacién

f. lavar

g.dispensar 100 ul de mezcla TMB y H202

h.incubar 30 min a t.amb. con agitacién

i. parary leer
En este procedimiento se puede omitir el prelavado.
Este método muestra un rendimiento similar al método
estandar por lo cual puede ser utilizado como alternativa.

4. El calibrador (CAL) no afecta al célculo del valor de corte vy,
por lo tanto, no afecta al calculo de los resultados de la
prueba. El calibrador (CAL) se usa solo si la gestion
requiere un control interno de calidad del laboratorio.

N. ESQUEMA DEL ENSAYO.

Operaciones Procedimiento
Paso de pre-lavado ciclon®°1
Controles&Calibradoresé& 150 pl
muestras 100 pl
Conjugado diluido
1" incubacién 120 min
Temperatura +37°C
Pasos de lavado 5 ciclos con 20”de remojo
o}

6 ciclos sin remojo
Cromégeno/substrato 200ul
2% incubacion 30 min
Temperatura temperatura ambiente
Acido Sulfrico 100 pl
Lectura D.O. 450nm/620-630nm

En la seccion siguiente se describe un ejemplo del esquema de
dispensado:

Microplaca
1 12 | 3|4|5|6|7|8]|]9]|10]11]12
A BL | M2
B | CN | M3
C | CN | M4
D | CN | M5
E | CAL | M6
F | CAL | M7
G [ CP | M8
H | M1 | M9
Leyenda: BL = Blanco CN = Control Negativo

CAL = Calibrador ~ CP = Control Positivo M = Muestra
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O. CONTROL DE CALIDAD INTERNO.

Se realiza una comprobacién en los controles/calibrador cada
vez que se usa el equipo para verificar si los valores DO450nm
/ 620-630 nm o M/Co son los esperados en el andlisis.

Asegurar el cumplimiento de los siguientes resultados:

Parametro

Exigencia

Pocillo blanco

valor < 0.100 DO450nm

Control negativo (CN)

Valor medio < 0.050 de DO450nm
después de leer el blanco

Calibrador 0.5 IU/ml

M/Co > 2

Control Positivo

valor > 1.000 DO450nm

Si los resultados del ensayo coinciden con lo establecido
anteriormente, pase a la siguiente seccién.
En caso contrario, detenga el ensayo y compruebe:

Problema Compruebe que
Pocillo blanco 1. la solucién cromégeno/substrato no se
> 0.100 ha contaminado durante el ensayo.
DO450nm
Control negativo | 1. el proceso de lavado y los parametros
(CN) del lavador estén validados segun los
> 0.050 estudios previos de calificacion.
DO450nm 2. se ha usado la solucién de lavado
después de leer | apropiada y que el lavador ha sido
el blanco alimentado con la misma antes del uso.
3. no se han cometido errores en el
procedimiento  (dispensar el control
positivo en lugar del negativo).
4. no ha existido contaminacion del
control negativo o de sus pocillos debido
a muestras positivas derramadas, o al
conjugado.
5. las micropipetas no se han
contaminado con muestras positivas o
con el conjugado.
6. las agujas del lavador no estén parcial
0 totalmente obstruidas.
Calibrador 1. el procedimiento ha sido realizado
M/Co < 2 correctamente.

2. no se han cometido errores en su
distribucion  (por ejemplo, dispensar
control negativo en lugar de calibrador)

3. el proceso de lavado y los parametros
del lavador estén validados segin los
estudios previos de calificacion.

4. no ha ocurrido contaminacién externa
del calibrador.

Control Positivo
< 1.000
DO450nm

1. el procedimiento ha sido realizado
correctamente.

2. no se han cometido errores en el
procedimiento  (dispensar el control
negativo en lugar del positivo. En este
caso, el control negativo tendra un valor
de DO450nm > 0.050).

3. el proceso de lavado y los parametros
del lavador estén validados segun los
estudios previos de calificacion.

4. no ha ocurrido contaminacion externa
del control positivo.

