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BBEAEHUE

Linpkynupytoime ayTommMMyHHble aHTuTena knacca IgG K BHYTPUKIIETOYHbIM CTPYKTYpaMm, B OCOOEH-
HOCTU, K A0EPHbIM aHTUreHaMm, SBNATCA XapaKTePHOM 0COOEHHOCTLIO CUCTEMHbIX ayTOMMMYHHbIX 3a-
6onesaHuii. OgHUMK M3 BaxkHeNLWINX aBnatoTea asyxuenodeyHas OHK (dsDNA), Ro52, Ro60, La, ueH-
TpoMepHble 6enkn, Scl-70 (Tonon3omepasa-1, topo-1), RNP/Sm, Sm, Jo-1 n PM/Scl. MHorue 13 stmnx
aHTUMEHOB CUYUTAIOTCA CNELNPUYECKUM MapKEPOM KOHKPETHOIO 3ab0oneBaHns, Apyrme xe npossstoT
YMEPEHHYIO CrneumMguyHOCTb (cMoTpute Tabnuuy 1). B cBA3K ¢ Tem, 4TO Npu aHanuM3e MeToaoMm He-
npsiMon nMmmyHodpntoopecueHuuu (IIF) HekoTopble KIMHUYECKM 3Ha4YUMMble aHTUTeNa (Hanpumep, Ro60,
Jo-1) npakTnyeckn He NofaalTCs 06HAPYXXEHUO, TECT HA aHTUHYKeapHble aHTUTena MeTogoM TBep-
[ogasHoro uMMyHodepmeHTHoro aHanunaa (aHrn. ANA Screen ELISA) npeactaBnset co6om NonesHblii
MeTo[, KOTOPbIV ABNSETCA ansTepHaTUBOM MeTody HenpsiMon nmMmyHodntoopecueHumm (IIF).

HA3HAYEHUE

TecT Ha aHTUHYKNeapHble aHTUTeNna MeTogoM TBepaodasHoro UMMyHodhepMeHTHoOro aHanmaa (ANA
Screen ELISA) npepgHasHayeH Ons NonykoNMYeCTBEHHOro ornpefenieHnsi aHTUHYKeapHbIX aHTUTEN
(AHA). PesynbtaTbl 9TOro Tecta NoMorarT AMarHoCTMPOBaTb CUCTEMHbIE ayTOMMMYHHbIe 3aborneBa-
Hus. TeCcT cneayeT UCNonb30BaTh Kak NepBoHaYasibHbIi CKPUHUHIOBbLIV TECT.

Tabnuua 1: AyToaHTUrEHbI U KIIMHUYECKUE CBA3N

AHTUrEeH CesAsaHHOe 3a6oneBaHue

OeyxuenoyeyHan OHK(r) CuctemMHas kpacHas BondaHka (SLE)

Ro52 (1) CuctemMHas kpacHas BonyaHka (SLE), Cungpowm Lerpena (SjS),
CuctemHas cknepogepmus (SSc)

Ro60 (r) CwuHgpom Lerpena (SjS)

La (r) CwuHgpom Llerpena (SjS)

RNP/Sm (n) CwmeluaHHoe 3a6oneBaHne CoeaMHUTENbHOMN TKaHW

Sm (n) CuctemMHas kpacHas BonyaHka (SLE)

Jo-1(r) Monummosut (PM)

Scl-70 (r) CuctemHas cknepogepmms (SSc)

CENP (r) CuctemHas cknepogepmms (SSc)

