Formularul ofertei (F3.1)

Data: 05.08-11.08.19

Nr.: 21010578

Alternativa Nr.: nu sunt

Citre: AGENTIA NATIONALA pentru SANATATE PUBLICA

“GBG-MLD”SRI, declars ci:

2)

c)

d)

g)
h)

Semnat:

Au fost examinate si nu existi rezerviri fad de documentele de atribuire. | ‘

b) “GBG-MLD”SRL se angajeazd si furnizeze/presteze, in conformitate cu documentele de|
atribuire si conditiile stipulate in specificatiile tehnice si pret, urmitoarele bunuri si/sau
servicii: - Denumirea-Achizitionarea truse pentru diagnosticul prin tehnici de biologie:
moleculara(PCR) si ELISA pentru anul 2019

Suma totali a ofertei firi TVA constituie: 49240,00

[patruzeci si nouii mii doua sute patruzeci] Lei 00 bani.

Suma totali a ofertei cu TVA constituie: 58188.00
[ cincizeci si opt mii una suta optzeci si opt] Lei 00 bani.

Prezenta ofertd va rimine valabili pentru perioada de timp specificati in FDA4.8., incepind cu
data-limita pentru depunerea ofertei, in conformitate cu FDAS.2., va rimine obligatorie §i va putea
fi acceptatd in orice moment pina la expirarea acestei perioade;

fn cazul acceptarii prezentei oferte, “GBG-MLD”SRL se angajeazi si obtind o Garantié de buni
executie Tn conformitate cu FDA7, pentru executarea corespunzitoare a contractului de achizitie
publici.

Nu sintem in nici un conflict de interese, in conformitate cu punctul IPO5.4. |
Compania semnatar, afiliatii sau sucursalele sale, inclusiv fiecare partener sau subcontractor ce
fac parte din contract, nu au fost declarate neeligibile in baza prevederilor legislatiei in vigoare sau
a regulamentelor cu incidentd in domeniul achizitiilor publice, in conformitate cu punctul IPOSA.5.

LS.

Nume: Tudor Ceaicovschi

In calitate de: director

Ofertantul: “GBG-MLD”SRL

Adresa: mun. Chisinau, str. Tighina 65 of. 607

Data: 05.08-11.08.19



Specificatii tehnice (F4.1)

Numirul procedurii de achizitie: 21010578 din 05.08.2019 -11.08.19

Denumirea proceduri de achizitie: valoare micx
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Specificarea
tehnici deplini Standarde
. . - . . 5 . . licitats de . .
Denumirea bunurilor/serviciilor Modelul articoluluj Tara de origine Produ-ciiorui | ° an.nm Specificarea tehnici deplini propusi de citre ofertant de
feri
autoritatea FRSHRIE
contractanti
Bunuri
Lot 1
Tip reactie - _.Ecsoasﬁ—:m:om“ pentru diagnostic uman. Durata perioadei de incubare in reactia de testare -
vezi caietul de pind la 120 minute. Incubarea nu vainclude procesul de agitare. Lichid stabili gata de Jucry Prezenta in trusa
IgM Measles Virys (Rujeola) |[EI 26 10-9601M Germania Euroimmun i atuturor reactivelor necesare pentry reactie, inclusiv controalele. Placa de 96 godeuri (12 stripuri a cite § CE.ISO
godeuri demontabile) Reactivi pentru 96 investigatii inclusiy controalele. Sensibilitate testulyi nu mai putin
de 100 %, specificitate diagnostica na maj putin de 98 %,
Tip reactie — imunoenzimatics, pentru diagnostic uman. Duyrata perioadei de incubare in reactia de testare -
T eaiorl o pind Ia 120 minute. Incubarea nu va include procesul de agitare. Lichid stabilj gata de lucru. Prezenta in trusa
I1gG Measles Virus (Rujeola) |EI 26 10-9601G Germania Euroimmun m.Md_mmH. i @ tuturor reactivelor necesare pentry reactie, inclusiv controalele. Placa de 96 godeuri (12 stripuri a cite 8 CE,ISO
godeuri demontabile) Reactivi pentru 96 investigatii inclusiy controalele. Sensibilitate testuluj Du mai putin
de 100 %, specificitate diagnostica nu mai putin de 100 %,
Tip reactic - imunoenzimatica: Principiul metodei - determinarea aviditafii anticorpilor citre virusul rujeolei
Aviditataea IeG Meas] es vi ) ) - pentru diferencierea reinfectiei de infectia primard. Lichid stabili gata de lucru Prezenta in trusa a tuturor
(Rujeola) 5 e EI2610-9601-1G Germania Euroimmun MMHNO_%M:QE &= reactivelor necesare pentru reactie, inclusiv controalele $i reagent pentru determinarea aviditatii. CE,ISO
Heola, Sensibilitatea, si specificitatea > 98% . Placa de 96 godeuri (12 stripuri a cite 8 godeuri demontabile).
Reactivi pentru 96 investigatii. CE pentru utilizare in vitro diagnostic.
Lot3
~mmh>homowsﬁv\ c- vezi caietul de  |* Lichid stabili gata de lugry, Prezents in trusd a tufuror reactivelor necesare pentru reactie, inclusiv
Test ELISA Adenovirus Ag a"Turey-UdA - Rusia Vector Best - " |controalele. Placa de 96 godeuri (12 stripuri a cite § godeuri nedemontabile ) Reactivi pentru 96 investigatii  [1SO
BECT,96 teste sl inclusiv controalele.
. o Lichid stabiii gata de lucru. Prezenta in trusa a tuturor reactivelor necesare pentru reactie, inclusiv controalele,
. EIA4456,Astrovirus
Test ELISA Astrovirus Ag - SUA DRG yee om_nﬁ_ de Placa de 96 godeuri (12 stripuri a cite 8 godeuri demontabile) Reactivi pentru 96 investigatii inclysiv CEISO
Ag (stool),96 teste sarcini
controalele.
1656 Hoposupyec- vezi cajetul de | I-ichid stabili gata de lucry. Prezenta in trusi a tuturor reactivelor necesare pentru reactie, inclusiv controalele,
Test ELISA Norovirns Ag aHTUreH-H DA - Rusia Vector Best hrsin: Placa de 96 godeuri (12 stripuri a cite 8 godeuri nedemontabile) Reactivi pentru 05 investigatii inclusiy ISO
BECT,96 teste contrealele,
Lot 4
Coxiella burnetii Phase 1] G OOvﬁ.h.womoooOoxﬁZm ] vezi caietul de Lichid stabili gata de lucru Prezenta in trusz a tuturor reactivelor nnoﬂm»ﬁ pentru reactie, inclusiv n_ms_,._.oanmn
ualitativ Burnetii (Q-F ever) Germania Novatec karcin Placa de 96 godeur; (12 stripurj a cite § godeuri demontabile) Reactivi pentru 96 investigatii inclusiy CE,ISO
4 Phase 1 IgG,96 teste controalele,
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: ;s COX2G0600 Coxiella o Lichid stabili gata de lucry. Prezenta in trusd a tuturor reactivelor necesare pentru reactie, inclusiv controalele.
Coxiella burnetii Phase 2 IgG |, 0T LoxIela . vezi caietul de _ A : . g P
quantitatiy Burnetii (Q-F ever) Germania Novatec sarcin Placa de 96 godeuri (12 stripuri a cite 8 godeuri demontabile) Reactivi pentru 96 investigatii inclusiv CE,ISO
Phase 2 IeG controalele.
Lot 34
Test sistema complets pentru ‘
determinarea ADN Coxiella R-B85-50- I Reactivi pentru nu mai putin de 50 teste, inclusiv controalele, compatibil cu amplificator WoﬁoTQo:o.mWoov
T g HITH ¥, e 1 fi/ml. p s -
burnetii in timp real AWHHTOWV m,QNQLOL,\erO ) vezi caietul de @Eco,ﬁ 0,2 ml). mnum_c:_gm qu 1000 mo.oo oov:\a_. m.oE_ va _wo_:mo Rmno:.s 8:.8@:8 pentru w.m .oo a -
a : % Rusia Onunemuon o 0 reactie PCR complets, care implica extractia ADN-uluj din material biologic si amplificarca ADN-uiui CE,ISO
in material biologic (singe AMImmCenc® sarcini ; SR : o R o .
il ATAICLIA DT [+ o
S broribice ) Coxiella bumatii T oruu dn:.n_ma Wi_ﬁE n.=m.n_m?2_n in timp real. Certificat CE pentru utilizarea in vitro diagnostic in conformitate cu
, s 1elia neti-r cerinfele Directivei uropene.
licvor, material necroptic, etc.)