Si ocurre alguno de los problemas anteriores, después de
comprobar, informe al responsable para tomar las medidas

pertinentes.

Nota importante:
El andlisis debe seguir el paso de lectura descrito en la seccién
M, punto 11.

P. CALCULO DEL VALOR DE CORTE.

Los resultados de las pruebas se calculan a partir de un valor
de corte determinado con la férmula siguiente sobre el valor
medio de DO450nm/620-630nm del control negativo (CN):

CN + 0.050 = Valor de corte (Co)

El valor encontrado en
interpretacion de los
continuacion.

la prueba es utilizado para la
resultados, segin se describe a

Nota importante: Cuando el célculo de los resultados se halla
mediante el sistema operativo de un equipo de ELISA
automatico, asegurarse de que la formulacién usada para el
calculo del valor de corte, y para la interpretacion de los
resultados sea correcta.

Q. INTERPRETACION DE LOS RESULTADOS.
La interpretacion de los resultados se realiza mediante la
relacion entre el valor de DO450nm/620-630nm de la muestra
(M) y el valor de corte (Co), matematicamente M/Co. Los
resultados se interpretan segun la siguiente tabla:

M/Co Interpretacion

<0.9 Negativo
09-1.1 Equivoco

>1.1 Positivo

Un resultado negativo indica que el paciente no esta infectado
por HBV y la unidad de sangre se puede transfundir.

Cualquier paciente, cuya muestra resulte equivoca debe
someterse a una nueva prueba con una segunda muestra de
sangre recogida 1 o 2 semanas después de la inicial. En este
caso la unidad de la sangre no debe ser transfundida.

Un resultado positivo es indicativo de infeccién por HBV y por
consiguiente el paciente debe ser tratado adecuadamente o la
unidad de sangre debe ser descartada.

Notas importantes:

1. La interpretacion de los resultados debe hacerse bajo la
vigilancia del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Cualquier resultado positivo debe confirmarse antes
repitiendo el ensayo sobre la muestra, después de haberla
filtrado en un filtro de 0.2-0.8 u para eliminar la interferencia
de las microparticulas. Después, si todavia es positivo, la
muestra debe someterse a una prueba de confirmacion
antes de emitir un diagnéstico de hepatitis viral.

3. Cuando se transmiten los resultados de la prueba, del
laboratorio a otro departamento, debe ponerse mucha
atencion para evitar el traslado de datos erroneos.

4. El diagnéstico de infeccion con un virus de la hepatitis debe
ser realizado y comunicado al paciente por un médico
cualificado.

A continuacién se describe un ejemplo de los célculos a realizar
(datos obtenidos siguiendo el paso de lectura descrito en la
secciéon M, punto 11).

Los siguientes datos no deben usarse en lugar de los valores
reales obtenidos en el laboratorio.

Control negativo: 0.012 — 0.008 — 0.010 DO450nm
Valor medio: 0.010 DO450nm
Menor de 0.050 — Valido
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Control positivo: 2.489 DO450nm 185 Ayw2 05-1.0 6,4
Mayor de 1.000 — Valido 186 Ayw3 05-1.0 7,3
Valor de corte = 0.010+0.050 = 0.060 187 Ayw3 0.5-1.0 5,8
Calibrador: 0.350 - 0.370 DO 450nm 188 Ayw4 05-1.0 6,9
Valor medio: 0.360 DO450nm M/Co = 6.0 189 Ayr 05-1.0 6,1
M/Co Mayor de 2.0 — Valido 190 diluente / 0.6

Muestra 1: 0.028 DO450nm
Muestra 2: 1.690 DO 450nm
Muestra 1 M/Co < 0.9 = negativa
Muestra 2 M/Co > 1.1 = positiva

R. CARACTERISTICAS DEL RENDIMIENTO.

La evaluacién del rendimiento ha sido realizada segin lo
establecido en las Especificaciones Técnicas Comunes (ETC)
(Art. 5, Capitulo 3 de la Directiva IVD 98/79/CE). La version
ULTRA ha demostrado ser al menos equivalente al disefio
original en un estudio realizado para la validacién de la nueva
version.