PM1-anbda (s) [MepeKpECTHbIN CUHAPOM MONUMMO3UT / CUCTEMHAA CKNepoaepmums

r= PEKOMOUHAHTHbIN, N= HATUBHbINA, S= CUHTETUYECKNI

NMPUHUUN METOAA

MnaHweTbl gna MukpoTutpoBaHua ELISA, BxogsLimMe B KOMMNMAEKT TecTa Ha aHTUHyKeapHble aHTu-
Tena MeToaoMm TBepaodasHoro nmmyHodepmeHtHoro aHanmaa (ANA Screen ELISA), nokpbiTbl crno-
€M CMECU HaTUBHbIX, PEKOMOUHAHTHbIX U CUHTETUYECKUX aHTUreHoB. CHavana B MUKPOTUTPOBASIbHbIE
NYHKN BHOCAT pa3BefieHHble obpasubl naumeHTa (1:101), kKoHTponu n kanuépaTop (6e3 pas3seneHus).
OTO NPUBOAMT K CBA3bIBAHMIO aHTUHYKIEAPHbIX aHTUTEN C UMMOBUNN3OBaHHbIMKU aHTUreHamu. NMocne
NnpoMbIBaHUA 006aBNAIOT KOHblOrat nepokcmpgassl xpeHa (HRP) ¢ aHTuTenamn knacca IgG, koTopbin
CBA3bIBAETCH C aHTUHYKNIeapHbIMU aHTUTeNnamMmu. HecessazaHHoe BeLLeCcTBO yaansaeTca npu nposeaeHum
Opyroro uukna rnpomMbiBaHus. B KoHue, CBA3bIBAHWE aHTUHYKIIEapHbIX aHTUTEeN BU3yanuaupyroT Mno-
CcpencTBoM MHKybaumm ¢ cyoecTpatoMm TMB ¢ nonydeHnem B UTOre CUHEro LBeTa, KOTOpbIid, Nocre ocTa-
HOBKW peakummn C NOMOLLIbIO CTOM-pacTBopa, NpespaLlaeTcs B XENTbIN LeeT. OnTnyeckas nnoTHOCTb
(OI) okpacusLUerocsi B XenTbl LUBET BeLlecTBa NpsiMO MpPOnopLmoHarnibHa KONMMYecTBY CBSA3aHHbIX
aHTUHYKNeapHbIx aHTuTen, Ol MOXHO N3MepUTb CNEKTPOOTOMETPUYECKN HA AJIMHE BOMHbI 450 HM.
Kanuépatop € U3BECTHOM KOHLEHTpaumen aHTUHYKIeapHbIX aHTUTeN aHanu3npyroT OQHOBPEMEHHO C
ob6pasuamu. Monykonn4ecTBeHHbIe pe3ynbTaTbl HAXOAAT NyTEeM BbIYUCNEHUS OTHOLLEHUI 3Ha4eHus Ol
KanuépaTopa 1 06pasLoB.

KOMMOHEHTbI HABOPA

o ranecomman o X8
Comerr o o (4 coRRELS
KOHLIEHTPUPOBaHHbIM MPOMbIBOUHbIN 6ydep [WASHBUF| B 25x] 1 x 50 Mn
Cy6ctpat TMB 1x15mn
Cron-pactsop (0.5 M H2S0O4) 1x12wmn
Bydep ans passeaeHus [DILBUF | B| 1 x 60 mMn
Kanunépatop CAL 1x2Mn
OTpuuaTenbHbIi KOHTPOb [CONTROL |—| 1x2mn
MONOXMTENbHBIN KOHTPOSb 1x2wmn

HEOBXOAUMbIE MATEPUAIJIbI, HE BXOAAWMWE B KOMIMJIEKT MOCTABKU

Munetkn o6vemom 2-10 mkn, 10-100 mkn 1 200-1000 mkn, gosatop Multipette, HaKOHeYHUKM ans nune-
TOK, (prakoHbl Ans passefeHns obpasua, CTeKNSAHHbIM MePHbIA LUMNMHOP, MUKPOMNIaHLLETHLIN puaep,
doonbra ans 3akpbiBaHUS, YCTPONCTBO A8 MPOMbIBKM MUKPOMAaHLLETOB (Mo BbIGOPY).

CBOP N NOAIrOTOBKA OBPA3LIOB

[na naHHoro aHanns3a MOXHO MCNOSb30BaTh CbIBOPOTKY MNv nnasmy. [Ans coxpaHeHus LienoCcTHOCTH
obpasua HMKakne Jo6aBKM UM KOHCEPBAHTLI He TpebytoTcs.

O6pasupl crnepyeT xpauutb npu 2-8°C 1 NnpoBoAMTbL aHann3 B TedeHne 48 4acoB nocre B3aTUA 06-
pa3uoB. Ecrnv HEBO3MOXHO NPOBECTU aHanu3 B Te4eHne 48 4acoB UM eCnn HY>XHa TPaHCMoOPTUPOBKa
o6pasuoB, o6pasLbl He06XOAMMO 3aKpbITb U 3aMopo3uTb. CriegyeT n3beraTb NMOBTOPHOrO 3amopa-
XUBaHUA U pasMopaxuBaHus. 3aMOPOXEHHble o6pasubl credyeT pasMopaxusaTb NpyY KOMHaATHOM
TemnepaType (KoMHaTHasa Temnepartypa, 20-25°C) 1, akkypaTHO rnepesopaynBas, TLAaTeNbLHO nepemMe-
wmBaTtb nepen aHann3omM. He pekoMeHayeTCs UCNoNb30BaTh reMoNIM3NPOBaHHbIE UMK NUNEMUYEcKme
obpasubl.