Semnat: Numele, prenumele: Ceaicovschi Tudor In calitate de: Director general
-_

Ofertantul: ,,GBG-MLD” SRL Adresa: mun. Chisinau, str. Tighina, 65, of. 607
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Specificatii de pret (F4.2)

Numirul procedurii de achiz

itie: 21010578 din 05.08.2019-11.08.19

Denumirea procedurii de achizitie: valoare mica

Pagina 1 din 1

- Cant Pres . Pret . Suma Suma Termenul de
Jnitatea anti- ret unitar ret unitar
" 5 ... . . tare
Cod CPV Denumirea bunurilor/serviciilor de misurs tatea (fira TVA) (cu TVA) fara cu TVA Livrare/prestare
TVA

336600060-6 Lotl 30 zile de Ia solicitarea beneficiarulyi
336000006 {IgM Measles Virus (Rujeola) trusa 1 3250,00 3900,00 3250,00 3500,00
33600000-6  11eG Measies V irus (Rujeola) trusa S 2593,00 3111,60 12965,00 15558,00
33600000-6  [Aviditataca IgG Measles virus (Rujeola) trusa 2 3250,00 3900,00 6500,00 7800,00
33600000-6 | Total lot 1 22715,00 27258,00
33600000-6 Lot 3 30 zile de la solicitarea beneficiarulyj
33600000-6 | Test E1.ISA Adenovirus Ag trusi 1 1950.00 2340,00 1950,00 2340,00
33600000-6 | Test ELISA Astrovirus Ag trusa 1 7990,00 9588,00 7990.,00 9588,00
33600000-6 [ Test ELISA Norovirus Ag trusa I 2700,00 3240,00 2700,00 3240,00
33600000-6  [Tota] Tot 3 12640,00 15168,00
33600000-6 Lot 4 30 zile de Ia solicitarea beneficiarului
33600000-6  |Coxiella burnetii Phase 1 IgG qualitativ trusa 1 3750,00 4050,00 3750,00 4050,00
33600000-6 | Coxiella burnetii Phase 2 IgG quantitativ trusa 1 3750,00 4050,00 3750,00 4050,00
33600000-6 | Total lot 4 7500,00 8100,00
33600000-6 Lot 7 30 zile de la solicitarea beneficiarulyi

PCR test-sistem3 completd pentru determinarea si diferencierea
33600000-6 |ADN Bordetella pertussis, Bordetella parapertussis si set 1 6385,00 7662.,00 6385,00 7662,00

Bordetella bronchiseptica 1n regim real time
33600000-6  [Total lot 7 6385,00 7662,00

TOTAL 49240,00 58188,00

Semnat: Numele, prenumele: Ceaicovschi Tudor 1in calitate de: Director general
—— e

Ofertantul: , GBG-MLD” SRL Adresa: mun. Chisinan
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AGENTIA SERVICII PUBLICE

Departamentul inregistrare silicentiere a unititilor de drept

EXTRAS

din Registrul de stat al persoanelor juridice

Nr. 399048 data 03.12.2018

%Denumlrea completa Socletate.a cuRispundere Limitatid "GBG-MLD"
Denumirea prescurtati: "GBG-MLD" S.R.L.
Forma juridic de organizare: Societate cu rispundere limitati,
Numérul de 1dent1ﬁcare de stat §i codul fiscal (IDNO): 1003600117582
;Datat mregxstraru de stat: 06.01.1995
Modul/de constituireé: nou creati.
Sediul: MD-2001, str. Tlghma 65, mun. Chisiniiu, Republica Moldova.
Obiectul principal de activitate:
I."Comertul cu ridicata al pl oduselor farmaceutice
2. Cercetare si dezvoltare in stiinte fizice si naturale
3. Comertul cuaméinuntul:al produselor farmaceutice §i de parfumerie:
4. Productia echlpamentulul de control pentru procesele industriale
©'5. Practicamedicald
6. Fibricarea utllaJuIm medical si chirurgical §i a dispozitivelor ortopedice
. 7. Productia de aparatura §i instrumente de miisurd, verificare si control
:8: Transporturi rutiere de mirfuri

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

Asoc1at11

I 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 e)\tras ‘este ehberat in temeiul art.34 al Legii nr.220-XVI din 19 octombrie 2007
- privind inregistrarea de stat a persoanelor juridice §i a intreprinzétorilor individuali §i confirma
datele din Registrul de stat la data de: 03.12. 2018

// o
/ Lozovanu Constantin

Registrator

Date cu'caracter personal. Operator: LP. | Ageniia Servicii Publice”, TO 0000059
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Certificate
SEA TUV Rheinland
The Certification Body of
TOV Rheinland LGA Products GmbH LGA Products GmbH
TillystraRe 2, 90431 Niirnberg

23 inat the Drganization

EUROIMMUN

Medizinische Labordiagnostika AG Attachment to
Seekamp 31 Certificate
23560 Lubeck Reagistration No.: SX 60129534 0001

Deutschland Report No.: 271264033 008

Organization: EUROIMMUN
| Medizinische Labordiagnostika AG
fas established and applies a quality management system for medical davices | = wmmw.u.ﬂ_ﬂ,_ 31
for the following scope . 23580 Liback
Deutschland
see attachment
Proot has been fumnishsd that the requirements specified in |

Scope: Deeign and develcpment, productisn, installatios, service

riburicn of immunokiochemical test gysteme, irmmnc-
fluocrescancs tedt Syatens, molecular diagnostic/aenatic

EN ISO 13485:2016 k

LEST sVStems, Cest systems for the deserminabion of
y i infectious agents and instruments/software for
are iufiied. The quality management system s subiject o yearly Surveitance i i

—H vitro dlagiiosis
= 3 Eltea included:
Eitectve Date

BURGIMMUN Medirinische Labordiagnostika AG
Werkactrafie 2-22, 23542 Dasnow. Cermany

An audit was cerformed Regort No -

Activicles: Design and develomment, production, distriburisn

2020-05-18

Certification Bedy

Date 2018:06-08

TOV Rheinland LGA Products GmbH - Tillystrae 2 - 90431 Niirnber

TH 240231 8061371 Fax: ~4¢ 17t 00w -l el Bk L £ iy s e cErmE IRl g ,

. A
Date: 2018-05-08 e A
Qu_.,_:m.m:m“«.xo:_dm::




Attachment to
Certificate

Registration No.:

Repart No.;

Organization:

Scopa:

Date:  2018-06-09

TUV Rheinland gy, o
LGA Products GmbH

TillystraRe 2, 90431 Niirnberg

SX 60129534 0001
21264033 005

EUROIMMUN

Medizinische Labordiagnostika AG
Seekamp 31

23560 Lubeck

i b e A
Seutsehland

N g7

Dipl.-ing. $¥&n Hoffma

Attachment 1o
Certificate

Registration No.:

Report No.:

Organization:

Scope:

Date: 2018-08-08

TUV Rneiniand
LGA Products GmbH
TillystraBe 2, 90431 Niirnberg

SX 60129534 0001
21264023 005

EURCIMMUN

WMedizinische Labordiagnostiks AG
Seekamp 31

23560 Libeck

Deutschland

Sites Included:

EURGIMWUN Medizinische habordisgnesbtiks Ao

Am PlieBnirzzal I, 02748 Bernstadt, Garmany
Betbeity Sradiectios

EUROIMMUN Madizinische Labordiagnostika Ag
1, F1257 Peynitz, Germany

Activities: Production, instalimtion, service

m_.wwf.a Iwu\o\u Hoffmann



EUROIMMUN

Medizinische
Laberdiagnostika

;n )

Declaration of Conformity

EUROIMMUN Medizinische Labordiagnostika AG
Seekamp 31, D-23560 Labeck, Germany

declare under our sole responsibility that the products

No. 1 to No. 5448, listed on the attached pages 1 to 53

meets the demands of

Directive 98/79/EC on in vitro diagnostic medical devices
of 27 October 1998 and its transpositions in national laws which apply to it.

Conformity assessment procedure: Annex il

.. )
77
Libeck, 16.12.2016 \\Qg\ﬁ / gra L)

Susanthe Aleksandrowic Dr. E. Miiller-Kunert

- Member of the Boarg - - Head of Quality Management -
EUROIMMUN sx

Medizinische Laborgiagnost

Bokumenien-Name Deciaratios of Canlfarmiy iself depancent) (HV_1501.F UK_g03) D - 23560 Liback - Sea
Dokumenien-Nr - 13380006-0014 Tel 04 51 /58 65- 0 « Faix 5

| euroimimun@eu oimmun de

Order No

DP 3712-1601-8 E
©OP 3713-1601.7 €
DP 3712-1607-8 €
DP 3713-6401.8 E
OP 3713-1601-9 E
DP 3713-8401-9E
DP 3716-1601 E

DP 3717-1601 E

OP 3717-6401 E

DOP 3717-1601-2E
DR 371784012 €
DOF 37181601 E

DP 3718-1601 SE
OP 3720-1601 £

DP 3812:1501-1 E
DP 3850-1601.1 €
DP 3850-1601-2 €

26
DW 1520-1601-3
DW 1520-3001-3 G
DY 2080-1601 A
DY 2060-3001 A
DY 2080-1601 G
OY 2080-3001 6
DY 2080-1601-1 A
DY 2080-3001-1 A
o Zoa- e

EUROLINE Aszpy Lanu
EURGLINE-SC Atooy 1

Anl-Hufcabucter pyion Wes
At sicatincier syee) Wassb

DY 2080-3001-1 G
DY 2111-1601 G
DY 2111.2401 G
DY 21111601 M
DY 21112401 M
DY 211116011 G

DY 2131-3001 G
DY 2131-3201 G
DY 2131-24001 G
DY 2131-1601 M
DY 2131-3001 M
DY 2131-3201 M
DY 2131-24001 M
DY 2131-16011 &
DY 213130011 G
DY 2131-24000-1 G
DY 2131-1601-1 M
DY 2131-3001-1 M
OY 2181-24001-1 M
0¥ 21321601 G
0¥ 2132-3001 G
Y 31323101 &
DY 2132-24001 G
DY 21321601 M
DY 2132.3001 M
DY 2132.3201 M
DY 2122-24001 M
DY 21341601 G
CY 21343001 G
DY 21343201 6
OV 213424001 G
DY 2134-1601 M
DY 21343001 M
DY 21343201 M
DY 213424001 M
DY 217531601 A
DY 2173.3001 A
DY 21731601 G
DY 2173-3001 G
Y 23200401 G
DY 2320-1601 G
DY 2320-2401 G
DY 232116011 G
DY 2531168011 G
DY 2531-2401-1 G
DY 2531-1801-1 M
DY 2531-24019 M
DY 2750-1601 G
DY 2760-2401 G
DY 2790-1601 M
OY 2790-2401 M
EA 10129801 G
EA 1013.8501 G
EA 10158501 G
EA1015-9601-1 G
€A 10229601 G
EA 1022 8501-1G
EA 1023.9601 G
£A 1080-9601 P
EA 1063.9501 P
01
EA 1086-9501 P

