SPECIFICATII TEHNICE (F4.1)

Numarul licitatiei: 21006336 Data 05-09.04.19 Alternativa nr.
Denumirea-achizitionarea reactivi pentru investigatii imunologice si consumabile pentru
laborator Lo Paginaldin4 -~ -
COD CPV 33696500-0
Specificarea .
Nr. . . . . . dar-de d
’ Denumirea bunurilor Modelul articolului ,_)m_S_ de Produ-catorul tehnicd deplina [Specificarea tehnici deplin propusa de citre ofertant wS:. mm e de
dfo origi-ne .. referingi
solicitata
1 HbsAg HBs Ag,ELISA ,96 teste ltalia DiaPro vezi invitatia Metoda ELISA cantitativ. 96 godeuri. CE,ISO
2 Anti-HBs HBs Ab ,ELISA ,96 teste Italia DiaPro vezi invitatia Metoda ELISA cantitativ. 96 godeuri. CE,ISO
3 Anti-HDV HDV Ab,ELISA,96 teste Italia DiaPro vezi invitatia Metoda ELISA. 96 godeuri. CE,ISO
e Anti-HBc Anti-HBc,ELISA,96 teste [talia DiaPro vezi invitatia Metoda ELISA. 96 godeuri. CE,ISO
5 Ag Hbe/Ab Hbe Ag/Ab ELISA ,96 tes {talia DiaPro vezi invitatia Metoda ELISA. 96 godeuri. CE,ISO
6 Anti HCV summar HCVAD,ELISA ,96 teste Italia DiaPro vezi imvitatia Metoda ELISA. 96 godeuri. CE,ISO
7 PSA PSA ELISA ,96 teste SUA Monobind vezi invitatia Metoda ELISA cantitativ, cu streptaviding, 96 godeuri. CE.ISO
8 |Anti Helicobacter pylory IgG H.Pylori IgG,ELISA ,96 teste Italia DiaPre vezi invitatia Metoda ELISA canitativ. 96 godeuri. CE.ISO
Azur —Eozind Romanovski solutie (fl —Eozina i i i .
14 . . tie ( >NE.. ,m ozina Romanovski solutie (fl din Rusia Minimed Vezi invitatia  |solutie (fl din plastic) Cert.de calit
din plastic) plastic),1 L.
15 _|Vopsea p/u coloratir dupa Gramm Sy Italia  [Liofilchem Vezi invitatia  |lichid CE.ISO
Solutte PacTeop GpuiHaHTOBOTG Kpesunosoro
17 [Vopsea coloratie reticulocite In eprubetdcuuerc Ans okpack peTHKYIOUHTOR (Muaxum- |Rusia Abpuc vezi invitatia  |[lichida Cert.de calit
Cemucreiin-PTI]) 50 ma
18 |Ulei de imersie Ulei de imersie, 100 ml Rusia Minimed veziinvitatia  |ambalaj 100 ml Cert.de calit
. olicl. ti-A cu pipeta dozator. . i icorpilor — i mic de 1:32 in metoda d
21 |Reagent monoclonal anti-A T on Anti-A cu pipeta dozator, 10 Rusia Mediclon Vezi invitatia |00 Ul anticorptlor - u mat mic de 132 in metoda de CE,ISO
mi apreciere pe suprafata , amb.10 ml
. Toliclon Anti-B cu pipeta t . itrul anticorpilor — i mic de 1:32 fn metoda d
22 |Reagent monoclonal anti-B alicl u pipeta dozator, 10 Rusia Mediclon Vezi invitatia fitru anhicorprior :m i 3 ELL o CE,ISO
ml apreciere pe suprafata ambalat 10 ml.
- . Toliclon Anti-AB cu pipeta dozat it icorpilor — i mic de 1:32 in metoda d
23 |Reagent monoclonal anti-AB 1o A pipeta dozator, Rusia Mediclon Vezi invitatia | rl .m::ao%. or :w marme de in metoda de CE,ISO
10 mi apreciere pe suprafata ambalat 10 ml.
. oliclon Anti-A 1 cu pipeta t . . i icorpilor — i mic de 1:8 in metoda de apreciere
24 |Reagent monoclonal anti-A ] (O 1 Pipeta dozator, Rusia Mediclon Vezi invitatia titrul anticorpilor E,~ ma me de eSimmetoda de episHieTy CE.ISO
10 ml pe suprafata ambalat in 5 ml
. Toliclon Anti-D super 1eM cu pipet : M), titrul anticorpilor = {'mic de 1:32 in metoda d
25 [Reagent monoclonal anii-D : = S Rusia Mediclon Vezi invitatia  |C8 1 titrutan eorprior = numar mic de [.32 in metoda de CE,ISO
dozator, 10 ml apreciere pe suprafata ambalaj 10 ml
- Toliclon Anti-Keli cu pip [oT itrul anticorpilor — i mic de 1:16 in metoda d
26 |Reagent monoclonal anti-Kel] 008 20 <RI tor, Rusia Mediclon Vezi invitatia | " anticorptior i mat mic de f imsmetoda de CE.ISC
10 ml apreciere pe supralatad ambalaj 10 ml
27  |Antigen cardiolipinic pentru RMP Antigen cardiolipinic pentru RMP Belarus XOIUBOX  |Veziinvitatia  |ambalaj 20 ml CE.ISO
BM-c 1 {Set de control p- eina in : .
28  |Material p/u controlul calitatii urinei E.M contro %Uﬂ de control p-u proteina | Rusia Mediclon Vezi invitatia  |pentru determinarea proteinci/urin cu 3 nivele Cert de calit
urina) cu calibrator
29 [Proba cu timol Proba cu timo! 3*11 mi Rusia Agat Vezi invitatia  |set din 3fl x 11ml Cert de cali




Dbilirubind, 2)urobilinogen, 3)acetona, 4)ac. ascorbinic,
5)glucoza, 6)proteind, 7)sange, 8)pH, Nnitriti,, 10)Le, 11)gr.

container. fara etichete adezive, polictilen

30 andeletep/u analiza urinei ,,Combi [ 1+ Meditest Combi 11,100 teste Germania |Macherey Nagel |Vezi invitatia specifica - compatibile cu analizorul . Doc Ureader”, CE | CE.ISO
100 unit.

33 Pipeta imi sterila (23203), Kima Italia Kima vezi invitatia  |1,0 ml, sterify, ambalata individual, CE CE,ISO
34 |Pipetd Pasteur.3.0 mi Pipeta Pasteor 3ml, 200006.C Spania Deltalab vezi invitatia  |3,0 ml, gradat a cite 0,5 ml, nesterila, polipropilens, CE CE.ISO

o Pipetd Pancenco, cu gradare . . . .
35 |Pipetd Pancenco, cu gradare pronuntata P tats e Rusia Minimed Vezi invitatia  |cu gradare pronuntata , in set de 100 de buc Cert.de calit

pronuntati
Lama sticla lungimea 75 mm,grosimea- {Lama sticla lungimea 75 mm,grosimea- sticls, lungimea 7Smm, grosimea - 2mm, latimea - 25 mm,

36 |2 mm,latimea-25 mm,cu marginea 2 mm,latimea-25 mm,cu marginea Rusia Minimed Vezi invitatia  |cu marginea slefuita, spalate, degresate, ambalate ermetic,  |Cert.de calit
slefuita,spalate,degresate slefuita,spalate,degresate CE
Eprubeta conici din polipropilen cu

37 o%_umo 10 ml poliprop Eprubeta 10ml, 16*100, PP (18012) |Italia Kima Vezi invitatia  |conica din polipropilen cu capac, CE CE,ISO

Capilar p-u colect. singelui din deset sterild pentru colectarea sangelui capilar cu K3EDTA,
38 IEprubeta sterild ,0,5ml priarp-u ¢ ke 7" lGermania [Kabe Vezi invitatia  |microcapilar-100 mel, capac pentru transportarea probelor  {CE.ISO
K3EDTA, 100mkl KABE fixat de tub, CE , ambalate cite 100 buc.

39 Eprubeta, granule+ clot activator, Eprubeta sieroplast cu granule 5ml, falia Kima Vezi invitatia |cY Pereti transparenti (din poliester), cu etichetd, capac CEISO
volum singe 6 - 8 ml 12x86 mm, 18223, Kima ) - 7T Jeuloare alba, 50 unit in stativ ’
Eprubeta cu gel clot activator, volum  |Eprubeta serogel 5ml, 12x86 mm

40 &v N 5.6 = 1 ’ _Mch Ki & i ’ Italia KIma Vezi invitatia | cu etichetd , capac , 50 unitati in stativ CE,ISO

e singe 5-6 m , Kima

41 Minieprubete pentru coagulometrul Minieprubete pentru coagulometrul MB Helena Vezi invitatia |0 Poliester, duble, diametrul intern al partii inguste 4,0 CEISO
Helena C-4 Helena C-4 mm :

42 |Eprubeta borosilicata Eprubeta p-u Stat-Fax, 250 buc, 901275, |[Spania Deltalab Vezi invitatia  |12x75 mm CE,ISO
Eprubeta pentru colectarea sangelui cu Eprubet strat Na.3ml T , i |

. ) rubeta cu citrat Na,3ml, p-u determ. A gulog
43 |citrat de sodiu pentru coagulogrami, 2 p =L P Italia Kima Vezi invitatia [P colectarea sangelul pentru coagulogramd, cu capac, CE,ISO
K - hemostazei (18608) etichetd, 50 unit in stativ
volum 3,0 ml, cu capac, eticheti, 50
Eprubetd K3 EDTA, volum singe 2,5 |Eprubeta cu KEDTA, 2.5 ml, 12x56

44 P . . ’ A p ’ ’ [talia Aptaca Vezi invitatia  [cu etichetd, capac, 50 unit in stativ CE.ISO
ml, cu etichetd, capac, 50 unit in stativ |mm, PP, 2100
Eprubetd K3 EDTA, volum singe 6-8 |Eprubeta cu KEDTA, 5 ml, 12x86

45 H_V ’ g P PP. 2104 ? ’ Italia Aptaca Vezi invitatia  |cu etichetd, capac, 50 unit in stativ CE,ISO
m mim, 5

. . . . Container din polipropilen cu capac
Container din polipropilen cu capac L. P . . A U -
46 filetat, volum 200 ml pentru urina filetat, volum 200 ml pentru [talia Kima Vezi invitatia  |din polipropilen cu capac filetat CE.ISO
£l - rm e R 2
P urind, 231193
P . 1 1- .1 = - Fi " =
—|Lontamer din-polipropien-cu-capac—— |Container-din-polipropien-cu-capac—— ; =
47 BRSIRE0R - P POUPTOp P [talia Aptaca Vezi invitatia  |din polipropilen cu capac filetat CE.ISO
filetat, 100 ml, pentru sputa filetat, 120 mi, 21203
. Container p-u mase fecale cu lopatica _ . . .
48 |Container 25 ml pentru mase fecale 55 ml. PS Uummm\mo P 7 |Ttatia Aptaca Vezi invitatia  |din polisteren, capac filetat cu lopaica, eticheta CE.ISO
Z2d ml, 22
. . . ; ) L astrare In siguran(d, marcaj cu vopsea direct o

49 1Container(culearea galbena),1,5L Container p-u deseuri 1.5 1, 7015 ltalia Aptaca Vezi invitatia [T PASITAIC In Sigurantd, marcay cu vopsea direct pe CE.1ISO

> ? container, fara etichete adezive, poiietilen

< : g a . L 2nIru pastrare in sig A, marca) ¢ sea direct pe ——

50 |Centainer(culoarea galbena),0,6 L Container p-u deseuri 0.6, 7006 llalia Aplaca Vezi invitatia [P0 L0 PASIATE I Siguranta, marcaj eu vopsea Girect pe CE.ISO




. Container p-u deseuri cu volum de 3 in sig i i i
51 |[Container(culoarea galbena),20 L L. P © 20 Spania Deltalab Vezi invitatia [P PAstrare in siguranid, marcaj i vapsea U CE,ISO
litr1 240021 container, fara etichete adezive, polietilen
: B B Cu virf galben universale tip Giison pentru pipetd automata .
. Container cu virfuri 0-200 mkl, 1000 . =
52 |Container 4 ’ Italia Kima vezi invitatia  |0-200 mkl , cu 5 subdiviziuni a cite 200 un., ambalate cite  |CE,ISO
uni, 182605 1000 unit.
. | Virf galben universal tip Gilson,volum |Virf galben universal tip Gilson pentru | . . ~ |din polipropilen, autoclavabil, cu nervurile exteme de
53 0-200 mkl. 0-200mk] .o 2. 0-200mkl Italia Kima Vezi invitatia  |indltime joas3 si uniforma, pentru pipetd automata cu 8 CE.ISO
> T m. pipeta automata, 0-200 canale, ambalate de 1a producator cite 1000 buc.
54 Virf albastru tip Gilson ,volum 200- Virf albastru tip Gilson ,volum 200- Ttalia Kima Vezi invitatia din polipropilen, autoclavabil, pentru pipetd automata, CE.ISO
1000 mkl 1000 mkl ambalate cite 1000 buc. ’
. e e e irf alb tip Finnipi ipetd i ipropi i ipetd a
55 |Virfalb tip Finnipipette ,volum 1-5 ml, A% b (Eu Finnipipette pentru pipeta Italia Aptaca Vezi invitatia |4 uo_%qo,u__o:u autoclavabil, pentru pipetd automata, CE.ISO
automati 1-5 ml, ambalate cite 1000 buc.
din inox, cu adancitura in cehtru, lanceta centrala, lungime
scarificaror: > 36 mm, lungime lanceta: 3,3 mm, latime
56 |Scarificator-lanceta Lanceta sterila, 1000unit Ucraina  |Spetosnastca vezi invitatia  {scarificator: 5 mm, corpul scarificatorutui cu capetele Cert.de calit
ascutite taiate, steril, ambalat individual, pentru recoltarea
probelor hematologice
57 |Stativ Pancenco Stativ Pancenco Rusia Minimed Vezi invitatia  |Stativ Pancenco CE,ISO
Lampi halogen displei/optic, 10W x  |Lampa halogen displei/optic, 10W x
58 P g P . PHE, . L. P g P . phc, . . . |SUA Awarenes Vezi invitatia  |pentru analizatorul biochimic Stat Fax 3300, CE CE.ISO
G4 x 6V, pentru analizatorul biochimic |G4 x 6V, pentru analizatorul biochimic
59  |[Pompa WW_\BUW Nwmﬂ.m:.w mswm:NmMoE_ Uoﬂ.,bmﬂo logic Japonia  |Erma Vezi invitatia _|PEMt™ analizatorul hematologic ERMA PCE-210 set din 3 CE.ISO
: ERMA PCE-210,ss¢et 3 bucati ur.
. . Stativ din propilen 20 locuri ,culoarea
61 |[Stativ 20 locuri i prop ’ Rusia Minimed Vezi invitatia  |din polipropilen, culoare alba Cert.de calit
alba potP
. . Stativ din propilen 40 locuri ,culoarea
62  |Stativ 40 locuri . prop ’ Rusia Minimed Vezi invitatia  |din polipropilen, culoare alba Cert.de calit
albd P
- C s Haértie termicd, latimea 110 mm, p/u
63 Hartie termicd, latimea 110 mm lizatorul Stat M P SUA Awarenes Vezi invitatia  |p/u analizatorul Stat Fax CE.ISO
analizatorul Stat Fax
.. . Hartie termicd, latimea 56 mm, p/u
64 |Hartie termicd, latimea 56 mm lizatorul h M loei P Japonia Erma Vezi invitatia | p/u analizatorul hematologic CE,ISO
analizatorul hematologic
65 |Hirtie de filtru Hirtie de filtru Rusia Minimed Vezi invitatia Cert.de calit
66 |Marker pe sticld Marker pe sticld Italia Aptaca Vezi invitatia  |pe sticla, virf subtire, culoare neagra sau albastra Cert.de calit
Indicator de-sterilizare, IKBC-180/60; et —— T — S
. . . . ) . B S ! e, . identa a sterilizarii, . .
67 |Indicator de sterilizare, UKBC-180/60 |autcadezive, registru de evidenta a Rusia Vinar Vezi invitatia [0 0RCCAIVE, Tegistiu de eviceni a stertlizant , am Cert.de calit
sterilizarii e
Cu volum variabil 3- 30 mcl Posibilitate de autoclavare
totala, detasator pentru virfuri, marcare colorata, sa dispuna
e 2 ar ince ¢ [ cizie £0.13 - 20,3
68 |Dozator de lichide Dozator automat 1-3-30 mkl/4640092 Rusia Termofisher Vers invitatia |0 MUmar incorporat de la producator, precizie £0.13 - £0.30 1,5
mcl; CV % 2.3-0.3: pasul 0.5 mel
Certificat de calitate de la producator, certificat de verificare
\;Eozaomwcm




69

Dozator de lichide

Dozator automat 1-10-100 mci/4642072

Rusia

Termofisher

Vezi invitatia

Cu volum variahil 10-100 mcl. Posibilitate de autoclavare
totala, detasator pentru virfuri, marcare colorata, sa dispuna
de numar incorporat de la producator, precizie £0,30 - 0,80
mel; CV % 1,0-0,2; pasul 1,0 mcl.

Cerificat de cailtate de ia producdior, ceriificai de verificare
mietrologica.

ISO

70

Dozator de lichide

Dozator automat 1-100-1000 mk1/4642092

Rusia

Termofisher

Vezi invitatia

Cu volum variabil 100-1000 mcl. Posibilitate de autociavare
totala, detasator pentru virfuri, marcare colorata, sa dispuna
de numar incorporat de la producator, precizie £1,0 - 6,0
mcl; CV % 0,6-0,2; pasul 5,0 mcl.

Certificat de calitate de la producitor, certificat de verificare
metrologica.

ISO

71

Dozator de lichide

Dozator automat 8-30-300 mkl,4662032

Rusia

Termofisher

Vezi invitatia

Cu volum variabil 30-300 mcl. Posibilitate de autoclavare
totala, detasator pentru virfuri, marcare colorata, sa dispuna
de numar incorporat de la producator, precizie +£1,5 - £3,0
mecl; CV % 2,0-0,3; pasul 1,0 mcl.

metrologica.

Certificat de calitate de la producitor, certificat de verificare

ISO

Semnat:

Numele, prenumele: Ceaicovschi Tudor In calitate de: Director General

Ofertantul: ,, GBG-MLD” SRL Adresa: mun. Chigindu, str. Tighina, 65, of 607




la O&_:c_
nr.177 din 09 octombrie 2018
Ministeru! Finantelor

Formularul standard al Documentului Unic de Achizitii European

Documentul Unic de Achizitii European, in continuare DUAE este o declaratie pe proprie raspundere care prezintd dovezi
preiiminare si inlocuieste certificatele eiiberate de autoritaile publice sau de parti terte. El este disponibii in limba de stat ﬂ
engleza i este uiilizat ca dovadi preliminard a indepiinirii conditiilor necesare in cadrul procedurilor de achizitii

Republica Moldova, Datorita DUAE, ofertantii nu mai trebuie sa funizeze probe documentare complete i in formate diferite,
astfel cum se utilizau anterior in procedurile de achizitii publice, ceea ce reprezintd o simplificare semnificativd a accesului la
oportunitatile de ofertare transfrontaliere. Incepénd din octombrie 2018, DUAE va fi disponibil exclusiv in forma electronica.

Ministerul Finantelor pune la dispozitie serviciu web gratuit pentru cumparatori, ofertanti §i alte parti interesate de completare
DUAE in format electronic. Formularul online poate fi completat, imprimat §i apoi trimis cumparatorului impreuna cu restul
ofertei. Daca uBoan.m se aommmomﬂw &mon‘oin UC>m poate fi exportat, stocat i depus in format electronic. Un DUAE depus

pot fi nxn_:m_ din vaonan‘m de w&:N_,: m:v:on sau w% fi E.Ew_._ﬁ :C:&in dacd informatiile din DUAE sunt faise, nedivulgate
sau nu pot fi sustinute prin documente justificative.

Partea I — Informatii privind procedura de achizitii publice i autoritatea contractanti sau entitatea contractanti

Partea | a formularului DUAE se completeaza on

e doar de citre autoritatea contractanti sau entitatea contractanta st include
unnitoarele informatii:

A. | Informatii despre publicare
Mumidrul anuntului/invitatiel publicati in BAP, si dup3 caz numarul anunfului in 1.O |
B. | ldentitatea nﬁ:EEE_E
IMSP Spitalul Raional
Soroca ,,A Prisacan”
Or.Soroca
Numar unic de identificare a autoritil st.M.Kogilniceanu |
Republica Moldova
C/F 1003607150209
C. itii

Informatii privind procedura de achizitii publice

Tipul procedurii

LP 21006336 achizitionarea

Numirul unic de identificare al proceduni de achizitie

ey reactivie pentru mvestigatii
Data deschiden ofertelor ’ .

- e imunologice §i consumabile
Denumirea obrectulut de achizifii p -

= entru laborator
Scurtd descrie par

Operatorul economic esle:

UDa E Nu

intreprindere micd, Da 10 Nu

intreprindere mijlocie

ZE:m n cazul in care achizifia este rezenvata: oper:

Bau o intreprindcre 50cia ODa T Nu '
ke angajare protejata?
k care este procentul corespunzitor de lucratori cu dizabilitati sau defavorizat
b Daci este necesar, va rugam si specilicati carei sau caror categorii de lucraton cu dizabilitati
sau defavorizali le apartin angajatii in cauza?
E Da OONu

Daci este cazul, activitatea antreprenoriald a operatorului economic este inregistrata sau
detine o certificare echivalent in cadrul unui sistem national privind acttvitatile economice
pe care le presteaza?

- Vi rugam si furnizati acteie de constituire, daca este cazul:

- Daca actele de constituire sau de certificare sunt disponibile in format electronic, va
rugAm sa precizati:

- Vi rugam sa fumizati autorizatiile pe care se bazeaza activitatile comerciale, daci
este cazul:

- Inregistrarea sau certificarca acoperi toate criteriile de selectie impuse?

& Da

O0Nu

X] Da C9ONu

“\& wtma‘a ..E naaq‘__s__.,.._ﬁﬁ __a\.a!un__.:?\ﬁiEh&lmh\\ﬁ&:::mnhmﬁbunc&thn.bu.__/___Q.._..Em&nﬂe.3_5_:9_553_,?02.:_:
(AL mentele achi relevante

7 docii

i

qu

Dperatorul economic va fi in mdsura s@ furnizeze un certificat cu privire la plata noE:,_u:U.:o,.
a asigurarile sociale si plata impozitelor sau si furnizeze informatii care sa ii permita
lautoritatii contractante sau entitdtii contractante sa obfina acest certificat direct prin accesarea
lunei baze de date nationale m: orice stat, disponibila in mod gratuit?

L Dacd documentele relevante sunt disponibile in form

Da

at electronic, v3 rugdm sa precizati:

Operatorul economic participa la procedura de achizitii publice impreuna cu alfi? ODa X Nu

Vi rugdm sa va asigurali ca celelalte parti in cauzd prezinta un farmular DUAE separar,

[Va rugam sa precizati rolul operatorului economic in cadrul grupului (lider, responsabil cu
indeplinirea unor sarc

specifice, etc):

W& rugdm si i1 identificati pe ceilalti operatori economici care mai participa la procedura de
achizitii publice;

Dach este cazul, d irea grupubul parmicipant:
Diac sste cazul, se indica lotul (loturile) peniru care operatorul econoraic doreste sa depuna
pfere:

Informatii privind repr

fii operatorului ec

Dacd este cazul, vd rugam sa indicayi numele §i adresa (adresele) persoanei (persoanelor) imputernicitd (fmputernicite) s il
reprezinte pe operatorul economic in scopurile acestel proceduri de achizitii publice:

Partea 11 - Informatii referitoare la operatorul economic
Partea [I a formularului DUAE se completeaza online doar de cdwe operatorii economici §i include urmdtoarele

informanl
Informatii referitoare la operatorul economic
Denumire ,»GBG-MLD” SRL
Adresa jurtdied, str. Tighina 65, 0f.607
Cod pogtal MD-2001
QOras - — Chisinau
| Tara .I. — | Republica Moldeva
i | Adresa weh www.gbe.md

office@gbg.md
022-54-21-20

exmal
Teiefon

Persouna sau uﬁmsm:n_r de contact Tuder Ceaicovschi

1003600117582
0205086

AL . = S.RL.
idac al cnr._.n"f:.:_.:_ economic

Tador Ceaicovschi -98%

ierthor |

Vern Coleva - 2%

Prenume Tuder

Nume Ceaicovschi

Data nasteri 04.11.1966

Locul nagtern Nisporeni

[Strada §i numdrul Basarabiior

Cod pogtal MD-

Orag Chisinau

Tard Republica Moldova
k-mail office@gbe.md

2 354-91-
Telefon 022 54-91-20

TR Fosow e : Director general
ﬂc:nq, x ¢ acHon: ..a in nm_:m_m de =

Informatii _:.::..a _..:__Nxﬂ..u— rx_x.n: filor .__Sﬂ it |

Oiperatorul economic unlizeaza capacitatle altor enutdp pentru a satistace crien le de selecne Da
previzate in partea !V, precum §i (dac este cazul) criter partea V

de mas jos? _

Va rugdm si prezentatt un fornudar DUAE separar care sé cuprind@ informatnle soliciure in sec munile A si B din aceastd parte si din
pariea i pentrn frecare :‘_______:.ﬁ. entitdgile In cauzd, eomplotar 5 semial inpod corespunzdior

T_:.__ fiee axepm b

emtidile: inocouza. Va atrogem

ferd

suduess, dé agen el i

Fe N 6 airce fmpl o, ordiferent daed fuc san nu parie

Mt intreprondereg ope 5.:__.:_________. anantie, i special e care paspand de comtrolal calisdin s in cozul ceirae selar de aohizigi
eiflive ehe fecrded, rehnicieni sau vrgonismele febmice o core poare face apal aperatoryd coononiie in vederea exeeurdri Tuerdedor.in
TR

ditile) specificd (specifice) wilizurd fuilizare) de apetatirnl eoromic. va
LT e e .__:__,._._ ffearnn _____n.___l__.r.—.:. 1§ i pavgile IV 30V pente fiecare el ent i i canzd

Poodne exte pelevant peniei capaciiaiea __._...t_aG




Al (2) Autoritatea comractanid are obligatia de a exciude din procedura de atribuire a contractulu de achizinn publice orice
ofertant sau candidar care se afla in oricare dintre urmdaroarele situatii:

Lit. (b)) nu si-a indeplinit obligatiile de plaid a impozitelor, taxelor sio contributiilor de asigurari sociale in conformitate cu
prevederile legale in vigoare in Republica Moldova sau in tara in care este stabilir.

AL (23} Prin deragare de la alin2 i by, oferiamul candidatul nu este
conditiile legii, de

exclus din procedura de atribuire daca beneficiaza, in
esalonarea obligatillor de plaid a impozielor, taxelor si contributiilor de asigurari sociale ori de alre faciludys in
vederea plarii acestora, inclustv a majorardor de intdrziere (penalidplor) sisanw a amenzilor.