NnoArotToBkKA PEATEHTOB

Mpexpae 4em ncrnonb3oBaTh BCe peareHTbl, ob6ecneysTe JOCTMXKEHNE UX KOMHATHOW TeMnepaTypbl.
Heuncnonbdyemble MUKPOTUTPALIMOHHBLIE CTPUMbI HYXKHO Haasexatinm o6pa3omM NOBTOPHO repMeTUHHO
yrnakoBaTtb B UMEILLNNCA nakeT U3 osibrv ¢ AeCUKaHTOM.

Bbydhep ana pa3seneHus: roTOB K NPUMEHEHW!O;

KoHbloraTt nepokcuaasbl XpeHa: roToB K NPUMEHEHNIO;

PactBop cy6cTpara: rOTOB K NPUMEHEHWNIO;

Cron-pacTtBop: rOTOB K NPUMEHEHWNIO;

Kanuépatop 1 KOHTponu: rOTOB K MPUMEHEHMIO;

KOHLUEeHTpMpOBaHHbIA NPOMbIBOYHbIN 6ydhep: KOHLEHTPUPOBAHHbIN NPOMbIBO4HbIN 6ydep HEOOXO-
AVMMO pa3BeCcTy BOLAOW BbICOKOW CTENEHU OYUCTKMN B COOTHOLeHun 1:25 (Mpumep: ana 1 ctpuna Tpe-
oyeTtcsa 40 MN NPOMbIBOYHOIo 6ydhepa, noatomy 1,6 M KOHLEHTPUPOBAHHOIO MPOMbIBOYHOIO 6ydepa
HY>XHO pa3BeCcTV BOOOW BbICOKOM CTEMEHU OYUCTKM A0 MOSyYeHus KoHe4Horo o6bema 40 mn). Mony-
YeHHbIN TakMM 06pa3oM MPOMbIBOYHbIA Bydep cTabuneH B Te4eHne ogHOW Hedenu npu KOMHaTHOW
Temnepartype.

NMPOLEAYPA NPOBEAEHUA AHAJIU3A

1. Cozpaiite cxemy nuneTMpoBaHus. Kanmépatop Heo6xoaAMMO NPOTeCTUPOBaTh B ABYX MOBTOPHOCTSIX,
N TOYHO TaK Xe HACTOSITENbHO PEKOMEHOYETCS aHANIM3MPOBaTh KOHTPOSW.



2. Pa3Begute o6pasubl naumeHToB B cooTHoweHun 1:101 B Bydepe pona passegeHma (10 mkn
CbIBOPOTKM + 1 Mn Bydhepa ana passefeHvs Ans ABOMHOMO onpefeneHns / 5 MK cbiBOPOTKY + 0,5 mMn
Bydepa ons passeneHuns ons ogHoOro ornpeneneHuns).

3. NomecTuTe HyXHble CTPUNMbI C HAHECEHHBIMW aHTUTEeNnamMu B paMky. Hagnexatum o6pa3om repme-
TUYHO 3aKpOWTE NakeT 13 antoMHUA C OCTaBLLUMMWUCA CTPUNaMu U OEeCUKAHTOM.

4. B coOTBETCTBUM CO CXEMOM NMUMETUPOBAHMUS C NOMOLLLIO NMUMNETKU NepeHecuTe 100 MK KannépaTopos,
KOHTpOen 1 passefeHHbIx 06pa3uoB NaUMEHTOB B NTYHKU, MOKPbITbIE aHTUrEHaMM.

5. HakponTe nnaHweT n nHkybmnpymnte 30 MUHYT Npy KOMHATHOW Temneparype.

6. [pomonTe NnaHWeT BPYYHYHO WM UCMNOMb3ynUTe ANA STOW Lenu noaxopsiiee YCTPOWUCTBO ANA
NPOMbIBKU NnaHweToB ELISA, npoMbiBaTb HEO6X0AMMO MUHUMYM 3 pasa, Kaxabii pasd ncnonbaysa 300
MKJ1 Ha NYHKY. Yoanute oCcTaTtku XnOKoCTu, MPOMOKHYB MUKPOM/IaHLLUET NOSIOTEHLEM.

7. Oo6aBbTe 100 MKN KOHblOrata nepokcuaasbl XpeHa C aHTutenamu knacca IgG Bo BCe NyHKMW.
HakpownTte nnaHweT n nHkybmnpymnte 30 MUHYT NPy KOMHATHOW Temneparype.

8. MNoBTOpPUTE NpoLuenypy NPOMbIBKK, Kak ornmMcaHo B MyHKTE 6.

9. No6aebte 100 mkn cy6cTpata TMB B KaXayto NyHKY, HAKPOUTE MnaHLeT U UHKYOupynTe 15 MUHYT
npv KOMHaTHoOM TemnepaType (cy6ctpat TMB 4yBCTBUTENEH K CBETY).