SwaPags d 141

AniFBomelin ofzeli Wennml
Anti-Barehn EURCUINE-WE
AntkBoreis EURGLING WS (153)
AreEuitpis EUROLINE-WE 1po)
ArBomreia EUROLINEAVE [ight)
ArtSnmke EUADLINEWE
Ane-Bareia EURCLINE W (ig
Ant-Scmsin bomdores Westsmb! 1]
Art-Bomsia Lusdofen Westsenbiol {Ig5)
AntBezidn burgeoeten Wintimirot JigG)
Aait-Burmnily blrydorlen Wasmmice {inG)
Aciti-Bartelln burgdoctun Westsmsion (g
fritkBorulia burdorien Weestarbict igh]
ArikEiprrekia burgdo Wesiemblo) ()]
Ara-Bunesa bungarten Westsnbiz (b
Ant-Sumsta ganni Wanlemblal JgG)
ARt-Borm=as casing W ecimislen
Anti-Berratin garinl Wkisnbiot
AnthBoesia garn Wetembiol
AnikBerwlia gRAn] Wedlambil M)

At Bl garinll Wastatrdial s
ArdiBurnis gannk Westaniso ght)
AraSaruta gannk Westamistat igh)
Ant-Yeruna anfiracoilica Wealsmbls lgh)
Anfi-Yersinia entonaeoitics Westardit [IGA1
AnbYe erflemcoiitics Weslemedet IgG;

ArtiEtuasoonis granibin Westsmiis
ArEcinacoenus ELRGLEE W flaG)
AntiHEY-1 ) HEV- 0G-2 ELROLINE W3

AP-RATIIAT Poc ELIBA (1961
AnmiEAT ELISA (g



Order No
EA 1086-9501-R P
€A 1200-1208-1 G
EA 1201-8601-1 G

EA 1251-9601
EA 1254-0801 G
EA 13029501 G
EA 1307-8501 G
EA 1321.9501 G
EA 1361-9601 G
€A 1362-9501 G
EA 14359501 G
EA 1490-1208-1 G
EA 14214801 G
EA 14954801 G
EA 14364801 G
EA 1502-4801-1 G
EA 15024801-2 G
EA 1505-8501 G
EA 15154802 G
EA 151b-9501 G
EA 1560-8601 G
EA1571.9601 G
EA1572-9801 G
EA 1573-9601 G
EA 1574-9601 G
EA 1576-3601 G
EA 1584-9601 G
EA 1592:9601 G
€A 1590-1208-1 @
EA 1580-1208-2 G
EA 1530-9601-7 G
EA 1520-8601-8 G
EA 1580-9601-9 G
€A 1580-9501-11 6
EA 1580-1208-12G
EA 1530-9501-14 G
EA 1581-9601 G
€A 1580-8501 G
EA 1595-8801 G
EA 1597-9801 G
EA 1583-2601 G
EA 161196071 G
EA 1821.9801 A
EA 1621-8601 G
EA 1621-8501 M
EA 18219501 P
EA 162a-8601 A
EAT623:9501 G
EA 1622-8507 M
€A 1620-9801 P
EA 1622.5601 G
EA 1632.9501 A
EA 1632.8801 G
EA 1632-9501 M
EA 1632-9801 P
EA 16419601 G
EA 1661-5501 G
EA 16754801 G
EA 18149801 A
EA 1814-8601 G
EA 1814-9501 M
€A 1818-8501 G
EA 1910.9501 A
EA191USET G
ER BTN &
E 20405601 G

E 2050-9601 A
E12050-8601 G
E12050-8501 M
El2050-9601-3 A
E 2050-9501-3 G
El 205096014 G
El 20509601 G
E12080-9601 A
E12080-3601 G
El2081-3601 A
E12081-8601 G
E12091-3601 A
E12091-9601 G
E12111-9501 G
E12111-3601 M
E12111-8601 O
E12171-3601-L &
E)2132-3501 M
El2132-8601 O
E12132-3601-1 G
El2122-9601-2 G
E12132-8601-24 0
EI 2132-9501 5 G
E12132-8601-5 M
E+2132-9601. G
E12132.8601-L. M
E12132-601-10 G
E12150-8601 A
El2150-0001 G
EI2150-9601 M
EI2173-9601 A
E12173.9601 G
Et2189.8601 A
E12182-9501 G
E12189-9601 M
€12202-9801 A

SetePages sl

Ant-ELALP ELISA (Ig5)
LG ELISA (93]

AnI-GCP ELISA (19G)
Antl-Sa ELISA (Ig&)

Ant-CEP-1 ELISA {lgG)
Anti-Hislanes ELISA (IgG)
Anti-dsDNA ELISA (1gG)
Anti-dsDNANEX ELISA (IgG)
Anti-C1q ELISA igG)
Anb-Nudeosomes ELISA (IgG)
AnlissDNA ELISA (IgG)
An(-PM-SA ELISA (1l9G)
Ant-DFS70 ELISA {I5G)

Ant-ENA ProfllePlus 1 ELISA (igG)
Ant-ENA ProfilePlus 2 ELISA (IgG)
ANt-ENA PoolPlus ELISA (IgG)
ANA Screen ELISA (IgG)

Anl-ENA Pool ELISA (IgG)
ANA-Scraen 11-ELISA (1gG)
AnlLENA SLE Profile 2 ELISA (IgG)
ANA Screen 9 ELISA (gG)
Ant-oRNPISm ELISA 1gG)
Anw-Sm ELISA (1gG)

AntrSS-A ELISA (IgG)

AnlkSS-B ELISA (IgG}

Antl§ck70 ELISA (1gG)
Ant-Centromeres ELISA (IgG)

in ELISA (IgM).
Anii-Cardiolipln ELISA (IgAGM)
Al Phazsnareyrsrne ELISA (gA)
Anli-Eritahaticyineriag ELISA (IgG)
Anl-Phasphaniiserne ELISA (GM)
AnilPrenphticyicenns ELISA (IgAGM)
Anik2-3E ELISA (1G]

1 ELISA (IgA)
1 ELISA (lgG)
LISA (Igh)
AM-A2-Gimaprrtain © ELISA (IgAGM)
Antiriusiral B Broiving ELISA (1gG)
Antijo-1 ELIZA (igG)
AnticN-1A ELISA (IgG)
(gA-Rheumelold Factor ELISA
I9G-Rneumatold Factor ELISA
lgM-Rheumatold Factor ELISA
CIC-C1q ELISA (IgG)
hrsk-Thigum Trannglulsrinzss ELIGA (ia]
Ant=Tisue Treszghiamnase ELASA (g GY
Ann-Cokiagen tyan VIl ELESA, g5
AnlSeritheda Toncd 51154 (iGG)
Aali-Geedetela gariumsis 10xin ELISA (1gA)
Anti-Bordetells pertussis loxin ELISA ((gG)
AntHBordatells permussis ELISA (ight)
Anth-Bordetella FHA ELISA (IgA)
Ant-Bordetella FHA ELISA (I9G)
Anth-Bordatalla Pertactin ELISA (Ig@)
AntFTetanus Towold ELISA (IgG)
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Anti-Measles Virus ELISA (IgG)

Test instruction

_|‘ohommzo | ANTIBODIES AGAINST | 16 CLASS

SUBSTRATE |

FORMAT

— El 2610-9601 G Measles virus lgG

microplate wells

Ag-coate

| 96x01(96)

Indicaticn: measle:

Principles of the test: The ELISA test kit provides a guantitative or semiguantitative in vitro assay for
human antibodies of the IgG class against measles virus in serum or plasma. The test kit contains
microtiter strips each with 8 break-of reagent wells coated with measles virus antigens. In the first
reaction step, diluted patient samples are incubatad in the wells. In the case of positive samples, specific
19G antibodies (alsc IgA and g} will bind to the antigens. To detect the bound antibodies, a second

incubation is carried out using an enzym
colour reaction.

Contents of the test kit:

-labelled anti-human 1gG {enzyme conjugate) catalysing a

@ Lot m_

[VB]|  In vitro determination

Storage temperature
= Unopened usable untit

Component Colour Format Symbol
1. Micropiate wells
coated with antigens: 12 microplate strips each i :
containing 8 individual break-off welis in a frame, - 2x8 _ STRIPS]
ready for use
2. Calibrator 1 T e— TEALT]
550G 1UA (igG, human), ready for use Xzt ml —a—
3. Calibrator 2 ! . | AT
| 1000 U/ {IgG, human), ready for use red coloured | 1 x 2.0 m! [CAL2)
4 Calibrator 3 in amoﬂmmm._:@
250 U/ {JgG, human), ready for use intensity X S _W»l_r[m_
5. Calibrator 4
501U/ (IgG, human), ready for use 1x 2:0iml [caL 4]
B. Positive control bl 50mi e N eT i)
(l9G, humany). ready for use e T 08 [POS CONTROL]
7. Negative contral =
(19G, human) ready for use areen Tx20ml | NEG CONTROL
8. _Enzyme conjugate = |
peroxidase-labelled anti-human IgG (rabbit), ready green 1x12ml |CONJUGATE
for use
9. Sample buffer N R Tarr T
amammﬂucmumw light blue 1x100 ml | [SAMFLE BUFFER]
10. Wash buffer
10 Coricantrats colourless 1x 100 ml | [WASH BUFFER 10x
11. Chromo /subs luti
Emhxd%,mﬂmmum foreaa Colourigss | 1x12ml ISTRSTRAE]
12, Stop solution ) I
0.5 M sulphuric acid, ready for use colourless 1x12mi | LETOP SOLUTION]
13, Testinstruction — 1 booklat |
_controi certificate ] - | 1protocol |

iorage and stabi

© The test kit nas to be stored at a temperature
freeze. Unopened. a

Waste disposal: Patiert sam
handied as
regulations,

between +2°C to +8°C. Do not

est ki components are stable unti! the indicated expiry date

s, calibrators, controls and incubated micioplate strips shouid be
reagents must be disposed of in accordance with iocal disposal

Laboragiagnostika
AG

EUROCIMMUN T w

Preparation and stability of the reagents -
Note: All reagents must be brought to room temperature (+18°C to +25°C) approx. 3C minutes bef
use. After first use, the reagents are stable until the indicated expiry date if stored a: +2°C t0 +8°C and
protected from contamination, unless stated otherwise below.

efore

- Coated wells: Ready for use. Tear open the resealable protective wrapping of the micropiate at the
recesses above the grip seam. Do not open until the microplate has reached room temperature to
prevent the individual strips from moistening. { mmediately replace the remairing weils of a partly
used microplate in the protective wrapping and tightly seal with the integrated grip seam (Do not
remove the desiccant bag).