Plata impozitelor text Da

Aceastd incaleare o e decat o hotarire nuwlecarareasca san s i

admimistrativa? Da i 2:|

In tazul m care aceasta incilcare a obligantlor & lost stab printr-o hotardre judecitoreascd sau o ]

drinistrativa, aceastd decizie este definitiva si c_u:mn 11 2 i

Vg rigdm sé precizapi date condamndri fn cazel unei condamndri, doratd perioadel de exeludere, in

médsura In care goeaytar exte stabifitg direct in caondaniere. f ese e miloace aa fos N
“.aro:_._.: :_; tuat plé ::1 impoziele sau rz_::v_._z.. _.,. asi r_._su:_.. soe T_r Da & Nu

tesau a hme ___c.: riepl Aoeste ___w__q:xc__:___._ st c____z:_ mithile
_..r. eI et auarid ., dite-o bazd de g naglonalia? Da (E3]

Plata asigurdrilor sociale

Oseratoral sconmm

Nu

b, .—_.__.a_.._.:sﬁ.m privind subcontractantii pe ale ciiror capacititi operatorul economic nu se | Raspuns keritoriul W%:v:o: Zo_aoéwnﬁ ] 3 alte mEE_v. = - = — — _
1] | IAceasta incilcare a obligaliilor a fost stabilita prin alte mijloace decdt o hotardre judccatoreasca sau “Da B Nu
Sectiunea se completeazd mamai In cazul in care aceastd informatie este solicitatd in mod explicir de edtre autoritatea contractanid | admimstrativi?
sau entitalea confractantd. [n cazui in carc aceasta incicarc a obilga fost stabting prinir-u hoiardre judecaioreascad sau
Operaterul econemic theontracteze vreo parte din contract urior tergi? [ CODe 1% Nu dminisirativa, aceast decizi si obliuatorie? Dy = Nu
[Daci da si in masura in care se cunoaste, vd rugdm si enumerati subcontractantii propusi. _ | /G rugam sa precizafi &EQ oc:&S::E: In cazul unei ne:&b\::mz duratd ES.:EQ.S de excludere, in masura |
\Darcd autoritarea contractanid sau eniiiatea contractani solicitd in mod explicit acesie informatii, in plus jala de informajiile din i1 care aceasia esie (A2 2 au d
partea I, va rugam sa furnizafi informatiile solicitate in sectiunile A §i B din aceastd parte si din partea Il peniru fiecare dintre Dperatorul economic si-a indeplinit obligatiile platind ::_uON:m_o sau no::.&:::m la asiguririle sociale
subcontractantii (caregoriile de subcontractanti) in cquzd. datorate sau incheind un aranjament cu caracter obiigatoriu in vederea platii acestora, inclusiv, dupd caz, a | CODa El Nu
Partea 111 - Motive de excludere kventualelor dobanzi acumulate sau a amenzilor? Va rugdm sa le descriefi Aceste informaii sunt disponibile
Partea a formularuiui DUAE se completeaza online de catre autoritatea contractanta, entitatea contractantd si kratuil pentru autoritall, dintr-o baza de date nationald ?
operatorii economicl. Includerea in lista de interdictie a operatorilor ici
A, | Motive referitoare la cond arile penale | Este operatorul economic inscris in lista dé interdictie a operatorilor economici in conformitate cu Articolul | Nu
Art.18 din Legea nr.131 din 03.07.2015 stabileste urmatoarele motive de excludere. 18 al. e) din Legea ar,131 din 03.07.2015 privind achizijiile publice. | - '
AL (1) Autoritatea contractantd are obligatia de a exclude din procedura de atribuire a conractului de achizitti publice orice Motive legate de insolventi, conflicte de interese sau abateri profesionale [
ofertant sau candidat despre care are cunostinid ¢a, in ultimii 5 ani, a fost condamnat, prin hotdrdrea definitivd a unei instante Art.18 al. 2 din Legea nr.131 din 03.07.2015 stabileste urmatoarele motive de excludere,
Judecatoresti, pentru participare la activitati ale unei QJWS:.NQ:_. sau grupdri criminale, hmEE corupfie, pentru frauda yi/sau pentru lit. (a) se afla in proces de insolvabilitate ca urmare a hotdrdrii judecatoresti;
spatare de bani, peniru infraciiuni de terorism sau infraciiuni legate de acti i werorisie, finanjarea terorisimului, exploatarea prin (c) a fost condamnat, in ultimii 3 awi, prin hotdrérea de, 1 re a adus atingere
muncd a copiilor si alte forme de trafic de persoane. eticii profesionale sau pentru comiterea unei greseli in materie profesionala;
Al (1') Obligatia de excludere a ofertantului / candidatului se aplica si in cazul in care persoana condamnatd printr-o hotardre 1it. (d) @ prezentat informatii false sau nu QEENQ:S\ informayiile solicitate de catre autoritatea contractania in scopul demonstrarii
definitivd a unei instante de judecatd peniru infractiunile prevéazute la alinl este membru al organismului de administrare, de indeplinirii criteriilor de calificare ;
conducere sau de control in cadrul acestuia. lit. (d') a incalcar obligayiile aplicabile in domeniul mediului, muncii si asigurdrilor sociale, in cazul in care autoriiatea
AL (6) Orice ofertanvcandidar care se afla in una din situatiile mentionate la art. 18 alin. (1) si (2) din legea 131/03.07.2018 privind contractantd demonstreazd, prin orice mijloace adecvate, acest fapt;
achizitiile publice, furnizeaza n.oéﬁ care s arate cad masurile luate &n el sant suficiente pentru a demonstra fiabilitatea sa, in lit, (@) se face vinovat de o abatere profesionald, care ii pune la indoiald integritatea, in cazul in care autoritatea contracianid
fudere, Dacd derii astfel de dove: iente, ofertantul/candidatu! j ce adecvate, aces)
in cauza nu este exclus de la hwon&&sn de achizitie publica. lit.(f) a incheiat cu alfi operatori economici nQ:.&:: care vizeazd denaturarea concurentei, in cazul in care acest fapi se constara
Al (7) In sensul alin. (6), ofertantul/candidatul dovedeste ¢d a pldtit sau s-a angajat s plateasca o compensafie in ceea ce priveyte prin decizie a organului abilitar in acest sens;
eventualele prejudicii cauzaie prin infe ne sau prin abatere, cd a clarificat complet fuptele gi imprejurdrile cooperdnd activ cu lir. (d') se afla i terese care nu poate fi re efectiv prin masurile u.::ﬁﬁ:m laart. 74. A
auioriiaiile abilitaie sa invesiigheze mnﬁt §i ¢d a intrepriny masuri concrete la nivel tehinic, organizagional §i in maierie de personal, In mésura cunostinielor mu_.m. n._u_uqms:b ic 5i-a incilcat G:m“:.:un in de 1 mediului ? [ Nu
adecvate a preveni noi infractiuni sau abaieri. Ati luat masur pentru a demonstra fiabilitatea dumneavoastra (autocorectare)Va rugdm sa le descriefi CNu
Al (8) Masur re oferta; se 7} sént evaluate ting atea In masura cunogtintelor sale. operatonul cconomic si-a ingdleat obligatiile in d ful soctal? & Nu
pariiculare ale infraciiunii sau ate abaierii. In EL: in care con ] cagn At luat masuri pentru a demonstra fiabilitatea dumneavoastra (autocoreclare)Va rugdm 54 le descriefi
mc\:\\%n\wim\\x\e\ig a L\wlmi:\\msﬁiim“:\ despre motivele excluderii. In misura cunogtinielor sale, ouﬂ.mﬁonb economic si-a incalcat ov__:m:__n in domeniul muncii? 1Da
AL {77 U gleriani/canaiaal care @ jost &xe Aft luat misur] pentru a demer ave) ViF rugdm s le descriep ODa
de achizitii publice nu are drepiud 53 facd uz nmnﬁ_:? atea m. = ul
—umn_n_v.wm.m la o organizatie criminala . Texs Dperatorul economic este in stare de fahment? : =
Coruptie Texr Va risgam sa le descriefs Ao iy
T.mcam. Hmw___ - - — —— —— \Precizagi motivele pentru care veti putea fi, totusi, in masurd sa executapi contractul. Nu este necesar sd se furnizeze aceste informatii
Infractiuni _n._.o.—._mmn sau infractiuni lepate de activitatile teroriste 7evr in cazul in care excluderea Qﬁm\e‘cl\a\..mnﬁ:e::.n;. in acest caz a devenit obligatorie in temeiul legislatiei nationale aplicabile, fara
Spilare de vgm sau finantarea nmncqmmﬁc_ﬁ_. Text — = . vicio posibilitate de derogare arunct cand operatorul economic este, 10tusi in masurd s@ execuie contractul.
Exploatarea prin munca a copiilor i alte forme de trafic de persoane Tex/ dceste informatit sunt disponibile gratult pentr awiovitagi, dinir-o bazd de date najionald ? Da JCINu
B. | Motive _.nu.kn de plata impozitelor sau a contributiilor la asiguririle sociale Insolventa
Art.18 din Legea nr. 131 din 03.07.2015 stabileste urmdtoarele motive de excludere. Dﬁ_nn:o_.cm economic este in situatie de insolventa sau de lichidare? Va rugdni sd le descrieti Da B Nu_

pentri care vefi putea fi, totusi, in masurd s& execurall contractul. Nu este necesar sa se
jn cazul in care Qn\:&mwnz operatorilor economici in acest caz a devenit obligatorie in temeiul legisiatiei :Q:Q:n\m zm:i::\n\. \Ee

ticio posibilitate de derogare atunci cdnd operatorul economic este, 1otust in mdsurd s execuie confractul.

{eeste informeti sunt disponibile grait pentru auwtaria. dintr-o bazd de date naionald ? | ~Da Nu
| Faliment |
Operatorul economic se afld inr-o situatie similara, cum ar £ tul. care rezultd dintr-o procedurd Da N

| similard din legislatiile sau reglementirile nationale?Va rugdin sd fe descrivii

Precizap moivele pentr care vefi putea fi, totust, in mdsurd sG executatt contractd. Nu este necesar s se furnizeze aveste
informati_in_cazui in care excluderea operatorifor_ecomamict in aces! cus o devenii obtisaiore in ieteid feg
aplicahile, fard nicio pasibilitate di derogure atynet cdnd operatord ¢ i NS I IANIEG N execuly o Q:_____‘:n._________

i

| Aceste mformag sunt disponihile granar pewrs autorndn, dinir-o hazd de date _.:..::__1__5__:_ ? | Ds
| Active ad istrate de lichid i
| Actvele operatorului economic sunt admi | Da

| Preeizon motivels penirn care vefl puten . tarisd, oo mdsurd sdoexecuton comtracimd. N oeste pecesar 83 se furnizese aoes

| faprer nagranalc

e sunt suspendate
neinice ale operator

1 CConomIc




Precizafi motivele pentru care vefi putea fi, totuyi, in mdsurd sa execwiali coniractul. Nu este necesar sd se furnizeze aceste stabilit: Vad rugdm s fe deseriapi
informatit in cazul in care excluderea operatorilor economici in acest caz a devenit obligatorie in temeiul legislatiei nationale
aplicabile, fard nicio posibilirate de derogare atunci mm:m operatorul economic este, totust in mdsurd sd execure contractul.
Aceste informatil sunt disponibile gratuit pentru autoritdi, dintr-o bazd de dare nagionald ? Da
Acorduri cu alfi operatori economici care vizeazd denaturarea concureniei Articolui 20 ai.i din Legea i31 din §3.57.2018 purvind ac
Operatorul econemic a incheiat acorduri cu alfi operatori economici care au ca obiect denaturarea NDa b Nu Demonstrarea capacia(ii economice si financiare a operatorulus e
concurentei? ¥ rugdm sd le deseriefi = = documente relevante, cum ar fi

Precizati motivele pentru care vefi putea fi, tot Declaratii bancare

0Ny

Aceste nformatii sunt disponthile grawit penten quioritag, dintr-o bazd de date napionali ?

Nu

]

finan a

Capacitatea economici §

§i, In mdsura sa executasi contractul. Nu este necesar $d se furnmizeze aceste
informatii in cazul in care excluderea operatorilor economici in acest caz a devenit obligatorie in temeiul legislatiei nationale
aplicabile, fard nicio posibilitate de deragare arunci cdnd operatorul economic este, totugi in masurd sa execute contractul.

Operatorul economic va fi in masura sa furnizeze declaratii bancare sau, dupa caz, dovezi privind asigurarea

riscului profesional, sau s fumnizeze informatii care sa it permita autoritatii contractante sau entitatii

. 2 = = - = - =) A 5 e 3 . N N N ONu
At luat masuri pentru a demonstra fiabilitatea ¢ voastrd {autocorectare) Va rugdm sd le descriefi UDa 0 Nu contractante s obtind aceste informatii direct prin accesarca unei baze de date nationale in orice stat,

Conflict de interese care decurge din participarea la _u;.n!m:qn de achizitii publice. disponibila in Jom gratuit \m rugam 56 le descrieli

Operatorul economic are cunostingd de vreun conflict de interese, astfe! cum se precizeaza in legislatia | Aceste i ¢ disy ODa Nu

nafionald, anuntul relevant sau documentele achizitier
achizitii publice?Va rugdm sa le descrieti

Implicare directi sau indirectd in pregfitirea acestei proceduri de achizitii publice

Operatorul economic sau o intreprindere care are legarud cu acesta a oferit consultantd autortatil
contractante sau entitdlii contractante sau a participat in orice alt mod la pregitirea procedurii de achizitil
publice?Va rugim si le descrieti

, care decurge din participarea sa la procedura de | DODa Cifra de »?nn«. anuali

Art, 20 din Legea 131 din 03.07.2018 privind achizitiile publice, stabileste ca.

AL (1') In sensul alin. (1) lit. ¢), cifra de afaceri anuald minimd impusd operatorilor economici nu trebuie si depaseascd de doud
ori valoarea estimaia a contractului, cu exceplia cazurilor bine justificate, precum cele legaie de riscurile speciale aferenie naturii
B Nu bunurilor, lucrdrilor sau sewviciilor. Autoritatea contractanid indicd principaleie motive pentru o astfel de cerinfd in documeniajia
de atribuire. Atunci cdnd un contract este impartit in loturi, indicele cifrei de afaceri se aplica pentru fiecare lot individual. Cu

Incetare anticipati, daune-interese sau alte sanctiuni comparabile 1oate acestea, autoritatea contractanta stabileste cifra de afaceri anuald minima impusd operatorilor economici cu referire la

Operatorul economic s-a aflat intr-o situatie in care un contract de achizitii publice anterior, un contract grupuri de loturi, daca ofertaniului cdstigaror i sant atribuite mai mulie loturi care trebuic executaie in acelasi iimp. In cazud

anterior incheiat cu o entitate contractanta sau un contract de concesiune anterior a fost realizat anticipat sau | . D BN care urmeaza sa se atribuie contracte bazate pe un acord-cadru, cifra de afaceri anuald maximd se calculeaza in functie de
1Da u

au fost impuse daune-interese sau alte sanctiuni comparabile in legitura cu respectivul contract anterior:Va | —

dimensiunea maximé anticipatd a contractelor specifice care vor fi executate in acelayi timp sau, dacd aceasta nu este cunoscutd,
rugam sa descriefi

pe baza valorii estimate a hnew&i:..mn&‘.: In cazul unor sisteme dinamice de achizitii, E\E de afaceri szm\b maxima se
Ati luat misuri pentru a demonstra fabili dumneavoastrd (autocorectare) Vi rugdm sd le descrieyi ODa O Nu caleuleazéd pe baza dimen. AtiCi| : : € Ci G 5G fie atribuite adru
Vinovat de interpretare eronat3, nedivulgare de infermatii, incapacitate de a furniza documentele respectiv. S
¢ si obtinere de infermatii confidentiale referitoare la aceastd proceduri Cifra ﬁ_w mw.mnm_._ anuald pentru :.:Emb.m_ aw .nxw«n,_.g.:)»u_.:w:n_wqo impus n Se completeaza de catre operatorul economic
Operatorul economic s-a aflat intr-una dintre situatiile urmatoare: anuntul relevant, in documentele achizitiei sau in DUAE, w%n dupa cum Cifa de afaceri: 126318597
a) Nu s-a ficut grav vinovat de declaragii false la furnizarea informatiilor necesure pentru verificares urmeazi:Se complereazd de catre autorilatea contractantd.Valoare
absentei motivelor de excludere sau a indeplinirii criteriilor de selecyie; Aceste informayii sunt disponibile gratuit pentru autoritdfi, dinir-o baza de Da Z0Nu,
b) A ascuns astfel de informaiii dare nagionaia ? www.raportare.md
¢} MNu a fost in masurd s furnizeze, fard intdrziere, documentele justificative solicitate de awtoritatea Da = Nu Cifra de afaceri medie anuala
coniracianta sau de entitatea contractantd, i | O:ns an afaceri medie anuala unsnd marul de ant impus in anuntul
d) A incercai sa influenjeze i mod neper rinis —._.Cfﬂu..._ decizional al auion ;ww: coniracianic sau eniitdiii t in DUAE, cst
contractante. 83 obtind informatii confidentiale care -ar putez confenl avaniaje necuvenite in cadrul urmeaza: Z.cEWn de ani 3 (trei) Valoare i02 9
procedurii de achizitii publice sau ¢a a furnizat din neglijenta informati false care pot avea o influentd Acesie informatii suni disponibile gratuit peatru autoritati, dintr-o bazd de

semnificativa asupra decizilor privind excluderea. selectia 51 atmibuire dare nafionald ?

Art.18 din Legea nr.131 din 03.07.2015 prevede: Raport financiar

Al (3) Aworitatea contractanta exirage informafia necesard pentru constalarea existenfei sau inexisteniei circumstanelor Operatorul economic va fi in masurd sa fumizeze raportul financiar
dexcrise la alin. (1) 5i (2) din bazele de date disponibile ale autorirarilor publice sau ale partilor terfe. Daca acest lucru nu este inregistrat, extrase din raportul financiar, sau sa fumnizeze informatii care
posibil, autoritaiea contractanta are obligatia de a accepta ca fiind suficient g1 relevant peniru demonsirarea faprulu ca sd 11 penmita autoritatii contractante sau entitdii contractante s obtind
ofertaniul/candidarul nu se incadreazd in niciuna dmtre situatiile prevazute la alin: (1) yi (2) orice document considerat aces! raport direct prin accesarea unei baze de date nationale in orice stat,
edificator, din acest punct de vedere, in tara de origine sau in tara in care ofertantul/candidatul este stabilin, cum ar fi disponibila in mod gratuit?

m.nl%n.&\ﬁ caziere juridice sau alte documente echivalente emise de autoritdti competente din tara respectiva Aceste informatii
Al (4) In ceea ce priveste situatile menpionate la alin. (2), in conformitate cu legislatia iiernd a siatului in care sans stabiligi

ofertantii’candidarii, prevederile alin. (3) se refera la persoane fizice yi persoane juridice, inclusiv, dupd caz, la directort de
companii sau la orice persoand cu putere de reprezentare, de decizie ori de control privind ofertantul candidatul. informati privind QS:S ratea economicd sau financiarda, va rugam sa furnizati formularele solicirare in anuntul de parncipare.
Al(3) In cazul in care in tara de origine sau in 1ara in care este stabilit ofertaniul candidarl nu se emr documente de natura Art. 20 din Legea 131 din 03.07.20
celor specificate la alin. (3) sau aceste documente nu vizeazd toute situatiile prevazute la alin. (1) yi (2), aworitatea contractantd Al (5) In cazul i
are obligatia de a accepta o declaratic pe propria raspundere sau, dacd in tara respectiva nu exista prevederi legale referiioare
lu declaratia pe propria raspundere. o declaraie autentica datd in faja unui notar. a uner autoritd admmstrative sau judiciare
SO NPT SO0 «3.:\\..\ vionale core ure competente

17
:2
c

sunt disponhile grasuit pentnd autorntdyi, dintr-o bazd de Da A
date nationula? www statisticamd www.raportare md
Dacd autoritalea contractania sau entitarea conractanid solicitd in amuntul de participare prezemtarea unor formulare care contin

privind achiziziile publice, stabileste ca
care ofertantul candidatul iyt demonstreazd capaciiatea econonicd si financiard mvocdnd st suspinerea
acordatd, in conformitate cu prevederile alin \t de cdtre o altd persoand. acesta are obligatia de a doved: suspinerea de care
heneficiaza prin \:.aur\::;q: in forma scrisd a unut angajament ferm al persoanei respecrive, i) formd auientica. prin

— - || care ac o |
Partea 1V — Criteriile de selectie | care asigura :::533\:E:ZQE trebuie sa ::PESEF: ::rx:?\ de sclecnie relevante siom :\LEE sa@ se ufle in mctuna dintre W
1&12 IV se completeaza online d ntractantd | :E::\mh\r;: wie la ari 18 aln, (1) s alin (25 it ap, o) f’), care LSS.:_:E K\E\nwae :_EEIFRS:S de atrihinre.

wclude

ernife s

ferftoare la

Al Capacitatea de a corespunde ce

i capacitatea  econonncd  si financiard. quioriaied n:::ﬁn:::: solicid ca :\ER:::\ h:::_:\::\\ st acea persound sa fie
1 03.07 2015 stal

raspunzdroure solidar pentru executarea coniracrul
| AL AT} In

| Art.21 din Leges nr

e

(4) (61, akectagie de operatari cconomicl are degpinl 8@ se huzdze pe capacitaite

Da & Nu ¢ |
= i Da Nu : : 3 + wvarele motive de s
i pee auta e, du 4 :
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profesionala pentru executarea viitorulut contract, sau sa furnizeze informatii care sa 11 permitd autoritati
contractante sau entitdtii contractante sa obtina aceste informatii direct pnin accesarea unet baze de date
nationale in orice stat, disponibild in mod gratuit?

Aceste informapil sunt disponibile gratwil pentrw autoritati, dintr-o bazd de date nagionald? LiDa & Nu

vaotantd sau 2

Daca autoritatén cor greq contracic area unor formulare care confin
informatii privind capacitatea tehnica sau profesionald, va rugdm sd furnizati formularele solicitate in anuntud de participare.

Pentru contractele de achizifie de lucrdiri: executarea de lucriiri de tipul specificat

Numai pentru contractele de achizitii publice de lucran: in pericada de referinti, operatorul economic a
indeplinit urmatoarele luerdri de tipul specificat. Autorititile contractante pot solicita experienta de pana la
cinci ani si pot accepla experienta ac latd in urma cu peste cinci ani.

Descriere

Valoare

Data de incepere

Data de incheters

Beneficiari

Aceste informatii sunt disponibile gratit pentry awtoritdgi, dintr-o bazd de date nationald? ODa 0 Nu

Pentru contractele de achizitie de bunuri, servicii: executarea de liveiri, prestiri de tipul specificat

Numai pentru contractele de achizifii publice de bunun §i servicil: in pericada de referintd, operatorul
economic a efectuat urmdtoarele livrar, prestar principale de tipul specificat in anunful de participare.
Autoritatile contractante pot solicita experienta de pnd la trei ani §i pot accepta experienta acumulatd in
wrma cu peste trei ani. Fi rugdm sd le descrieti

Valoare

Data de incepere

Data de incheiere

Beneficiari

Aceste informapil sunt disponibile gratuil pentru autoritayi, dintr-o bazd de date nafionala? ODa CI0ONu

Daca autoritates coniractantd sau entitatea contractantd solicitd in aruntul de participare prezentarea unor formulare, va rugam
sa furnizafi formularele solicitate in anunful de participare.

latii tehnice 5i masuri de asigurare a calitatii

Va rugam sa furnizag detalii referitoare 1a tehnicieni sau organismele tehnice pe care operatorul economic le

poate solicita, in special cele responsabile de controlul calititii in legdturd cu acest exercitiu de achizifii
publice. Vd rugdm sa le descrieli

v& rugim si furmizafi o declaraie cu privire la sisteme de management §i de trasabilitate in cadrul lantului
de aprovizionare ufilizate.

5] BNy

Aceste informatii sunt disponibile gratuit pentru autoritdyl, dintr-o bazd de davé najionald? UDa E Nu

Daca autoritatea contractantd sau entilateq confractanid solfcitd in anunful de pariicipare prezemared unor formulare, va rugam
§d furnizati formularele solicitate in anunpul de participare.

Permileres controalel

Pentru produsele sau serviciile complexe care urmeazi s3 fie furnizate sau, in mod exceptional, pentru
produsele sau serviciile necesare cu un scop anume. Operatorul economic va penmnite efectuarea de verifican
ale capacitapilor de productie sau ale capacitatii tehnice 2 operatorului economic 41, dacd este necesar, ale
mijloacelor de studiu §1 de cercetare de care dispune i ale masurlor de control al caiitam? Va rugm si
retineti ¢, in cazul in care operatorul economic a decis 53 subcontracteze o parte din contract s se bazeazd
pe capacitape subcontractantulul pentru executarea pirtii respective, trebuie si completati un DUAE
separat pentru astiel de subcontractanti Permites] verificdri

Diplome de studii si calificari profesi

Te

Urmatoarele calificari educationale si profesionale sunt depnute de prestatorul de servicii sau de |
contractantul insusi si/sau in functie de cenintele stabilite in anuniul de participare sau in documentele
procadurii de achizitie de catre personalul sdu de conducere. Vg rugdm s {e descrien

Diploame (studn
supenoare}

Aceste informatin sunt dispanibile gratm peatre autoritdn. dintr-o bazd de date nationala? Da X Nu

Pagd autvrtiateq contractamtd sau entitatea contractantd solicitd in anwniud de participare prezeniarea unor formulare, va rugam

|
se-furmizet fmalarele solicitate inaanal de pactivipare

— e il L]

- Masuri de management al

Operatorul economic va putea sa aplice urmatoarele masur de management de mediu atunci cdnd executd
contractul: Va rugam sa le descrien

Pentru contractele de achizifii publice de bunuri/servicii: operatorul economic va furniza esantioanele,
descrierile sau fotografiile solicitate ale produselor/serviciilor care urmeaza sa fie furnizate/prestate, care nu | Xl Da O0ONu

trehuie si fie insotite de certificate de autenticitate.
Aceste informatii suni dispombtie gratuil pentru autoritay, dinir-o bazd de dare najionaid?

Y
Dacd autoritarea contractanta sau entitotea contractania solicit in anunpul de participare prezentarea unor formulare. va rugam
s furnizati formularele solicitate in anunjul de participare. |

I} Sisteme de asigurare a calititii si standarde de management de mediu.

Art_al din lege stabileste urmatoarele motive de selectie.

Certificate emise de organisme independente cu privire la sistemele sau standardele de management de
mediu

ODa

Aceste informatii sunt disponibile gratuit pentru autoritdti, dintr-o bazd de date nationala? 0Da [XINu

Dacd autoritatea contractanid sau entitatea contractanta solicita in anunful de participare prezentarea unor formulare, va rugam
sa furnizati formularele solicitate in anuntul de participare.

Partea V- Indicatii generale pentru toate criteriile de selectie
Partea V - se compl 3 online de citre autoritatea contractantd entitatea contractanti si operatorii economici gi include.

A Indeplinirea tuturor criteriilor de selectie impuse:

Operatorul economic va fi in mésuri si furnizeze formularele, certificatele, avizele i alte documente indicate
in anunful de participare, sau si ofere informafii care sa ii permitd autoritafii contractante sau entitdfii

==L . = ! . . D X] Da O0Nu
contractante si obtina aceste documente, informatii direct prin accesarea unei baze de date nationale in orice
stat, disponibila in mod gratuit?Termen (3 zile lucritoare)
[ Aceste informalii sunt disponibile gratuit pentru autoritati, dintr-o bazd de date nationala? (0Da Xi Nu

Partea V1 - Preselectia candidatilor calificati pentru procedura licitatiei restrinse, negociere, dialog competitiv si
parteneriatul pentru inovare

Partea VI se completeazi online de catre autoritatea contractantd, entitatea contractantd §i operatoril economici §i

include.
[Operatorul economic declard c&: Indeplineste criteritle sau regulile obiective §i nediscriminatorii aplicabile Da
pentru limitarea numidrului de fidati in urmatorul mod:
[Dperatorul economic declara ci: Dispune de certificate sau alte forme de documnente justificative, dupa cum este Da
cerut de anuntul de participare refevant: |
eeste informatii sunt disponibile gratuil pentri awtoritdfi, dintr-o bazd de date nafionala? | Da [E3] .M_..—l_

Acesie informati sunt disponibile gratu penrru atoriian. dinie-o baza de dare varmala?

Numirul membrilor personalului de conducere

arul membrilor personalulut de conducere ale operatorului ecotiomic din ultinii tret
fost dupa cum unmneara

| Pentru contractele de achizitie de bunuri/servicii: esantioane, descrieri sau fofografii, fara certificate
| de autenticitate 1

Partea VII- Declaragiile finale

Operatorul economic declari ¢ informatiile prezentate in partile If - VI de mai sus sunt exacte §i corecte si ca au fost
furmizate cunoscand pe depiin consecintele cazurilor grave de declaraii false

Operatorul economic declara in mod oficial ci poate sa furnizeze, la cerere si fara intarziere, certificatele i alte forme
de documente justificative mentionate, cu exceptia cazului in care:
1. Autoritatea contractanti sau entitatea contractanti are posibilitatea de a obtine documentele justificative in cauza

direct prin accesarea unei bazei de date relevante care este disponibild gratuit, §i se consimte accesul la informatiile
mentionate, in cazul in care acest lucru este necesar
Operatorul economic declard in mod oficial ca este de acord ca IMSP Spitalul Raional Soroca ,,A Prisacari”, astfel cum
este descrisa in partea | sectiunea A si obfina acces la documentele justificative privind informatiile pe care le-a furnizat
in acest Document Unic de Achizitie European in scopul achizitionarii reactivie pentru investigatii imunologice si
consumabile pentru laborator (ocds-b3wdpl-MD-1552994122991)

Nume: Tudor Ceaicovschi
Pozitia: Director general
Data: [05-09.04.19]

Locul: Chisinau

Semnatura




Formular informativ despre ofertant (F3.3)

| Numirul de ani de experienta generala __

a ofertantului Tn livean de bunuri si 1 24 ani
servicii

Licitatia Nr.: 21006336 Pagina 1 din 2 22,

A. Ofertanti individuali 23.

Numarul de ani de experienta specifica
a ofertantului in livrarea/prestarea
bunurilor gi/sau servictilor similare

“Nu se aplica

Valoarea monetard a livrarilor de
bunuri/prestarea serviciilor similare

“Nu se aplicd

Informatii generale

1.1. | Numele juridic al ofertantului ,,OBG-MLD,, SRL

Adresa juridica a ofertantului in tara

Disponibilitate de resurse financiare
(bani lichizi sau capital circulant, sau
de resurse creditare, extras din cont
bancar etc.), Enumerati §i anexati
copiile documentelor justificative

“Nu se aplicd

Mun. Chisinau, str. Tighina 65, of. 607

Detalii privind capacitatea de
producere / echipamente disponibile

“Nu se aplicd

=

Informatii financiare

Se anexeazd pentru a.2018

Rapoarte financiare sau extrase din bilanful financiar, sau declaraii de profit / pierderi, sau rapoartele
auditorilor pentru ultimul an de activitate. Enumerati mai jos si anexafi copii:

Adresa: Mun. Chisinau, str. Tighina 49
Telefon: 022 54 88 49
Fax: 022 54 88 49

Denumirea, adresa, numerele de telefon, telex si fax ale bancilor care pot oferi caracteristici despre
ofertant in cazul contactérii de catre autoritatea contractanta:
Denumirea: BC  Moldova — Agroindbank,, SA, fil. M. Eminescu

inregistrarii 25.
1.3. | Statutul juridic al ofertantului Persoand juridica
Proprietate Privatd
3.1
Formé de organizare juridicd Societate cu Raspundere Limitatd
Altele -
32.
1.4, | Anul inregistrarii ofertantului 06.01.1995
1.5, | Statutul de afaceri al ofertantului
i focal/Distribui / ———
Agent oca D...m: ibuitor al Distribuitor
producdtorului strdin
— 33

Informatie privind litigiile in care ofertantul este sau a fost implicat:

Companie de antrepozit -

Orice proces pe parcursul ujtimilor 3 ani:

Altele -

Cauza litigiului

Rezultatul sau sentinta §i suma implicata

Informatia despre reprezentantul
autorizat al ofertantului

Numele Tudor Ceaicovschi

.GBG-MLD,, SRL, Director

Locul de munca 5i functia

Procese curente, pe parcursul anului fiscal curent:

Mun. Chisinau, str. Tighina 65, of. 607

Cauza litigiului

Situatia curenta a procesulul

Adresa
| Telefon/ Fax _ 022547373
E-mail office(wgbg.md
0203086 ]

17 | Numarul de inregistrare pentru T VA

Numarul de identitate al ofertantului Nu este cazul | T

18 | pentru impozitul pe venit (pentru
ofertantii straini)

|
L - = —s — )

Ofertantul va anexa copiile

o In conformiiate cu FDA3
urmatoareior documente:

informain de cali




Declaratia privind conduita etici si neimplicarea in practici frauduloase si de corupere (F3.4)

Data: “05-09” aprilie 2019
Licitatia Nr: 21006336

Catre; IMSP

Spitalul Raional Soroca

“GBG-MLD’SRL confirma prin prezenta ci:

1. Nici unpl dintre angajatii, companionii, agentii, actionarii, consultantii, partenerii nostri sau rudele
sau asociati ai lor nu este in relatii care ar fi putut considerate ca un conflict de interese, conform
Prevedelri]or din documentele de atribuire.