10. C nomMoLLblo NUNETKM nepeHecuTe 50 MK CTOM-pacTBOpa B KaXayto NIyHKY B TOM Xe nopsgke, 4To
n cybeTpart. PekoMmeHayeTcs nepemellarb pacTBoOp B JIYHKax, crerka rnocrtyyas no pamke. Ha gnvHe
BOMHbI 450 HM npo4uTanTe 3HaA4YeHUs ONTMYECKOM MAIOTHOCTM (dTaNoHHAsA AnvHa BOSMHbI 620 HMY),
NCNomnb3ya COOTBETCTBYIOLLMIN MUKPOMMAHLLETHbIM puaep, U paccumTante pesynesrarbl A1 o6pasLos
naumMeHTOB N KOHTPOSEN, Kak OnmncaHo Ha cTpaHuue 5.

CXEMA NMPOBEAEHUA AHAJIU3A: AI-LINE ELISA

100 mkn Kanubparopa / Kontponei (bes pazne,qeuﬂnj '
100 mkn OBpazua (paszeegeHHOro)

A

0 e 30 MMH NPH KOMHATHOR
TeMmneparype

.- 100 mkn KolwloraTta

‘ 30 MWH NPH KOMHATHOR
J Temneparype

100 mkn CyGcrpar TMB

‘ 15 MHMH NP KOMHATHOR
J TeMnepaType
B 3aKpLITOM BUOE

4 50 mKn Ernn-pa::‘rnnpa.

0.
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(-} HOW BONHBI 620 HM*
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ONWHOW BONHE 620 HM OCYWECTENAESTCA NO HEMNAHMID.
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MHcTpykuma no npumeHeHuto ANA Screen ELISA WHcTpykuma no npumeHeHnto ANA Screen ELISA

BbIYUCNEHUE PE3YJIbTATOB

PaccunTbiBalOT OTHOLLEHUS Mexay 3Ha4eHnem ontudeckor nnotHocTu (Ol) [450 HM — 620 HM] Kax-
Ooro o6pasua naumeHta n cpegHum 3HadveHnem Ol [450 HM] kannbpaTopa. To Xe camoe genaroT ¢
KOHTPONAMU. YMHOXaOT BCE MNOSIyYeHHblE OTHOLLEHUA Ha KO3dhduumeHT npeobpasosanusa (F). ItoT
KoahpmLMeHT npeobpasoBaHus creunduryeH ona naptum n ykasbisaetcsa B CepTudumkare KOHTposs
kadecTtBa. [lonly4aemble 3Ha4eHMA BbipaXatoTca B OTHOCUTENbHbIX eanHmuax (OE).

Ol o6pasua
Bbluncnenusn: O6paseu, OE = x F

Ol kannbpatopa
Mpumep:
Ol kannbpartopa =19
Ol o6pasua =0.6
KoahdmumneHT npeobpasosaHus F =10

Ol o6pasua 0.6

O6pa3zeu, OE = pasu x 10, O6pasey, OE = x 10, O6paszey, OE =3.2 OE

Ol kannbpartopa

MHTEPMPETALINA PE3YJIbTATOB
[na nHtepnpeTaummn pesynstaTos UCMOSMb3YIOT ClieayoLLMe NoporoBble 3HaYEHUs:

<1 OE  OtpuuartenbHbin
1-1.5 OE MorpaHnyHbIn
>1.5 OE  TlonoxutenbHbin

Ona onpepeneHnsa noporoBbixX 3HA4YeHU NcrnonbL3oBanm KOHTPOJ1bHbIE 06pa3L|bI, nosny4eHHble Npu Ha-
nn4nmn 3aboneBaHus, u O6p8.3L|,bI CbIBOPOTKKM 300POBbIX nogen.

KPUTEPUN BANTUAALIUAN

3HadeHne Ol kanubpaTopa 1 3Ha4YeHMs1 KOHTPONEN, BbIPaXXEHHbIE B OTHOCUTENbHbIX eAuHMLAX, fOSXK-
Hbl COOTBETCTBOBATL AMana3oHaMm, ykaszaHHbiM B CepTudmkaTe KOHTposa KadecTea. Ecnum 310 He Tak,
Heo6X04MMO NPOBEPUTL YCIIOBUS NPOBEAEHUS aHann3a 1, BEpPOSiTHO, MOBTOPUTL aHanms.
JUANA30HbI HOPMANbHbIX 3HAYEHUN

CpepnHee 3Ha4eHune, Nosly4eHHoe No obpasLuam, B3sTbIM Y SBHO 340POBbIX MOAEN U CRyXXaLLUM KOHTPO-
nsamu, coctaenano 0.7 OE (ctaHgapTHoe oTknoHeHne 0.2 OE). Kaxpas nabopaTtopusa gosmkHa onpeae-
NUTb CBOW COBCTBEHHbIE AMana3oHbl HOPMasibHbIX 3HAYEHUIA.