1. Sensibilidad analitica

El limite de deteccion del ensayo se ha calculado sobre el 2°
estandar internacional O.M.S., NIBSC cd6digo 00/588.

En la siguiente tabla se muestran los resultados de tres lotes
(P1, P2 y P3) de la version ULTRA en comparacion con el
dispositivo de referencia (Ref.):

O.M.S. Lote P1 | Lote P2 | Lote P3| Ref.

1U/ml M/Co M/Co M/Co | M/Co
0.4 4.6 4.8 4.6 4.6
0.2 2.3 2.4 2.4 2.4
0.1 1.4 1.4 1.5 1.2
0.05 0.8 0.8 1.0 0.7
0.025 0.6 0.6 0.6 0.4
SFB (CN) 0.3 0.2 0.3 0.1

El ensayo mostro una sensibilidad analitica mejor a 0.1 O.M.S.
IU/ml de HBsAg.

Ademéas se probaron dos paneles de sensibilidad
suministrados por EFS, Francia, y por SFTS, Francia, y se
obtuvieron los siguientes resultados en condiciones
Optimas:

Panel EFS Ag HBs HB1-HB6 lote n° 04

ID muestra | Caracteristicas | ng/ml | M/Co
HB1 diluente / 0,2
HB2 adw2+ayw3 0.05 0,6
HB3 adw2+ayw3 0.1 1,0
HB4 adw2+ayw3 0.2 1,8
HB5 adw2+ayw3 0.3 2,4
HB6 adw2+ayw3 0.5 4,2

Panel de sensibilidad SFTS, Francia, Ag HBs 2005

El panel n.° 808, suministrado por Boston Biomedical Inc.,
Estados Unidos, también se probd para definir el limite de
sensibilidad.

Los resultados en condiciones 6ptimas son los siguientes:

BBI panel PHA 808

ID muestra | Caracteristicas | ng/ml | M/Co
01 ad 2,49 10,2
02 ad 1,17 4,8
03 ad 1,02 4,3
04 ad 0,96 3,8
05 ad 0,69 2,9
06 ad 0,50 2,2
07 ad 0,41 1,5
08 ad 0,37 1,3
09 ad 0,30 1,2
10 ad 0,23 1,0
11 ay 2,51 11,2
12 ay 1,26 5,9
13 ay 0,97 4,1
14 ay 0,77 3,7
15 ay 0,63 2,0
16 ay 0,48 2,4
17 ay 0,42 2,0
18 ay 0,33 1,8
19 ay 0,23 1,6
20 ay 0,13 1,1
21 negativo / 0,6

2. Sensibilidad Diagnéstica:

La sensibilidad diagnéstica ha sido probada segin lo
establecido en las Especificaciones Técnicas Comunes (ETC)
de la Directiva 98/79/CE en IVD para pruebas HBsAg.

Las muestras positivas, incluidos los subtipos de HBsAg y un
panel de mutantes “s” de las mutaciones mas frecuentes, se
recogieron de distintas patologias de HBV (hepatitis B aguda,
asintomatica y crénica) o producidas sintéticamente, y se
detectaron positivas en el ensayo.

Todos los subtipos conocidos de HBsAg, “ay” y “ad”, y los
isoformes “w” y “r’, suministrados por CNTS, Francia, se
probaron en el ensayo y el equipo los determiné positivos segun
lo previsto.

Se ha hallado un valor global de 100% en un estudio realizado
sobre un ndmero total de mas de 400 muestras positivas con la
referencia original IVD cédigo SAG1.CE, marca CE.

Se estudiaron 30 sero-conversiones en total, la mayoria
producidas por Boston Biomedica Inc., EE.UU.

Los resultados obtenidos al examinar ocho paneles

ID muestra | Caracteristicas ng/ml M/Co suministrados por Boston Biomedica Inc., EE.UU., se indican
171 Adw2 +ayw3 | 2.21+0.15 | 154 abajo para la versién ULTRA en comparacion con el dispositivo
172 Adw2 +ayw3 | 1.18+0.10 | 87 de referencia codigo SAG1.CE.