2. In cazul in care vom afla despre faptul unui conflict potential, vom raporta imediat informatia
respectiva citre autoritatea contractanta.

3. Nici unul dintre angajatii, companionii, agentii, actionarii, consultantii, partenerii nostri sau rudele
sau asoeiatii ai lor nu a fost angajat in practici de corupere, escrocherie, complotare, constringere sau
alte practici anticoncurentiale in procesul pregatirii ofertei din cadrul prezentei licitatii, conform
prevederilor din documentele de atribuire, punctul IPO10.

4. In legatura cu procedura respectivi de licitatie si cu orice contract care, eventual, ne va fi adjudecat
ca rezultat al acesteia, nu au fost, nici nu vor fi efectuate nici un fel de pléti cétre angajatii,
companionii, agentii, actionarii, consultantii, partenerii nostri sau rudele lor, care sint implicati in
achizitia publica, implementarea contractului si aprobarea platilor contractuale in numele autoritatii
contractante.

Semnat: ‘

Nume: Tudor Ceaicovschi

Functia in cadrul companiei: director

Denumirea companiei: “GBG-MLD”SRL

L.S.




Declaratie privind situatia personalid a operatorului economie (F3.5)

“GBG-MLD["SRL

Subsemnatul Tudor Ceaicovschi, reprezentant imputernicit al “GBG-MLD”SRL (denumirea operatorului
economic) in calitate de ofertant/ofertant asociat declar pe propria raspundere, sub sanctiunea excluderii
din procedura de achizitie publici si sub sancfiunile aplicabile faptei de fals in acte publice, ca nu mé aflu
in situatia prevazuta la art. 18 din Legea privind achizitiile publice nr. 131 din 03.07.2015, respectiv in
ultimii 5 ani nu am fost condamnat prin hotaréare definitivd a unei instante judecatoresti pentru
participarea la activita{i ale unei organizafii criminale, pentru coruptie, frauda si/sau spalare de bani.

Subsemnatul declar ca informatiile furnizate sunt complete si corecte in fiecare detaliu siinfeleg ca
autoritatea contractanta are dreptul de a solicita, in scopul verificarii si confirmarii declaratiilor, orice
documente doveditoare de care dispun.

Subsemnatul, Tudor Ceaicovschi reprezentant imputernicit al “GBG-MLD”SRL (denumirea operatorului
economic), in calitate de ofertant/ofertant asociat, la procedura de licitatie publica nr. 21006336 pentru
atribuirea contractului de achizitie publica avand ca obiect achizitionarea reactivi pentru laborator pentru
anul 2019, codul CPV 33600000-6, la data de 05-09.04.2019, organizata de IMSP Spitalul Raional
Soroca pentru , declar pe propria raspundere ca:

nu am intrat in faliment ca urmare a hotérarii judecétoresti;

mi-am indeplinit obligatiile de platd a impozitelor, taxelor si contributiilor de asigurari sociale;

nu am fost condamnat, in ultimii 3 ani, prin hotéirdrea definitiva a unei instante judecatoresti, pentru o
fapta care a adus atingere eticii profesionale sau pentru comiterea unei greseli in materie profesionala,

toate informatiile si documentele prezentate pentru procedura de achizitie mentionatd mai sus sunt

L
veridice si autentice;

nu suntem inclusi in Lista de interdictie a operatorilor economici.

Subsemnatul declar ci informatiile furnizate in scopul demonstrarii indeplinirii criteriilor de calificare si
selectie sunt complete si corecte in fiecare detaliu si infeleg ca autoritatea contractanta are dreptul de a
solicita, in scopul verificarii §i confirmarii declaragiilor, orice documente doveditoare de care dispun.

inteleg ca in cazul in care aceastd declaragie nu este conformd cu realitatea sunt pasibil de incalcarea
prevederilor legislatiei penale privind falsul in declaratii.

Data completjéirii: 05-09 aprilie 2019
Operator economic,
“GBG-MLD”SRL

Semnitura

L.S.
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DIRECTIA GENERALA |

=

v oKelp - fsnn_. e
L Data primirii = _ “Prezentaren situatilor Gaanciare'™
__ Aprohat d= Minismerul Finesesie
| o Begeitiiai Mot
SITUATIILE FINAN CIARE
- pentru perioada 01 fanuarie 2018 - 31 decembrie 2018
CODURI
Entitatea GBG-MLD SRL Cod CUTIO 37421920
(Denumirea completa) Cod IDNO 1003600117582
Sediul: MB2001. mun. Chisinaw. str. Tighins 65. RM Cod CUATM 0130
Cod paatal, e {ous, LAY, Localitaes, spsds, or, bl
Activitatea principala Comert Cod CAEM, rev.2 G4646
Cod CAEM, editia 200+ 51460
Forma de proprietate PRIVATA Cod CFP 15
Forma organizatorico-jiridica Sacictate ou Raspunders Limitata Cod CFQJ 530

Date de contact: Tel, (022
WEBR_

Numele si coordonatele al contabilului-Sef: Di (dna)

S4-73-73; e-mapil: angels@abe.md

‘Munteanu Angela

Tel.: 078053310

Unitatea de masura: leu

Anexa 8
Nota informativa privind veniturile si cheltuiclile clasificate dupa natura
tndicatori Perioada de gestiune
Cod rd. precedents curenta
1 2 3 [= 4

Venituri din vinzari 010 126 318 597 114 222 442
Alte venituri din activitaten operational” 020 1447 184 502 592
Venituri din alte activitat 030 1912 269 1248 636
Total venituri (rd.010 < rd.020 +rd.030) 040 129 678 050 115 973 670
Variatia stocurilor 050
Costul vinzarilor marfurilor vindute 060 91 486 732 88 230 050
Cheltuieli privind stocurile a70
Cheltuieli cu personalul privind remunerares munci 080 4 925 406 4 860 528
Contributii de asigurari sociale de stat abligatorii si prime 090 1344 482 1037634
de asigurare oblisatorie de medicala
Cheltuieli cu amortizares si deprecierea zctivelor 100 782 580 914 436
imobilizate
Alte chelmieli 110 6 040 046 6641 195

n alte activitati 120 1838 664 1213635
Total cheltuieli (rd 030 + rd.060 + rd.070 + rd.080 + 130 106 418 000 102 897 481
1d.090 + rd 100 - rd $ 10 < rd 1268)
Frofit (pierdere) pina la impozitare (rd. 640 - rd.t 304 23 260 050 13 076 188
Chelviel privind impozitul ge venit 3112701 1824 818
Profit (pierdere} net al pericade; de gestiune (rd: 140 - 20 147 349 11151 570

ird.150)

BILANTUL
la 31 decembrie 2018

Anexa |

[ Sold Ia ]
ACTIV ?nww :E._ Sfirsitul perioadei
Cod perioadei d i
rd. de gestiune © gestiune
2 3 4 5

Active imobilizate
Imobilizari necorporale 010 123 695 1086 570
Imobilizasi corporale in curs de executie 020
Terenuri 030
Mijloace fixe 040 3011265 4 455 283
Resurse minerale 050
Active biologice imobilizate 060
neafiliate 070
|Investitii financiare pe termen lung in parti afiliate |080
Investitii imobiliare 090
Creante pe termen lung 100
Avansuri acordate pe termen hung 110
Alte active imobilizate 120
Total active imobilizate (rd.010 +rd.020 +rd.030 [130
+1d.040 + rd.050 + rd.060 + rd.070 + rd.080 + 3134 960 4 561 853
td.090 +rd.100 +1d.110 +1d.120)
Active circuiante
Materiale 140 8 453 12720
Active biclogice circulante 150
Obiecte de mica valoare Si scurta durata 160 47 386 50 517
Productia in curs de executic Si produse 170
Marfuri 180 22 143 505 20 425 496
Creante comerciale 190 65 493 799 59 654 200
Creante ale partilor afiliate 200
Avansuri acordate curente 210 610 670 3244 618
Creante ale bugerului 220 60 434 130 482
Creante ale personatului 230 1912
Alte creante curente 240
Numerar in casicrie si la contur curente 250 1001 169 2 298 556
Alte elemente de aunerar 260 4 603 9 214|
Alte active circulante 290 58 76% 65 904
Total active circulante (td.140 + rd. 150 + rd.160 (300
+_.a.:o+a.~mo+a._oo+&..moo+&m5+ 89 431 700 85 891 707
rd 220 +1d 230 +1d.240 + rd 250 + 1d 260 +
rd. 270 + 1d 28C + rd 290 |
Totai active (14,130 + 1d.300) 310 92 566 660 90 453 560




BIRECTIA GENER ALR _

u. PEN ﬁlcs..mmq_lma]“u.»l_ __
i Anex 2
SITUATIA DE PROFIT SI PIERDERE | 26 MaR 200 T |
S 313 01 fwsuaie pina 31 decembrie 2018 ! = ]
PASIV Cod Inceputul Sfirsital L TEREF SEAL |
A S eputul rsitu Indicatori Perioada de gesquns e
rd. perioadei perioadei _ - precedinia ] pirms
de gestiune de gestiune Venturi din vinzari i : 2
_ v din vi 010 126 318 597
: 2 3 4 5 | Costul vinzarilor 020 91 456 732 HeZA
Capital propriu Prafit brut (pierdere bruta) (rd.010 - od 0203 030 34 831 865 ww MMN MMW
Capital social si suplimentar 320 5400 5400 G e e o) TSt s v
Rezerve 330 803 868 803 868 i 165 115 Fov
Corectii ale rezultatelor anilor precedent 340 g 1:594 __nw ﬁw mw www
Profit nerepartizat (pierdere neacoper; i : : ok profit
perita) al anilor | 350 403 . = -
precedent 33 964 874 33 964 874 Mﬂﬂﬁu (£d.030 +rd 040 - 1 030 - £ Dép 980 23186 444 13 041 187
Profit net (pierders neta) al perioade] de gestiune | 360 1115770 ! wanﬂ”_mz,“.w_._ w_a.snw.ui_. profit {ieniere) %0 73 608 35002
— = . 2 terdere) pina ls impozitare {rd. (80 +
Profit EE.NE al wnmwmaﬁ de pestiune 370 — 090 106 23260 050 13076 188
Alte clemente de capital propriu 380 %ﬁ el ___ AL 3 112701 1524619
Total capital propriu (rd.320 + rd.330 7 14340 | 390 e 20 147 349 11151 570
+1d.350 + rd.360 - 1d.370 + rd.380) 34774 142) 45925712
Datorii pe termen fung Aneys3
Credite e e Hc_.__mw T SITUATIA SOUH—O?”—TO% CAPITALULUI PROPRIU
_Eﬁ_ug._c_.ﬂwm = —hﬂﬁﬁn”u.ﬂbmcﬁm = de la 01 ianuarie pina ia 31 decembric 2018
Datori pe termen lung privind leasingul financiar | 22 B ;
Alte datorii ne 1o = s 1 Sold _.m inceputul Sold la sfirsitul
¥ ol Wr termen _Eum 430 . Indicatori Cod nd. vancm.nm» de Majorasi Drimumuari perioadei de
Total datorii pe termen lung (rd 400 +:d 410+ | 440 gestiunc gestiune
rd.420 + Hn_h.ucv Capital social 53 suplh : 2 t = u 1
Datorii curente T M—
| Caplit social e 5
Credite bancare pe termen seur 450 Capital suplimentar p20) = : SM
Imprumuturi pe termen scurt 460 1356 000 i T — - O -
Datorii comerciale 470 13 234 389 12 015 004 capital et 050 0 0 0 0
Datorii fata de partilo afiliaie 430 et e e Ll 5400 0 0 5 400
« . - - - 2 -
Avansuri primite corente 490 578 815 72 088 {Rezerve =
Datorii fata de personal 500 Capital de rezcrva 070 801 621 801 621
Datorii privind asigurarile sociale si medicale 510 Mﬂﬁw wﬁaﬁu mmm 2247 547
— & 09
U.bn.dh: fata de @ﬂmﬁ 520 2 390 651 223 650 Total reserve (rd 170 + rd 080 + rd.090} 100 803 888 a 0 803 868
Venituri anticipate curente 3 Frafit berepartizat pierdere acacoperita)
530 Coreeth ale repultaizl tln denfi
Datorii Tt do e = A #ie rrrultalelor amlor precedents 110
= ii . Hmar noﬂ.x ietar — i 540 40 133 470 32 162 265 Profit nerepartizat (pierdere neacoperita) ol anfior =
iantan 31 incasari cu destinatie speciala curente 350 precedent - i|||||.um iy e il sy
Provizioane curente 560 )
i 11151 570 o
Alte datorii curente 570 99 193 54 841 1 S
MWO i £).
Total daiorii curente (rd450 +rd 460 +~1d 470
; : ; Yotal profit nerepertizar {pierdere
+rd.480 + rd 490 + rd.500 + rd. 510 + ¢d.520 + 57792518 44 527 848 neacoperita) (rd 110 + rd. 120 + r4.530 + rd,
d.530 + rd.540 + 1d.550 + 1d.560 + rd.570) i)
= - - tede eapital prijiriu, din care
Total pasive (rd 390 + rd. 440 + rd.580) 92 566 660 90 453 560 Dilcrente gin reevaluare }

34774 142

11151 s70; a— 45925 712



Rechizitele bancare:
Cod fiscal/1003600117582
Cod TVA: /0205086
BC “Moldova-Agroindbanik "SA
filiala M. Eminescu

: cod: AGRNMD2X864
NGGROUP-MOLDOVA 0 TBAN: MD14AG000000225184801542

Republica M‘pla’ova

mun. Chiginau, MD-2001
str. Tighina 65, of. 607
tel/fax.: (373-22) 54-91-21
tel./fax: (373-22) 54-73-73
tel: (373-22) 54-91-20

GLOBAL BIOMAR

Catre grupul de lucru
LP nr.21006336 din 05-09.04.2019

NOTA INFORMATIVA

Prin prezenta “GBG-MLD” SRL va aduce la cunostinta ca toate produsele,
ofertate de citre compania noastrd in LP nr.21006336 din 05-09.04.2019 sint
omologate si Inregistrate in Republica Moldova conform Legii nr.102 din
09.06.2017 (data intrarii in vigoare:14.10.2017) cu privire la dispozitivele

medicale.
Informatia in cauza se verifica In Registrul de stat al Dispozitivelor

Medicale, care poate fi accesat prin intermediul site-ului oficial al Agentiei
Medicamentului si Dispozitivelor Medicale — www.amed.md

Cu respect,

Tudor Ceaicovschi
Director general “GBG-MLD” SRL

Data: 05-09.04.19

R B B R = = —————————
’ GLOBAL BIOMARKETING GROUP MOLLDOVA



Anexa nr.7 la Instructiunea
aprobata prin ordinul 1FPS
nr. 400 din 14 martic 2014

CC04 AE

CERTIFICAT
privind lipsa sau existenta restantelor fati de bugetul public national

NS

Ne oT

l J
Nr. 1‘&1914784/53‘3 din | 41042019
| /

1. Destinatar / Honysarens

[Pentru palticipar% la proceduri de achizitii publice ]

2. Date despre co;ntribuabil / VnopmaLiua o HanoromiaTenbumuke

Denumnirea Codul fiscal / Numiirul de identificare
Haunenosaune Puckanoholil on / Maentnpukaunomisii iiosep
GBG-MLD S.R.L. 1003600117582

Adresa sediului de baza (strada, numirul) Codul - Denumirea localitatii

AZLpEC OCHOBHOr0 MECTOPACTONOHENHS (YHIA, HOMEP) Koxn - Hanmertosaitiie naceneinioro nynkra

| Tighina nr.65 |0130-SEC.CENTRU ]

3. Atestarea lipsei sau existentei restanfelor conform datelor Sistemului Informational Automatizat /
ToaTBepKACHHE OTCYTCTBHA WM HATHYMA HEAOMMKY COMTACHO NAHHDBIX ABTOMATH3H posanHoit MHbopMaunonro
Cucremsl

La data emiterii prezentului certificat restanta la bugetul public national constituie/ Ha nary
BBIJIAYY IAaHHOM COPaBKKM HeOMMKA Ilepe/] HAlMOHATLHBIM Ty GJIMYHBIM GI0DKETOM COCTABIACT:
0,00 let/neit.

4. Valabil pini 1a / Hedcteurenen go 16.04.2019
\
\
|

5. Autentificarea organului fiscal / ] -

_._ Ludmila BOTNARI

Director adjunct interimar al

Funefin'Hanwuacrs

Nuniele si prenumele/aasmvis s

LS/ MII

Executor: T, Sirajescu-Lungu; Tel: 82-34.33

Numiele 50 prenumele/dmsmmig i i

Este extras din Sistemul Informational al SFS SIA ,Contul curent al contribuabilului”// 01.04.2019 ora 15:41:48
cu aplicarea preveqeerilor pct. 82-83 Ordin IFPS nr.400 din 14.03.2014 (Monitorul Oficial 72-77/399, 28.03.2014)
NOTA (0,00)
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Moldova Agroindbank

,Secret comerciT, confidential”

Dlui Tudor Ceaicovschi, > / Py

Administrator al 5.R.L. ,,GBG-MLD" C4 80 £ VGC’M /

MD-2001, mun. Chisindu, str. Tighina, 65, 05 wondie d019
CERTIFICAT

Prin prezenta, BC "Moldova-Agroindbank" S.A. confirmd c¢& ,GBG-MLD” S.R.L. (IDNO

1003600117582) dispune de urméatoarele conturile curente:

;{"Numérul contului curent, cod IBAN Valuta
| MD14AG000000225184801542 MDL
MD64AG000000225144807542 | EUR
MD81AG000000022511677935 ! CHF
. MD70AG000000022511393244 UAH
MD17AG000000225114804542 RUB
' MD62AG000000225194802542 usD
| MD39AG000000022513059583 GBP
MD81AG000000022582080147 MDL

Certificatul este eliberat pentru a fi prezentat la destinatie.

N
Cgr;;:'t,

!

Victor lurag . he,.
Vicepresedisiteal € ?téﬂ%ui de Conducere
al BC"Moldova-Agroindban

il o

Ex.. Ivan Buga
Tel.: 022-30-33-64




AGENTIA SERVICII PUBLICE

Departamentul inregistrare §i licengiere a unitafilor de drept

EXTRAS

din Registrul de stat al persoanelor juridice

Nr. 399048 data 03.12.2018

Denumirea lompleté: Societatea cu Riaspundere Limitatd "GBG-MLD"
Denumirea ﬁzresc;urtaté: "GBG-MLD" S.R.L.

Forma juridicd de organizare: Societate cu raspundere limitata,

Numarul de identificare de stat si codul fiscal (IDNO): 1003600117582
Data inregistririi de stat: 06,01,1995

Modul de constituire: nou creata.

Sediul: MID-2001, str. Tighina, 65, mun. Chisinéiu, Republica Moldova.
Obiectul principal de activitate:

1. Comertul cu ridicata al produselor farmaceutice

2. Cercetare si dezvoltare in gtiinte fizice si naturale

3. Comertul cu amiinuntul al produselor farmaceutice si de parfumerie

4. Productia echipamentului de control pentru procesele industriale

5. Practica medicali

6. Fabricarea utilajului medical si chirurgical §i a dispozitivelor ortopedice
7. Productia de aparatura §i instrumente de miisuri, verificare §i control
8. Transporturi rutiere de mérfuri

Capitalul social: 5400 lei,
Administrator: CEAICOVSCHI TUDOR, IDNP 0971601546960

Asociatii:

1. COLEVA VERA, IDNP 2000048101473, cota 108 lei, ce constituie 2%

2. CEAICOVSCHI TUDOR, IDNP 0971601546960, cota 5292 lei, ce constituie 98%
Beneficiar efectiv:

2.1.CEAICOVSCHI TUDOR, IDNP 0971601546960, cota - 98%

Prezentul extras este eliberat in temeiul art.34 al Legii nr.220-XVI din 19 octombrie 2007
privind inregistrarea de stat a persoanelor juridice si a intreprinzitorilor individuali §i confirma
datele din Registrul de stat la data de: 03.12.2018,

-~ T

L

GO

{ Lozovanu Constantin

Registrator

Date cucaracter personal, Operator: LP.  Agentia Servicii Publice”, 10 0000059



REPUBLICA MOLDOVA

Camera de Licentiere
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CERTIFICACION

LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
THE AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS

otorga el certificado nimero
grants the certificate no,

2013 11 0039 EN

segun la norma
in accordance with the standard

UNE-EN ISO 13485:2018
(EN ISO 13485: 2016 & 1SO 13485: 2016)

Productos Sanitarios: Sistemas de Gestién de Calidad - R quisitos para fines r
Medical devices — Quality management systems - Requirements for regulatory purposes

I arios

ala empresa
to the company

Dia.Pro Diagnostic Bioprobes S.r.l.

Sa

ial fabricacion/ Headqugrters and mar, focturing facility
Via G. Carducci, 27-20099-Sesto San Giovanni-Milano-Italy

Para las siguientes actividades / For the following activities:
Disefio, desarrollo y produccion de productos sanitarios para diagnédstico in vitro:

Reactivos y productos reactivos, calibradores y materiales de control para inmunologia
Infecciosa y Técnicas de Biologia Molecular

Design, development and manufacturing of “in vitro” medical devices:
Reagents, reagent products, calibrators and control materials for infectious immunology and
molecutar biology techniques.

Modificaciones de alcance: N/A

Fecha de validez/ Date of validity: Desde/ From: 18-12-2018 Hasta/To: 17-12-2021
Certificacian inicial/ Initial certification date: 27-11-2013

Renovacion / Renewal of certification date: 18-12-2018

Madrid, 18 de diciembre de 2018
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS

g 3 .
>§>.‘ PP aaencia eSpaniois 4.

(AR el

Fdo. M® Jesus Lamas Diaz

ade digitaimente por Agendia Espafiola de i ¥ Pradugios
| Facha de la firma- 1801372618

Locallzador; DWRVY ADC!

Puede comprobar ls autenticidad del documenlo en la aplicacién Lecalizadar de la Web de la AEMPS
Pagina 1de 2 C/ CAMPEZO, 1- EDIFICIO 8

CORREO ELECTRONICO 28022 MADRID

ond318@aemps es i Tel : (+3d) 902 101322 /(+34) 91 822 59 97
CERTIFICACION 13485 Fax (+34)9182252 89

2
%
r .

CERTIFICACION
SN 39/C-SGOSS.

ANEXO 1/ ANNEX |
CERTIFICADO UNE-EN ISO 13485:2018/ UNE-EN ISO 13485:2018 CERTIFICATE

Modificaciones del alcance / Scope modifications:

Fecha/Date Descripcion de la medificacion/ Modification description

18-12-2018 Cambio en la descripcién del tipo de técnica en el ambito tecnoldgico
(inmunologia infecciosa y técnicas de biologia molecular).
Cambio del nivel de detalle en la descripcién del 4mbito tecnolégico

Change in the description of the method of analysis in the technological scope
(infectious immunology and molecular biology techniques).
Change in the level of detail of the technological scope description.

a Espafiola de Medi ¥ Producios i Localizadar, DWRYYADCEZ

Firmado digitaiments poe: Age

Fecha de |a firma) 18122018

Puete comprobar i aulenticidad del snin &0 la aplicacion L de Ja Web de la AEMPS
|coRREC ELECTRANICO Pagina 2 de 2

onliA18Easmps s CERTIFICACION 13485
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CERTIFICADO DE EXAMEN CE DE DISENO
de acuerdo con & Anexo |V, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex |V, Section 4, Directive 98/79/EC

PRORROGA/EXTENSION — Fecha inicial/ Initial date 04/12/2008
Fecha deliltima prérroga/ Last edenson date 27/11/2013

Certificado n%Certificate no Fecha de validez/Date of validity ON n9NB no
2008 120588 ED Desde/From 19/11/2018 Hasta/To 18/11/2023 0318

A favor de/fin favour of:

Fabricante/Manufacturer:

Nombre/Name: DIA. Pro Diagnostic Bioprobes Sr.l.

Direccion/Address Via G. Carducd, 27 -20099- Sesto San Giovanni — M ilano (Italy).
Representante autorizado ante la UE/Authorized EU representative

Nombre/Name Idem  Direccién/Address |dem

Para & producio/For the product:

Categoria/Category: Productos Sanitarios para Diagnéstico “In Vitro™ / In Vitro Diagnosic Medical Devices
Grupo genérico/Generic group: Diagnastico de enfer medades infecsiosas/ Diagnoslic of infectious dissasss
TipaType Espedficadosen Anexosde este Cer tificadoSpecified in Annexes to this Certificate

Elaborado en/l n the facilities

Dia. Pro Diagnosiic Bioprobes Sr .l
Via G. Carducd, 27-20088- Sesto San Giovanni — Milano (I taly).

Este certificado debe ir acompafiado por ¢l certificado CE de Sistema de Garantia de Calidad Total N°
2003 12 0388 CT/ This certificate must be accompanied by the EC Full Quality Assurance System
Certificate N° 2003 12 0288 CT,

Este certificado es consecuencia de la evaluacién de la documentacién técnica del disefio contenida en el
expediente N° 2003 05 0240, y garantiza que el disefio de los productos descritos cumple los requisitos de

la Directiva/ This certificateis issued on the assessment of the design documentation contdned in dosser

N° 2003 05 0240, and guarantees that the design of the described products fulfil the requirements of the
Directive.

_,\_ma:@ 19 de noviembre de 2018
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS

q\d _ - T ﬂmﬂmh.im mwmmaonudm B
'- = __nm_.amu?um
oductas wm:__,wmaow

Fdo. M2 Jesus Lamas Diaz

Firmado digitaimente por: Agancia Espafiola de v Producios S

Localzador. PELLOBASSD
| Fecha ge la firma: 19/71/2018

Puede comprobar la autenticidad del documento en Ia aplicacion Localizador de la Web de la AEMPS

ORREQ ELECTRONIED Pagina 1 de 2 Ct CAMPEZO, 1 - EDIFICIO 8
[EORREQ ELECTRON -H_ 28022 MADRID
on0318@aemps es Tel (+34)902 101 322 /(+34) 91 822 59 97
CRGANISMGC NOTIFICADC 0318 Faxi(+34)91 62252 83

CERTIFICADO DE EXAMEN CE DE DISENO
de acuardo con & Anexo IV, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex IV, Section 4, Directive 98/79/EC

PRORROGA/EXTENSION — Fecha inicial/ Initial date: 04/12/2008
Fecha de Ultima prorroga/ Last extension date: 27/11/2013

Certificado n%Certificate no Fecha de validez/Date of validity ON n%NB no
2008 12 0588 ED Desde/From 19/11/2018 HastaTo 18/11/2023 0318

A favor defin favour of:

Fabricante/Manufaciurer:

Nombre/Name: Dia. Pro Diagnosiic Bioprobes Srl.

Direccion/Address Via G. Carducd, 27 -20099- Sesto San Giovanni —Milano (Italy).
Representante autorizedo ante la UE/Authorized EU reoresentative

Nombre/Name: Idem  Direccién/Address 1dem

Tipo de producio / Device type Reactivos y productos reactivos, calibradores y materiales de control
para & diagnostico de enfermedades infecciosas / Reagents, and reagent products, calibrators and control
materials for diagrodic of human infectious diseases.

Clasificacion/Classfication: Lista A, Anexo || / List A, Annex

Reactivos y productos reactivos para la determinacion, confirmacion y cuantificacién en muegtras
humanas de marcadores de infeccidn por Hepatitis B, mediante téoicas de Inmunoabsorcion
enzimatica (EL1SA)/ Reagents and reactive products for the determination, confirmation and quantification
in human specimens of markers of Hepatitis B infection, by Enzyme-linked immunosorbent assay (ELISA)
[NANDO: VD 0203]

HBsAg oneVersion ULTRA ELISA cualitativo / ELISA qualitative

- SAGIULTRA CE (192 tests)

- SAGIULTRA.CE.96 (96 tests)

- SAGIULTRA CE 480 (480 tests)

- SAGIULTRA.CE.960 (960 tests)

- SAGIULTRA.CE.DB (192 tests - for Dia Blood application)

Este certificado ampara todas las marcas de estos productos induidas por e fabricante en su
dedlaracion de conformidad. / This certificate covers all trademarks of these products induded by the
manufacturer in hisdeciaration of conformity

Madrid, 19 de noviembre de 2018
DIRECTORA-DE-LA-AGENCIA ESPANOLA DE-MEBICAMENTOS-Y-PRODUCTOS-SANITARIOS

Nl
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Y . .
b Sumn_q.m.a £SPafiols ge
® Producraentos y
Uctog Sanitaripg

Fdo. M@ Jesus Lamas Diaz

Furmada digitaimente por: Agencia Espafiols de Medicamentos y Productos Sandanas Localizager, PELLDEAADS
Fecha da la firma; 18011/2018

Puede comprobar la ici dal ania on Localizador de la Web de la AEMPS

- Pagina 2 de 2 C/CAMPEZO 1-EDIFICIC 8
CORREC ELECTRONICO 9 e
on0318@aemps es Tel (+34)902 101 322 /(+34) 91 822 59 87

OCRGANISMC NOTIFICADO 0318 Fax: {+34]9182252 89
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CERTIFICADO DE EXAMEN CE DE DISENO
de acuerdo con d Anexo [V, punto 4, de!a Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex 1V, Section 4, Directive 98/79/EC

PRORROGA/EXTENSION — Fecha inicial/ Initial date 11/12/2003
Fecha de dltima prérroga/ Last extension date 27/11/2013

Certificado n%Certificate no Fecha de validez/Date of validity ON n%NB no
2003 12 0390 ED DesdefFrom 19/11/2018 Hasta/To 18/11/2023 0318

A favor de/fin favour of:

Fabricante/Manufacturer:

Nombre/Name: DIA. Pro Diagnostic Bioprobes Sr .