Once the protective wrapping has been opened for the first time, the welis coated with antigens can
be stored in a dry place and at a temperature between +2°C and +8°C for 4 months.

- Calibrators and controls: Ready for use. The reagents must be mixed thoroughly before use
- Enzyme conjugate: Ready for use. The enzyme conjugate must be mixed thoroughiy before use.
- Sample buffer: Ready for use

- Wash buffer: The wash buffer is a 10x concentrate. If crystallization occurs in the concentrateg
buffer, warm it to 37°C and mix well before diluting. The quantity required should be removed from
the bottle using a clean pipette and diluted with deionized or dis led water (1 part reagent plus 2
parts distilled water).

For example: For 1 microplate strip, 5 ml concentrate plus 45 m| water.
The working strength wash buffer is stable for 4 weeks when stored at +2°C to +8°C and handled
properly.

- Chromogen/substrate solution: Ready for use. Close the bottle immediately after use, as the
contents are sensitive to light. The Chromogen/substrate solution must be clear on use. Do not use
the solution if it is blue coloured.

- Stop solution: Ready for use

Warning: The controls an abm:cnhkoﬁmwcmmaﬁm<mrwmmimmﬁmaﬂm@mﬁ_<m401IWm}m4\m‘Jzum‘( V., anti-HIv-1
and anti-HIV-2 using enzyme immunoassays and indirect immunofluorescence methods Nonetheless,
all materials should be treated as being a potential infection hazard and should be handled with care
Some of the reagents contain the toxic agent sodium azide. Avoid skin contact.

Preparation and stability of the patient samples

Samples: Human serum or EDTA, heparin or citrate plasma.

Stability: Patient samples to be investigated can generaily be stored at +2°C 0 +8°C for up to
14 days. Diluted samples should be incubated within one working day.

Sample dilution: Patient samples are diluted 1:101 in sample buffer. For example: dilute 10 ul serum
in 1.0 ml sample buffer and mix well by votexing (sample pipettes are not suitable for xing)

NOTE: Calibrators and controls are prediluted and ready for use, do not dilute them
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Incubation
For semiquantative analysis incubate calibrator 3 along with the positive and negative controls and
patient samples. For quantitative analysis incubate calibrators 1 to 4 along with the positive and
negative controls and patient samples.

(Partly) manual test performance

Sample incubation: Transfer 100 ul of the calibrators, posilive and negative controls or diluted
(1% step) patient samples into the individual microplate wells according to the pipetting
protocol. Incubate for 30 minutes at room lemperature (+18°C to +25°C).

Washing: Manual: Empty the wells and subsequently wash 3 times using 300 ul of
working strength wash buffer for each wash,
Automatic: Wash reagent wells 3 times with 450 yl of working strength wash
buffer (program setting: e.g. TECAN Columbus Washer “Overflow Modus").

Leave the wash buffer in each wall for 30 to 60 seconds per washing cycle,
then empty the walls, After washing (manual and automated tests),
thoroughly dispose of all liquid from the microplate by tapping it on absorbent
paper with the openings facing downwards to remove all residual wash buffer.

Note: Residual liquid (> 10 pi) in the reagent wells after washing can interfere
with the substrate and lead to false low extinction velues. Insufficient washing
(e.g., less than 3 wash cycles, too small wash buffer volumes, or tco short
reaction times) can lead to false high extinction values.

Free positions on the microplate strip should be filled with blank wells of the
same plate format as that of the parameter to be investigated.

Conjugate incubation:  Pipette 100 Hl of enzyme conjugate (peroxidase-labelled anti-human {gG) into
2™ step) each of the microplate wells. Incubate for 30 minutes at room temperature
(+18°C to +25°C).

Washing: Empty the wells. Wash as described above,
Substrate incubation: Pipette 100 pl of chromogen/substrate solution into each of the microplate
(3" step) wells _:occm:w‘*i\m\sppﬁmm&rnvonrﬁgumrmE:m (+18°C 10—+25°C)

(protect from direct sunlight).

Stopping the reaction:  Pipette 100 Hl of stop solution into each of the microplate wells in the same

Measurement: Photometric measurement of the colour intensity should be made at a
wavelength of 450 nm and a reference wavelength between 620 nm and 650
nm within 30 minutes of adding the stop solution. Prior to measuring,

slightly shake the microplate to ensure a homogeneous distribution of the
solution.

Test performance using fully automated analysis devices

Sample dilution and test performance are caried out fully automatically using the analysis device. The
incubation conditions programmed in the respecti ve software authorised by EUROIMMUN may deviate
sfightly from the specifications given in the ELISA tesl instruction However, these conditions were
valicated n respect of the combination of the EUROIMMUN Analyzer | or the DSX from Dynex and this
EUROIMMUN ELISA, Validation documents are available on inquiry

Aulomated test performance using other fully automated, open system analysis devices is possible,
however, the combination should be val dated by the user
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----Pipetting protocol
[ 2 E 5 & ] B EIERD F]
D_nm B 6 VZ_UMN __Uu.w
B |pos [P 7|P15|P23 c2 (P aflP12|P20
Clneg |P B|P16|P24 C3 |P S|FI13|P2Y
D[P V|P g|P17 ||OA P &|P14|P22
E|P 2|Pia|ris] |pos [P 7|P1s| B23
FIP 3|P11jP1g neg |P B|PI16| P24
G|P 4|P12(P20 P 1P 9flP17
HIP s|P13|P2t [P 2lpPio|P1s

The pipetting protocol for microtiter strips 1-4 is an example for the semiquantitative analysis of 24
patient samples (P 1 to P 24).

The pipetting protocol for microtiter strips 7-10 is an example for the
samples (P 1 to P 24).

uantitative analvsis of 24 patient

The calibrators (C 1 to0 C 4), the positive (pos.) and negative (neg.) controls, and the patient samples
have each been incubated in one well. The relia ty of the ELISA test can be improved by duplicate
determinations for each sample.

The reagent wells are break-off format. Therefore, the number of tests performed can be matched to the
number of samples, minimizing reagent wastage.

Both positive and negative controls sarve as internal controis for the reiial
They should be assayed with each test run,

ility of the test procedure.

Calculation of results

Semiquantitative: Results can be evaluated semiquantitatively by calculating a ratio of the extinction
value of the control or patient sample over the extinction value of calibrator 3. Calculate the ratio
according to the following formula:

Extinction of the control or patient sample
Extinction of calibrator 3

= Ratio

EUROIMMUN recommends interpreting results as follows:

Ratio <0.8: negative
Ratio >0.8 to <1.1: borderline
Ratio >1.1: positive

In cases of borderline test results, an additional patient sample should be taken 7 days later and re-
tested in parallel with the first patient sample. The resuits of both samples allow proper evaluation of titer
changes.

Quantitative: The standard curve from which the concentration of antibodies in the patient samples can
be taken is obtained by point-to-point plotting of the extinction vaiues measured for the 4 calibrators
against the corresponding units (linears near). Use "paint-to-point” plotting for calcuiation of the standard
curve by computer. The following plot is an example of a typical calibration curve, Please do not use this
curve for the determination of antibody concentrations in patient samples.
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If the extinction of a serum sample lies above the value of calibrator 1 (5000 1U/), the result should be
given as “>5000 IU/I". It is recommended that the sample be re-tested at a dilution of 1:400. The result in
U/l read from the calibration curve for this sample must then be multiplied by a factor of 4.

The upper limit of the reference range of non-infected persons (cut-off value) recommended by
EUROCIMMUN is 250 International Units (1UN). EUROIMMUN recommends interpreting results as
follows:

<200 1U/I: negative
2200 to <275 1U/I: borderline
2275 |UA: positive

Evaluation information: For duplicate determinations the mean of the two values should be taken. If
the two values deviate substantially from one another the sample should be retested.

For the interpretation of borderiine results an investigation using further tests (e.g. avidity determination
of antibody class 1gG) can be helpful Diagnosis can be secured by the determination of the titer change
in two serum samples taken at an interval of at least 7 days and analysed in parallel.

For diagnesis, the clinical symptoms of the patient should always be taken into account along with the
serological results.