173 Adw2 + ayw3 1.02 + 0.05 6,1
174 Adw2 + ayw3 0.64 + 0.04 4,0
175 Adw2 + ayw3 049 + 0.03 34 Panel 12 HBsA HBsAg | Version Ref
176 Adw2 + ayw3 0.39 + 0.02 2,6 ID muestra subtip% ng/mlg ULTRA | dispositivo
177 Adw2 + ayw3 0.25 + 0.02 2,0 positiva M/Co M/Co
178 Adw2 +ayw3 | 0.11+0.02 | 13 PHM 906 02 ad 0.5 3.7 14
179 Adw2 + ayw3 0.06 + 0.01 0,9 PHM 907 (M) 06 ay 1.0 4.4 2.9
180 Adw2 +ayw3 | 0.03+0.01 | 0,8 E:m ggi gj ag g-g ﬁ 2-?
a . . .
ig; ﬁgxi 82 — 18 g; PHM 918 02 ad 0.1 1.8 0.5
: PHM 923 03 ay <02 2.2 1.2
183 Adr 05-1.0 | 45 PHM 925 03 ind. n.d. L4 0.9
184 Aywl 05-10 51 PHM 934 01 ad n.d. 1.0 0.8
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3. Especificidad Diagnéstica:

Se define como la probabilidad del ensayo de detectar
negativos en ausencia del analito especifico. Ademas del primer
estudio, donde se examinaron mas de 5000 muestras negativas
de donantes de sangre (dos centros de donacion) clasificadas
como negativas con un dispositivo con marca CE en uso en el
laboratorio de recogida, la especificidad diagnostica se evalu6
recientemente examinando un total de 2288 muestras de
donantes de sangre negativas en siete lotes distintos. Se
observé un valor de especificidad de 100%.

Se emplearon ademas plasma sometido a métodos de
tratamiento estandar (citrato, EDTA y heparina) y suero
humanos para determinar la especificidad.

No se ha observado falsa reactividad debida a los métodos de
tratamiento de muestras.

Las muestras congeladas también se han probado para
comprobar si la congelacion interfiere con el rendimiento del
ensayo. No se ha observado interferencia a partir de muestras
limpias y libres de agregados.

Se examinaron muestras procedentes de pacientes afectados
por hepatitis viricas (HCV, HVA) y patologias no viricas del
higado, que pudieran provocar interferencia en el ensayo. No
se detecto reaccion cruzada.

4. Precision:

Ha sido calculada para la version ULTRA en dos muestras
examinadas en 16 réplicas en 3 series diferentes para tres
lotes.

Los resultados se indican en la siguiente tabla:

Valores promedio Negativo Calibrador
Total n =144 Muestra 0.5 IU/ml
DO450nm 0.026 0.332
Desviacion estandar 0.004 0.027
CV % 16% 8%

La variabilidad mostrada en las tablas no dio como resultado
una clasificacion erronea de las muestras.

S. LIMITACIONES.

Se evaluaron resultados falso positivo repetibles en muestras
recién recogidas en menos del 0.1% de la poblacion normal,
debido principalmente a altos titulos de anticuerpo anti raton
heterofilicos (HAMA).

También se observaron interferencias en muestras frescas
cuando no estaban libres de particulas o se recogieron
incorrectamente (ver capitulo G).

Las muestras antiguas o congeladas, con coagulos de fibrina,
crioglobulinas, micelas que contienen lipidos o microparticulas
después de almacenar o descongelar, pueden generar falsos
positivos.
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Todos los productos de diagnéstico in vitro fabricados
por la empresa son controlados por un sistema
certificado de control de calidad aprobado por un
organismo notificado para el marcado CE. Cada lote se
somete a un control de calidad y se libera al mercado
Unicamente si se ajusta a las especificaciones técnicas y
criterios de aceptacion de la CE.
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