Direccion/Address Via G. Carducd, 27 -20099- Sesto San Giovanni — Milano (Italy).
Reoresentante autorizado ante la UE/Authorized EU representative

Nombre/Name Idem Direccion/Address |dem

Para & productolFor the product:

Categoria/Category: Producios Sanitariospara Diagnéstico “In Vitro™ / In Vitro Diagnostic Medical Devices
Grupo genérica/Generic group; Diagnéstico deenfermedades infecciosas/ Diagnostic of infectious dissasss
TipoType Espedificadosen Anexosdeete Certificado'Spedified in Annexes to this Certificate.

Elaborado en/In the facilities:

Dia. Pro Diagnostic Bioprobes Sr.l.
Wia G. Cardugd, 27 -20099- Sesto San Giovanni — Milano (Italy).

Este certificado debe ir acompariado por el certificado CE de Sistema de Garantia de Calidad Total N°
2003 12 0388 CT/ This certificate must be accompanied by the EC Full Quality Assurance System
Certificate N° 2003 12 0388 CT.

Este certificado es consecuencia de la evaluacién de la documentacién técnica del disefio contenida en €l
expediente N° 2003 05 0240, y garantiza que ¢l disefio de los productos descritos cumple los requisitos de
la Directiva/ This certificate is issued on the assessment of the design documentation contaned in dossier
N° 2003 05 0240, and guarantees that the design of the described products fuifil the requirements of the
Directive.

Madrid, 19 de noviembre de 2018

DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTDS Y PRODUCTOS SANITARIOS
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do, M? Jesis Lamas Diaz

Firmadn digitsiments por Agencia Espafiols de Medicamentos y Prodesies Santarics

Leceliador 6ZYBZAGEA0 |

Fecha de la firma 19112018 _

Puede comprobar ia autenticidad del documento en la aplicacion Localizador de la Web de la AEMPS

|coRREC ELECTRONICE Pagina 1 de 2 C/ CAMPEZO, 1 - EDIFICIO 8
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on0318@azemps es Tel (+34)902 101 322 /(+34) 91 822 59 97

CRGANISMO NOTIFICADGC 0318 Fax {+34)9182252 89

b e N

am

CERTIFICADC DE EXAMEN CE DE DISENO
de acuerdo con & Anexo 1V, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex 1V, Section 4, Directive 98/79/EC

PRORROGA/EXTENSION — Fecha inicial/ Initial date 11/12/2003
Fecha de tltima prorroga/ Lagt extension date 27/11/2013

Certificado n®Certificateno Fecha de validez/Date of validity ON n%NB no
200312 0390 ED DesdelFrom 19/11/2018 HastarTo 18/11/2023 0318

A favor defl n favour of:

Fabricante/Manufacurer:

Nombre/Name: Dia. Pro Diagnodic Bioprobes Sr |

Direccidn/Address Via G. Carducd, 27 -20098- Sesto San Giovanni — Milano (Italy).
Representante autorizado ante la UE/Authorized EU reoresentative

Nombre/Mame: |dem Direccidn/Address ldem

Tipo de producto / Device type Reactivos y productos reactivos, calibradores y materiales de control
para & diagnasiico de enfermedades infecciosas / Reagents, and reagent products, calibrators and control
materialsfor diagnostic of hurran infectious diseases.

Clasficacion/Clasdfication LisiaA, Anexoll / List A, Annex

xomn:<om<qua:QOmﬁme?om.omﬂm_ma&,m_..a.m:mouo,:“8:333% wo:_mummSQongacﬂ.‘mw
humanas de marcadores de infeccion por Hepatitis B, mediante técnicas de |nmunoabsorcién
enzimatica (EL1SA)/ Reagents and reactive products for the determination, confirmation and quantification
in human specimens of markers of Hepatitis B infection, by Enzyme-linked immunosorbent assay (ELISA)

[NANDO: VD 0203]

HBs Ab ELISA cualitativo-cuantitativo / ELISA qualitative-quantitative

- SAB.CE (96 tests)

Este certificada ampara todas las marcas de estos productos induidas por & fabricante en su
declaracion de conformidad. / This certificate covers all trademarks of these produds induded by the
manufacturer in his dedaration of conformity

Madrid, 19 de noviembre de 2018
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
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Fdo. M? Jesus Lamas Diaz
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| Fecha ae b firma 300712018 |
Puede comprobar la autenticidad del docurmianta en la apl L L de ln Wek de la AEMPS
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an0318@aemps es Tel (+34)802 101 322 {(+34) 91 822 59 97
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CERTIFICADO DE EXAMEN CE DE DISENO
de acuerdo con € Anexo IV, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex 1V, Section 4, Directive 98/79/EC
PRORROGA/EXTENS ON — Fecha inicial/ Initial date 11/12/2003
Fecha de Gltima prorrogal Lag extension date 27/11/2013

Certificado n%Certificate no Fecha devalidez/Date of validity ON n%NB no
2003 120393 ED Desde/From 19/11/2018 Hasta/To 18/11/2023 0318

A favor de/ln favour of:

Fabricante/Manufacturar:

Nombre/Name: DIA. Pro Diagnostic Bioprobes Sr.l.

Direccion/Address Via G. Carducd, 27 -20099- Sesto San Giovanni — Milano {1taly).
Representante autorizado ante [a UE/Authorized EU representative

NombrefName Idem Direcdén/Address |dem

Para e producto/For the product

Categoria/Category: Productos Sanitariospara Diagadstico “In Vitro™ / In Vitro Diagnostic Medical Devicss
Grupo genérico/Generic group: Diagndstico de enfermadadesinfactiosas/ Diagnostic of infectious diseasss
Ti ype Especficados en Anexos de este Certificado/Specified in Annexes fo this Certificate

Elaborado en/in the facilities:

Dia. Pro Diagnostic Bioprobes Sr [
Via G. Carducd, 27 -20099- Sesto San Giovanni — Milano (Italy).

Este certificado debe ir acompafiado por el certificado CE de Sistema de Garantia de Calidad Total Ne

2003 12 0388 CT/ This certificate must be accompanied by the EC Full Quality Assurance System
Certificate N° 2003 12 0388 CT.

Este certificado es consecuencia de la evaluacién de la documentacion técnica del disefio contenida en el
expediente N° 2003 05 0240, y garantiza que el disefio de los productos descritos cumple los requisitos de
la Directiva/ This certificate is issued on the assessment of the desi gn documentation contaned in dosser

N° 2003 05 0240, and guarantees that the design of the described products fulfil the requirements of the
Directive.

_,\_ma:au 19 de noviembre de 2018
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
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Fdo. M? Jesis Lamas Diaz

por Agencia £ iola de v Productas Sanitancs
ha de 1a firma 1874172018

Lecslzador GUECEIOOCH

CORREOQ ELECTRONICO
on0318@aemps es
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CERT!FICADO DE EXAMEN CE DE DISENO
deacuerdo con & Anexo 1V, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex 1V, Section 4, Directive 98/79/EC
PRORROGA/EXTENSION — Fecha inicial/ Initial dater 11/12/2003
Fecha de lltima prorrogal Lag exdenson date: 27/11/2013

Certificado n%Certificate no Fechade validez/Date of validity ON n%NB no
200312 0393 ED DesdelFrom 19/11/2018 HastarTo 18/11/2023 0318

A favor de/l n favour of

Fabricante/Manufacturer:

Nombre/Name: Dia. Pro Diagnedlic Bioprobes Sr.l.

Direccion/Address Via G. Carducd, 27 -20099 Sesto San Giovanni — Milano (Italy).
Representante autorizado ante la UE/Authorized EU reoresentative

Nombre/Name: |dem  Direccion/Address Idem

Tipo de producio / Devics type Reactivos y productos reactivos, calibradores y materiales de control
para € diagnostico de erifermedades infecciosas / Reagents, and reagent products, calibrators and control
materials for diagnogic of human infectious diseases.

Clasficacion/Classification: Lista A, Anexo Il / List A, Annex I

Reactivos y productos reactivos para la determinacion, confirmacion y cuantificacion en muestras
humanas de marcadores de infeccion por Hepatitis D, mediante técnicas de Inmunoabsorcion
enzimatica (ELISA)/ Reagents and reactive products for the determination, confirmation and quantification
in human specimens of markers of Hepatitis D infection, by Enzyme-linked immunosorbent assay (ELISA)
[NANDO: I'VD 0203]

HDV Ab ELISA cualitativo / ELISA qualitative
- DAB.CE (96 tests)

Este certificado ampara todas las marcas de estos productos indluidas por € fabricante en su
declaracion de conformidad. / This certificate covers all trademarks of these products included by the
manufacturer in his declaration of conformity

Madrid, 19 de noviembre de 2018
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
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CERTIFICADO DE EXAMEN CE DE DISENO
de acuerdo con & Anexo IV, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex |V, Section 4, Directive 98/79/EC

PRORROGA/EXTENSI ON — Fechainidial/ Initial date 11/12/2003
Fecha de tltima prorrogal Last extension date 27/11/2013

Certificado n%Certificate no Fecha de validez/Date of validity ON n%NB no
2003120391 ED Desde/From 26/11/2018 Hasta/To 18/11/2023 0318

A favor de/ln favour of:

Fabricante/Manufacturer:

Nombre/Name: DIA. Pro Diagnostic Bioprobes Sr.l.

Direccién/Address Via G. Carducd, 27 -20099- Sesto San Giovanni — Milano (!taly).
Representante autorizado ante ia UE/Authorized EU representative

Nombre/Name: Idem Direccidn/Address | dem

Para & producto/F or the product:

CategoriaiCategory: Productos Sanitarios para Diagnostico “In Vitro™ / In Vitro Diagnostic Medical Devices
Grupo genérico/Generic group: Diagnostico de enfarmedades infeocioss | Diagnoslic of infectious diseasss
TipeType Espedficadosen Anexosdeeste Certificado/Spedified in Annexesto this Certificate.

Elabor ado en/l n the facilities

Dia. Pro Diagnostic Bioprobes Sr .
Via G. Carducd, 27 -20099- Sesto San Giovanni — Milzno (1taly).

Este certificado debe ir acompaiiado por el certificado CE de Sistema de Garantia de Calidad Total N°

2003 12 0388 CT/ This certificate must be accompanied by the EC Full Quality Assurance System
Certificate N° 2003 12 0388 CT.

Este certificado es consecuencia de la evaluacién de la documentacion técnica del disefio contenida en el
expediente N° 2003 05 0240, y garantiza que el disefio de los productos descritos cumple los requisitos de

la Directiva/ This certificate is issued on the assessment of the design documentation contaned in dossier

N°® 2003 05 0240, and guarantees that the desi gn of the described products fulfil the requirements of the
Directive.

Madrid, 23 de noviembre de 2018
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
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CERTIFICADO DE EXAMEN CE DE DISENO ®
de acuerdo con € Anexo IV, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in acoordance with Annex |V, Section 4, Directive 98/79/EC

PRORROGA/EXTENSION — Fecha inidiall Iritial date: 11/12/2003
Fecha de tltima prérroga/ Last extension date 27/11/2013

Certificado n“/Certificate no Fecha de validez/Date of validity ON n%NE no
200312 0391 ED Desde/From 26/11/2018 HastalTo 18/11/2023 0318

A favor defln favour of:

Fabricante/Manufacturer:

Nombre/Name: Dia. Pro Diagnostic Bioprobes Sr.l.

Direccién/Address Via G. Carducd, 27 -2009% Sesto San Giovanni — Milano (1aly).
Reor esentante autorizado ante la UE/Authorized EU representative

Nombre/Name: |dem Direccdn/Address |dem

Tipo de preducio / Device typs Reactivos y productos reactivos, calibradores y materiales de control
para € diagnostico de enfermedades infecciosas / Reagents, and reagent products, calibrators and control
materials for diagnostic of human infectious diseases.

Clagficacion/Ciassfication: Lista A, Anexoll / List A, Annex |1

Reactivos y productos reactivos para la determinacion, confirmacion y cuantificacion en muestras
humanas de marcadores de infeccidn por Hepatitis B, mediante técnicas de Inmunoabsorcion
enzimatica (EL1SA)/ Reagents and reactive products for the determination, confirmation and quantification
in human specimens of markers of Hepatitis B infection, by Enzyme-linked immunosorbent assay (ELISA)
[NANDO: IVD 0203]

HBc Ab ELISA cualitativo / ELISA qualitative

- BCAB.CE (96 tests)
Ese certificado ampara todas las marcas de estos productos induidas por & fabricante en su
dedaracion de conformidad. / This certificate covers all trademarks of these products included by the

manufacturer in his declaration of conformity,

Madrid, 23 de noviembre de 2018
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Puede comprobar la autenticidad del documento en la aplicacion Localizador de fa Web de Ja AEMPS Puede comprobar la autenticias del decumants a0 13 apicacion Localzador de la Web de [a AEMPS
|CORREC ELECTR I Pagina 1de 2 ] n>§nmNo,mwm~m~oﬁwmm CORREQ ELECTRONICO Pagina 2 de 2 C/ CAMPEZO Nwmmmmo,_ﬂ,w_m_m
on0318@aemps es Tel (+34)902 101 322 /(+34) 91 822 59 97 an0318@aemps es

Tel (+34)902 101 322 /(+34) 91 822 59 97

ORGANISMC NCTIFICADG 0318 Fax (+34)91 8225289 ORGANISMO NOTIFICADO 0318 Fax (+34)918225289



NISTERICH s
SANIDAD, CONSUMO - __- ™
IENESTARISOOIA] - :

CERTIFICADO DE EXAMEN CE DE DISENO CERTIFICADO DE EXAMEN CE DE DISENO
de acuerdo con & Anexo |V, punto 4, dela Directiva 98/79/CE deacuerdo con & Anexo IV, punto 4, dela Directiva 98/79/CE
| EC DES GN-EXAMINATION CERTIFICATE
. ECDES) O.Z EXAMINAT! OZ Ommw_._ ﬂ_.O>._._m in accordance with Annex 1V, Section 4, Directive 98/79/EC
In accordance with Annex 1V, Section 4, Directive 98/79/EC g . .
. R . PRORROGA/EXTENS ON — Fecha inicial/ Initial date 15/03/2004
PRORROGA/EXTENSI ON — Fecha inicial/ Initial date 15/03/2004 Fecha deliltima prorrogal Lagt extension date 27/11/2013
Fecha delltima proérrogal Last edension date 27/11/2013
Certificado n/Certificat Foitia de valia fualidi ON nINB Certificado n%Certificate no Fecha devalidez/Date of validity ON n°/NB no
erfificadon iicate no adevalidez/Date o ich n no
b 2004030425ED  DesteFrom 26/11/2018 HasaTo 18/11/2023 0318
2004 03 0425 ED Desde/From 26/11/2018 Hasta/To 18/11/2023 0318
Afaver defin favour of A *m<o._. de/l n favour of;
Fabr] anut - Fabricante/Manufacturer:
LicanteManufacturer: o Nombre/Name: Dia. Pro Diagnostic Bioprobes Sr.l.
Nombre/Name: DIA. Pro Diagnostic Bioprobes Si 1. Direccién/Address Via G. Carducd, 27-20093- Sesto San Giovanni — Milana (Italy).
Direccion/Address Via G. Carducd, 27 -20099- Sesto San Giovanni — Milano (Italy), Representante autorizado ante la UE/Authorized EU regresentative
Representante autorizado ante la UE/Authorized EU representative Nombre/Name: Idem Direco on/Address |dem
Nombre/Name: 1dem Direccion/Address |dem

Tipo de producto / Device type Reactivos y productos reactivos, calibradores y materiales de control
Para e produdto/For the product: para & diagnostico de enfermedades infecciosas / Reagents, and reagent products, calibrators and control
materials for diagnostic of human infectious diseases.

Categoria/Category: Productos Sanitarios para Diagnéstico “In Vitro™ / In Vitro Diagnosic Medical Devics
Grupo genérico/Generic group: Diagnostico deenfer medadesinfarsioss/ Ciagnostic of infectious dissass
TipoType Especificadosen Anexosde este Certificado/Spedified in Annexesto this Certificate.

Elaborado en/l n the facilities:

Clasificacién/Classfication: Lista A, Anexoli / List A Annex ||

P P =T Reactivos y productos reactivos para la determinacion, confirmacion y cuantificacién en mussiras
Dia Pro Diagnosiic Bioprobes Sr.l. ) - humanas de marcadores de infeccidn por Hepatitis B, mediante témicas de !nmunoabsorcion
Via G, Carducd, 27 -20099- Sesto San Giovanni — Milano (Italy). enzimatica (EL1SA)/ Reagents and reactive products for the determination, confirmation and quantification
Este certificado debe ir acompafado por el certificado CE de Sistema de Garantia de Calidad Total N° _Fjﬂ:%O:.mva_<D:mMMoﬁ markers of Hepatitis B infection, by Enzyme-linked immunosorbent assay (ELISA)
2003 12 0388 CT/ This certificate must be accompanied by the EC Full Quality Assurance System [NA : ]

Certificate N° 2003 12 0388 CT.
Este certificado es consecuencia de la evaluacion de la documentacion técnica del disefio contenida en el HBe Ag & Ab ELISA cualitativo / ELISA qualitative
expediente N° 2003 05 0240, y garantiza que el disefio de los productos descritos cumple los requisitos de
la Directiva/ This certificate is issued on the assessment of the design documentation contaned in dosser - HBE.CE (96 tests)
N° 2003 05 0240, and guarantess that the design of the described products fulfil the requirements of the
Directive. . . .
Este certificado ampara todas las marcas de estos productos induidas por ¢ fabricante en su
. . dedaracion de conformidad. / This certificate covers all trademarks of these products included by the
Madrid, 23 de noviembre de 2018 manufacturer in his declaration of conformity
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
i Madrid, 23 de noviembre de 2018
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CERTIFICADO DE EXAMEN CE DE DISERO
de acuerdo con & Anexo IV, punto 4, dela Directiva 98/79/CE

EC DESIGN-EXAMINATION CERTIFICATE
in accordance with Annex |V, Section 4, Directive 98/79/EC

PRORROGA/EXTENSION — Fechainidialf Initial date 11/12/2003
Fecha de lltima prérrogal Last extension date 27/11/2013

Certificado n%Certificate no Fecha de validez/Date of validity ON n%NE no
2003 120392 ED Desde/From 19/11/2018 Hasta/To 18/11/2023 0318

A favor defin favour of:

Fabricante/Manufaciurer:

Nombre/Name: DIA. Pro Diagnostic Bioprobes Sl

Direccién/Address Via G. Carducd, 27 -20099- Sesto San Giovanni — Milano (Italy).
Representante autar izado ante la UE/Authorized EU representative

Nombre/Name: Idem Direccidn/Address 1dem

Para & producta/For the product:

Categoria/Category: Productos Sanitarios para Diagnéstico “In Vitro™ / In Vitro Diagnosic Medical Devicss
Grupo genérico/Generic group: Diagnoasico de enfer medades infecciosas | Diagnostic of infectious dissasss
Tipo/Type Espediicadesen Anexosde ese Certificado/Spedified in Anneesto this Certificate

Elaborado en/in the facilities:

Dia. Pro Diagnostic Bioprobes Sr .
Via G. Carducd, 27 -20088- Sesto San Giovanni — Milano (1taly).

Este certificado debe ir acompafiado por el certificado CE de Sistema de Garantia de Calidad Total N°
2003 12 0388 CT/ This certificate must be accompanied by the EC Full Quality Assurance System
Certificate N° 2003 12 0388 CT.

Este certificado es consecuencia de la evaluacion de la documentacidn técnica del disefio contenida en el
expediente N° 2003 05 0240, v garantiza que ¢l disefio de los productos descritos cumple los requisitos de
la Directiva/ This cartificate is issued on the assessment of the design documentation contdned in dosser

N° 2003 05 0240, and guarantess thal the design of the described products fulfil the requirements of the
Directive.

Madrid, 19 de noviembre de 2018
DIRECTORA DE LA AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
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CERTIFICADO DE EXAMEN CE DE DISENO
deacuerdo con & Anexo |V, punto 4, dela Directiva 98/79/CE

EC DES GN-EXAMINATION CERTIFICATE
in accordance with Annex 1V, Section 4, Directive 98/79/EC

PRORROGA/EXTENSION — Fecha inicial/ Initial date 11/12/2003
Fecha deitima prorroga/ Lagt exenson date 27/11/2013

Certificado n®/Certificate no Fecha de validez/Date of validity ON n%NB no
2003120392 ED DesdelFrom 19/11/2018 HastaTo 18/11/2023 0318

A favor defln favour of:

Fabricante/Manufacturer:

Nombre/Name: Dia. Pro Diagnostic Bioprobes Srl.

Direccicn/Address Via G. Carducd, 27-2009% Sesto San Giovanni — Milano (Italy).
Representante autorizado ante la UE/Authorized EU reoresentative

Nombre/Name Idem  Direccion/Address [dem

Tipo de producta / Device type Reactivos y productos reactivos, calibradores y materiales de control
para ¢ diagnostico de enfermedades infecciosas / Reagents, and reagent products, calibrators and control
materialsfor diagnestic of human infectious diseases.

Clasificacion/Classfication: Lista A, Anexoll / List A Annex |l

Reactivos y productos reactivos para la determinacion, confirmacion v cuantificacion en muestras
humanas de marcadores de infeccion por Hepatitis C, mediante técnicas de Inmunoabsorcion
enzimética (ELISA)/ Reagents and reactive products for the determination, confirmation and quantification
in human specimens of markers of Hepatitis C infection, by Enzyme-linked immunosorbent assay (ELISA)
[NANDO: 1VD 0203]

HCV Ab ELISA cualitativo / ELISA qualitative

- CVAB.CE (192 tests)

- CVAB.CE.96 (%6 tests)

- CVAB.CE 480 (480 tests)

- CVAB.CE 960 (960 tests)

- CVAB.CE.DB (192 tests - for Dia.Blood application)

Esle certificado ampara todas las marcas de estos productos induidas por & fabricante en su
declaracion de conformidad. / This certificate covers all trademarks of these products induded by the
manufacturer in his deciaration of conformity,

Madrid. 19 de noviembre de No‘gm\ o -

DIRECTORA DE LA'AGENCIA ESPANOLA DE MEDICAMENTOS Y PRODUCTOS SANITARIOS
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HBsSAg One vesion ULTRA |
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Version ULTRA

Fourth generation Enzyme
Immunoassay (ELISA)
for the determination of
Hepatitis B surface Antigen or HBsAg
in human serum and plasma

TH

- for “in vitro” diagnostic use only -

DIA.PRO

Diagnostic Bioprobes Srl
Via G. Carducci n° 27
20099 Sesto San Giovanni
(Milano) - Italy

—————"Thone+39-02-27007
Fax +39 02 2600772,

info@diapro. it

(e
ror
6 :

c-mail:

REF SAGIULTRACE
6/ 192 ROP60 Tests

A.INTENDED USE

Fourth generation Enzyme Immunoassay (ELISA) for the
one-step determination of  Hepatitis B surface Antigen ar
HBsAg in human plasmea 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-infecled patients.

For *in vitro” diagnostic use only.

B. INTRODUCTION

The World Health Organization (WHO) defines Hepatitis 8
infection as follows:

"Hepalilis B is one of Ihe major diseases of mankind and is a serious
glabal public health problem. Hepatitis means inflammalion of the ver,
and lhe mos! common cause is infection wilh one of 5 viruses, called
hepalitis A,B,C,D, and E. All of lhese viruses can cause an acule disease
with symplams iE8ling seversl weeks ncluding yellowing. of the skin and
eyes (laundicall dark urine, cdreme {afigus: nauses: vomiling and
abdominal pain, i{ can ake several months 10 & year Lo feel it again.
Hepatiis B wirus can cause chromc infection in which e patient never
gets rd of tha vinis and many years lalar davelogs cirbiosis of the liver or
liver cancer

HEW is the mast serious type of viral hepatilis and the only type causing
stwenls hepalitis for which @ vaccine 1s available. Hepatitis B virus is
Iranamitled by contact with blood or body fluids of an infected person in
the samo way 25 human immunodeficiency virus (HIV), the virus that
causes ATDS, However, HEV is 50 Lo 100 times mere infectious (han HIV.
The main ways of gefting infected with HBV are: {a) perinatal {from
mother o baby al the birth); (b) child- to-child transmisslon; (¢) unsafe
injections and transfusions; (d) sexual contact.

needles and syringes. In many developing countries, almos! all ci
become infected wilh the virus.  In many industrialized counlries (e.g.

Weslern Eurcpe and North America), the pattern of fransi
different. In these countries, molher-lo-infant and child-to-child
transmission accounted for up lo ane third of chronic infections before
childhood hepalitis B ination 1] ware  impl .
However, the majority of infections In these cowitres are acqulred during
young adulthood by sexual activily, and injecting dug use in addition,
hepatitis B virus is the major infectious pecupational hazard of health
workers, and mos! heallh care workers have received hepatilis 8 vaccine

Hepatilis B virus is not spread by conlaminated food or waler, and cannol
be spread casually in the warkpiaca  High rates of chranic HBV Infection
are also found in {he southern pans of Eastern and Canlsl Eurape. In lhe
dle East and Indian sub-continent, about 5% are cheonical y infecled.
Infection is less comman in Western Eurape and Morth America, where
less than 1% are chronicaty Infecied.

Young children who become infected with HEY mra the mas) kely to
develop chronic i lion. About 90% of Infants infected during the first
year of iife and 30% lo 50% of children infacted batwesn 1 (o 4 years of
age deveisp oivonic infeclion. The risk of death fram HEV-refated liver
cancer ar cirrhosis is approximately 25% far persons who become
chranically infected during childhood. Chronic hepalitis B in some

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, immunalagically distinguished by twa
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 lo the microwell
together with a second mix of mouse monoclonal antibodies,
conjugated with Horseradish Peroxidase (HRP} and directed
against a different epitope of the delerminant “a” and against
“presS”.

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
Temove 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 lhe bound HRP conjugate to a colored end-
product. After biacking the enzymatic reaction, its optical density
is measured by an ELISA reader.

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

The version ULTRA partticulaly suitable for automated
screenings and is able lo detect “s” mutants.

D. COMPONENTS
The standard configuration contains reagents 1o perfarm 192
tests and is made of the following components:

1. Microplate m_nm_u_ur)._.m

n’2 12 sirfps of 8 breakable wells coated with anti HBsAg,
affinity purified matise monoclonal antlbadies, specfic to “a”, y"
and *d" delermimants, and sealed into a bag with desiccant.

2. Negative Control E

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

3. Positive Control [CONTROL 4

1x4.0mlivial.  Ready 1o use contral. It contains goat serum,
non infectious recombinant HBsAg, 10 mM phasphate buffer pH
7.4+/-0.1, 0.02% gentamicine sulphate and 0.1% Kathon GC as
preservatives. The positive conlrol is color coded green,

4. Calibrator i
n° 2 vials. Lyophilized calibrator. To be dissolved with EIA
grade_water as_reported in_the label. Contains—fetal-bovine

help~some palients. Patients wilh cithosis are sometmes given
transplants, with varving success. It is preferable in prevent this disease
with vaccine Ihan 1o try and cure .

Hepatitis & fEs an oulslanding fecord of safely and
effsctiveness, Singa 1982, over one bilion doses of hepatitis B vaccineg
have been usad wordwidn. Tho vaccse is given 35 a series of three
intramuscular doses. Studies have shown tat Ihe vaccine is 95%
affective in preventing children and adults from developing chronic
infacton if they have not yat bean infacted, In many countries where 8%
fo 15% ol children used to become chronically infecled with HBV, the rale
of caramic mfestion hes baen deduced 1o less (han 1% in immunized
groups of children. Since 1991, WHO has called for all countries to add
hepatitis 8 vaccine into Iheir national immunization programs.”

serum, non infeclious recombinant HBsAg at 0.5 IU/ml (2™
WHO international standard for HBsAg, NIBSC code 00/588),
10 mM phosphate buffer pH 7.4+/-0.1, 0.02% gentamicine
suiphate and 0.1% Kathon GC as preservatives.

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

5. Wash buffer concentrate WASHBUF 20X

2x60mlbotlle. 20X concentrated solution. Once diluted,
the wash solution contains 10 mM phosphate buffer pH 7.0+/-
0.2, 0.05% Tween 20 and 0,1% Kathon GC.
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is recommended fs5 wn  an  assay
controlsicalibrator and well-characterized negative and
positive reference samples, and check i malch the valuas
reporied beiow m (he section “Internal Qualily Contro
Regular calibration  of the volumes delivered and
maintenance (decontaminaton and cleaning of needles) of
the washer has to be camied out according to the
instructicns of the manufacturer,

Incubation times have a talerance of +5%.

The microplate reader has o be equipped with & reading
liter af 450nm and  with a second Fiter (B20-530nm,
strongly recommanded) for blanking purposes, lis standard
performances should be (a) bandwidth = 10 nm; {b)
absorbance rangs from O to > 2.0; (c) nearnty to > 2.0, {d}
repeatahility > 1%. Blanking camied oul an the wall
identified in the section “Assay Pracedure”. The opticai
sysiem of the reader has to be calitrated regularly to ensure
that the correct optical density is measured. It should be
regularly maintained accerding to the manufacturer ‘s
inslructions,

When using ELISA automated workstations, all crilical
steps (dispensation, incubation, washing, reading, shaking,
data handling, etc.) have to be carefl ly set, calibrated,
confrolled and regularly serviced in order to match 1he
vaiues reported in the sections “Internal Quafity Control”.
The assay protocol has to be installed i the operaling
system of the unit and validated by chacking full matching
the declared performances of the kit. In addition, the quid
handiing part of the station {dispensation and washi 1g) has
to be validated and correctly set paying pariicular 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 poss iy of
contamination of adjacent wells due to strongly reactive
samples, leading to false positive results. The use of ELISA
automated work slations is recommended for blood
screening and when the
exceed 20-30 unils per run.

When using sutomatic devices, in case the vial holder of the
instrument does not fit with the vials suppiied in the kit,
transfer the solution into appropriate containers and label
them with the same label peeled out from ihe original vial.
This operation is important in order to avoid mismatching
conlents of viais, when transferring them. When lhe lest is
over, return the secondary labeled containers to 2.8°C,
firmly capped.