Test characteristics

Calibration: The controls of the Anti-Measles Virus ELISA (lgG) were calibrated using the 3™
international standard serum NIBSC 97/648 (anti-measles and anti-polio virus serum, Nafional Institute
for Biological Standards and Control, Hertfordshire. England, approved as international reference
preparation by the WHO Expert Committee on Biclogical Standardization), The NIBSC 97/648 serum
contains 3 International Units (1U) per ampoule by definition and was resuspended in a concentration of

ERIRY

3 iU/mi.

For every group of tests performed, the extinction values of the ca
determined for the positive and negative controis must lie w

rators and the international units
the limits stated for the relevant test kit
lot. A quality control certificate containing these reference values is inciuded. If the values specified for
the controls are not achieved, the test reslilts may be inaccurate and the test should be repeated.
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The activity of the enzyme used is temperature-dependent and the extinction values may vary if 5
thermostat is not used. The higher the room temperature during substrate incubation, the greater will be
the extinction values. Corresponding variations apply also to the incubation times. However, the
calibrators are subject to the same influences, with the result that such variations will be largely
compensated in the calculation of the result

Antigen: The antigen source is provided by inactivated cell lysates of Vero cells infected with the
"Edmonston* strain of measles viruses.

Linearity: The linearity of the anti-measles viruses ELISA (lgG) was determined by assaying 4 serial
dilutions of different patient samples. The coefficient of determination R 2 for all sera was > 0,95. The
Anti-Measles Virus ELISA (IgG) is linear at least in the tested concentration range (52 1U/l - 4865 1U/1)

Detection limit: The lower detection limit is defined as the mean value of an analyte-free sample plus
three times the standard deviation and is the smallest detectable antibody titer. The lower detection limit
of the Anti-Measles Virus ELISA (IgG) is 8 1L/

Cross reactivity: The quality of the antigen used ensures a high specificity of the ELISA. Sera from
patients with infections caused by various agents were investigated with the EUROIMMUN Anti-measles
virus ELISA (IgG)

Antibodies against . _ Anti-Measles virus ELISA
(IgG)
Adenovirus 8 0%
| CMV 6 0%
EBV-CA 11 0%
HSV-1 3 0%
Influenza virus tvpe A 5 0%
Iinfluenza virus type B I 11 0%
Mumps virus 4 0%
|_Mycoplasma pneumoniae 4 0%
Parainfiuenza virus types 1-4 11 0%
RSV 9 0%
Rubella virus [¢] 0%
Toxoplasma 3 0%
vzv 5| 0%

Interference: Haemolytic, lipaemic and icteric samples showed no influence on the result up to a
concentration of 10 mg/ml for hemoglobin, 20 mg/mt for triglycerides and 0.4 mg/mi for bilirubin in this
ELISA.

Reproducibility: The reproducibifi y of the test was investigated by determining the intra- and
inter-assay coefficients of variation using 3 sera. The intra-assay CVs are based on 20 determinations
and the inter-assay CVs on 4 determinations performed in 6 different test runs.

Intra-assay variation, n = 20 Inter-assay variation, n = 4x6
Serum _ Mean value | Ccv Serum Mean value TV
) _(um | (%) aum i (%) |
1 830 8.0 1 796 | 11.6
2 3410 6.6 2 3635 | 50 |
3 3725 56 i 3 3946 | 6.8
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Specificity and sensitivity: 112 clinically characterized patient samples (interlaboratory test samples
ﬂBB‘_zm‘Hb,ZD:OmﬁEm:S Labquality, Finland and-NEQAS; -UK) were examined with the EUROIMIMUN ~
Anti-Measles Virus ELISA (IgG). The test showed a specificity and a sensitivity of 100% each.

n=112 INSTAND / Labguality / NEQAS (1gG)
positive borderline negative
EUROIMMUN positive 89 1 = g
Anti-Measles Virus borderiine 0 0 g
ELISA {1gG) negative 0 | 0 22

Reference range: The levels of anti-measles virus antibodies (IgG) were analyzed with this
EUROIMMUN ELISA in a panel of 500 healthy blood donors. With a cut-off of 250 1U/l, 94% of the blood
donors were anti-measies virus positive (IgG), which reflects the known percentage of infections in
adults.

Clinical significance

The measles virus (MV) is the most instantly recognizable member of Morbilliviruses, a group of viruses
belonging to the Paramyxoviridae fam y [1]. No animal reservoir is known. The measies virus causes an
acute feverish iliness which occurs mainly in childhood and is very infectious [2, 3]. In 1999, measles still
caused worldwide 873,000 deaths per year (1. 4, 51 Today they are less frequent because of
vaccination, especiatly in the wesier he iisphere [6, 7). However, measies epidemics are still observed
in some countries [2, 3, 4, 5.8, 8, 9] Individuals acutely infected with the virus exhibit a wide range of
clinical symptoms ranging from a characteristic mild sel-limiting infection to death 1,2, 8, 101,

MV infections are characterised by an incubation period of about 10 days, flue-like symptoms with fever,
malaise, catarrh of the upper respiratory tract, cough, congestion and conjunctivitis. Soon afterwards the
measles rash, a typical exanthema, appears first near the ears, then on the forehead, in the face and
over the rest of the body [1, 5, 8, 11].

Complications arising from MV infections include secondary bacterial pneumonia, otitis media (approx.
1%), encephalitis (approx. 1%), myocarditis, miscarriage and a condition called subacute sclerosing
panencephalitis (SSPE) [5, 12, 13]. Persistent MV infection of the otic capsule is an aetiologic factor in
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MV infections often cause an increase in heterologic antibodies. The statistically evaluated detection rate -
for antibodies is sign antly higher for ELISA and IIFT in comparison with e.g. neutralisation tests [16,
207. igG and IgM antibodies against MV are reliable markers to confirm suspected measies infections.

Measles myelitis or encephalitis can be verified by detecting antibodies against measies In the
cerebrospinal fluid (CSF) [23, 24, 25, 26]. These specific antibadies are synthesised in the brain [24]
The CSF-serum quotient (LSQ) allows to differentiate between a blood-derived and a pathological. brain-
derived spaci body fraction in CSF, taking into account individuat changes in the blood/CSF barrier
function [24, 25, 26, 27]. Therefora it is necessary to confirm the presence of antibodies against MV
using ELISA both in CSF and in the serum. During measles myelitis or encephaiitis an intrathecal
synthesis of antibodies against MV in CFS takes place. Due to the fact that specific antibodies can pass
the blood-cerebraspinal fluid barrier by diffusion from serum to CSF it is necessary to determine the
relative CSF/serum quotient (CSQrel., synonym: antibody specificity index) [24, 25, 26], The quotient is
calculated from the amount of specific anti-measles virus I9G antibodies in total CSF IgG in proportion to
the amount of specific 1gG antibodies in iotal serum lgG. During conversion the CSF/serum guotient of
the pathogen-specific IgG-antibady concentrations CSOpath.-spec. (IgG) is put into reistion to the
CSF/serum quotient of the total 19G concentrations CSQtotal (1gG) [27]. A relative CSQ result above 1.5
indicates the production of specific antibodies in t he central nervous system {CNS) and the involvement
ofthe CNS in the disease [25, 25].

With respect to the severs complications known fram measles infections, the Robert Koch institute in
Germany recommends vacginating small children, with a first shot between the age of 11 to 14 months
and a second between 15 and 23 months [2, 4, 10, 11]. Neutralisation activity and persistence of

P R

antibodies are induced in response to the immunisation [6, 15].

Life-long immunity is generally developed. However, antibody levels are 8 to 10 fimes lower in post-
vaccination sera than in convalescent sera [6, 19, 28], A passive immunisation with specific
immuneglobulin concentrates is usually given to immunosuppressed seronegative individuals, such as
tumour patients and recipients of transplants, as well as to seronegative pregnant women after exposure
to the virus.

The European Regional Office of the WHO aims at eliminating measies from the region in the following
years by area-wide vaccination campaigns [4, S, 10]. This is expected to iimit the number of apparent
infections and especially of severe courses of the disease. For the diagnosis of the remaining cases of
measles infection and of infections acquired outside Eurcpe as well as for the clarification of atypical

\oﬁ@mm_mmowwm%w_\ﬁijg‘m‘m‘m_m‘m#@cf for the serological diagnosis of otoslcerotic hearing loss has a

high specificity and sens vity [15]. SSPE is a progressive, generally fatal brain disorder caused by
chronic measles virus infection. It occurs about 7 to 10 years after the infection and generally kills within
3 years from the onset of the symptoms, The patients suffer from behavioural changes, cognitive
deterioration, vision problems and eventually advanced neurological symptoms, such as severe spasms,
and finally severe physical and mentai impairment that leads to death [13]. Males are more commonly
affected than females. The risk of SSPE from measles was underestimated according to older data [121.
Actual papers put it at closer to 6.5 to 11 cases of SSPE per 100,000 measles infections: that means
710 13 times higher than the earlier estimates [1,9,12]

Women with acute measles infection during pregnancy and a negative result for measles-specific
antibodies were observed €.g. in Japan, India, Thailand, Kenya and Brazil: 3 of 4 pregnancies ended in
preterm delivery. spontansous abortion or st Ibirth; 2 of 4 neonates were found to have congenitai
measles with a positive result for lgM antibodies [5).