AONANA3OH NSMEPEHNA

Ot 0.1 po 10 oTHOCKTENbHBbIX eanHuL, (OE).

TOYHOCTb

BapvabenbHOCTb 1 BOCMPOM3BOAMMOCTL OLIEHMBASN MO TPEM pa3HbIM MOMOXUTENbHbLIM 06pa3suam Cbi-
BOpPOTKWU. BapnabenbHoCTbL B npepenax ogHOro aHanvsa Aans n3MepeHusi, NpoBefeHHOro B YeTbipex
NOBTOPHOCTSIX, 6blfla MeHee 7%. BapnabenbHOCTb MeXy cepusamMu aHannaa, onpeaeneHHasi no name-
peHnsiM B IBYX NMOBTOPHOCTAX B BOCbMU pa3HbIX NPOBeAEeHUAX aHann3a, obina meHee 10%.

CNELUNDPUYHOCTDb

YCcTaHOBMEHO, YTO KNMHUYecKas cnelumnuYHOCTb B KOropTe NaLueHToB eBPOoneonaHOM packl C CUCTEM-
HOW KpacHol Bon4yaHKol coctaensana 100% B cpaBHEHUW C SBHO 340POBLIMU AOHOPAMM KPOBM.

HYBCTBUTEJIbHOCTb

YCTaHOBNEHO, YTO KNMHMYecKas cneungmnyHoCcTb AN CUCTEMHON KpacHOWM BOMYaHKM B KOropTe naum-
€HTOB eBPONeonaHOM packl coctasnsana 64,0% (> 1.5 OE) n 86,5% (> 1.0).
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MEPbI MPEAOCTOPOXXHOCTU ANSA NOJIb30BATEJNEN

1. B cooTBeTCcTBMM CO cTaTben 1, naparpad 2b, EBponerickon aupektusbl 98/79/EC, onsa ncnonb3osa-
HUS MEeOUUNHCKUX U3Oenuin Na OUarHoCTUKM in-vitro npon3soguTenem npenycMoTpeHo obecneveHve
NPUrOAHOCTU, TEXHUYECKNX XapaKTepUCTUK U 6e3ornacHocTu npogykra. Noatomy Heo6xoanmo CTporo
crneposaTbk npouenype aHanusa, MHpopmaummn, ocobbiM yKkasaHuaM 1 Mepam npefoCTOPOXHOCTU, U3-
NOXEHHbIM B MHCTPYKUMSX MO NpUMEHeHuo. Habop Heo6xoaMMO MUCMNosfb30BaTb TOSIbKO B COOTBET-
CTBUM C ONMCaHNEM, NpeacTaBieHHbIM Ha cTpaHuue 2 (NpeaHasHavyeHuve).

2. TecT Heo6x0OMMO MPOBOAUTL B COOTBETCTBUM C OAHHOW MHCTPYKLUMEN, B KOTOPOW MpefcTasiieHa
BCA Heob6xoaumMasn nHpopmMaums, a Takxe ocobble yKasaHusa 1 Mepbl MpefoCcTopoXHoCcTU. Heobxoanmo
noaBeprHyTb NPOBEPKE WUCMONb30BaHMe HAabOopOB AMA aHanu3a BMecTe C aHanu3atopaMu unv aHa-
NOorn4HbIM obopygoBaHneM. HuKakue M3MeHeHUs KOHCTPYKLMU, cocTaBa unv npouenypbl aHanuaa,
paBHO KaK 1 NCNOSIb30BaHWe B COYETaHUAX C APYrMMN NpoayKTamMu, He 0go6peHHbIMU NPON3BoOaNTENS -
MU, HE pa3peLLEHbI; 3a TaKne U3MEHEHUs, KOTOPbIE MOTYT NPUBECTU K JIOXKHbIM peayrnbratam v gpyrmm
WMHUMOEeHTaM, OTBETCTBEHHOCTb HECET caM nosb3osaTtesb. [1ponssoanTens He HECET OTBETCTBEHHOCTU
3a nobble peayrnbsTaThl BU3yanbHOro aHanmaa o6pasuoB naLmeHToB.

3. Habop npenHasHa4eH O5is UCrosb30BaHUA TONMbKO 006YYEeHHbIMU N KBANMPUUMPOBaHHLIMU Creumn-
anuctamu, NPoBOAALLMMW MUCCNefoBaHUa UMM OCYLLECTBAAIOWMMN OUarHOCTUKY. bepemMeHHble XeH-
LLWHbI HEe JOMKHbI MPOBOAUTL AaHHbIA aHanms.