Dia.Pro's customer service offers suppar to the user in
the setting and checking of instruments used in combination
with the kit, In ardar to assure full compliance with the
essenfial requirements of the assay. Support is also
provided for the instaliation of new Instruments 1o be used in
combination with the kit.

ber of samples to be {ested

PRE ASSAY CONTROLS AND OPERATIONS

Check the sxpiration date of the kit printed on the external
iabed of the kit box. Do not use if explred

Check thal the liguid componants are not contaminated by
naked-eye visible particles or aggregates. Check that the
Chromogen/Substrate i coleress or pale blue. Check that
no breakage ocourred In transporiation and no s lage ol
llquid_is present inside the box. Check-that the aluminum
pouch, containing the microplate, is not punctured or
damaged,

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

Dilute the 20X concentrated Enzyme Conjugate with its
Diluent as reported.
ralor as described above,
Aliow ail e other components 1o reach room temperature
(about 1 hr) and then mix as described.
Set the ELISA incubator al +37°C and prepare the ELISA
washer by prming with the diluted washing solution,

anufacturers instructions. Set the right
number of washing cycles as found in the validation of the
nstrument for its use wilh the kil.

8. Check that the ELISA reader has been turned on 2! least 20

minutes befare reading.

If using an automated workstation, lurmn it on, check settings

and be sure {o use the right assay prolocol

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

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

12, In case of problems, do nol proceed further with the test and
advise the supervisor,

M. ASSAY PROCEDURE

The assay has 1o 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 lhe test is carried out automatically with an ELISA
syslem, we suggest lo make lhe inslrument dispense first 150 ul
controls & calibrator, then all the samples and finally 100 ul

For the pre-washing step (point 1 of the assay procedure) and
2ll Ihe next operalions follow the operalive insiructions reparted
below for the Manual Assay,

It ongly iecommended {o check thai the time iap between
pensation of the first and the [ast sample will be
calculated by the inslrument and taken into consideration by
defaying (he first washing operation accordingly.

Manual Assay:
1. Place the required number of strips in the plastic holder and
wash them once lo hydrate wells. Carefully identify the

of conirois, calibrator and sampies.

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

Leave the A1 well empty for blanking purposes.

Pip of the Negative Control in tripiicate, 150ui of
the Calibrator in duplicale and then 150ul of the Positive
Contral 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 diffarence batween empty and full
wells) or by reading al 450/620nm. (samgples show OD
vaiues higher than 0.100).

5. Dispense 100ul diluted Enzymatic Conjugate in all wells,

except for A1, used lor bianking operalions.

wn

Important note: Be careful not to touch the inner surface of the
well with the pipetie 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 microplale for 120 y at +37°C,

Important notes:

a  Slrips have to bz sealed with the adhesive sealing foil, only
when the test is perfarmed manually. Do not cover strips
when using ELISA automatic instruments.

h.If the procedure is carried out on shaking, be sure to deliver
the rom reported for in Section 3 as otherwise intra-weil
contamination could occur.

2 ol |

Doc: | INS SAGIULTRA CE/E

201500

.

8. Pipette 200 pl Chromogen/Subslrate into all the wells, A1
included.

important note: Do not expose (o strong direct hght as a high
background might be generated.

9. Incubate the microplate protected from light at 18-24°C for
30 min. Wells dispensed wilh the positive control, the

brator and positive samples will turn from clearto biue.

G, Pipeite 100 pi Sulphuric Acid into all the wells to stop the

enzymatic reaction, using the same pipetting sequence as in

p 8. Addition of the acid solution will turn the po:
control, the calibrator and positive samples from blue to
yellow/brown.

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

Important general notes:
1. If the second fiter is not available, ensure thal no
fingerprints or dust are present on the external bottom of the
microwell before reading at 450nm. They could generate
false positive resulls on reading.
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 feading 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 (o
interferences due to hemolysis, hyperfipaemia, bacterial
contamination and fibrin microparticles.  The assay is
carried out in two-steps at +37°C on shaking at 350 mm
+150 as follows:
» dispense 100 ul of controls, calibrator and samples
* incubate 60 min at +37°C on shaking
= wash according to instructions (seclion 1.4)
» dispense 100 ul diluted enzyme tracer
« incubate 30 min at +37°C on shaking
= wash
~ dispense 100 ul TMB&H202 mix
* ncubate 30 min at r.t. on shaking

S e

N

= slop and read
In this procedure the pre-wash can be omiltted.

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 ve used oniy when a faboralory intemal quality contro!
is required by the management.

N.ASSAY SCHEME

| Operations Procedure
Pre-Washing step n" 1 cycle
Cantrols& Calibrator&samples 150ul
Diiuiled Enzyme Conjugaie TR Ui
1 i 120 min_|
Temperaiure +37°C
Washing steps n'4-5 |
Chromogen/Substrate 200ul

[ 2™ incubation 30 min

| Te oo
Sulphuric Acid 100 ul
Reading GO | 450am |

An example of dispensation scheme is reported in the fo lowing
seclion

Microplate

L B N - R R R

x{m|m(m|olojmiz

NE = Negative Control
Control S = Sample

O. INTERNAL QUALITY CONTROL

A check is performed on the controls/calibrator any time Lhe kil
is used in order to verify whether the expecled OD450nm or
$/Co values have been matched in the analysis.

Ensure that the lollowing results are mel:

Parameter Reqiiiremenls
Blank well < 0,700 OD450nm valus
Megative Control (NC) < 0,050 mean OD450nm value affer
bianking
Calibrator 0.5 fUim| SiCo=2
Positive Control > 1.000 ©D450nm valus

the resuits of the iesi maich ihe requiremenis slated above,
proceed to the nexi section,

If they do netl, do nol proceed any further and perform the
following checks:

Problem i Check
Elank well 1. that the Thromogen/Substrate solution
=0.100 nas not become contaminated during the
CB450nm assay
Negative 1. fhat the washing procedure and lhe

Control (NC)

washer settings are as validated in the
pre qualification study;

2, thal the proper washing soiution has
blanking been used and (he washer has been
primed with it before use;

3. lhal no mislake has been done in lhe
assay procedure (dispensalion of pasitive
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 1o spills
of pasitive samples or of the enzyme
conjugate;

CropinEites have noi Decdme
confaminated with positive samples or
the enzyme conjugals

6. that the washer needles are not
| blocked or parialy obsirucied,
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HBs Ab

HBsAb

Enzyme Immunoassay for

- for “in vitro” diagnostic use only -

qualitative/quantitative determination of
antibodies to Hepatitis B surface Antigen
in human serum and plasma

DIA.PRO

(Milano) - Italy
Phone +39 02 27007161
Fax=39702 26007726
c-ma

Diagnostic Bioprobes Srl
Via G. Carducci n° 27
20099 Sesto San Giovanni

A.INTENDED USE

Enzyme ImmunoAssay (ELISA) for both the quantitative and
qualitative determination of antibadies to the Surface Antigen of
Hepatitis B Virus in human plasma and sera.

For “in vitro™ diagnostic use only.

B. INTRODUCTION

The Werld Health Organization (WHO) defines Hepatitis B Virus
infection as follows:

“Hepatitis B is one of the major discases 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. Al of these viruses can cause an acute disease with
symptors lasting several weeks including yellowing of the
skin and cyes (aundice); dark urinei extreme fatigue:
nausea; vomiting and abdominal pain. It can take several
months to a year to feel At again. Hepatitis B virus can cause
chronic infection in which the patient never gets rid of the
virus and many years later develaps cirrhesis 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 causcs
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 bahy at the birth); (b) child- to-
¢hild transmission: {¢) 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. mathei-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
inlections in these countries are acquired during young
adulthood by sexual activity, and injecting drug use. In
addition, hepatitis B virus is the major inlectious
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

and cannot be spread casually in the workplace. High
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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
Asmerica, 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 frst year of life and 30% ta 50% of
children infected hetween 1 to 4 years of age develop chranie
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, Paticnts with cirrhasis are sometimes given liver
transplants, with varying success. It is preferable to prevent
this discase with vaccine than to try and cure it,

Hepatitis B vaccine has an outstanding record of safety and
cffectiveness. Since 1982, over one billion doses of hepatitis B
vaccine have heen used worldwide, The vaccine is given as a
scries of three intramuscular doses. Studics have shown that
the vaceine is 95% cffective in preventing children and adults
from developing chronic infection if they have not yet been
infected, In many countries where 8% to 15% of children used
to become chronically infected with HBV, the rate of chronic
infection has been reduced to less than 1% in immunized
groups of children. Since 1991, WHO has called for all
countries to add hepatitis B vaccine into their national
immunization programmes

Hepatitis B surface Antigen (HBsAg) the major structural
polypeptide of the envelope of the Hepalitis B Virus (HBV).

This antigen is composed mainly of the type common
delerminant “a" and the type specific determinants “d" and “y",
present only on the specific serotypes,

Upon infectian, a strong immunological response develops firstly
against the type specific determinants and in a second time
against lhe "a" determinant.

antibodies are however recognised to be most effective
in the neutralisation of the virus, protecting the patient from
other infections and leading it o convalescence.

The deteclion of HBSAb has become important for the follow up
of patients
upon vaccination with synihetic and natural HBsAg.

C. PRINCIPLE OF THE TEST

Microplates are coated with a preparation of
HBsAg thal in the first incubation h sample specifically
captures anti HBsAg antibodies to the salid phase.

After washing, captured antibodies are detected by an HBsAg,
labelled with peroxidase (HRP), that specifically binds the
second available binding site of these antibodies.

The enzyme specifically bound to wells, by acling on the
subslrale/chromogen mixture, generates an optical signal that is
proportional to the amount of HBsAb in the sample and can be
detected by an ELISA reader.

The amount of antibodies may be quantitated by means of a
standard curve calibrated against the W.H.O reference
preparation

Samples are pre treated in the well with an specimen diluent
able to block interference present in vaccinated in

D. COMPONENTS
Each kit contains sufficienl reagents ta perform 96 tests.

1. Microplate: E

8x12 microwell strips coated with purified heat-inaclivated
HBsAg of both subtypes (ad and ay) frem human ori
sealed into a bag with desiccant.

Allow the microplaie to reach foom temperaiure before opening;
reseal unused strips in the bag with desiccant and store at 4°C
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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 validaled and correctly set. Parlicular attention must
be paid to avoid carry over by the needles used for
dispensing samples and for washing. This must be studied
and controfled to minimize the possibility of contamination of
adjacent wells due to strongly reactive samples, leading to
false positive results. The use of ELISA automaled work
stations is recommended for blood screening and when the
number of samples to be tested exceed 20-30 units per run.
7. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure full compliance with the
requirements described. Support I1s also provided for the
installalion of new instruments to be used with the kit,

_. PRE ASSAY CONTROLS AND OPERATIONS
Check the expiration dale of the kit printed an 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

intended for blocking some substances present in peopie
undergoing vaccination and capable to mask antibodies.

2. Pipelle 1001 of all the Calibralors, 100ul of Conlrol Serum in
duplicate and then 100ul of samples. The Control Serum is used
to verify thal the whole analytical system works as expecled.
Check that Calibrators, Control Serum and samples have been
correctly added. Then incubate the microplate at +37°C for 60
m

important note: Strips have to be sealed with the adhesive
sealing foil only when the test is performed menually. Do not
cover strips when using ELISA automalic instruments.

3. Wash the microplate as reported in section 1.3.

- In all the wells excepl A1 and B1, pipette 100 pl Enzyme
Conjugale. Check that the reagent has been correctly added
Incubate the microplate at +37°C for 60 minutes,

Important note:
1) Be careful not to touch the inner surface of the well with the
pipefte tip when dispensing the Enzyme Conjugale

Chromagen/Substrate is colorless ar pale blue by aspirating
a small volume of il with a slerile transparent plastic pipette.
Check ihat no breakage occurred in transportation and no
spiilage of liquid is present inside Ihe box. Check that the
aluminum pouch, containing the microplate, is not punctured
or damaged

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

4. Dissolve the Control Serum as described above.

5. Allow 1he other components to reach room temperature
(aboul 1 hr) and then mix as described.

6. Set ihe ELISA incubator at +37°C and prepars the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as found in the validation of the
instrument for its use with the kit,

7. Check that the ELISA reader has been turned on at least 20
minutes befare reading.

8. Il using an aulomated workstalion, turn it on, check seflings
and be sure to use the right assay protocol

9. Check that the micropipeties are set 1o the required volumne.

10. Check that all the other equipments are available and ready
to use,

in case of problemns, do not proceed further with the test
and advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried oul 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 ta
the request of the clinician.

M.1 Quantitative analysis

1. Place the required number of strips in lhe micropiate holder.
Leave A1 and B1 wells emply for the operation of blanking.
Store the other sirips into the bag in presence of the desiccant
at 2..8°C, sealed

Then Dispense in all the welis to be used for the test, excepl for
A1 and B1, 50pl of the Specimen Diluent.

rl._amunmi note: This additive is added before distributing
samples and controls into specific wells and is particularly

Co ination might occur.
2) Mix thoroughly the Enzyme Conjugate on vortex before use.

5. Wash the microplate as described.

6. Pipette 100ul TMB/Hz02 mixture in each well, the blank wells
_:n__._nmn Check that the reagent has been correctly added
Then incubate the microplate at room temperature for 20
minutes.

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

7. Stop the enzymaltic reaction by pipetle 100pl Sulphuric Acid
into each well and using the same pipetting sequence as in step
6. Then measure the colour intensity with a microplate reader at
450nm (reading) and at 620-630nm (blanking, strongly
recommended)}, blanking the instrument on A1 and 81 wells,

M.2 Qualitative analysis

1. Place ihe required number of strips in the microplate holder,
Leave A1 well empty for the operation of blanking.

Store the other strips into the bag in presence of the desiccant
at 2,.8°C, sealed,

2, Dispense 50 ul Specimen Diluent in all the wells, except for
the blank A1. Then pipetle 100ut of the Calibrator 0 miU/ml in
duplicate, 100ui of the Calibrator 10 mIU/ml in duplicale, 100u!
of the Calibrator 250 mIU/ml in single, and then 100ul of
samples. Check that Calibralors and samples have been
correctly added. Then incubate the microplate al +37°C for 60
min.

3. Wash the microplate as reported in section [.3

4. fn all the wells except A1, pipette 100 pl Enzyme Conjugate.
Check that the reagent has been correctly added. Incubale the

icronlate at +37°C for 60

opjstelat SorEOl

Important note:

3) Be careful not to touch the inner surface of the well with the
pipefte tip when dispensing the Enzyme Conjugaie
Contamination might occur.

Mix thoroughly the Enzyme Conjugate on vortex before use.

4

5. Wash the microplate as described.

6. Pipette 100ul TMB/Hz02 mixture in each wel
included. Check that the reage
Then incubate the microplate
minutes.

the blank wells
has been correcily added.
room temperature for 20
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limportant note: Do not expose io sirong direct fight as
background might be generated.

7. Stop lhe enzymatic reaclion by pipette 100pl Sutphuric A
into each well and using the same pipetting sequence as in step
6. Then measure the colour intensity with a micraplate reader at
450nm (reading) and at 620-630nm (blanking, strongly
recommended), blanking the instrumenl on A1 and B1 wells,

Important general noies:
1. If the second filter is not available, ensure that no finger
prints are present on the botton of the microwell before

O. INTERNAL QUALITY CONTROL

A validation check is carried oul on the controls any time the kit
is used in order to verify whether the performances of the assay
are as qualified

Control {hat the following data are matched:

reading at 450nm. Finger prints could g ate false
posilive 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 oceur feading to a higher background.

3. The Control Serum (CS) does not affect the cut-off
calculation and therefore the lest results calculation. The
Control Serum may be used only when a laboralory internal
quality control is required by the management,

[ Requir f:

Blank well < (.100 OD450nm

Caforalar < 0,200 02450nm affer blanking
0'WHQ miLiiml

Cakbeplor 0D0450nm higher than the GD450nm of the
10 WHC miliml | Calibrator Q milWml +0.100

Caltralor > 1.500 J0450nm

250 WHO miliimi
Cantrof Serum QD450nm = OD450nm CAL 50 miuiml = 10%

Coefiiciant of < 30% for the Calibralor 0 mIU/ml
warigtion

If the results of the test malch the requirements slated above,
proceed to the next section,

If they do not, do nol proceed any further and perform the
following checks:

Broblzm © . Check :
N.ASSAY SCHEME (standard procedure) EBlank well ihat the Chromogen/Substrate solution has
>0.100 BO450nm__| hot become eonarminated during the assa
Specimen Diluent | 50 ul Caiivrator 0 1. 1hat the washing procedure and the washer
| miU/mi settings are as validated

Calibrators 100 ul >0.200 swudy:

Control Serum 100 ul 2. that the proper washing solution has been
Samples 100 ul coefligienl of used and Lhe washer has been primed with It
1-5] i 60 min variation > 30% before use:

Tempamture +37°C 3. thal ne mislake has been done in the assay
Wash sten 4-5 cycles vSnma:mm Sﬁzm: the dispensalion ol slandards
B e e is carried oul;

| Engyme Oophigals 100 ul 4. thal no contamination of the Cal 0 miL/ml or
27 incubation of the wells where it was dispensed has
Temperature +37°C occurred due to posilive samples, Lo spilfs or to
Wash steg 4-5 cyoles _m:m m,ﬂ_N«am Sg:mm_z. N * become
% frir 7 al  micropipeties  have nol eCOy

UG HIO mbe 100 i contaminated wilh posttive samples or with Ihe
3" incubation 20 min enzyme conjugate

Temperature rL 6. thal the washer needles are nol blocked or
Sulphunc Acid 100 ul partially obatrucied,

Reading 0D 450nm & 620nm

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

Microplata
2 s felelel e w2
CALd | 53 |
EALL | 54 ]
CaLS | 5
CALS | S&
Cs | 57
F|cilz| cs | =8 |
G | CAL3 | St 58 ]
Ho| CAL3 | sz [ si0 |
Legenda: BLK = Blank /! CAL = Cslbrators I CS = Conirof Sorum /5 =

Sample

--An example -of-dispensation scheme:
reported below:

Micrapiale
B 1 R 2 T T BT R B

z

X
B
c
o
£
F
G

Laganda: BLK = Blanl

= Cahbrators /5

- qualitative assays is—
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I HDV Ab

A.INTENDED USE

Compelitive Enzyme ImmunoAssay (ELISA)  for the
qualilative determination of anlibodies to Hepatitis Delta Virus
or HDV in human plasma and sera with a “two-steps”
methodology.

The kit is used for the follow-up of patients infected by HDV

For “in vitra” diagnostic use only.

B. INTRODUCTION
The Hepatitis Delta Virus ar HDV is a RNA defective virus

4. Calibrator: [CAL ...

n® 1 vial. Lyophilised. To be dissolved with EIA grade water as
reporied in the label, Contains bovine serum proteins, low titer
human antibodies to HDV, 0.2 mg/mj gentamicine sulphate and
0.1% Kathon GC as preservalives.

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

1x60mU/bottle. 20x concentrated solution.
Once diluted, the wash solulion contains 10 mM phosphate
buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.1% Kathon GC.

6. Ei j T ICCNY

composed of a core presenting the della-specific antigen,
encapsulated by HBsAg, that requires the helper function of
HBV to suppo replication.

Infection by HDV occurs in the presence of acute or chronic
HBV infection. When acule deita and acute HBV simultaneously
occur, the
features may be ind
alone. In contrast, a palient with chronic HBV infection can
support HDV replication indefinitely, usually with a less severe
Iness appearing as a cl
The determination of HDV specific serological markers (HDV
Ag, HDV Ab, HDV IgM and HDV IgG) represents in these cases
an important tool 1o the ician for the classification of the
etiological agent, for the follow up of infected patients and their
freatment. The detection of HDV total antibodies allows the
classification of the illness and the monitoring of the
seroconversion event.

C. PRINCIPLE OF THE TEST

Anti-HDV antibod present in ihe sampie, compeie wiih a
virus-specific palyclonal IgG, labeled with peroxidase {HRP), for
a fixed amaount of rec-HDV coaled on the microplate, The test is
carried out with a two steps incubation competitive system. First
the sample is added lo the plate and specific anti HDV
antibodies bind to the adsorbed anfigen. After washing, an
enzyme conjugated antibody ta HDV is added and binds to the
free portion of the antigen coated. After washing a
chromogen/substrale mixture is dispensed. The concentration of
the bound enzyme on the solid phase becomes inversely
proporiional lo the amount of anti-HDV antibodies in lhe sample
and its activily is detected by the added chromogen/substrate.
The concentration of HDV-specific antibodies in the sample is
determined by means of a cut-off value that allows for the semi
quantitative detection of anii-HDV antibodies.

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

1. Mictoplate; z__nﬂwcv_.h._.m

8x1Z microwell strips coated with recombinant HDV-specific
antigen and sesled into @ bag with desiccant. Ailow the
microplate ta reach room temperature before opening; reseal

n1i_angd store ai 4°C.

1x16ml/vial. Ready-to-use solution. Contains 5% bovine serum
albuming, 10 mM tris buffer pH 6.8 +/-0.1, Horseradish
peroxidase conjugated antibody to HDV in presence of 0,2
mg/ml gentamicine sulphate and 0.1% Kathon GC as
preservatives. The component is colour coded red.

7. Chromogen/Substrate: E

1x16mlivial. Conlains a 50 mM citrate-phosphate buffered
solution at pH 3,5-3.8, 4% DMSQ, 0.03% tetra-methyl-benzidine
or TMB and 0.02% hydrogen peroxide of H202.

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

8. Sulphuric Acid: [H2504 0.3 M

1x15ml/vial. Contains 0.3 M H2S0e salution.

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

Plate sealers n° 2

nstiuctions for Use n” i

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes in the range 10-1000 ul and
disposable plastic tips,

Z.  ElA grade waler (double distiled or deionized, charcoal

treated 1o remove oxi ng chemicals used as

disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostal

wel) sel at +37°C.

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

7.  Calibrated ELISA microplate washer,

8. Vortex or similar mixing tcols.

o

incubator (dry or

F. WARNINGS AND PRECAUTIONS
1. The kit has 1o be used by skiled and properly trained
technical persorrel only, under the supervision of a

2. Negative Contral: [SONTROL J

1x2.0mivial. Ready to use. Contains goat serum proteins, 100
mii -HCI buffer pH 7.4 +/-0.1, 0.09% Sodium Azide and
0.1% HKathon GC as presenvatives. The negalive contral is
eolour coded pale vellaw,

3. Positive Conirol: @

1x2.0mlvlal. Ready 1o use. Contains goat serum proteins, high
titer anti MOV antibodigs, 100 mM Tris-HCI buffer pH 7.4 +/-0.1,
0.09% Sadium Azide and 0.1% Kathon GC as preservatives.
The positive contral is colour codad green

wear protective labomtory clothes, tElc-ree gloves and
glasses. The use of any shamp (needles) or cutting (blades)
devices should be awoided, Al the personnal involved
shouid be tWained In  biosafety procedures.  as
recommanded by he Center for Disease Control, Atlanta,
5. and reported in the National fnstilute of Hea
aublication: “Biosafety in Microbiolagical and Biomedical
Laboratories”, ed: 1584,
3. All the persannel imvolved in sample handiing shouid be
vaccinaied for HBV and HAV, for which vac
available, safe and effactve
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6. Pipette 100 pl TMB/Hz02 mixture in each well, the blank wells
included. Check that the reagent has been correctly added.
Then incubate the microplale at room temperature for 20 min.

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

7. Pipette 100 pl Sulphuric Acid into all the wells using the same
pipetting seguence as In step n° & o stap lhe enzymatic
. Addition of the stop soiution wili turn the negative
and negative samples from blug to yellow.

8. Measure the colour intensity of the solulion in each well, as
described in section L5 using & 450nm filler (reading) and a
620-830nm  filter  (background  subtraction,  strongly
recommended), blanking fhe instrument on A

Important notes:

1. Jf the second filter is not available, ensure ihat no finger
prints are present on the boffom of the microwell before
reading at 450nm. Finger prinls couid generale 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.
The use of the Calibrator, a low pasitive control, is not
mandatory for the assay as the CAL does nof enter into the
cut-off calculation. The CAL may be used as a low tter
positive control when a laboratory internal quality verification
is required by the management. When used for such
purpose, dispense 100 ul of it, passibly in duplicate.

N. ASSAY SCHEME

Controls/Calibrator 100 ul
Samples 100 wl
1" incubation 60 min
Temperature +37'C
Washing step 4-5 cycles
Enzyme Conjugate 100 uf
2™ incubation 60 min
| Temperaturs +37°C
Washing step 4-5 cyoles
| TMB/H202 mix 100 ul
3% incubation 20 min
Temperaturs rt.
Sulphuric Acid 100 ul
Reading OD 450nm & B20nm |

An example of dispensation scheme (including CAL) is reported
in the table below:

Micro

O. INTERNAL QUALITY CONTROL

A check is performed on lhe negalive and positive controls any
lime, and on the Calibrator in addition when the kit is used for
the first lime, in order to verify whether the expected OD450nm
or Co/S values have been maiched in the analysis.

Ensure that the following paramelers are met:

[ Parameler Reguirements

|

Blank wal < 0.100 GD450nm value

Negative Control (NC} 1> 1,000 ODA50nm afier Blanking

If lower carefully control the washing
procedure and decrease the number of
cycles or the soaking time

cosfficient of variation < 309%

Positive Cortrol (PC) [ OD450 nm < NGHD,

S A B L

_ ._

] | |
BLK = Blank MC = Negatve Contral
CAL = Calibrator PC = Posdive Contral S = Sample

Callbrater (CAL) BC = OD450nm < (NC+PC)5

If Ihe results of The test match the requirements stated above,
proceed to the next section

If they dan't, do not proceed any further and perform the
following checks:

‘Problem Check
Blank wall al the Chromogen/Subdimie solution has nal
10100 O0450nm | become consamenated during (he assay
Negative Control 1, that the washing pracesure and the washer
(NG} setlings are as validaled in the pre qualification
= 1.000 O0450nm | study;
afles blanking 2. thal the proper washing sol bee
used and the washer has been primed wil
coefficient of before use;

variation > 30% 3. that no mislake has been done in the assay
procedure (dispensation ol pasilive control
insiead of negative conlral);

4. that no conlamination ol the negative control
or of the wells where the conlrol was dispensed
has occurred due (o positive samples, 1o i
or ta Ihe enzyme conjuga
i ettes have not become
h positive samples or with the
enzyme conjugate;

6. thal the washer needles are not blocked or
partially sbsinicted,

Calibrator 1. that (he procedure has been correclly
DD450nm performed;

Diutside the range 2, thal no mistake has occurred during s
distribution (ex.: dispensation ol negative
conlrol inslead of Calibrator);

3, thal the washing procedure and Lhe washer
seflings are as validated in the pre qualification

study;
4. that no external conlamination of the
calibrator has oecuried,
Pocitlve Cantrol 1. thal the procedure has been correcliy
D4E0nm performed:
= NCI0 2. lhat no mislake has occurred during the

distribution of Ihe control (dispensation of
negalive conlrol inslead of pasilive control)

3. Ihat the washing procedure and the washer
setlings are as validaled in the pre qualification
study;

4. 1hat no external contamination of the positive

conbnd has occumed,

If any of the above problems have occurred, report the prohiem
to the supervisor for further actions:

P. RESULTS
The resulls are calculated by means of a cul-offl value
determined with the following formula:

Cut-Off =(NC + PC) /5

important note. When the calculation of resufts is performed by
the operating system of an ELISA automated work station,
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ensure that the proper formulation is used to calcufate the cut-
off value and generate the correct interpretation of results

Q.INTERPRETATION OF RESULTS
Results are interpreted as ratio between the cut-off value and
the sample OD450nm or Co/S. Results are inlerpreted

g to the folloy

CaoiS Interpretation

<09 Negative
0g-11 Equivocal

>1.1 Positive

A negative result indicates thal the patient has nol been infected
by HDV.

Any patient showing an equivocal result should be re-tested on
a second sample taken 1-2 weeks after the initial sample.

A positive resul ndicative of HDV infeclion and therefore the
patient should be treated accordingly,

Important notes:

1. Inlerpretation of resulls should be done under the
supervision of the laboratory supervisor to reduce the risk of
Judgement errors and misinterpretations.

2, When test results are transmitted from the laboratory io

another facility, attention must be paid to avoid erroneous

dala transfer,

Diagnosis of viral hepatitis infection has (o be laken by and

released to the patient by a suitably qualified medical

doctor.

w

An example of calculation is reported helow.
The following data must not be used instead or real figures
obtained by the user.

Negative Control:  2.100— 2.200 — 2.000 OD450nm
Mean Vaiue: 2.100 OD450nm
Higher than 1,000 — Accepted

Positive Control:  0.100 OD450nm
Lower than NC/10 — Accepted

Cut-Off = (2,100 + 0.100) / 5 = 0.440
Calibrator: 0.300-0.260 OD450r

Mean value: 0.280 OD450nm
Within the range  PC < OD450nm < (NC+PC)/5 — Accepted

Sample 1: 0.020 0D450nm
Sample 2: 1,900 0D450nm
Sample 1 Co/S > 1.1 positive
Sample 2 Co/S < 0.9 negative

R. PERFORMANCES

Evalualion of Performances has been conducted in accordance
lo whet reported in the Common Technical Specifications or
CTS (art, 5, Chapter 3 of VD Directive 98/79/EC).

1. LIMIT OF DETECTION

in absence of an mlemational standard, the sensilivity of lhe
assay has been calculaled by means of the product named
Accurun n® 127 supplied by Boslon Biomedica Inc, — USA

The table below reports the ©OD450nm shown by Lhis
preparation when diluted in Felal Calf Serum to prepare a
limiting dilution curve, in three different iots,

CofS values

DABLCE Lotk [ DABCE ' Lot¥® [ DAECE  Lot#
1102 & 0 o403
|-Accuun | ODA50 | CoiS | OD450 | CofS | OD450 | Cois
Bi27 nm walue nm value | nm | value |
T A7 X 158 Z
F 187 2E 179 .
ax 230 21 202 FX
Bx 208 271 E
Aix 417 2 402 K
Jex 514 3 482
adx 7T 705
128x 063 ) 015
CTRL {-} L 484 A 114

2. DIAGNOQSTIC SPECIFICITY AND SENSITIVITY

The diagnoslic performances were evaluated in a clinical trial
conducted by lhe Deparment of Gastro-Hepatology, Prof
M.Rizzetlo, S.Giovanni Battista hospital, Torino, Italy, on more
than 400 samples against a reference kil
Negative, positive and potentially interfe
examined in the trial,

Bolh plasma, derived with different standard techniques of
preparation {citrate, and sera have been
used to determine the specificity. No false reaclivity due to the
method of specimen preparation has been observed.