Antibodies against MV can be found |n the serum of almost all patients during and after a measles
infection. 1gM antibodies develop soon after the onset of symptoms and can be measured using ELISA
ar indirect immunofiuorescence tesis {IFT) [18, 20, 21, 22]. 50% of patients have IgM antibedies within
three days, more than 90% w *C days after occurrence of the rash [15, 171 The Anti-Measies Virus
Igh ELISA is more rapid and sensitive for the serologicai diagnosis of measles infections than other
tests [15, 18, 19].

a

courses of the disease in partly immunised patients the antibody determination in serum and CSF will be
of growing importance [3, 5, 8, 9]
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Anti-Measles Virus ELISA (IgM) : = -Preparation-and stabiiity of the reagents

Test instructicn

Note: All reagents must be brought to room temperature (+18°C to +25°C) approx. 30 minutes before

use. Aiter first use, the reagents are stable uniil the indicated expiry date if stored at +2°C 0 +8°C and
ORDER NO ANTIBODIES AGAINST _ IG CLASS SUBSTRATE FORMAT protected from contamination, unless stated otherwise below.
_ I - ;
El 2610-9601 M _ Measles virus | IgM .>@A_Uﬂm.ﬁma I 96 x 01 (96) - Coated wells: Ready for use. Tear open the resealable protective wrapping of the mi te at the
- . — Microp'ate wells 1 recesses above the grip seam. Do not open until the microplate has reached room temperature to
Principles of the test: The ELISA test kit provides a semiquantitative in Vitro sy for Fiitian & prevent the individual strips from moistening. Imm ediately replace the remaining welis of a partly used
1 ! f 1 . L st SEM iantita i [ i i i te | tart T, 1 nd fiaht 1l e in i gri n( not remove
bodies of the IgM class against measles virus in serum or plasma. The test kit coniains microtiter strips micropiate In the protective wrapping and tightly seal with the integrated grip seam (Do no

. , . . S : : the desiccant bag).

mmn.: withad Uﬂmmx.oq reagent <.<m__.m coated with Bmmm._mm. us antigens. In the ?.mﬁ ﬂmmn,”_o:._wmmw_ diluted Once the protective wrapping has been opened for the first time, the wells coated with antigens can
patient samples are incubated in the wells. In the case of positive samples, specific IgM antibodies (also be stored in a dry place and at a temperature between +2°C and +8°C for 4 months

IgA and IgG) will bind to the antigens, To detect the bound antibodies, a second incubation is carried out

using an enzyme-labelled anti-human IgM (enzyme conjugate) catalysing a colour reaction

Calibrator and controls: Ready for use. The reagents must be mixed thoroughly before use.
Contents of the test kit

- Enzyme conjugate: Ready for use. The enzyme conjugate must be mixed thoroughly before use.
Component - Colour Format ) Symbol | y jue Y Y e e
|1- Microplate wells ) . : - Sample buffer: Ready for use. The green coloured sample buffer contains IgG/RF absorbent. Serum
coated with antigens: 12 microplate SHpSieAct - 12x8 [ETRIES| or plasma samples diluted with this sample buffer are only to be used for the determination of IgM
containing 8 individual break-off wells in a frame, antibodies.
ready for use
2. Calibrator dark red 1x2.0ml [cad| - Wash buffer: The wash huffer is 2 10x concentrate. ¥ crystaiization oocurs in
= Mmz_ human), :m__ma,., for use = buffer, warm it to 37°C and mix well before diluting. The quantity required should be removed from the
; ositive contro TR e i | ipette and diluted with deionized or distilled water (1 part r agent pius 9 paris
blue 1x2.0ml [FOGSCONTROL bottle using a clean pipette and diluted with deionized or distile er (ip eag pl p
{Igh, human), ready for use = i distilled water).
4. Negative control green 1x20ml [NEG CONTROL For mxma_u_m” For 1 microplate mip.m ml concentrate plus 45 ml water. . . )
|___(igh, human), ready for use The working strength wash buffer is stable for 4 weeks when stared at +2°C to +8°C and handled
5. Enzyme conjugate | properly.
peroxidase-labelied anti-human ight (goat), red | 1x12ml
ready for use | - Chromogen/substrate solution: Ready for use. Close the hottle immediately after use, as the
6. Sample buffer _ contents are sensitive to light. The Chromogen/substrate solution must be ciear on use. Do not use
containing IgG/RF absorbent (anti-human IgG green 1x100ml | [SAVPLE BUFFER] the solution if it is blue coloured.
antibody preparation obtained from goat),
ready for use -—Stop-solution:Ready-foruse.
7. Wash buffer 2 e =
{ WASH BUFFER 10: ) . ) ;
___ 10x concentrate WeHHesS ) 1 x 100 mi = - “ Warning: The controls and calibrators used have been tested negative for HBsAg, anti-HCV, anti-HIV-1
8. Chromogen/substrate solution l SUBETEATE|l and anti-HIV-2 using enzyme immunoassays and indirect immunofluorescence methods. Nonetheless,
i S ATE]| . . Cmma s 5 s
TMB/H:0;, ready for use e & 2 UBSTRATE all materials should be treated as being a potential infection hazard and should be handled with care.
9. Stop solution Some of the reagents contain the to agent sodium azide. Avoid skin contact.
n [T iy iy F tolourless | 1x12ml
8.5 M suiphuric acid, ready for use |
10. Test instruction —- | 1 booklet
11. Quality control certificate - | 1 protocol !
LoT| Lot 4 Storage temperature |
IV In vitro determination !

VL] ~ Unopened usable until

Storage and stability: The test kit has to be stored at a temperature between +2°C to +8°C. Do not
wmmNmc:o.om:ma_m__ﬁmmﬂr:ooano:oammamﬁmc_oc::_ ﬁjm_zawomﬁmaxu_a\amﬁm

V)

Waste disposal: Patient samples, calibrators, controls and incubated microplate strips should be

handlea as infectious waste. All reagents must be disposed of in accordance with local disposal
reguiations

ta
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Preparation and stabiiity of the patient samples

Samples: Human serum or EDTA, heparin or citrate plasma

Stability: Patient samples to be investigated can generally be stored at +2°C to +8°C for up to 14 days.
Diluted samples should be incubated within one working day.

Introduction: Before the determinafion of specific antibodies of ¢

an of class IgM. antibodies of ciass igG
snouid be removed from the patient sample is procedure must be carried out in order to prevent any

rheumatoid factors from reacting with specifically bound IgG, which would lead to false positive IgM test
results, and to prevent specific IgG displacing igh from the antigen, which would lead to false igM
negative test results.

Functionai principie: The sample buffer (green coloured!) contains an anti-human antibody preparation
from goat. IgG from a serum sample is bound with high specificity by these antibodies and precipitated. If

the sample also contains rheumatoid factors, these will be absorbed by the IgG/anti-human 1gG
complex.

Separation properties:

- All lgG subclasses are bound and precipitated by the anti-human IgG antibodies.

- Human serum 196G in concentrations of up to 15 mg per m! are removed (average serum 1gG concen-
tration in adults. 12 mg per mi).

- Rheumatoid factors are also removed.

- The recovery rate of the IgM fraction is almost 100%.

Performance: The patient samples for analysis are diluted 1:101 with sample buffer. For example, add
10 ul sample to 1.0 ml sample buffer and mix well. Incubate the mixture for at least 10 minutes at room

temperature. Subsequently, it can be pipetted into the microplate wells according to the pipetting
protocol.

Notes:

- Antibodies of the class IgG should not be analyzed with this mixture.

- It is possible to check the efficacy of the IgG/RF absorbent for an individual patient sampie by
performing an IgG test in parallel to the fgM test using the mixture. If the IgG test is negative, the IgM

result can be considered as reliable.
Th

The om:cﬂmﬁoﬂﬂmdadoia_w\o‘oam‘_.:_zm IgM antibodies are pre-diluted and ready for use, do not dilute
them

Medizinische
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- 2= Incubation

(Partly) manual test perfermance

Sample incubation: Transfer 100 ul of the calibrator, positive and negative controls or diluted
(1% step) patient samples into the individual microplate wells according to the pipetting
protocol. Incubate for 30 minutes at room temperature {(+18°C to +25°C).

Washing: Manual: Empty the wells and subsequently wash 3 times using 300 pl of
working strength wash buffer for each wash.
Automatic: Wash reagent wells 3 times with 450 ul working strength wash
buffer (program setting: e.g. TECAN Columbus Washer "Overflow Modus")

Leave the wash buffer in each well for 20 to 60 seconds per washing cycle,
then empty the wells After washing (manual and automated tests),
thoroughly dispose of all liquid from the microplate by tapping it on absorbent
paper with the openings facing downwards to remove all residual wash buffer.

Note: Residual liquid (> 10 pl} in the reagent wells after washing can interfere
with the substrate and lead 1o faise low extinction values, Insufficient washing
(e.g., less than 3 wash cycles, too small wash buffer volumes, or too short
reaction times) can lsad to false high extinction values.

Free positions on the microplate sirip should be filled with biank welis of the
same plaie format as that of the parameter ta be investigated.

Conjugate incubation:  Pipette 100 pi of enzyme conjugate (peroxidase-labelied anti-human IgM) into
(2™ step) each of the microplate wells. Incubate for 30 minutes at room temperature
(+18°C tc +25°C).

Washing: Empty the wells. Wash as described above,
Substrate incubation: Pipette 100 ul of chromogen/substrate solution into gach of the micropiate

(3" step) wells. Incubate for 15 minutes at room temperature (+18°C to +25°C)
(protect from direct sunlight).

Stopping the reaction:  Pipette 100 I of stop solution into each of the microplate wells in the same
order and at the same speed as the chromogen/substrate solution was intro-
duced.

Measurement: Photometric measurement of the colour intensity should be made at a
wavelength of 450 nm and a reference wavelength between 620 nm and
650 nm within 30 minutes of adding the stop solution. Prior to measuring,
slightly shake the micropiate to ensure a homogeneous distribution of the
solution.