4. labopaTopHoe o6opyaoBaHue cneayeT cogep)XaTb B COOTBETCTBUM C MHCTPYKLUMAMU NMPOU3BOAUTE-
na, nepeq npMMeHeHneM Heo6XoAMMO NMPOBEPUTL NPAaBUIIBHOCTL ero padoThl.

5. Tonbko ang oMarHoCcTM4eckoro NpuMeHeHus in-vitro. ToNbKo Ansg ogHOKPaTHOro npuMeHeHus. He mnc-
Nonb3yMTe KOMMOHEHTbI C UCTEKLUMM CPOKOM rogHoCTU. He co4yeTanTe ¢ faHHbIM HA6OPOM peareHThbl
OpYyrux NoCTaBLUMKOB UM KOMMOHEHTbI HA6OPOB U3 OPYrux NapTui (eCnNm TONbKO Ha CTpaHuue 2 He
yKasaHo WHoe).

6. He ncnonb3ynte KOMNOHEHTbI HA6OPA, ECNW YaKoBKa KOMMOHEHTa nospexaeHa. lNoxanyncra, npe-
XAe YeM MCronb3oBaTh, NPOBEPLTE BCE pacTBOPbI HA NPeaMeT MUKPOOHOro 3arpasHeHus. Cpasy xe
nocre Ucronb3oBaHuA NIOTHO 3akpbiBanTe dakoHbl, YTOObI U36exaTb ncnapeHns 1 MMKPo6HOro 3a-
rpasHeHns. He MeHsTe 3aBUHYMBAIOLLIMECH KPbILLKWU (PITAKOHOB C peareHTamu.

7. Habop npoLuen oueHKy Aas UCNonb30BaHUS Npu TeMnepartypax, ykazaHHbix B Cxeme npoBefeHus
aHanunaa. bonee BbICOKME unun 6ornee HU3KNe TemnepaTypbl MOrYT MPUBECTU K MONYHEHUIO 3HAYEHUMN,
He COOTBETCTBYIOLLMX AMana3oHamM KOHTPOSS KadecTsa.

8. lNpouenypa npombiBaHs 6e3yCrioBHO BaXkHa. HenpasuibHOE NpOMbIBaHME CTaHET NPUYNHOM OLLN-
604HbIX pedynsTatoB. PekomeHayeTca Mcnonb30BaTb MHOMOKaHasbHY0 NUNETKY M aBTOMatu4yeckoe
YCTPOMUCTBO ANs MPOMbIBKMU.

9. Y106bI N36eXaTb NEPEKPECTHOrO 3arpsi3HEHUS U JTOXKHOMONOXMUTESbHBIX Pe3ynsTaToB PeKOMeHAay-
eTcs NPOBOAMTL BCE 3Tarbl NMNETUPOBaHMA Hagnexalimm o6pasoM. Icnonb3ymnTe TONbKO YNCTbIe Ha-
KOHEYHUKM A5 NUNEeTOK, [o03aTopbl 1 N1abopaTopHyo nocyay.

10. [InarHocTnyeckme KOMMOHEHTbI, MOy4eHHbIe Ha OCHOBE CbIBOPOTKM KPOBW YenoBeka, Obinn npoTe-
CTMpOBaHbl MeToAoM ¢ MapkupoBkor CE Ha aHTuTena k BUY 1/BUY 2, aHTutena K saepHoMy aHTUreHy
BMpyca renartuta B, aHTuTena kK supycy renatuta C 1 NnoBepxXHOCTHbIV aHTUIEeH BMpyca renatuTa B, n
6b1IM MPU3HaHbI oTpuuaTenbHbIMU. TeM He MeHee, C MaTtepuanamm Ha OCHOBE CbIBOPOTKU KPOBU Ye-
noBeka, cnegyet obpawartbCs Kak ¢ noTeHumnanbHo nHpuuynposaHHsiMmi (BUOJTOMMYECKAA ONMAC-
HOCTDb).