Results are briefly reported in the lables below:

g samples were

3. PRECISION

The mean values obtained from a sludy conducted on two
samples of different anti-HDV antibody reactivity, examined in
16 replicates in three separate runs for three Iols of product, is
reported below:

DAB.CE: lot #1102

Megative Contral (N = §

Keest wilkien st rin Zrd ron. & 3 nun Averane
vah
OO 450nm 2343 2828 | 2.401
Std Deviation 0113 o108 | 0114
CV 4 48 4 1 a7
Calibrator [N = 16
Mean walues 151 riany Drick rLin 37 Avarage
: vl
0298 0.289 0286 0.2a1
0,023 ooy 0026 0.025
FiF 0 81 B
] 15 7 L7 17
DAB.CE: lot #0103
Megative Controd (N = 16)
Maan valkes [ 2o Tun 37 un Average
i
OD45¢nm | 2208 2,237 2.245 2230 |
Std Deviation 0.105 cand 0187
47 48 A 48 |
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A.INTENDED USE

Competitive Enzyme ImmunoAssay (ELISA)  [lor the
determination of  antibodies to Hepalitis B core Antigen in
human plasma and sera.

The kit is intended for the screening of blood units and the
follow-up of HBV-infected patients

For “in vitro” diagnostic use only.

B, INTRODUCTION
The World Health Organization (WHO) defines Hepatitis B as
follows:

“Hepatitis B is onc 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 onc 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 cyes (aundice); dark urine: extremc Fatigue;
nausea; vomiting and abdominal pain, It can take several
months to a year to fecl fit again, Hepatitis B virus can cause
chronic infection in which the patient never gets rid of the
virus and many years later develops cirrhosis of the liver or
liver cancer.

HBYV is the most serious type of viral hepalitis and the only
type causing chronic hepatitis for which a wvaccine 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
. However, HBV is 50 ta 100 times more infectious than
HIV. The main ways of getting infected with HBV are: (a)
perinatal (from mother to hahy at the hirth); (b) child- to-
child transmission; (¢} unsafe injections and trunsfusions; (d)
sexual contact,

Worldwide, most infections occur from infected mother to
child, from child to child contact in househald settings, and
from reuse of un-sterilized needles and syringes. In many
developing countries. almost all children hecome infected
with the virus. In many industrialized countries (e.g.
Western Europe and North America), the pattern of
transmission is ditferent. 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

Heparins & virus_is_not_spread by contaminated—food_or
watert. 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 Eust and
Indian sub-continent, about arc chronically infecled.
Inlection is less common in Western Eurupe and North
America, where less than 1% are chronically infected

Young children who become infected with HRV are the most
likely to develop r 90%
infocted during the first year of life t

nd 3¢ to 50% of
children infected between 1 to 4 years of age develop chronic

chronic infection. Ab

of infants

antibodies to HBcAg present in the sample.

infection. The risk of death from HBV-related liver caneer or
cirthosis is approximately 23% for persons who become
chronically inlected during childhood

Chronic hepatitis B in some patients is treated with drugs
alled interferon or lamivudine, which can help some
atients. Paticnts with cirrhosis are sometimes given liver
transplants, with varying success. It is preferable to prevent
this discasc with vaccine than to try and cure it.

Hepatitis B vaccine has an outstanding record ol salety 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 vaceine 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 rale of chronic
inlection has been reduced to less than 1% in immunized
groups of children. Since 1991, WHOQ has called for all
countries to add hepatitis B vaccine inte their national
immunization programmes "

Hepatitis B core Antigen (or HBcAg) is the major component of
the core particles of HBV.

HBcAg is composed of a single polypeptide of about 17 kD that
is released upon disaggregating the core parlicles; the anfigen
contains at least one immunological determinant.

Upon primary infection, anti HBcAg antibodies are one of the
first markers of HBV hepalitis appearing in the serum of the
patient, slightly iater than HBsAg, the virai surface antigen.

Anti HBcAg antibadies are produced usually at high titers and
their presence is detectable even years after infection. Isolated
HBcAb, in absence of other HBV markers, have been observed
in infecied bicod units, suggesling the use of this test for
screening HBY, in addition of HBsAg,

The cetermination of HBzAb has become important for the
classification of the [ agant, logether with the detection of the
other markers of HBV infection, in sera and plasma,

C. PRINCIPLE OF THE TEST

The assay is based on the principle of competition where the
anlibodies in the sample compete with a manaclonal antibody
for a fixed amount of antigen on the solid phase.

A purified recombinant HBcAg is coated to the microwells.

The palient’s serum/plasma is added to the microwell together
with an additive able lo block interferences present in the
sample,

In the second incubation after washing, a monoclonat anlibody,
conjugaled with Horseradish Peroxidase (HRP) and specific for
HBcAg is added and binds to the free rec-HBcAg coated on the
plastic.

After incubation, microwells are washed o remave any unbound
conjugate and then the chromogen/substrate is added. In the
presence of peroxidase enzyme lhe colodess subslrate is
hydrolyzed to a colored end-product.

By is inversely proporiionai iv the amauni_of

D. COMPONENTS

Each kit cont:

s sufficient reagents ta perform 96 tests.

1. Microplate E

8x12 microwell slrips coated with recombinant HBcAg and
sealed info a bag with desiccanl. Allow the microplale to reach
room temperature before opening; reseal unused strips in the
bag with desiccant and store at 2..8T.
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2. Negative Control E

1x1.0mlfvial. Ready to use. Contains 5% bovine serum albumin,
10 mM phosphate buffer pH 7.4 +/-0,1, 0.09% sodium a.
0.1% Kathon GC as preservatives. The negalive contral is pale
yellow calor coded.

3. Positive Control E

1x1.0ml/vial. Ready to use, Contains 5% bovine serum albumin,
anti HBcAg antibodies at a concentration of about 10 PEI U/ml,
(calibrated on PElI HBc Reference Material 82), 10 mM
phosphate buffer pH 7.4 +-0.1, 0.09% sodium azide and 0.1%
Kathon GC as preservatives. The positive control is green color
coded.

4. Calibrator I|O>_|

n®1 vial. Lyophilised. To be dissolved with EIA grade water as
reported in the label. Contains fetal bovine serum, human
antibodies to HBcAg at a concentration of 2 PEI Wml +/-10%
(calibrated on PEI HBc Reference Malerial 82) and 0,1% Kathon
GC as preservative,

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

5. Wash buffer concentrate m@)MImC_u NON

1x60mi/bottle. 20x concentrated salution
Once diluted, the wash solution contains 10 mM phosphate
buffer pH 7.0+/-0.2, 0.05% Tween 20 and 0.1% Kathon GC.

6. Enzyme Conjugate [CONJ]

1x16ml/vial, Ready-to-use salution. Contains 5% bovine serum
albumine, 10 mM t buffer pH 6.8 +/-0.1, Horseradish
peroxidase conjugated mouse monaclanal antibody to HBcAg in
presence of 0.3 mg/ml gentamicine sulphate and 0.1% Kathon
GC as preservatives. The componenl is red colour coded

7. Chr UBS TME
1x16mlfvial Oo_.:mSm a mo mM n_:m»m -phosphate buffered
solution at pH 3.6 +-0.1, 0.03% tetra-methyl-benzidine (TMB),
0.02% hydrogen peroxide (Hz02) and 4% dimethylsulphoxide
Note: To be stored protected from light as sensitive to
strong iflumination,

g

8. Specimen Diluent [DILSPE

4x3milfvial. 10 mM buffered solution pH 8.0 +/~0.1 containing
0.1% Kathon GC for the pre-treatment of samples and controls
in the plate, blocking interference.

Note: Use all the content of one vial before opening a
second one. The reagent is sensitive to oxidation.

9. Sulphuric Acid H2S04 0.3
1x15mlfvial. Contains 0,3 M H2S0s solution.
Altention: Irritant (Xi R36/38; S2/26/30)

10. Plate sealing f

n°2

11. Instruction manual n°1

m MATERIALS REQUIRED BUT NOT PROVIDED
Calibrated Micropipettes (100ul and 50ul} and dispasable
plastic—tips:

2, EIA grade water (double distilled or deionised, charcoal
trealed lo 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 +37C.

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

and with 620-630nm (blanking) filters.

Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

~

ﬂ WARNINGS AND PRECAUTIONS

18,

The kit has lo be used by skilled and proper!
lechnical personnel only, under the supervi
medical doctor responsible of the laboratory.
When the kit is used for the screening of blood units and
bleod components, it has to be used in a laboratory
certified and gqualified by the national authority in that field
(Ministry of Health or similar entity) to carry out this type of
analysis.

All the personnel involved in performing the assay have to
wear proleclive jaboratary thes, taic-free gioves 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 Cenler for Disease Control, Atlanta,
U.S. and reported in the Nafional Institute of Health's
publication: “Biosafety in Microbiological and Biomedical
Laboratories”, ed. 1984,

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

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, Pratect the Chromogen (TMB) from
sirong light and avoid vibration of the bench surface where
the test is underiaken.

Upon receipt, slore the kit at 2-8T into a temp erature
controlled gerator or cold room!

Do not interchange components between different lots of
the kifs. Tt is recommended ihal components between two
kits of the same (ot should not be interchanged.

Check thal the reagents are clear and do nol contain
visible heavy particles or aggregales. If not, advise the
labaratory supervisor to initiate the necessary procedures.
Avoid  cross-contamination  between  serum/plasma
samples by using disposable tips and changing them after
each sample.

Avsid stion between Kit reagenis by using
disposabie lips and changing them between the use of
each ane.

Do not use the kit after the expiration date stated on
external (primary conlainer) and internal {vials) labels,
Treat alf specimens as potentially infective. All human
serum specimens should be handled at Biosafety Level 2,
as recommended by the Center for Disease Control,
Aflanta, U.S, in compliance with what reported in the
Institutes  of Health's  publication:  “Biosafety in
Microbiological and Biomedical Laborataries”, ed. 1984.
The use of disposable plastic-ware is recommended in the
preparafion of the washing solution or in transferring
components into other containers of automated
workslations, in order to avoid contamination

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
subslances, In parlicular, liquid wasle 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

heal

trained
n of a

Ss-contar

activation by aulscisvs &l

121C for 20 min
Accidental spills have lo be adsorbed with paper lissues
soaked with household bleach and then with water.
Tissues should then be discarded in proper containers
designated for laboralory/hospital waste.

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

Other waste materials generated from the use of the kit
wamau_m‘ tips used for samples and controls, used
d as potentialiy infective and
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disposed according lo national direclives and laws
concerning laboratory wasles.

Q SPECIMEN: PREPARATION AND RECOMMANDATIONS
Blood is drawn mmm_u:nm=< by venepunciure and plasma or
serum is prepared using standard technigues of preparalion
of samples for clinical laboratory analysis.  No influence
has bsen observed in the preparation of the sample with
citrate, EDTA and heparin,

2. Avoid any addilion of preservalives to samples; especi
sodium azide as this chemical would affect lhe enzymalic
activity of ihe conjugate.

3. Samples have to be cleary identified with codes or names

in arder 1o avoid misinterpretation of results.  When the kit

is used for the screening of blood units, bar cade labeling
and electronic reading is strongly recommended.

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 al +2°.8T for up to five
days after collection. Far longer storage periods, samples
can be stored frozen at —20T for several months.  Any
frozen samples should not be frozenithawed more than
ance as this may generate particles that could affect the test
resuli.

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

ES

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened has nol pointed out any
relevant loss of activity up o & re-uses of the device and up to 6
months.

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

In this case, call Dia.Pra's customer service,

Unused strips have to be placed awnx _:m_nm the aluminum
pouch,
+2°.8T. After first opening, remaining s
humidily indicator inside the desiccani bag turns from yellow to
green.

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

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

4. Calibrator:
Add the volume of ELISA grade water, reporied on the label, to
the lyophilised powder; let fully dissolve and then gently mix on
vorlex

Noie. Tie dissoived cahbrator

aliquots at —-20TC.

Siore i hozen m

5. Wash buffer concentrate:

The whole content of the concentraied solution has to be
dituted 20x with bidistilled water and mixed gently end-over-end
before use. During preparation avoid foaming as the presence
ol bubbles could impact on the efficiency of the washing cycles.
Note: Once diluted, the wash solution is stable for 1 week at
+2.8°C.

6. Enzyme conjugate:

Ready 1o use, Mix well on vortex before use.

Avoid contamination aof the liquid with axidizing chemicals, dusl
or microbes. If this component has to be transferred, use only
plaslic, and if possible, sterile disposable containers.

7. Chromogen/Substrate:

Ready lo use. Mix well on vortex befare use.

Avoid cantamination of the liguid with oxidizing chemicals, air-
driven dust or microbes. Do not expose to strang light, oxidizing
agenls and metallic surfaces.

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

8. Specimen Diluent

Ready to use solutian, Mix gently on vortex before use. Use all
the content of one vial before opening a second one. The
reagent is sensitive to oxidation.

9. Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (Xi R36/38; $2/26/30)

Legenda: R 36/38 = Irritating to eyes and skin,

S 2/26/30 = In case of contact with eyes, rinse immediately with
plenty of water and seek medical advice.

L INSTRUMENTS AND TOOLS USED iN COMBINATION

WITH THE KIT

1. Micropipeltes have to be calibrated to deliver the casrect

volume required by the assay and must be submitted to

regular decontamination (70% ethanol, 10% solution of
bleach, haspitai 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%,

Tine ELISA incubaior has to be set at +37°C (loie rance of

#0.5T) and regularly checked lo ensure lhe correct

temperature is maintained. Both dry incubators and water

baths are suilable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important ta the averal
performances of the assay. The washer must be carefully
validated and corectly optimized using the kit
controls/calibrator and reference panels, before using the kit
for routine laboratory tests. Usually 4-5 washing cycles
(aspiratian + dispensation of 350 uliwell of washing solution
= 1 cycle) are sufficient to ensure thal the assay performs
as expected. A soaking time of 20-30 seconds between
cycles is suggested. In order to set correcty their number, il

is recommended lo run an assay with the kit

controls/calibrator and well characterized negative and
positive reference samples, and check to match the values
reported below in the sections “Validation of Test” and

“Assay Performances™. Regular calibration of [he volumes

delivered and maintenance (decontamination and cleaning

of needles) of the washer has to be carried out according to
the instructions of the manufacturer.

Incubatian times have a tolerance of +5%.

The ELISA microplsie reader has io be equipped wiih @

reading filter of 450nm and with a second filler (620-630nm,

slrongly recommended) 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 oul on the well

identified in the section "Assay Procedure’. The optical
system of the reader has lo be calibrated regularly to ensure
that the corect optical densily is measured. it should be

regularly maintained according to the manufacturer ‘s

instructions

N

o
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When using an ELISA aulomated work station, all n::nm_
sleps (dispensation, incubation, washing, readi g, sha
data handling) have to be carefully set, nm__gmﬁma
controlled and regularly serviced in order to match the
values reporled 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 staiion (dispensation and washing) has
lo be validated w:a correclly set. Particular attention must
by the rnesdies used for
dispensing samples and for washing. This must be studied
and conlrolled to minimize the possibility of contamination of
adjacent wells due lo 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
setling and checking of instruments used in combination
with the kit, in order ta assure ful 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

10.

Check ihe expiration date of the kit printed on the external
label (primary container). Do not use d axpired.

O:mox that the liquid components are not contaminated by
le particles or aggregates. Check that the Chromogen
(TMB) is colourless of pale hlus by aspirating a small
volume of it with a sierle plastic pipette, Check that no
breakage occurred in transportation and na spillage of liguid
is present inside the box (primary container). Check that the
aluminium pouch, containing the microplate, is nat
punctured or damaged.

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

D_mmo_<m the Calibrator as described above and gently mix.
Allow all the other components to reach room temperature
(about 1 hr) and then mix gently on vortex all liquid
reagents,

Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according lo the manufacturers instructions. Set the right
Jcaumﬂ of washing cycles as found in the validation of the
strument for its use with the
Check that the ELISA reader is turned on or ensure it will be
turned on at least 20 minutes before reading.

If using an automaled work station, lurn on, check seltings
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
o use.

- In case of problems, do not proceed further with the test and

advise the supervisor,

M. ASSAY PROCEDURE

The assay has to be performed according to the procedure
given below, taking care to maintain the same incubation time
for all the samples being tested.

Place the required number of strips in the plastic holder
and carefully identify the wells far controls, calibrator and
samples.

Leave the A1 well emply for blanking purposes,

Dispense 50 ul Specimen Diluent into all the control and
sample wells.

Pipette 50 pl of the Negative Control in triplicate, 50 ul of
ralor in duplicate and then 50 ul of the Positive
single. Then dispense 50 ul of each of the

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

Important note: Slrips have lo be sealed with the adhesive
sealing foil, only when the test is performed manually. Do not
cover strips when using ELISA automatic instruments.

When the first incubation is finished, wash the microwells
as previously described (section (.3)

Pipette 100 pl Enzyme Conjugate in all the wells, except
A1; incubate the microplate for 60 min at +37C.

Important note: Be careful not {o touch the plaslic inner
surface of the weil wiii1 the tip fiiied with the Enzyme Conjugate
Contamination might occur.

8.

9

When the second incubation is finished, wash the
microwells as previously described (section 1.3)

Pipette 100 pl Chromogen/Substrate into all the wells, A1
included.

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

10

Incubate the microplate protected from light at room
temperature (16-24C) for 20 minutes . Wells dispensed
with negative control and negaiive samples will turn from
clear to blue (competitive method).

Pipette 100 i Sulphuric Acid into all the wel
same pipetting sequence as in step 3 to stop the enzymatic
reaction. Addition of the stop solution will ES the negative
i and negatl

12, Measure the colou
described in section 1.5 using a 450nm fitter (reading} and
a 620-630nm fiter (backgraund subtraction, sirongly
recornmended), blanking the instrument on A1,

Important notes:

1. If the second filler is not available, ensure that no finger
prints are present on the bottom of the microwell before
reading at 450nm. Finger prints couid generale false
positive results on reading.

2. Reading has should ideally be performed immediately after

the addition of the Stop Solution but definitely no fonger than
20 minutes afterwards. Some self oxidation of the
chromogen can occur leading to a higher background.

N, ASSAY SCHEME

Specimen Disent

Controls&calibrator and samples |
(A incubat

Temperature
Wash

n:ﬂ.__._._m Corjugate
2™ incubation
Temperature
Wash

T _sm___InOm s
i
Temperature
Sulphuric Acid
Reading 0D

An example of dispensation scheme is reported below:
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Microplate
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Legenda; BLK = Blan NC = Nogative Cantrol
CAL = Calibrator PC = Positive Contral S = Sample

O.INTERNAL QUALITY CONTROL

A check is performed on the controls/calibrator any time the kit
is used in order 1o verify whether the expected OD450nm or
Co/S values have been matched in the analysis.

Ensure Lhal lhe following paramelers are met:

Parameter Reqiil t
Blank well < 0,050 OD450nm valus
Negative Control > 1.000 OD450nm after
(NC) blanking

ceefficient of variation < 20%
Calibrator ColS>1
(about 2 PEI U/ml)
Pasitive Canfral < 0.200 OD450nm

1f the results of the test match the requirements stated above,
proceed ta the next section.

If they do nat, do notl proceed any further and perform the
following checks:

ProbmE ~ Cheot
§ Biank woll Thal fhe ChiomogeniGabnirali BiTon fiss fid become
0050 DO&S0Hm contamiraied durnp the mssay

Negative Contral T. that the washing procedure and Ihe wastier satngs
() are as validaled in the pre qualificalion study;

< 1000 DOAS0n 2. thal the proper wasfiing solution has been used and
beankirg the washer has been primed with it before use;

3. lhat no mistake has been done in lhe assay
crafficien pf wariaton > | procadure (dispensation of posilive conlrol instead of
0% negalive conirol;
4. that no contaminalion of Ihe negalive control or of the
wel

due to positve semples, lo spilla or to Ihe cnzymo
conjugale;
5. Ihal micropipaties have nof become conlaminaled

wilh pasitive samples or wilh lhe anzyme canjugale
6. (hat lhe washer needles are not blacked ar partially

chslnucted.
Caiibrator 1. hat the procedure Hias been corfectly perormed:
(= 2. that no mistake has occurred during its distribution

(ex. dispensalion of negalive conlral instead
3, Ihal Ihe washing procedure and Ihe washer sellings

4. lhal no extamal contaminalion of the calibratar has
ey

[ Fasitiva Control

1. that the piocetm NAs BARA Crrectly gedcred
#iEslabe e oocuried during e diszidticn
n it conial (dapansadion ol negalive control Instaad
of positive conirdl).

3. Ihal the washing procedure and Ihe washer satlings

4, thal no extemal canlaminalion of the pasilive contral

has pezurmed

if any of the above problems have occurred, reporl the problem

1o the supervisar for furlher aclions.

P. RESULTS
The resulls are calculated by means of a cut-off value
determined with the foliowing formula:

Cut-Off=(NC +PC)/5

Important note: When the calculation of resulls is performed by
the operaling 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 restits.

Q. INTERPRETATION OF RESULTS
Results are interpreted as ratio between the cut-off value and
the sample OD450nm or Co/S.

Results are interpreted according to the following table:

CofS || Intarpretation

<0.9 Negative
0.9- Equivocal

>1.1 Positive

A negative resul
by HBV.,

Any patient shawing an equivocal result should be re-tested on
a second sample taken 1-2 weeks after the initial sample.

The blood unit should not be transfused.

A pasitive result is indicative of HBV infection and therefore the
patient should be treated accordingly or the blood unit should be
discarded.

dicales that the patient has not been infected

_Euozm:n notes:

Interpretation of resufls should be done under the
supervision of the laboratory supervisor to reduce the risk of
Judgement errors and misinterpretations.

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

3. Diagnosis of viral hepatitis infection has to be taken by and
released (o the patient by a suitably qualified medical
doclor.

An example of calculalion is reported below.

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

Negative Control: 2,000 — 2.200 — 2,000 OD450nm
Mean Value: 2.100 OD450nm
Higher than 1.000 — Accepted

Positive Control:  0.100 OD450nm
Lower than 0.200 — Accepted

Calibrator: 0.400-0.360 OD450nm
Mean value: 0.380 OD450nm
Co/S>1 — Accepted

Sample 1: 0.028 OD450nm
Sample 2: 1.860 OD450nm
Sampic 1 Co/S > 1.1 positive
Sample 2 Co/S < 0.9 negative
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R PERFORMANCES

Evaluation of Performances has been conducted in accordance
to what reported in the Cammon Technical Specifications or
CTS (art 5, Chapter 3 of IVD Directive 98/79/EC).

1. LIMIT OF DETECTION:

The sensilivity of the assay has been calculated by means of
the reference preparation for HBcAb supplied by Paul Exlich
Institute (PE HBc Reference Malerial 82). The assay shows a
sensitivity of absul 1,25 PEI Uiml,

The teble below repons the CofS values shown by the FEI
standard diluted s suggested by the manufacturer to prepare a
imiting dilufion curve in Fetal Calf Serum (FCS).

PEI Wml | Lot 1007 [ Lot 0702] Lot0762:2 | Lot 1202
5

226 18.0 19.0 17.7

Z5 8.0 5.5 54 50
1.25 1.1 13 1.0 1.0
0.625 0.4 0.4 04 0.4

In addition Accurun 1 — series 3000 — supplied by Boston
Biomedica Inc., USA, was tested to determine its Co/S value.
Results are reported in the table below:

Accurun 1 —series 3000

2. DIAGNOSTIC SPECIFICITY AND SENSITIVITY
The Performance Evaluation of the device was carried out in a
trial conducted on more than total 000 samples.

2.1 Dlagnostic Specificity
Itis defined as the probability of the assay of scoring ive in

3. PRECISION

The mean values obtained from a study conducted on three lots
and on twa samples of different anti-HBcAg reactivity, examined
In 16 replicates in three separate runs is reported below:

BCAB.CE: lot # 1202

Megative Control (N = 18)

" Wean vales Tk rem Zrd run AT run: Averags
Y ! il . valle
0D 450nm 1243 1.830 1534 1835
Std. Cevistion 0,081 0.078 G103 0087
CV % 43 an 53 45
15t un’ 2nd min 3" ri Avetaps -
00 450nm 0,142 017 @148 0.146
Sid. Dawiation 0.014 0.017 0.018 018
CV % EX] 114 121 1.1
Cals 28 27 26 27

BCAR.CE: [ot # 0702

Negative Control (N = 16)

Meai vl Tatrim | =2adun | 3%mn [ AvETage
i i i enie
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QD 450nm 2162 2110 2105 2126
Sid, Devialioa 0,105 0.085 0,139 o111
CV oy 13 4z 55 52
Calibrater (N = 14
| Meanvalies T ¥stmn Znd e ERtaT Average
0D 450nm 0,182 0393 6155 01590
Std, Deviabon 0018 0.923 o018 0.020
CV% 10,0 120 CE T 10.6
Cols 25 22 23 | 23

BCAB.CE: lot # 070272

All the IVD Products manufactured by the company are
under the contral of a cedified Quality Management
System approved by an EC Nolified Body. Each lot is
submitled to a quality contral and released inlo the
market only if conforming with the EC technical

specifications and scceptance crilera,

the absence of spacific analyte. A total of more 5000 unselected
daners, including 1 time donars, were examined.

In a first study 2023 samples were lested against 2 US company
as reference. A spacificity of 95.5% was found. In a second

study 1588 samples wers examined against a E

P

company. A specificity of 99.7% was found. In the last study

1565 samples were assayed against the sama LS company; a

vaiue of 53 5% was found.

In addiion to the above population, 208 samples from

hospitalized  pallents were tested sgainst the Eumpean

company. A value of 82.3% specificity was found.

Marsover, diagnostic specificity was assessed by testing 164
tentially int ing speci fother infectious  di .

patients affected by non viral hepatic diseases, dialysis patients,

pregnant women, hemolized, lipemic, ete.) against the Eurapean

oompany, A valua aof ificity of 100% was

Finally, doth human plasma, derved with different standard

techniques af preparation (citrate, EDTA and heparin), and

human sera have been used to determine the specificity,

Na false reactivity dus ta the method of specimen preparation

has been observed,

2.2 Diagnostic Sensitivity

It defined as the probability of the assay of scoring positive in

the presence of specific analyts

373 positive specimens were tested against the European
pany. a diagnostic ftivity of 95,7 was found.

N iva Controd [N = 16
T i N T B Ve
O 450nm 2278 2098 2189
Stet Deviation 0.135 0.128 G.140
CV % 5.9 (] I 6.5
Calibrator (N = 18)
7 MEsRvaoeR |0 1stron i T Ayeraga
S 0 il
0D 4500m 0.193 0.1a0 0,129 0,934
Sid.Oeviation 0,033 0.023 0027 0.025
CV % 121 123 15 128
Cois 24 23 22 23

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

S. LIMITATIONS OF THE PROCEDURE

Bacterial contamination or heat inactivation of the imen
may affect the  abserhance valuss ol tHe- samplas  with
consequent alteration of the level of the analyte. This test is
suitable only for testing single samples and not pooled anes.
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.

Produced by
DiaPro Diagnostie Biaprobes Srl
Via G. Carducei n® 27 — Sesto San Giovanni (M1} — ltaly




[ Doc.: [INS HBE.CE/eng |

age [ 10l 9 | Rev.: 1 [201510]

E —I

[Do

| INS HBE.CE/eny,_| Page | 20l 9 | Rev 1 | 2015/10

HBe Ag&Ab

cc

- for “1

HBe Ag&Ab

Enzyme Immunoassay (ELISA) for the
determination of Hepatitis B Virus
"e" Antigen and Antibody
in human plasma and sera.

n vitro” diagnostic use only -

DIA.PRO

Diagnostic Bioprobes Srl
Via G. Carducci n° 27
20099 Sesto San Giovanni
(Milano) - Italy

Phone +39 02 27007161

Fax +39 02 26007726

e-mail: infof@diapro

A_ INTENDED USE

Enzyme ImmunoAssay (ELISA) for the determinalion of Hepat
Virus "e" Anligen and Antibody in human plasma and sera.

The kit is intended for the follow-up of acute infection and of chronic
patients under therapy.

For “in vitro” diagnostic use only.

Hepatitis B “e” Antigen or HBeAg is known lo be intimately associated
with Hepatitis B Virus or HBV replication and the presence of infectious
Dane particles in the blood.

Recently, it has been found that HBeAg is a product of proteolytic
degradation of Hepatitis B core Anligen or HBcAg, occuring in
hepatacites, whose expression is under the control of the precore region
of HBV genome.

If HBeAg is considered a specific marker of infeclivily, the presence of
anti HBeAg antibadies in blood is recognised to be a clinical sign of
recovery from infection to convalescence.

The determination of these two analytes in samples from HBV patients
has become important for the classification of the phase of lliness and as
a prognostic value in the follow up of infected patients.

C. PRINCIPLE OF THE TEST

HBeAg:

HBeAg, if present in the sample, is captured by 2 specific monoclen
antibody, in the 1* incubation.

In the 2™ incubation, after washing, a tracer, composed of a mix of two
specific anti HBsAg monacional antibodies, labeled with peroxidass
(HRP), is added to the micropiate and binds to the captured HBsAg,

The cancentration of tha bound =nzyme on the solid phase is proporfional
1o the amount of HBeAg in the sample and its activity
adding the chromogenfsubstrate in the 3™ incubation,
The presence of HBeAg in the sample is determined by means of a cut-
off vaiue that aifows for ihe semiguan ‘e detection of 1he antigen.

HBeAb

Anti HBeAg antibodies, if present in the sample, compete with a
recombinant HBeAg preparation for a fixed amount of an anti HBeAg
antibody, coated on 1the microplate wells.