Test performance using fully automated analysis devices

Sample dilution and test performance are carried out fully automatically using the anaiysis device. The
incubation conditions programmed in the respective software authorised by EUROIMMUN may deviate
siightly from the specifications given in the ELISA test instruction. However, these conditions were
validated in respect of the combination of the EUROIMMUN Analyzer |, Anaiyzer 1-2P or the DSX from
Dynex and this EUROIMMUN ELISA. Validation documents are available on inquiry

Automated test performance using other fully autom ated, open system analysis devices is possibie,
however, the combination should be validated by the user.
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Pipetting protocol

A C (P 8lP1s|pP22 |

B |pza |P 7(P15|F23

C|lneg [P 8|P16| P24

HiP s|Pi3|p21
|

The above pipetting protocol is an example of the semiquantitative analysis of antibodies in 24 patient
samples (P 1 to P 24).

Calibrator (C), positive (pos.) and negative (neg.) control as well as the patient samples have been
incubated in one well each. The reliability of the ELISA test can be improved by duplicate determinations
of each sample.

The wells can be broken off individually from the strips. This makes it possible to adjust the number of
test substrates used to the number of samples to be examined and minimizes reagent wastage.

Both positive and negative conirols serve as internal controls for the reliability of the test orocedure.
They should be assayed with each test run,

Calculation of results

The extinction value of the calibrator defines the upper limit of the reference range of non-infected

persons (cut-off) recommended by EUROIMMUN. Values above the indicated cut-off are to be
considered as positive, those below as negative.

Semiquantitative: Results can be evaluated semiquantitatively by calculating a ratio of the extinction

value of the control or patient sample over the extinction value of calibrator. Use the following formula to
calculate the ratio:

Extinction of the control or patient sample = Rati
Extinction of calibrator = Ratio

EUROIMMUN recommends interpreting results as follows:

Ratio <0.8: negative
Ratio >0 8 to <1.1: borderline
Ratio >1.1; positive

ation: For duplicate determinations the mean of the two values should be taken. If
ate substantially from one another the sample should be retested.

S rele

Evaluation infor
o}

allies de
values de

s 3

For the interpretation of borderline resuits an vestigation using further tests (e.g. avid ty determination
.9ﬂ antibody class IgG) can be helpful. Diagnosis can be secured by the determination of the titer change
In two serum samples taken at an interval of at least 7 days and analysed in parallel

For diagnosis, the clinical symptoms of the patient should always be taken into account along
seroiogical results.

the
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Calibration: As no international reference serum exists for antibodies of the IgM class against measles

virus, results are provided in the form of ratios which are a refative measure for the concentration of
antibodies.

For every group of tests performed, the extinction values of the calibrator and the ratios of the positive
and negative controls must lie within the limits stated for the relevant test kit lot. A quality control
certificate containing these reference values is included. If the values specified for the controis are not
achieved, the tes! results may be inaccurale and the test shouid be repeated.

The activity of the enzyme used is temperature-dependent and the extinction values may vary if a
thermostat is not used. The higher the room temperature during substrate incubation, the greater will be
the extinction values. Corresponding variations apply also to the incubation times. However, the
calibrators are subject to the same influences. with the result that such variations wi be largely compen-
sated in the calculation of the resutt,

Antigen: The antigen source is provided by inactivated cell lysates of Vero cells infected with the
“Edmonston” strain of measles viruses.

Detection limit: The lower detection fimit is defined as the mean value of an analyte-free sample plus
three times the standard deviation and is the smallest detectable antibody titer. The lower detection limit
of the Anti-Measles Virus ELISA {lgM) is ratio 0.02.

Cross reactivity: The quality of the antigen used ensures a high specificity of the ELISA. Sera from
patients with infections caused by various agents were investigated with the EUROIMMUN Anti-Measles
Virus ELISA (IgM).

Antibodies against n baz._,\_mmm_mm_.w___\hﬁcm m_._mblm
| Borrelia burgdorferi | 10 0% |
| CMV 7 0%
|EBV CA 17 0%
Mumps virus 8 0%
Parvovirus 819 g 0%
Rubella virus 10 0%
Toxoplasma gondii | 10 0%
VZV 5 0%

Interference: Haemoiytic, lipaemic and icteric samples showed no influence on the result up to a

concentration of 10 mg/ml for hemoglobin, 20 mg/ml for triglycerides and 0.4 mg/ml for bilirubin in this
ELISA.

Reproducibility: The reproducibility of the test was investigated by determining the intra- and inter-
assay coefficients of variation using 3 sera. The intra-assay CVs are based on 20 determinations and the
inter-assay CVs on 4 determinations performed in 6 different test runs.

Intra-assay variation, n = 20 Inter-assay variation,n = 4 x 6
Serum Mean vaiue Ccv Serum Mean value | cv
(Ratio) (%) (Ratio) (%)
i 26 79 1 24 80
2 | 48 . 25 2 4.1 | 44
3 _ 70 23 3 | 6.6 ” 44
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Specificity and sensitivity. 72 clinically characterized patient samples (interlaboratory test samples
from INSTAND, Germany) were sxamined with the EUROIMMUN- Anti-Measles Virus ELISA (IgM). The ~
test showed a specificity of 98% and a sensitivity of 100%

w73 ___INSTAND i
) positive | negative
L. positive 28 | 1
ELISA | cutoff | S S S -
negative 0 44

Reference range: The levels of the anti-measles virus antibodies (igM) were analyzed with this
EUROIMMUN ELISA in a panel of 300 healthy blood donors. With a cut-off ratio of 1.0, 0.3% of the
blood donors were anti-measles viruses positive (IgM)

Clinical significance

The measles virus (MV) is the most instantly recognizable member of Mor iruses, a group of viruses
belonging to the Paramyxoviridae family [1]. No animal reserveir is known. The measles virus causes an
acute feverish iliness which occurs mainly in childhood and is very infectious [2, 3], In 1988, measles still
caused worldwide 873,000 deaths per year [1, 4, 5] Today they are less frequent because of
vaccination, especially in the western hemisphere [6, 7]. However, measles epidemics are stili observed
in seme countries [2, 3, 4, 5, 6, 8, 8] Individuals acutely infected with the virus exhibit a wide range of
clinical symptoms ranging from a characteristic mild self-limiting infecion to death i, 2 8 @)

Nt UL

MV infections are characterised by an incubation period of about 10 days, flue-like symptoms with fever,
malaise, catarrh of the upper respiratory tract, cough, congestion and conjunctivitis, Soon afterwards the
measles rash, a typical exanthema, appears first near the ears, then on the forehead, in the face and
over the rast of the body [1, 5, 8, 11].

Complications arising from MV infections include secondary bacterial preumonia, otitis media (approx.
1%), encephalitis (approx. 1%), myocarditis, miscarriage and a condition calied subacute sclerosing
panencephalitis (SSPE) [5, 12, 13]. Persistent MV infection of the ofic capsule is an aetiologic factor in
ofosclerosis [8, 141 Anti-measles 19G for the serological diagnosis of otoslcerotic hearing loss has a
igh specificity and sensitivity [15]. SSPE is a progressive, generally fatal brain disorder caused by
chronic measles virus infection. It occurs about 7 to 10 years after the infection-and-generallykills within
3 years from the onset of the symptoms. The patients suffer from behavioural changes, cognitive
deterioration, vision problems and eventually advanced neurological symptoms, such as severe spasms,
and finally severe physical and mental impairment that leads to death [13]. Males are more commonly
affected than females. The risk of SSPE fram measles was underestimated according to older data [12].
Actual papers put it at closer to 6.5 to 11 cases of SSPE per 100,000 measles i fections; that means
710 13 times higher than the earlier estimates [1.9 12].

Women with acute measles infection during pregnancy and a negative result for measles-specific
antibodies were observed e.g. in Japan, India, Thailand, Kenya and Brazil: 3 of 4 pregnancies ended in
preterm delivery, spontaneous abortion or s birth; 2 of 4 neonates were found to have congenital
measles with a positive result for IgM antibodies [5].

Antibodies against MV can be found in the serum of almost ail patients during and after a measles
infection. igM antibodies develop soon after the onset of symptoms and can be measured using ELISA
or indirect immunofiuorescence tests (IIFT) [18, 20, 21, 22]. 50% of patients have IgM antibodies within
three days. more than 80% within 10 days after occurrence of the rash [15, 17} The Anti-Measles Virus
IgM ELISA is more rapid and sensitive for the serological diagnosis of measies infections than other
tests [15. 18, 19] MV infections often cause an increase in heterologic antibodies. The statistically
evaluated detection rate for antibodies is significantly higher for ELISA and }IFT in comparison with e.g.
neutralisation tesis {16, 20} IgG and IgM antibodies against MV are refiable markers io confirm
suspected measies infections.

N N N N
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_Measles myelitis or encephalitis can be verified by detecting - antibedies against measies in- the

cerebrospinal fluid (CSF) {23, 24, 25, 26] These specific antibodies are synthesised in the brain [24]
The CSF-serum quotient (LSG) aliows 1o differentiate between a lood-derived and a pathological, brain-
derived specific antibody fraction in CSF, taking into account indivigual changes in the blood/CSF barrier
function [24, 25, 26, 27]. Therefore it is necessary fo confirm ihe presence of antlbodies against MV
using ELISA both in CSF and in the serum. During measles myelitis or encephalitis an intrathecal
synthesis of antibodies against MV in CFS takes place. Due to the fact that specific antibodies can pass
the blood-cerebrospinal fluid barrier by diffusion from serum o CSE is necessary to determine the
relative CSFfserum quotient (CSQral., synonym: antibody specificity index) {24, 25, 26]. The quotient is
calculated from the amount of specific ant-measles virus lgG antibodies in total CSF IgG in proportion to
the amount of specific IgG antibodies in total serum igG. During conversion the CSF/serum quotient of
the pathogen-specific IgG-antibody concentrations CSQpath -spec. (IgG) is put into relation to the
CSF/serum quotient of the total IgG concentrations CSQtotal {1gG) [27]. A relative C5Q result above 1.5
indicates the production of specific antibodies in t he central nervous system (CNS) and the invoivement
of the CNS in the disease [25, 26].