11. HekoTopble KOMMOHEHTLI HAbopa MOryT coaepXXaTtb ObI4NIA CbIBOPOTOYHBIV anbOyMUH, KOTOPLIW, MO
OaHHbIM MPOM3BOOMUTENSA, HE HECET B ce6€e HNKaKON U3BECTHOM BO3MOXHOCTU UHDULIMPOBAHUS.

lMockonbKy nHorga MoryT BCTpedaTbecsl HenopaaroLmecs o6Hapy>XeHuo Bo36yanTenn nHekLumm, Mol
pekomMeHayeM obpallaTtbes ¢ No6bIM NPOAYKTOM XMBOTHOIO NPOUCXOXAEHUS KaK C MOTEHUMarnbHO 3a-
pasHbIM.
12. B oTHOLLEHWM BCEX peareHTOB HeOOXoaMMO cobnogaTh crieayoLLme npasuia 6e30nacHOCTH:
- He ponyckatb nonapjaHus B rnasa, Ha KoXy unu Ha ogexay (P262). He eabixaTe cnpen (P260).
Hvikorga He crieflyeT oCyLLeCTBNATL NUNETUPOBaHWE C MOMOLLBIO pTa, Bcerga Heo6xoaumMo UCMosb30-
BaTb noaxogsLume yCTponcTaa Asif NMMNeTUpoBaHus.
- B CITYHAE MNMPOITIATbIBAHUA: npononockatb poT. HE Bbi3biBaTh pBoTy (P301/330/331)
- B CITYHAE MOMAOAHUA HA KOXKY (1nu Ha Bonocel): Cpagdy Xe yoanuTb/CHATb BCIO 3arpA3HEHHYO
ogexay. MNpombITb KOXY Bogon/ayLem (P303/361/353).
- B CJTYHAE BObIXAHUA: BeiBecTn nocTpagasLLEro Ha CBEXUIN BO3OyX U o6ecne4vmTb NOKOM B Mo-
noxeHun, yoobHom onsa abixanmsa (P303/340).
- B CJIYHAE MOMAJAHNA B IMMA3A: OCTOpOXHO NpoMbIBaTb BOAOW B TEYEHWE HECKOSNbKUX MU-
HYT. ECNn eCTb KOHTaKTHbIE JINH3bI, CHATb UX, €CIIN 3TO HEe CMOXHO. MpoaomkKuTe NpOMbIBaHWE rnas.
(P305/351/338)
- Bo Bpems npoBefeHuns aHannaa Hesnb3sa eCTb, NUTb U KypuTb. Henb3sa aepxaTtb NO6IM30CTN NPOAYK-
Tbl NUTAHWS, KOPMa U1 HaNuUTKW.
- Heobxoammo HapeBaTb 3alUMTHbIE NepYaTKW/3alUUTHYIO Oaexay/cpeacTea onsa 3awmTbl rnas (P280).
CnepyerT TWAaTenbHO MbITb PyKU Nnocne obpalleHns ¢ npoayktom (P264) n o6ecneymnTb yxo 3a KOXEN.
- Mo 3anpocy MOXeT 6bITb NpefocTaBeH NacnopT 6e30MacHOCTU BeLLeCTBa.
13. CTON-pacTBOp BbI3bIBAET TAXKESbIE OXOMM KOXM U TpaBMbl rnas3 (H314).
14. TMB B BbICOKMX KOHLIEHTPALMSAX MOXET ObITb NOTEHUMANIbHO MyTareHHbIM. B CBSI3N C HU3KOW KOH-
ueHTpaumen TMB B paHHOM pacTBope cy6cTpaTa MyTareHHbIn 3dPEKT MOXHO UCKITIOHYUTL, NPU yCro-
BUW Hagnexallero cnoco6a npuMeHeHus.
15. KoHcepBaHTbl (BpoHnaoke, Tumepocan, A3na) TOKCUYHbI AN BOOHbIX OPraHU3MOB, HO UX KOHLIEH-
Tpauusa He onacHa ana okpyxarwowen cpedbl. MNpu yTunuaaumm 6onbLlIne o6beMbl peareHToB crnegyet
CMbIBaTb 60MbLUMM KONM4eCTBOM Bofbl. Tumepocan (MpomMbiBo4HbIN 6ydep B) MOXET BbI3biBaTb MO-
pa)keHve opraHoB Npw AnUTeNIbHOM UM MHOrOKpaTHOM Bo3aencTeumn (H373).
16. OTX0abl, B cCOCTaBe KOTOPbIX MPUCYTCTBYET CbIBOPOTKA, cregyeT cobupaTb B OTAESIbHblE KOHTEN-
Hepbl, codepxalume Haanexatliee ae3vHuuMpytoLlee cpeacTtBo B AOCTATOYHOW KOHUeHTpauun. C
OaHHbIM BeLLeCTBOM crieflyeT obpallartbCa B COOTBETCTBUM C HALUMOHAsIbHbIMU PYKOBOACTBAMU WA
HopMaTuBamu, KacaroLnMmncs 6MONOrM4ecKon onacHOCTU U 6€30MacHOCTW.
17. HacTosAwmm oTCbilaeM Bac K HaunoHasibHbIM HOpMaTtuMBaM Mo MEAUUMHCKUM U3OenuaM, Kacaro-
LMMcs HabopoB A1 aHaNM30B, NpefHa3Ha4YeHHbIX 4nd in-vitro AMarHoCTuKN.
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BACKGROUND