The competitive assay is carried oulin two incubations, the first with the
sample and recHBeAg, and the second with a tracer, composed of two
anti HBeAg monaclonal antibodies, labeled with peroxidase (HRP).

The concentration of the bound enzyme on the solid phase becomes
inversely proportional to the amount of anti HBeAg antibodies in the
sample and its acl is detected by adding the chromogen/subslrate in
the third incubation.

The concentration of HBeAg specific antibedies in the sample is
determined by means of a cui-off vaiue ihat allows for the semi
quantitative delection of anti HBeAg antibodies.

<

D. COMPONENTS
The kit contains reagents for total 96 tests,

1. Microplate: Z__ONOV_.)‘_.W
n°® 1 coated microplate

12 strips of B breakable wells coated with anti HBeAg specific monoclonal
antibody, nostcoated with hovine serum proteing and sealed

ts 2 bag
S 2 bag

REF, HBE.CE

G Tests

opening; reseal unused slrips in the bag with desiccant and store at
2,8°C.

2. Negative Control: [CONTROL M

1x2.0mlvial. Ready ta use confrol. It contains bovine serum. 0.09%
sodium azide and 0.1% Kathon GC as preservatives.

The negative control is colorless.

3. Antigen Po: e Control: {CONTROL + A
1x1.0mlivial. Ready to use control. It contains 2% bovine serum albumin,
non infectious recombinant HBeAg, 100 mM tris buffer pH 7.4+/-0.1,
0.09% sodium azide and 0.1% Kathon GC as preservatives

green color coded.

with~desiccantAllow the rriicroplalté to reach foom temperature before

4. Anfibody Posilive Control: : [CONTROL + A5

1x1.0mifvial, Ready to use control, I contains 2% bovine serum albumin
human anti HbeAg positive plasma at about 10 PEI U/mi, 100 mM tris
buffer pH 7.4+/-0.1, 0.09% sodium azide and 0.1% Kathon GC as
preservatives. The label is red colored.

The positive conlrol is yellow color coded.

5. Antigen Calibrator:
n® 1 vial, Lyophilised calibrator for HBeAg. To be dissolved with EIA
grade waler as reported in lhe label. It conlains letal bovine serum, non
infectious recombinanl HBeAg at 1 PEi U/iml +/-10%, 0.02% gentamicine
sulphate and 0,1% Kathon GC as preservatives.

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

6. Antibody Call 3
n° 1 vial. Lyophilized calibrator for anti HBeAg antibody. To be dissolved
with EIA grade waler as reparted in the label. It contains fetal bovine
serum, positive plasma at 0.25 PEl Ufml +/-10%, 0.02% gentamicine
sulphate and 0.1% Kathon GC as preservatives. The label is red colored.
Important Note: The volume necessary to dissolve the content of
the vial may vary from lot to Iot. Please use the right volume
reported on the label.

7. Wash buffer concentrate: E

1x60ml/bottle. 20x concentrated solution.

Onee diluted, the wash solulion contains 10 mM phosphate buffer pH
T.0+/-0.2, 0.05% Tween 20 and 0.1% Kathon GC.

8, Enzyme conjugate: [CONJ

Tx1Bmilvial. Ready to use conjugate. It containg Horseradish peroxidase
conjugated with a mix of monoclonal antibodies to HBeAg, 10 mM Tris
buffer pH 6.8+/-0.1, 2% BSA, 0.1% Kathan GC and 0.02% gent
sulphale as preservatives.

The reagent is red color coded.

8. HBe Antigen: |Ag-HBe

1x10mlivial. Ready to use reagent. It contains recombinant HBeAg, fetal
bovine serum, buffered solution pH 8.0+/-0.1, 0.1% Kathon GC and
0.09% sodium azide as preservatives.

The reagent is blue caler caded

10. Chromogen/Substrate: E

1x18miivial. Ready-to-use component. It contains a 50 mM citrate-
phosphate buffered solulion at pH 3.5-3.8, 4% dimethylsulphoxide, 0.03%
fetra-methyl-benzidine or TMB and 0.02% hydrogen peroxide or Hz02.
Note: To be stored protected from fight as sensitive to strong
fitumination.

11. Sulphuric Acid: H2804 0.3 M

1x15mijvial. t contains 0.3 M H2S04 solution.
Aftention: 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

remove oxidizing chemicals used as disinfectants)
3. Timer with 60 minute range or higher,
4. Absorbent paper
5. Calibraled ELISA microplate thermoslati
+37°C.
raled ELISA microwell reader with 450nm {reading) and with
630nm (blanking) filters.

ncubalor (dry or wel) sel al

8. Vortex or similar mixing tools.
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F. WARNINGS AND PRECAUTIONS

hes lo be used by skiled and property trained technical
personnel anly, under ihe suparvision of a medical doctor responsible of
the taboratory,

2. All the personnel involved in performing the assay have to wear
protective {aboratory clothes, talc-free gloves and glasses. The use of
any sharp (needles) or cutting (blades) devices should be avaided. Al
the personnel involved should be trained in biosafety procedures, as
recommended by the Center for Disease Control, Allanta, U.S. and
reported in the zm___anm_ _S_:Su af Inm_Em n:c__nwau “Biosafety in
Microbiological and B jes", ed, 1984,

3. Al the personnal __._.__u__..mn in sample g:_._____:.m should be vaccinated
for HBV and HAV, for which vaccines are avaiabls; safe and effective

4. The Isborstory environment should be contralied sa as to avoid
contaminants such as dusi or alr-born  microbial agents, when apen g
kit vials and miceoplates and when pedforming the test, Protect the
Chremogen'Substrate (TMB) from strong fight and avoid vibration of the
bench surface where the test is undertaken,

5, Upon receipl, store the kit at 2-8°C into 2 temperature controlled
refrigeratar or cold room,

6. Do not interchangs components between different lots of the kits. It
Is recommended fhat components between two kits of the same lot
shoufd not be interchanged.

7. Check that the reagents are clear and do not contain visibie h=avy
particles or aggregates.  If not, advise the laboratory supenvisor fo inltiale
the necessary procedures.

8. Avoid cross-contamination between serum/plasma samples by Lsing
dispasablz fips and changing them after each sample.

8. Avold cross-contamination betwean kit reagents by using disposable
tips and changing them batween the use of each ane.

10. Do not use Ihe kit afier the expiration date stated on external
\primary container) and internal (viais) fabels.

1. Treal all spacimens as polentil ; . Al human serum
specimens shauld be handled at mBmmumé Level 2, a5 recommended by
the Center lor Disease Control, Atlznta, U.S. in compiiance with what
reported i the Instites of Health's publication: “Blosafety in
Microbiological and Biomedical Laboratorles”, ad, 1984

12. The use of disposable plast ts ded In the
preparation of the washing salution or in transfering camponents int
oiher containers of aulomated workstations, In order fo avold
contamination,

13. Wasle produced during the use of the kil has o be discardad in
compliance with national directives and laws concaming latoratory waste
of chemical and bicloglcal substances. In particudar, liquid waste
generated from the washing procedure, from residuais of contrels and
from samples has to be trealed as potentially infective material and
Inactivated.  Suggested procedures of inactivation are trestment with &
10% final concantration of household bleach for 16-18 hrs or heat
inactivalion by autoclave at 121°C for 20 min
T4, Accidental spills have to be adsorbed with paper tissues soaked
with :uuwmg_n_ bleach and then wilh water. Tissuss should then be
1 Proper cond. i for laboratoryhospital waste.
15, The Stap Solution is m: irritanl, In case of spllis, wash the surface
with plenty of water

16. Other waste malerials generated from e use of the kit (example
fips used for samples and controls, used micraplates) should be handied
as potentially infective and dispased according to natianal directives and
laws concerning labaralory wastes.

G. SPECIMEN: PREPARATION AND RECOMMANDATIONS

1. Blood &5 drawn aseplically by venepuncture and plasma or serum is
_u_d_um:wn_ using standard techniguss of preparation of samples for clinical
Imboratory analysis. Mo influence has been observed in the preparation

2 Avoid any addition of preservatives; especially sodium azide as this
chemical would affect the enzymatic sctivity of the conjugate, generating
false negative results.

3. Sampies have fo ba clzany idenfified with codas or names in order o
avoid misinterpratation of restlts.

4. Haemolysed and visibly hyparlipermic (‘milky”) samplas have to be
carded as they could generale false results. Samples containing
residues ol fibrin ar heavy particles or microbial flaments and bodies
shauld be discarded as they could aive rise 1o faise rasulis,

5. Sers and plasma can be sfored al <2'._ 8°C for up to five days afer
cobiection.  For longer siorage periods, samples can be slared frozen &t
—20°C for several manths. Any frozen samples should not be
freeze/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 iesting. _

H. PREPARATION OF COMPONENTS AND WARNINGS
A study conducled on an opened kit has not pointed oul any relevant loss
of activity up to 6 re-uses of the device and up to 3 months.

1. Microplate:

Allow the microplate 1o réach room iempsrature (about 1 hr) before
opening the container.  Check that the desiccant has not turned dark
green, indicating a defect in iring.

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

Unused strips have to be placed back inlo the aluminum pouch, with the
desiccant supplied, firmly Zpped end stored af +2°-8°C.

When apenad the firsl time, unused strips are stable until the humidity
indicator inside the desiccant bag tums from vellow to green.

2. Negative Control:
Ready ta usa, Mixwell on vorfex before use,

3. Antigen Positive Control:
Ready lo use, Mix well an vortex bafora use,

4, Antibody Positive Contral:
Ready to use. Mix well on vortex before use,

5. Antigen Calibrator:

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

Note: The dissolved calibrator Is not stable. Store it frozen in
aliguots at—20°C.

to the

&. Antibody Calibrator;

Add the volume of ELISA grade water, reported on the label, to the
Iyophilized powdar, let fully dissclve and then gently mix on vortex,

Note: The dissolved calibrator is not stable. Store it frazen in
aliguots at —20°C.

7. Wash buffer concentrate:

The whole conlent of the 20x concentraled solution has to be diluted
with bidistiled water up to 1200 m! and mixed gently end-over-end before
use,

During preparation avaid fosming as the presence of bubbles could
Impact on the efficiency of the washing cycles,

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

8. Enzyme conjugate:

Ready to use. Mix well on vorfex bafore use,

Avaid contam atian of the liquid with owidizing chemicals, air-driven dust
or migrobes, I n_u_.:un:m? has lo be transferred, use only plastic,
&nd if possible, sterle disposable containars.

9. HBe Antigen:

Ready fo use. Mix wall on vortex before use,

Avoid contamination of the liguid with oxidizing chemicals, air-driven dust
or microbes,  If this component has to be transferred, use oniy plastic,
and if possible, sterile disposable containers.

10. Chromogen/Substrate:
Ready to use. Mix well on vortex before use
Avoid contamination of the liquid with oxidizing chemicals, air-driven dust

___or.microbes._Do_not expose_to. strong_light, oxidizing_agents and-metallic —

surfaces.
IF this component has to be transferred use only plaslic. and If possible,
sterile disposable container.

11. Sulphuric Acid;

Ready 1o use, Mix well on vartex before use,

ention: lrritant: (H315, H31S; P280, P302+P352, P332+P313,
P305+F361+P338, PIIT+P313, P362+P363).

Leganda:

Warning H statements:
H315 — Causes ski
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Precautionary P statements:

of it with a sterile plastic pipelte. Check that no breakage occurred in

—P280 — Wear- proteclive—gloves/prolective—clothing/eye- -preteclion/face———transportation—and—no-spillage—of liquid—is—present-inside—the- box—

proleclion,

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

P332 + P313 — If skin irritation occurs: Get medical advice/attention.
P305 + P351 + P338 ~ IF IN EYES: Rinse cautiously with waler for
several minutes. Remove confact lenses, if present and easy fo do.
Continue rinsing.

P337 + P313 — If eye irritation persists: Get medical advice/attention.
P362 + P363 ~ Take off contaminated clothing and wash it before reuse

L. INSTRUMENTS AND TOOLS USED IN COMBINATION WITH THE

KIT

1. Micropipetles 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 hose parts that could accidentally come in
contact with the sample. Decontamination of spills or residues of kil
components should also be carried out regularly. j._m< should also be

regularly maintained in order to show a pre: n 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 toc 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 tesls,

3. The ELISA washer is extremely important to the overall performances
of the assay. The washer must be carefully validated and correctly
aplimized using the kit conlrals and reference panels, before using
the kil for routine laboratory tests. 4-5 washing cycles (aspiration +
dispensation of 350ul/well of washing solution = 1 cycle) are sufficient
lo ensure that the assay performs as expected, A scaking time of 20-
30 seconds between cycles is suggested. In order to set correctly
their number, it is recommended to run an assay with the kit controls
and well characterized :mmwz<m and uo ve reference mm_._._u_mm and

norted

Quality Control”. Regular calibration n__ "Tm ___._E.:mm delivered by, n_;..._
maintenance [decontamination: and cleaning of needles) of the
washer has 1o be camied oul according to the (nstructions of the
manufacturer,

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

5. The ELISA reader has to be equipped with a reading fiter of 450nm
and with a second filter (820-830nm, strongly recommended) for
bianking purposes Blanking is cared out on the well identified in the
seclion “Assay Procedure”. The optical syslem of the reader has 1o
be calibraled regularly lo ensure the correct optical densily is
measured. It should be regulary maintained according to the
manufaclurer 's instructions.

6. When using an ELISA automated work station, all critical steps
{dispensation, incubation, washing, reading, data handling} have to
be carefully set, calibrated, controlled and regularly serviced in order
to match the values reported in the section “Internal Quality Control™.
The assay protocol has to be installed in the operating system of the
unit and validated as for the washer and the reader, In addition, the
liquid handling part of the station (dispensation and washing) has lo
be validated and correctly set Particular attention must be paid to
avoid carry aver 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

——— excoed 20-30 units per run.

7. DiaPro's customer service offers support to the user In the setiing
and checking of i used in combi the ki, In order
1o assure compliance with the requirements described, Support is
also provided for the instaliation of new instruments to be used wilh
the kit.

L. PRE ASSAY CONTROLS AND OPERATIONS

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

Check that the liquid components are not contaminated by le
paricles or aggregates. Check lhat the Chromogen/Substrate
(TMB+H202) is colourless or pale blue by aspiraling a small volume

(primary container). Check that the aluminium pouch, containing the
microplate, is not punclured or damaged.

3. Dilute all the content of the 20x concentrated Wash Solution as

described above.

Dissolve the Calibrator as described above and gently mix.

Aliow all the other components to reach room lemperature (about 1

hr) and then mix gently on vortex all liquid reagents.

6. Set the ELISA incubator al +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
found in the validation of the instrument for its use with the k

7. Check thal the ELISA reader is turned on or ensure it will be lurned
on at least 20 minutes before reading.

8. If using an aulomated 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.

g

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

M. ASSAY PROCEDURE

The assay has to be performed according 1o the procedure given below,
taking care o maintain the same incubation lime for all the samples being
tesled.

A) HBe Antigen:

Place the required number of strips in the plastic holder and carefully

identify the wells for cantrals, calibrator and samples.

Leave the A1 well emply for blanking purposes.

Pipette 100 pl of the Negative Control in triplicate, 100 ul of the

>::mm: Calibrator in duplicate and then 100 pl of the Antigen Positive

4. Then dispense 100 pl of samples in the praper wells

5. Check for the presence of samples in wells by naked eye (there is a
marked colour difference between empty and full wells) or by reading
atd ipies shiow OD values higher than 0.100).

6. [ncubate the micraplate for 60 min at +37°C.

(SN]

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

7. When the first incubalion is finished, wash the microwells as
previously described {section 1.3)

ispense 100 pl Enzyme Conjugale in all wells, except for A1, used

for blanking operalions.

8

Important note: Be careful not to touch the inner surface of the well with
the pipette tip and not fo immerse the top of it into samples or controls.
Contamination might occur.

9. Check that the reagent has been dispensed properly and then
incubate the microplate for 60 min at +37°C

10, When the second incubation is finished, wash the microwells as
previously described (section 1.3)

11, Pipeite 100 pi Chromogen/Subsirate inlo all the wells, A1 included.

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

-12-Incubate- the- microplate-protected-frony light—atroom—temperature-
(18-24°C) for 20 minutes. Wells dispensed with posilive control and
positive samples will turn from o_mmﬂ to blue

13, Pipette 100 ul Sulphuric Aci the wells using the same
pipetling sequence as in step 11. Addition of the stop solution wi
turn the positive control and posifive samples from blue to yellow.

14, Measure the color intensity of the solution in each well, as described
in section .5 using a 450nm filter (reading) and a 620-630nm filter
(background subtraction, strongly recommended), blanking the
instrument on A1,

B) HBe Antibody:

Place the required number of strips in the plastic holder and carefully
identify the wells for controls, calibrator and samples
2. Leave lhe A1 well emply for blanking purposes.
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7.

Pipette 50 pl of the Negative Conlrol in triplicate, 50 Wl of the
W::anw\ Calibrator in duplicate and then 50 pl of the Antibody
e Control in single.

Then dispense 50 pi of samples in the proper wells.

Check for lhe presence of samples in wells by naked eye {there is a
marked color difference between empty and full wells) or by reading
al 450/620nm (samples show OD values higher lhan 0.100).
Dispense then 50 ul of HBe Antigen in all the wells, except for A1.
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 i

8.

9

When the first incubation is finished, wash the microwells as
previously described (section 1.3)

Finally proceed as described for the HBeAg assay from point 8 to the
last one.

Important notes:

1

If lhe second filter is nol available, ensure thal no finger prints are
present on the bottom of the microwell before reading at 450nm.
Finger prints could generate false positive results on reading.
Reading should ideally be performed immediately aRer 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.

The Calibrator (CAL) does not affect the cut-off calculation and
therefore the test results calcuiation. The Calibrator may be used only
when a laboratory internal quality control is required by the
managerment.

N. ASSAY SCHEME

HBe antigen test

Controls and calibrator 100 ul
100 ul
1" inc i 60 min
| Temperature +37'C
Wash stap 25 cydles
Enzyme Conjugate 100 ul
27 incubation &0 min
Temperature +3PC
Wash step 4.5 aydles
TMBHZO02 mix 100
3" incubation 20 min
Temperature rL
| Sulphuric Acid 100 ul
Reading QD 450nm

HBe antibody test

Conirels and  calibrator S0 ul
| Sampies 50 ui
Neutralising antigen 50wl
1% incubation &0 min
Temperature +37°C
| Wash step 4-5 cyeles
Enzymalic conjupate 100
27 incubation _E0 min
Temperature +37'C
Wash stap 4-5 cycles
TWEB/HZOZ mixturs 100 uf
3™ incubation 20 min
Temperaiure ri
Sulphuric Acid 100 ul
Reading 30 450nm

An example of dispensalion scheme is reported below:
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Microplate

12

= Negaiive Contro!

/' CAL = Calitesiors Il 5 = Sampl
0. _Z.HMWZE. QUALITY CONTROL
A validation check is carried out on the controls any lime lhe kil is used in
order to verify whether the performances of the assay are as qualified.

Control Ihat Lhe following dala are matched:

HBe Antigen
Check OD450nm
Biank well = 0,700 ©0450nm
Megative Condrol [NC) | < 0. ._mo DD450nm after blanking
of variation < 30%
Antigen Calibrator S/Co =20

Positve Contrgl (PC) | > 1.500 0D450nm

HBe Antibody

Check CU450nm i
Slank wel < 0,100 OD450nm |

Megaiive Control (NC) | = 1.000 OD450nm after blahking
coefiicient of varation < 10%

Antihady Calibrato 0OD450nm < NC/1.5
Pasitive Contral (FC} | ODAS0nm < NCHD

I the results of the test match the requirements slated above, praceed to
the nexi section.

If they do not, don't proceed any
checks:

HBeAg
Problem Z G
Blank well 1 _u._w_ the n:_a_._..umu_.___w.._nﬁ—d_n solution has
> 0100 OC4500m | nal bacome during the assay
Negative Control 1. that the washng procedure and the washer

(N seltings are as validaled in the pre qualification
>0.150 0D450nm sludy;

after blanking 2, that the proper washing solution has been
used and the washer has been primed with it
before use;

3. that no mislake has been done in the assay
procedure {dispensalion of posilive conrol
slead oi negalive conlrol);

4. that no cantamination of lhe negalive control
or of the wells where lhe conlrol was dispensed
has occurred due lo posilive samples, la s
or lo the enzyme conjugate;

5 thal micropipelies have nof become
contaminated with positive samples or wilh the
enzyme conjugate

3 5m" _:m washer needlez are not blocked of

coefficient of
variation > 30%

Calibrator
8/Ca<2

7. Ihat the procedurs has besn cormeclly
performed

2. thal e mislske has ooourred Tdusing
distribulion (ex,: dispensalion of negalive
control instead);

3. Ihal lhe washing procedure and lhc washer
sellings are as validated in the pre qualification

that no external contaminalion of the
ibralar has ooeurmed.

Important note: When the calculation of results is performed by the
onerating sustem of an ELISA aptomated work station, ensure that the

operating systel 2n ELIS = station, 2t ¢,

Positive Control
< 1.500 OD450nm

1. that the procedure has been correcily
performed,

2. thal no mistake has occi
distribution of the control

3. that the washing procedure and lhe washer
seflings are as validaled in the pre qualificalion
sludy;

4. that no exlernal contaminalion of lhe posilive
contred has pecused,

* 0,100 OD450mm
Negative Control
INE)

= 1.000 OD450nm
efer banking

coefficent of
vatalion > 10%

HBe antibody
Problem Check
Blank well 1, thal the Chromogen/Subatrate sctution has

not became contsminatad dusing the asss;
1, thal tha washing procedure and the washer
seftings are as validaled in the pre qualification
study;

2. thal the proper washing solulion has been
used and the washer has been primed with it
belore use;

3. that no mistake has been done in the assay
procedure (Ex.: dispensation of positive conlrol
instead of Jmmm_zm controt; no n_mvm:mw ion of
the Anligen; no disp of the
Enzyme Conjugale)
4. {hat no contamination of the negalive control
or ol the wells where the control was dispensed
has occurre
5. that a_mau_um.am have not become

ODasinm > NOLS

1. that the procedute has been correclly

periorrned;

2. thal no mislake has occurred during ils

gisiribution  {ex: dispensation of negative

conlrol inslead; no  dispensation of the
izing Antigen; no of lhe

Enzyme Conjugate);

3. thal the washing procedure and lhe washer

setlings are as validaled in the pre qualificalion

study;

4. thal no external conlaminalion of the

calibralor has occurred.

Positive Contral
ODe50am = NCAD

1. (hat the procedure has been correctly
perfarmed,

2. that no mistake has occurred during the
distribulion of the control;

3. lhat the washing procedure and he washer
gs are es validaled in the pre qualific

sludy;
4. that no exlernal contamination of the posilive
conlrol has oceurred.

If any of the abave

supervisor for further actions.

P. CALCULATION OF THE CUT-OFF

The results are calculated by means of a cut-off value delermined with

the following formula:

HBoAn:

CroH

The <m_rm found for the lesl is us:
ed in the next paragraph.

NC + 0.100 = Cut-Off (Co)

{NC + PC) / 3 = Cut-Off (Co)

prablems have occurred, report the problem to the

ad for lhe interpretalion of results as

proper formulation is used (o calculate the cuf-off value and generale the
correc! interpretation of results.

Q. INTERPRETATION OF RESULTS
Resulls are inlerpreted as follows:

HBeAg:
SiCo f Interpretation
<03 I Negative
08g-1 | Equivacal
> 1.1 1 Positive
HBeAb:
Cals i T
<09 Negative |
09-1.1 Equivocal |
=11 Posilive ]
Note:

S = 0D450nm of the sample
Co = cut-off value

An example of calculation for HBeAg assay I1s reported below,

The 3=o§.:© data must not be used instead or real figures obtained by
the u

Negative Conlrol:  0.020 — 0.030 — 0.025 OD450nm
Mean Value: 0.025 0D450nm

Lower than 0.150 — Accepted

Positive Control:  2.489 OD450nm

Higher than 1,500 — Accepted

Cut-Off = 0.025+0.100 = 0.125

Calibratar: 0.520 - 0.540 OD450nm
Mean value: 0.530 OD450nm

S/Co higher than 2.0 — Accepted

S/Co=4.2

Sample 1: 0.030 OD450nm
Sample 2: 1.800 0D450nm
Sample 1 5/Co < 0.9 = negative
Sample 2 S/Co > 1.1 = positive

An example of calculation for HBeAb is reported below.

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

Negative Control:  2.100 — 2.200— 2,000 OD450nm
Mean Value: 2.100 OD450nm
Higher than 1.000 — Accepted

Pasitive Control: ~ 0.100 OD450nm
Lower than NC/10 — Accepted

Cut-Off = (2.100 + 0.700) /3 = 0,733
Calibrator: 0.720-0.760 OD450nm
Mean value: 0.740 OD450nm
0D450nm < NC/1.5 — Accepted

Sample 1: 0.020 OD450nm
Sample 2: 1.900 OD450nm
Sample 1 Co/S > 1.1 positive
Sample 2 Co/S < 0.9 negative
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Important notes:

1. Interpretation of resulls should he done wider the supervision of tha
lahgrstory difeclar to reduce the risk of judgment emors and
miginterpretations.

2, The Identification of the clinical status of a HBV patient (acufe,
chronic, asymptomalic hepatitis) has fo be done on the basis also of
the other markers of HBV infection (HBsAg, HBsAb, HBcAb,
HBclgM);

3. When test resulls are transmitted from the laboratory to another
facility, aftention must be paid fo avold erronecus data transfer.

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

R. PERFORMANCE CHARACTERISTICS
A) HBeAg

1. Limit of detection
it of detection of the assay has been calculated by means of the
Intermational Standard for HBeAg, supplied by Paul Erlich Institute (PEI).
The data obtained by exam
reporied in the table betow,

me

Inc., USA, has been tested, upon dilution in FCS. Results are reported for
three lots of products.

in addition the preparation Accurun # 51, produced by Boston Biem:

BBI's Accurun 51 (S/Co)

HBECE| 1%
Lotin |
003 | 44
1032 | 41
0303 | 4.0

2. Diagnostic Sensitivity:

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

Positive samples were collecled from different HBYV pathologies (acute,
chronic) bearing HBeAg reactivity.

An overall value = 98% has been found in the study canducted on a lotal
aumber of more than 200 samples.

Moreover the Panel of Seroconversion code PHM 9358, produced by
BBI, was examined.

Data are reported below and compared with those reported by BBI for
two other commercial producls.

HBEEE
Site

32 L1 -

Finally the Performance Panel code PHJ 201, produced by B
tesled. Data are reported below and compared with those reported by
BBI for an other commercial product.

Memniber | PEFLmI | HEECE | Borin B4
= 1 {33
3
a
1
z
38
Y .
L) 16.6
i A
<1 ¥
<1
20 - .
21 - .
22 -
23 - 3
29 B .2
25 - ¥

3. Diagnostic Specificity:

The diagnoslic specificity has been delermined on panels of negative
samples from narmal individuals and bload donors, classified negative
with a FDA approved kit.

Both plasma, derived with different standard techniques of preparation
{citrate, EDTA and heparin}, and sera have been used to determine the
specificity.
No false reactivily due to the method of specimen preparalicn has been
observed,

Frozen specimens have alse been lested to check whether this interferes
wilh the performance of the lest. No interference was observed on clean
and parficle free samples,

Samples derived from patients with different viral (HCV and HAV) and
non viral pathologies y interfere with the test were
examined.

No cross reaction were observed.

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

4. Precision

It has been calculated on two samples examined in 16 replicate in three
different runs on three lots.

The values found were as follows:

HBE.CE: lot # 0103

Negative Cantral {N = 1§)

Mean s 1 dstrn -2nd fun Srur | Average velie
O 450nm 0.030 o.ozy .03z 0.02g
Sta, Deviation 0.002 0002 0,003 0.002
OV % T B2 78 TH

PEl 1 Uimd (N = 18]
Bzsiniv; S

: Istrun [ Zndrun A n Avrngs vajus
0.563 0553 0.575 0.568
.02y 0,023 0.02& o028
ar 53 48 a8
a4 4.4 44 a4

HBE.CE: lot # 0103/2

Negative Controf [N = 15}

Mean vainer’ sty ond run AT enc [ Average velue
a0 450nmm 0.033 0.031 O30 9032
Etd Daviston 0003 0003 [N, e 0.003
(= s BS 74 B0
PELT UWiml (N = 16
Meanvalies T fslrn “Znd run 3 un Averiign valus
H 0.555 0573 0,568 0.56%
L 0.026 0025 0.024 0.025
I a7 43 a4z a4
[ SiCo Az a4 i 43
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HEE.CE: jat #0303

Negative Contral (N = 16)

Mean usiues 1atrun _ Zndun oy
00 450nm 0028 0.034 0.038
Std, Devistiesn 0.003 0.003 0,004
CV % ar 9.8 B2
PEL 1 Liml (N = 16)
Mean vajes Istruey’ o Dndun ErTT) Aueinnge valus-
OD 450nm 0.578 0.573 0584 2572
Std. Deviafion 0003 0.028 0.025 0025
CV % 1 45 A5
SICa 45 41 43

1. Limit of detection

The fimit of detection of the assay has been calculaled by means of the
Internalional Standard for HBeAb, supplied by Paul Erlich Institute (PEI),
The data obtained by examining the limil of delection on three Iots is
reported in the table bejow,

HEE.CE
LotiD
0103
| 010372 |
0303

In addition the preparation Accurun # 52, produced by Boston Biomedica
Inc., USA, has been tested, upon diluticn in FCS, Resulls are reported for
three lots of products.

Accurun 52 (Co!S)
(HBEEGE |1 x| 2%
[otm]

0103 | 16| 08
0103z [ 1.0 08

0303 |10] 08

2. Diagnostic sensitivity:

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

Positive samples were coliected from differenl HBV pathalegies bearing
anti HBeAg antibody reactivity.

An overall value > 98% has been found in the study conducted on a tatal
number of more than 200 samples.

Moreover the Panel of Seroconversion code PHM 935B, produced by
BB, was examined.