With respect to the severe compiications known from measles infections, the Robert Koch Institute in
Germany recommends vaccinating small children, with a first shot between the age of 11 to 14 months
and a second between 15 and 23 months [2, 4, 10, 11]. Neutralisation activity and persistence of
antibadies are induced in respanse to the immunisation [6, 15].

Life-long immunity is generally developed. However, antibedy levels are & to 10 times lower in post-
vaccination sera than in convalescent sera [6, 19, 28]. A passive immunisation with specific
imrunogiobuiin concentrates is usually given to immunosuppressed seronegative indi iduals, such as
tumour patients and recipients of transplants, as well as to seronegative pregnant women after exposure
fo the virus.

The European Regional Office of the WHO aims at eliminating measles from the region in the following
years by area-wide vaccination campaigns [4, 9, 10]. This is expected 1o limit the number of apparent
infections and especially of severe courses of the disease. Far the diagnosis of the remaining cases of
measles infection and of infections acquired outside Europe as well as for the clarification of atypical
courses of the disease in partly immunised patients the antibody determination in serum and CSF will be
of growing importance [3, 5, 8, 9],
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Avidity determination of antibodies against Measles Viruses (IgG)
Test instruction

|
| ORDERNO. | ANTIBODIES AGAINST i IG CLASS SUBSTRATE FORMAT |
El 2610-9601-1 G Measles viruses I9G _Ag-coated 96 x 01 (96)
| 3 = microplate wells :

Background

The differentiation between fresh and long-standing infections is one of the greatest challenges in sero-
logy. Until now this was based mainly on determination of specific antibodies of the immunogiobulin
class fgM, which generally only appear initial y. However, the detection of these antibodies is often un-
refiable and problematic due to interfering factors such as persistence of the IgM response, too weak or
delayed lgM preduction, and unspecific IgM production through polyclonal B-cell stimulation

In recent years additional determination of the antibody avidity has become an established method for
identifeation of primary infections. The Immune system reacts to an infection by first forming low-avidity
antibodies. With continued disease duration, 1gG that are more precisely adapied to the antigens are
produced - the avidity increases. If high-avidity 1gG are detectable in the serum, it can be assumed that
the infection is at a late stage

Contents of the test system: El 2610-9601-1 G: ——
Component Colour Format _ Symbo
1. Test kit Anti-Measles Viruses ELISA _

(IgG, order number El 2610-9601 G) ==

2. Positive control HA
High-avidity anti-Measles (I G, human), ready for use red 1x1.3ml E
Positive control LA ==
L3k N hliie BAe ~riTo A
Low-avidity anti-Measles (igG, human), ready foruse |7 "x13ml | [POS CONTROL LA]
4. Urea solution
for Anti-Measles ELISA, ready for use yellow 1% #2imi | (UREA]
5. Phosphate buffer \ f I
ready for Use light blue | 1x12ml [PBS BUFFER]
6. Test instruction |— | 1 booklet e
|[EOT] Lot ﬁ m {  Storage temperature
VD in-vitro determination @  Unopened usable until

Storage and stability: The test kit has to be stored at a temperature between 2°C to +8°C. Do not
freeze. Unopened, all test kit components are stable until the indicated expiry date.

Waste disposal: Patient samples, calibrators, controls and incubated microplate strips should be
handled as infectious waste. All reagents are to be disposed of according to official regulations.
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e - --- Preparation and stabi ty of-the reagents S

Note: All reagents must be brought to roocm temperature (+18 C to +25 C) approx. 30 minutes before

use. After first use, the reagents are stable until the indicated expiry date if stored at +2 C to +8 C and

protected from contamination, uniess stated otherwise below.

- Controls: Ready for use. The reagents must be mixed thoroughly before use.

- Urea solution: Ready for use. The urea solution included in this test system may only be used for the
avidity determination of antibodies against Measles.

- Phosphate buffer: Ready for use
Warning: The calibrators and controls used have been tested negative for HBsAg, anti-HCV, anti-HIV-1
and anti-HIV-2 using enzyme immunoassays and indirect immunofluorescence methods. Nonetheless,

all materials should be treated as being a potential infection hazard and should be handled with care.
Some of the reagents contain the toxic agent sodium azide. Avoid skin contact.

Preparation and stability of the patient samples

Sample material: Human serum or EDTA, heparin or citrate plasma.

Stability: Patient samples to be investigated can generally be stored at +2°C to +8 C for up to 14 days.
Diluted samples should be incubated within one working day

Sample dilution: Patient samples are diluted 1:101 sample buffer. For example:

ute 10 pi serum to
1.0 ml sample buffer and mix well by vortexing (sample pipettes are not suitable for

NOTE: The controls are prediluted and ready for use, do not dilute them.
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Sample incubation:
(1. step)

Wash:

Urea incubation:
(2. step)

Wash:

Conjugate incubation:

(3. step)

Wash:

Substrate incubation:

(4. step)

Stopping the reaction:

Lal N N N N

incubation

Transfer 100 ul of the controls or diluted patient samples into the individuai
microplate wells according to the pipetting protocol.
Incubate for 30 minutes at room temperature (+18°C to +25°C).

Manual: Empty the wells and subsequently wash 1 time using 300 pl of
working strength wash buffer.

Automatic: Wash reagent wells 1 time with 450 pl of working strength wash
buffer (program setting: e.g. TECAN Columbus Washer “Overflow Modus").

Leave the wash buffer in each well for 30 to 60 seconds per washing cycle,
then empty the wells. After washing (manual and automated tests).
thoroughly dispose of all liguid from the microplate by tapping it on absorbent
paper with the openings facing downwards to remove all residual wash buffer.
Free positions on the microplate strip should be filed with blank wells of the
same plate format as that of the parameter to be investigated.

Pipette 200 ul of urea solution into each of the microplate wells of the first
microtiter strip and 200 pi of phosphate buffer into each of the microplate
wells of the second microtiter strip

Incubate for 10 minutes at room temperature (+18°C to +25°C).

Empty the wells. Wash as described above, but wash 3 times using working
strength wash buffer for each wash.

Attention: Residual liquid (> 10 Ml) in the reagent wells after washing can
interfere with the substrate and lead to false low extinction values.

Insufficient washing (e.g., less than 3 wash cycles, too small wash buffer
volumes, or too short reaction times) can lead 1o false high extinction values.

Pipette 100 pl of enzyme conjugate (peroxidase-labelled anti-human 1gG) into
each of the microplate wells.
Incubate for 30 minutes at room temperature.

Empty the wells. Wash as described above, but wash 3 times using working
strength wash buffer for each wash,

Pipette 100 pl of chromogen/substrate solution into each of the microplate
wells.

Incubate for 15 minutes at room temperature (+18°C to +25°C) protect from
direct sunlight.

Pipette 100 pl of stop solution into each of the microplate weils in the same
order and at the same speed as the chromogen/substrate solution was intro-
duced.

Photomeiric measurement of the colour intensity should be made at a
wavelength of 450 nm and a reference wavelength between 820 nm and
B850 nm within 30 minutes of adding the stap solution Prior to measuring,
slightly shake the microplate to ensure 2 homogeneous distribution of the
solution

w
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- - Pipetting protocol
[Tz s [+[sT% I T TN A W
A _nom poS nu_nﬂ P15 P15 _
HA | HA |
8 nOm.vum P8 | P8 |P16|P16
LA LA
TP P1| P9

P P9 |PIF| P17

G|P5 | P5|P13|F13

The above pipetting protocol is an example of the avidity determination of igG antibodies in 18 patient
samples (P 1to P 18).

Controls (pos HA and pos LA) as well as the patient samples have been incubated in duplicate in one
well each of two different microtiter strips. The reagent wells of the microtiter strips 1, 3, 5 efo. are
treated with urea solution after the incubation with patients samples, the reagent wells of the microtiter
strips 2, 4, 6 etc. are treated with phosphate buffer.

The wells can be broken off individually from the strips. This makes it possible to adjust the number of
test substrates used to the number of samples to be examined and minimises reagent wastage.

Both positive controls with high-avidity and low-avidity antibodies serve as internal controls for the
reliability of the test procedure. They should be assayed with each test run.

Calculation of results
The presence of low-avidity antibodies in a patient's serum has been proved if the ELISA extinction

value is considerably reduced by urea treatment. For an objective interpretation the relative avidity index
(RAI) is calculated and expressed in percent using the extinction values with and without urea treatment.

Extinction of the sample with urea treatment = 100
Extinction of the sample without urea treatment

= relative avidity index (RAl) in %

The upper limit of the range of low-avidity antibodies (cut-off value) recommended by EUROIMMUN is
40% RAIl. Values below the indicated cut-off are to be considered as an indication of low-avidity anti-
bodies, values between 40% and 50% RA| as equivocal, values above 80% RAI as an indication of high-
avidity antibodies, If a result is classified as equivocai, it is recommended to collect a second sample not
less than 7 days later and fo test it together with the first sample

RAI < 40%: indication of low-avidity antibodies
RAI 40% - 60%: equivocal
RAl > 60%: indication of high-avidity antibodies

Retiable results in the the measurement of 1gG antibody avidity can only be yielded if the patient sampie
contains a diagnosticaily significant concentration of specific antibodies.

Generally, the determination of the reiative avidity index is not helpfui in samples whi
<0140 after incubation without urea treatment.
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