Dala are reparted below and compared with those reported by BBI for
two ather commerc

Sample | HEE.CE | Abbon BIA

(] Eois | ‘cols

Fil B 04

27 ] [k X
23 = . X
24 . . X
25 E
75 X ;

27 X B
]

29 X ;

E X ]
31 K 1 1
EH) i 1 10

Finally the Performance Panel code PHJ 201, produced by BBI, was
lested. Data are reporled below and compared with those reporied by
BBI for an other commercial producl.

Muombet | PEFENmE | HEE.CE | Soan EIA

. 03
2 - 0.2 [
3 +: 0.z 03

4 - . A
E = X
G .
7 e L &
n ; ¥
ki - £
1 -. i
1 z 44 ;
1 1
<1 o =
=50 1208
=1 ia_ |
5 1 FiK]
1 |-
i1 473
2 0.0
2 6 807
K . 05
74 =1 1.3
75 50 167.4

3. Diagnostic specificity:
ty has been delermined as described befare for

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

4. Precision:

It has been calculated on two samples examined
different runs on three lots

The values found were as follows:

16 replicate in three

HBE.CE: fot # 0103

Megative Control (N = 15
Mpan viluss i e AT i Averege value
0D A50nm 2420 24am 2458
Std Devsation 0.323 0.150 0147 0144
CV % 52 [ 5.7 58
PEI 0.25 Wimi (K = 16)
- Mean values: igmn - ndrun Average valus
00 450nm 0.867 G.B00 0,848
Eld. Devialion 0.043 0.060 0.05%
CV % a0 75 6.1
Cals o 1.0 14
HBE.CE: lot # 0103/2
Negative Controf (N = 18]
164 fun 7 hin Awetige vl
2316 2361 2413 2383
0.127 [EET] 0,148 0,139
55 [l 6.0 59
Meanvekies | Jaimn LT
0D 450nm 0767 0.785 5
Std. Devialion 0041 0.04E 0046
=LY 54 (=] R
Co's 10 I 10 1.0
HBE.CE: lot #0303
HNegatlve Control (N = 16)
Haan values. fet un 2ndun. f- 37 un Averape valise
00 450nm 2313 2415 2437 2335
S1id.Deiiation 0.t45 0,155 0.158 0153
CV % 6.3 G4 6.5 64
PES 0.25 Wiml (N = 16)
i Meanvaluss Tstrun o) Rhdun AMrn - [PAverags valos
GO 4500m 0850 OBET 0.876 0534
Sid.Devmtion 0052 0,051 0,048 G.O30
CV & a.1 58 55 S5E
Cais 0.8 | Lo 1.0 1.0
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S. LIMITATIONS

Frozen samples conlaining fibrin particles or aggregates may generale
false positive resilts.

Bactarial ¢ i in or heat ir on of the specimen may affect
the absarbance values of the samples with consequent alteration of ihe
lavel of the analyle,

This test is sultable only far testing single samples and nat poaled anes.
Diagnosis of an infectious disease should not be establishad an the basis
of a single test resull.  The palient's cal history, symptomatology, as
well as other diagnostic data should be considersd.
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HCV Ab

REFCVAB.CE
96,192 480,960 Tesls

A.INTENDED USE

Version 4.0 Enzyme ImmunoAssay {ELISA) for the
determination of  antibodies to Hepalitis 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

.is((1<
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 parcnterally transmitted "non A, non B
hepatitis" until identification of the causative agent in 1989,
The discovery and characterization of the hepatitis C virus
(HCV) led to the understanding of its primary role in post-
transfusion hepatitis and its tendency to induce persistent
infection,

HCV is a major cause of acute hepatitis and chronic liver
discase, including cirrhosis and liver cancer Globally. an
estimated 170 million pevsons 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. (rom a global
perspective, the pgreatest impact on hepatitis C disease
burden will likely be achieved by [ocusing efforts on reducing
the risk of HCV transmission from nosocomial exposures (e.g.
blood transtusions, unsafe injection practices) and high-risk
behaviours {e.g. injection drug use).

Hepatitis C virus (HCV) is ane of thie virzes (A, B, C, D, and
E). which together account for the vast majority of casvs of
virgl hepatitis, It is an enveloped BNA virus in the
fuviviridae family which appears to have s narrow host
range. Humans and chimpanzees are the only known species
suzceptible to infection, with both species developing similar

lsense. An important featuré of the virus is the
relative mutability of its genome. which in turn te probably
related to the high propensity (80%) of indiding chromic
infection. HOV s ol vers] distincd penotypes
which may he impurtant in determining the severity of the
disease and the responae 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
T, even those that develop chromie infeetinn_ are s

17,
svmptomatic. About 0% of newly infected patients progress
ta develop chronic infection. Cirrhosis develops in about 10%
to 2U% af persons with chronic infection, and liver cancer
dirvalops in 1% to 5% of persons with chronis infection over &
period of 20 to 30 vears. Most patients suffering from liver
cancer who do not have hepati B virus infection have
evidence of HCV infection, The mechanisms by which HCV
infection lends to liver cancer are still unclear. Hepatitis C
alsp exacerbates the severity of underlying liver disease
whan it coexists with other heputic cunditions. In particular,
liver disease projgresses more rapidly amony persons with

:oholic liver disease and HCV infection. HCV is spread
primarily hy direct contact with human blood. Transmission
through blood transfusions thut are not screened for HCV
infection, through the reuse of inadequately sterilized
necdles, 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 hoth developed and developing countries, high risk groups
include injecting drug users, recipients ol unscreened blood,
haemophiliacs, dialysis patients and persons with multiple
sex partners who engage in unprotected sex. Tn developed
countries, it is estimated that 90% of persens 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 countrics, where
unscreened blood and blood products are still being used, the
majer means of nsmission are unsicrilized injection
equipment and unscreened bloud translusions. 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 virrhosis and/or liver cancer, The prevalence
of HCV infection in some countries in Africa, the Bastern
Meditereancan, South-East Asia and the Western Pacific
(when prevalence data are available) is high compared to
same countries in Norf TOpe.

uw
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 Ensyme
immunosarbent azsave (EIA) for the detection of HCV
specilic antibodies. FlAs can detect more than B3% of
chronically infected patients but can detect only 50% ta 70%
of acuts infections. A recombinant immunoblot assay (RIBA)
that identifies antibodies which react with individual HOV
antigens i3 often used us a supplemental test for
confirmation of @ positive ELA result,  Testing for HCV
circulating by amplification tests RNA (e.g. polvmerase chain
rewction or PCR, branched DNA assuy) is also heing utifized
for confirmation of s¢rological results as well 25 for asseesing
the effectiveness of antiviral therapy. A positive resolt
indieates 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

pursins with chronic-hepatitia © hub the cost of troatmont 25—
very high. Troatmont with interferon alone i effective in

about 10% la 20% of patients, Interfernn combined with

vibavirin is effective in about 30% te 0% of patients

Bibavirin dnes not appear to be effective when used alone.

There is no vaceine against HCV. Research is in prograss but
the high mutability of the HOV genome complicates vaccine
develupment. Lack of knowledge ol any protective immuone
raspanse fullowing HEV infection impedes vace me
research. b is ot known whether the immune system is able
to elimmate the virs,
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Some studies, however, have shown the presence of virus
neutralizing antihodies in patients with HCV infection. In
the absence of a vaccine, ull 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 nnd dental equipment:
(d) promotion of behaviour change ameng the general public
and health care workers to reduce overuse of injections and
to use safe injection practicest 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 prolein
processing.

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

C. PRINCIPLE CF THE TEST

Microplates are coated with HCV-specific antigens darved from

‘core” and “ns’ regwns encoding for consenvative  and

Immunpdominant  anligenic  determinants {Core  peplide,
ant NE3, NS4 and NS5 peplides),

id phase is first reated with the diuled sample and HOW

Ab are caplured, i present, by the antigens.

After washing out sl the athear components af the sampie, In the

2" Incubation bound HCV antibadies, 196 and ight as well, are

detected by the addition of polycional specific anti HigGaM

anfibodies, iabeiled with i {HRP).

The enzyme captured on the solid phase, ac g on the

substrale/chromogen mixlure, generates an optical signal that is

proportional o the amount of anti HCV antibadies present in the

sample, A cuf-off 4
HCV zntivody negati

ue |=| optical densities be inlerpreted

and positive resulis.

D. COMPONENTS
Code CVAB.CE contains reagents for 192 lests,

1. Microplate E

n° 2 microplates

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

2. Negative Control %

1x4.0ml/vial. Ready to use contral. it conlains 1% goat serum
proteins, 10 mM Na-citrate buffer pH 6.0 +/-0.1, 0.5% Tween 20,
0.09% Na-azide and 0.1% Kathon GC as preservatives. The
negative contral is olive green colour coded.

3. Positive Control [CONTROL 4

1x4.0miivial. Ready to use contral. 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 0.1%
Kathon GC as preservatives. The Positive Control is blue colour
coded

4. Calibrator
n® 2vials. Lyophilized calibrator. To be dissolved with the
volume of EIA grade waler 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 pht 6.0 +/-0.1, 0.3
mg/ml  gentamicine sulphate and 0.1% Kathon GC as
preservalives.

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

5. Wash buffer concentrate E

2x60mi/bottle, 20x concentrated solution. Once diluted, the
wash solution contains 10 mM phosphate buffer pH 7.0+/-0.2,
0.05% Tween 20 and 0.05% Kathon GC.

6. Enzyme Conjugate [CONJ

Ready to use and pinkired colour coded
reagent. It contains Horseradish Peroxidase conjugated goat
polyclonal antibodies to human IgG and IgM, 5% 8SA, 10 mM
Tris buffer pH 6.8+/-0.1, 0.1% Kathon GC and 0.02%
gentamicine sulphate as preservatives.

7. Chromogen/Substrate SUBS TMB]

2x16mlfvial Ready-to-use component, It contains 50
mM citrate-phosphalte buffer pH 3.5-3.8, 4% dimethylsulphoxide,
0.03% tefra-methyl-benzidine or TMB and 0.02% hydrogen
peroxide or H202.

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

8. Assay Diluent E

1x15mlfvial. 10 mM tris buffered solution pH 8.0 +-0,1
cantaining 0.1% Kathon GC for the pre-trealment of samples
and controls in the plate, blocking interference,

9. Sulphuric Acid H2504 0.3 M

1x32mi/bottle, It contains 0.3 M HzS04 solution.

Attenlion: Irritant (H315; H319; P280; P302+P352; P332+P313;
P305+P351+P338; P337+P313; PA62+P363)

10. Sample Diluent: DILSPE

2x50ml/bottle. It contains 1% goal serum prateins, 10 mM
Na-citrate e oH g G, 0.08%
and 0.1% Kathon G e used to
sample,

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

o B

a-azide

lute 1he

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 lests , as reporied below:

1. Microplate n"1 n°s 10

| 2.NegativeControl | 1x2.0mlivial 1x10mlvial 1x20 mitvial
3.PositiveContral | 1x2 Omlivial 1x10mivial 1x20,mitvial
4 Calibrator n° 1 vial n® 5 vials n° 10 vials
5 Wash buff conc 1x60ml/botte 5x80mi/botlles | 4x150ml/botlles |
6.Enz. Conjugate 1x16mlivial 2x40mlibotiles | 4x40ml/botties |
7.Chromog/Subs 1x16mlivial 2x40mlibollles | 4xd0ml/balties
8 Assay Diluent 1xBmbvial 1x40ml/baltle 1x80ml/botte
9.Sulphuric Acid 1x15mlivial 2x40mlibottle 2x80ml/botties
10 .SampleDiluent 1 i 4x1
11.Plate seal fof n°2 n° 20
32 Pagk; ingan a1
Number of tests 95 430 960
Caode CVAB CE.26 CVAB.CEAS0 | CVAB.CESED
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E.MATERIALS REQUIRED BUT NOT PROVIDED
1. Calibrated Micropipettes {200ul and 10ul) and disposable
plastic lips.

nised, charcoal trealed to
remove oxidizing chemicals used as disinfectants).

- Timer with 60 minute range ar higher.

Absorbent paper tissues.

Calibrated ELISA microplale thermastalic incubator capable

to provide a temperature of +37°C.

Calibrated ELISA microwell reader with 450nm (reading)

and with 620-630nm (bianking) fiilers.

Calibrated ELISA microplate washer,

. Vartex or similar mixing tools

EENS

o

o

F. WARNINGS AND PRECAUTIONS

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

2. When the kit is used for the screening of bload 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 enlity) 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 ihe Nalional
Institute of Health's publication: “Biosafety in Microbiological and
Biomedical Laborataries”, 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 environmenl should be controlied so as to
avaid contaminants such as dust or air-born microbial agents,
when apening kit vials and microplates and when performing the
test. Protect the Chramogen/Substrate from strong light an
avoid vibration of the bench surface where the test is
undertaken.

6. Upon receipt, stare the kit at 2.8°C into a temperature
controlled refrigerator or cold room,

7. Do not interchange components between different lols of
the kits. It is recommended that companents 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
faboratory supervisar to iniliate the necessary procedures for kit
replacement.

9. Avoid cross-contamination between  serum/plasma
samples by using disposable tips and changing them after each
sample,

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

11. Do not use the Kit after the expiration date stated on the
exiernal 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 Contral, Atlanta, U.S.
in compliance with what reported in the Institutes of Health's

before waste, Suggested procedures of inactivation are
treatment with a 10% final concentration of household bleach for
16-18 hrs or heal inactivation by autoclave at 121°C for 20 min..
15. Accidental spills from samples and eperations have lo be
adsorbed with paper lissues soaked wilh 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
wasles.

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 preparalion 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
aclivily of the conjugale, generating false negative results.

3. Samples have 1o be cleary identified with codes or names in
order to avoid misinterpretalion of results When 1he 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 conlaining residues of fibrin or heavy particles or
microbial filaments and bodies should be discarded as they
could give rise to false results.

§. Sera and plasma can be stored at +2°..8°C for up lo seven
days after callection. For longer storage periods, samples can
be stared frozen at -20°C for seve:

s Any frozan

Sy Zay fiozsn

samples should not be frozen/thawed more than once as this

may generale particles that could affect the test result,

6. If particles are present, centrifuge at 2.000 rpm for 20 min or
Iter 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 aclivity up 1o 6 re-use of the device and up ta 6
months,

1. Microplates:

Allow the microplale to reach room temperature (atout 1 hr}
before opening the container.  Check that the desiccant is not
lurned to dark green, indicating a defect of manufacturing.

{n 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 fill the
indicator of humidity inside the desiccant bag turns from yellow
to green,

publication: “Hiosatety Jn_Microbialogical _and_- Biomedical 2. Negative Control:

Laboratories”, ed. 1984._

13. The use of disposable plastic-ware is recommended in the
preparation of lhe liquid components or in ftransferring
componenls into aulomated 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 laboraiory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from samples
has 10 be treated as potentially infective material and inaclivated

Ready to use. Mix well on vortex before use

3. Positive Control:

Ready 1o use. Mix well on vortex before use, Handle this
component as potentially infective, even if HCV, evenfually
present in the control, has been chemically inactivated.

4. Calibrator:

Dissolve carefully the content of the lyophilised vial
volume of EIA grade waler reported on its label

Mix well on vorlex before use.
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Handle this component as poten

ly 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 genlly end-over-end before use.
As some salt crystals may be present into the vial, take care 1o

izeglve all the cont

In

twhen preparing ihe salution.

the preparation avoid foaming as the presence of bubbles

could give onigin to a bad washing efficiency.
Note: Once dilufed, the wash selution is stable for 1 week at
+2.8°C.

6. Enzyme conjugate:

Ready to use, Mix well on vortex Um*c_.m use.

Be careful not to cantaminate the

air-

ing chemicals,
-driven dust or microbes.

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

7. Chromogen/Substrate:
Ready to use. Mix well on vortex vmﬂo-m use.

Be

air-

careful nol to conta
driven dust or microbes.

ing chemicals,

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

if this component has ta be transferred use only plastic, possible
sterile dispasable cantainer,

8. Assay

uent:

Ready to use. Mix weii on vortex before use.

9. Sulphuric Acid:
Ready to use. Mix well on vortex before use.

Attention: irritani (H315; H319; P2B0; P302+P352; P332+P313;
P305+P351+P338; P337+P313; P362+P363).

Precautionary P statements:

P280 — Wear ive glove: ive clothi i
protection.

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

P332 + P313 - If skin irrilation occurs: Get medical advi

efaltention,

P30S + P351 + P338 — IF IN EYES: Rinse cautiously with waler for
several minutes. Remove contacl lenses, if present and easy to do.
Conlinue rinsing.

P337 + P313 - IF eye irritation persists: Gel medical advice/attention,

P362 + P363 - Take off canlaminated clothing and was|

10.

before reuse.

Sample Diluent:

Ready to use. Mix well on vartex before use,

1. 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, haspital grade disinfectants) of those parts that
could accigenially come in coniati wiith fhe sampie. They
should also be regulardy maintained in order to show a
ion of 1% and a truenass of +-2%. Decontamination
s ar residues of kit components should also be carried
out regularly.

The ELISA incubator has to be set at +37°C (lolerance 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 imporant to the overall
performances of the assay. The washer must be carefull

validated and correctly optimized using the kit controls and
reference panels, before using the kit for routine laboralory
lests. Usually 4-5 washing cycles (aspiration + dispensation
of 350ul/well of washing solution = 1 cycle) are sufficient to
ensure that lhe assay performs as expected, A soaking time
of 20-30 seconds between cycles is suggested. In order to
sel correctly their number, it is recommended to run an
assay with lhe kit controls and well characterized negative
and positive reference samples, and check to match the
values reported below in the seclions “Validation of Test”
and “Assay Performances”. Regular calibration of the
volumes delivered by, and maintenance (decontamination
and cleaning of needles) of the washer has to be carried out
according to the instructions of the manufacturer.

Incubation times have a tolerance of +5%.

The ELISA microplate reader has to be equipped with a

reading filter of 450nm and with a second filter (620-630nm,

strongly recommended) for blanking purposes. lts standard

performances should be (a) bandwidth < 10 nm; (b)

absorbance range from 0 to > 2.0; {c) linearity to > 2.0; (d)

w_m_._r_zm is carried out on the well
identified in the section "Assay Procedure”, The optical
system of the reader has 1o be calibrated regulary to ensure
that the correct optical density is measured, It should be
regularly maintained according to the manufacturer ‘s
insiructions.

6. When using an ELISA automated work station, all critical
steps (dispensation, incubation, washing, reading, data
handling) have to be carefuily set, calibrated, controiled 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 parl of the station (dispensation and
washing) has to be validated and correctly set, Particular
attention musl be paid to avoid carry over by the needles
used for dispensing and for washing, This must be studied
and controlled to m e the possibility of contamination of
adjacent welis, The use of ELISA automated work stations
is reccmmended 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 nat fit with the vials supplied in the kit,
transfer the solution inlo appropriate containers and label
them with the same label peeled out from the ariginal vial.
This operation is important in order to avaid mismatching
cantents of vials, when transferring them. When the test is
over, return the secondary labeled containers to 2.8°C,
firmly capped.

EFS

#. DiaPra's cusiomer 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
instaflation of new instruments to be used with the kit,

L. PRE ASSAY CONTROLS AND OPERATIONS
1. Check the expiration date of the kit prinled on the external
label of the kit box. Do not use if expired.

2. Check that the liguid components are not contaminated g

Balog Sol i

MAREL-EYE ViSiNE parisiss o ayuregaiss. Check ibat_the

Chromegen/Substrate is coloress or pale bius by aspirating
a small volume of it with & sterlie ransparent piastic pipette,
Check that no breakage occurred in transportation and no
spillage of liquid is present inside the box. Check thai the
aluminum pouch, containing the microplate, is ot punctured
or damaged.

3. Dilute all the content of the 20x concentrated Wash Solution

as described abave.

Dissclve the Calibrator as described above

the other components to reach room temperature
(about 1 br) and then mix as described.
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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 found in the validation of ihe

instrument for its use with the k

Check that the ELISA _‘mmamﬂ :mm been turned on at least 20

minutes before rea

8. If using an mSoSm”mQ workstation, turn it on, check seltings
and be sure to use the right assay protocol.

9. Check that the micropipettes are set lo the required volume

- Check that all the other equipment is available and ready

to use.

11. In case of problems, do nat proceed further with 1he lest and

advise the supervisor.

~

af

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care 1o maintain the same incubation time for all
1he 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 lo avoid
any cross-contamination among samples.

Do not dilute contrals/calibrator as they are ready to use.
Dispense 200 ul contrals/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 fo dark bluish-green i
controf has remained olive green

ila the colour of the nega

{Sgcolaly e negative

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

Itis 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 accardingly.

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 ui of Negative Control in triplicate, 206 ul

Calibrator in duplicale and 200 ul Positive Control in single

in proper wells. Do nol dilute Controls and Calibrator as

they are pre-diluted, ready 1o use !

Add 200 uif of mmau_m Diluent (DILSPE) to all the sample

wells; then pense 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.
upen-addition of the-sampie, changes from fight groen fo dark
bluish green, monitoring that the sample has been really added.

4. Dispense 50 ul Assay Diluent (DILAS) inta all the
controls/calibrator and sample wells. Check lhal 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 lest is carried out manually.
Do not cover strips when using ELISA automatic instruments.

6. Wash the microplate with an attomatic washer by
delivering and aspiraling 350ulfwell of diluted washing
salution as reporied previously (section 1.3),

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

important note: Be careful not lo 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 1001 Chromogen/Subslrate mixiure inta each well,
the blank well included. Then incubate the microplale at
room temperature (18-24°C) for 15 minutes.

Important note: Do nol expose fo strong direct illumination.
High background might be generated.

11. Pipette 100u! Sulphuric Acid into all the wells using the
same pipetting sequence as in step 10 io stop the
enzymatic reaction. Additicn of acid will iurn the positive
control and positive samples from blue to vellow/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, strongly recommended),
blanking the instrument on A1,

Important notes:

1. If the second fiter is not available ensure that no finger
Drints are present on the bofom of the microwsll before
reading at 450nm. Finger prints could generate false
positive results on reading

2. Reading :mm (o be carried out just after the addition of the

ol any longer than 20 m
after its addition. Some mm: 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%

The Calibrator (CAL) does not affect the cut-off calculation

and therefore the test results calcufation. The Calibrator

may be used only when a laberatory internal quality control
is required by the management.

&

N. ASSAY SCHEME

Maothod
Controls & Calibrator
Samples
hssay Diluen! (DILAS)
37 incubation
Temperatura
Wash step
Enzyme conjugate
2" incubation
Temperature

Vigsh sEp
TMB/HZOZ

T
._.mﬂmm_.b.._.-:w
Suiphuric Acid
Reading @D

An exampie of dispensalion scheme is reporied beiow:
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O. INTERNAL QUALITY CONTROL

A check is carried out on the controls and the calibraior any time
the kit is used in order to verify whether lheir 0D450nm values
are as expected and reported in the table below.

Check Reguirements
Blank wall < 0.100 OD450nm value
Megative Control [ < 0,050 mean OD450nm value after
(NC) blanking
Calibratar SCo>11
Positive Control | > 1.000 0D450nm value

proceed to the next section. '
If they do not, do not proceed any further and operale as
follows:

Brabler Chiek

Ellank well 1. thal the Chromogen/Sustrale solulion has not
> 0100 OD50nm i

ol contaminated during the assa: |
1. thal the washing procedure and the washer

> 0.050 OD450nm
after bianking 2. lhat the proper washing solulion has been
used and the washer has been primed wilh it
befare use;

3. that no mistake has been done in the assay
procedure  (dispensation of postive control
inslead of negalive control;

4. thal no conlamination of the negative contral
or of therr wells has occurred due to posilive
samples, lo spills or lo the enzyme conjugale;
ettes haven't got contaminated
with posilive samples or wilh the enzyme
conjugale

6. lhat the washer needles are nol blocked or
nartially obsiructed.

thai e procedure has been correctiy
execuled,

SliCo<11 2. thal no mistake has been done in
distribution  {ex.: dispensation of negative
control instead of control serum)

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

4. that no external contamination of lhe
calibralar has gccurred.

Fositive Control 1. that the procedure has been corecty
< 1.000 OD450nm executed,

2. thal no misiake nas peen done in the
distribution of controls (dispensation of negative
cantrol instead of positive conlral. In this case,
the negalive contral will have an ODA450nm
value > 0.150, loo.

3. Ihal the washing procedure and the washer
seftings are as validated in the pre qualification
study:

4. Ihal no external conlaminalion of the po:
coplrel has ooousTed

Calibrator

Should these problems happen, after checking, report any
residual problem to 1he supervisor for furlher actions,

P. CALCULATION OF THE CUT-OFF

The tests resulls are calculated by means of a cul-off value
determined with the following formula an the mean OD450nm
value of lhe Negative Control (NC):

NC + 0,250 = Cut-O# (Co)

The value found for the test is used for the inlerpretation of
resulls 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 resuits.

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/Ca _|Interpretation
<09 Negative

0.9-1.1 Equivocal
>1.1 Positive

A negalive result indicales thal the patient has not been infected
by HCV or that the blood unit may be transfused.,

Any palient showing an equi | res hould be tesled ag;
on a second sample taken 1-2 weeks later from the patient and
examined. The blood unit should net be transfused

A positive result is indicative of HCV infection and therefore the
patient should be treated accordingly or Ihe blood unit shouid be
carded.

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 IghM 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 sri,
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 hight
conjugate n 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 alsc IgM reactivity, important for the
diagnosis of HCV infection

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

6. Diagnosis of viral hepatlitis infection has o be done and
released to the patienl only by a qualified medical doctor.
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An example of calculation is reported below:

The following dala must not be used insiead or real figures
oblained by the user.

Negative Control:  0.019 ~ 0.020 - 0.021 OD450nm

Mean Value: 0.020 OD450nm

Lower than 0.050 — Accepted

Paositive Control:  2.189 OD450nm

Higher than 1.000 — Accepted

Cut-Off = 0.020+0.350 = 0.370

Calibrator: 0.550-0.530 0D450nm

Mean value: 0.540 OD450nm S/Ca=14
S/Co higher than 1.1 — Accepted

Sample 1: 0.070 0D450nm

Sample 2: 1.680 OD450nm

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

R.PERFORMANCES

Evaluation of Performances has been conducted in accordance
to what reported in the Common Technical Specifications or
CTS (art. 5, Chapter 3 of IVD Directive 98/79/EC).

1. LIMIT OF DETECTION

The limit of deteclion of the assay has been calculaled by
means of the British Warking Slandard for anti-HCV, NIBSC
code 99/588-003-WI. The table below reporls the mean
OD450nm values of this standard when diluted in negative
plasma and then examined.

Dijutlon Lot#1|LotE2
Factor SiCo SiCa
* 2] ]
22X 1.1 -
4X 0.7 E
ax 4.5 2
Megative plasma | 0.3 .

In addition the sample coded Accurun 1 - series 3000 -
supplied by Boston Biomedica inc., USA, has been evaluated
"in loto” showing the resulls below:

[CVAB.CE| Accurun 1| S/Go

LotiD [ Series
I 1201 000
| oBoz 000
|__1202 | 3000

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

The following table reports the data obtained

Sampie ] Limit| | CVAB.CE| Orihs 3.0
n® [ Dilution| S/Co SiCo
1 256X 1.8 1.3
z 256 X 18 0.7
3 256 X 24 0
| 4 128 X 25 2
5 85 % 33 A
| =] 128 X 22 0.8
7 135X 332 22

2, DIAGNOSTIC SPECIFICITY AND SENSITIVITY
The Performance Evaluation of Lhe device was carried oul in a
trizl conducted on mare than fotal 5000 samples,

2.1 Diagnostic speci
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 danors), 210 hospitalized patients and 162 potentially
inlerfering specimens (olher infectious diseases, E.coli antibody
positive, patients affected by non viral hepatic diseases, dialysis
patients, pregnant women, hemolized, lipemic, elc.) were
examined, the diagnostic speci was recently assessed by
testing a Iotal of 2876 negalive blood donors on six different
lols. 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
inlerferences due 1o collection and storage.

No interfference was observed.

2.2 Diagnostic Sensitivity

It defined s 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 diagnoslic 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 infeclions carried out by different
genatypes of HCV were fested as we
Furthermore, mosl of seroconversion panels available from
Boston Biomedica Inc., USA, (PHV) and Zeplometrix, USA,
(HCV) have been studied,

Results are reporied below for some of them.

DizPro® | Grtho™ ™
]
4
4
7
3 2
PHY 908 13 10 a
PHV 809 3 2
PHY 210 5 3
PHY 81 ) 3
PHY 812 3
fHV a1
PHV 314 8
PHY 815 4
PHV 516 8 4
PHV G17 10 ]
PHVOig | B 2 i
PHVE1g | 7 3 3
PHV 820 | 10 & [}
HCV 10039 | 2 0
& 7
HCV 10765 5 4
Note: ~ Positive samples detected = HCVv.3.0

Finally the Product has been tested on lhe panel EFS Ac HCV,
lol n°® 01/08.03.22C/01/A, supplied by the Eta
Francais Du Sang (EFS), France, with the following results:
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EFS Panal Ac HCV

Lot #1]Lot #2|Lot # 2] Resulls
Sample m\no. | siCo | Sico expecied
HCV 1| 2.2 2.4 26 | positive
HCV2| 1.6 20 2.1 | positive
HCV3]| 1.5 17 1.6 | positive
HCV 4| 52 6.5 5.5 | positive
HCV S| 1.6 1.8 1.6 | positive
HCOWV G| 0.4 0.4 0.4 | negative

3. PRECISION:

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

Lot #1202

mm ative Sample (N = 16)

“Wean ﬁz@u : “mfcz Zndunc i 3 n | Average
i ; il
0D 450nm 0.034 0.088 0.086 0.086
Sid.Devialion | 0.008 0.007 0.008 0.007
CV % B.7 6.6 (] 77

Cal#2-TK (N= 18)

The variability shown ihe tables above did not result in

sample misclassifica

S. LIMITATIONS

Repeatable false posilive results, nat confimed by RIBA or
similar confiration iechniques, were assessed as less lhan
0.1% af the normal population.

Frozen samples containing n particles or aggregates after
thawing have been observed to generate some false resuils
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