Circulating IgG autoantibodies to intracellular structures especially to nuclear antigens represent a
characteristic feature of systemic autoimmune diseases. Among the most important ones are double-
stranded DNA (dsDNA), Ro52, Ro60, La, centromere proteins, Scl-70 (topoisomerase |, topo I), RNP/Sm,
Sm, Jo-1 and PM/Scl. Many of those antigens are considered as specific marker for a certain disease
whereas others show a moderate specificity (see table 1). Since in the indirect immunofluorescence (lIF)
test a few clinical relevant antibodies (e.g. Ro60, Jo-1) are hardly detectable, the ANA Screen ELISA
represents a useful alternative method to IIF.

INTENDED USE

The ANA Screen ELISA is intended for the semi-quantitative determination of ANA. The results of the
ANA Screen ELISA aid to the diagnosis of systemic autoimmune diseases. The test should be used as
initial screening test.

Tabnuua 1: Autoantigens and clinical association

Antigen Disease association
dsDNA (r) Systemic lupus erythematosus (SLE)
Ro52 (r) SLE, SjS, SSc
Ro60 (r) Sjogren Syndrome (SjS)

La (r) Sjogren Syndrome (SjS)
RNP/Sm (n) Mixed connective tissue disease
Sm (n) SLE

Jo-1(r) Polymyositis (PM)

Scl-70 (r) Systemic sclerosis (SSc)

CENP (r) Systemic sclerosis (SSc)
PM1-Alpha (s) PM/SSc overlap syndrome

r= recombinant, n= native, s= synthetic

KIT COMPONENTS
Microtiter strips, antigen coated )1(288\:2512
Anti-lgG HRP-Conjugate [CONJ|HRP|G] 1x15mL
Concentrated Washing Buffer (WASHBUF|B|25x| 1 x 50 mL
TMB Substrate 1x15mL
Stop Solution (0.5 M H2S04) 1x12mL
Dilution Buffer 1x60 mL
Calibrator CAL 1x2mL
Negative Control 1x2mL
Positive Control 1x2mL

MATERIAL NEEDED, BUT NOT PROVIDED WITH THE KIT

2-10 pL, 10-100 pL and 200-1000 pL pipettes, Multipette, pipette tips, vials for diluting the specimen,
graduated glass cylinder, microplate-reader, covering foil, microplate-washer (optional).

Instructions for use ANA Screen ELISA Instructions for use ANA Screen ELISA

PRINCIPLE

The microtiter plates contained in the ANA Screen ELISA are coated with a mixture of native, recombinant
and synthetic antigens. Initially, diluted patient samples (1:101), Controls and the Calibrator (undiluted)
are ap-plied to the microtiter wells. This leads to the binding of ANAs to the immobilized antigens. After
washing an anti-lgG horseradish peroxidase (HRP) conjugate is added which binds to ANAs. Unbound
material is removed by another washing cycle. Finally the binding of ANAs is visualized by incubation with
TMB Substrate resulting in the development of a blue colour turning into yellow after stopping the reaction
with Stop Solution. The optical density (OD) of the yellow colour is directly proportional to the amount of
bound ANAs and can be measured spectrophotometrically at 450 nm.

A Calibrator with a known concentration of ANAs is tested simultaneously with the samples. Semi-
quantitative results can be determined by calculating the ratios from the OD value of the Calibrator and
the samples.

SPECIMEN COLLECTION & PREPARATION

Either Serum or Plasma can be used in this test. No additives or preservatives are necessary to maintain
the integrity of the specimen.

Specimens should be stored at 2-8°C and assayed within 48 hours after collection. If the assay cannot
be performed within 48 hours or if the specimen has to be shipped, cap the specimen and keep it
frozen. Repeated freezing and thawing should be avoided. Frozen specimens should be thawed at
room temperature (RT, 20-25°C) and mixed thoroughly by gentle inversion before assaying. The use of
haemolysed or lipemic specimens is not recommended

PREPARATION OF REAGENTS

Allow all reagents to come to RT before use.

Unused microtiterstrips have to be resealed properly in the provided foil bag containing a desiccant.
Dilution Buffer: ready to use; HRP Conjugate: ready to use; Substrate Solution: ready to use; Stop
Solution: ready to use; Calibrator and Controls: ready to use; Concentrated Washing Buffer: the
Concentrated Washing Buffer has to be diluted 1:25 in aqua bidest. (Example: One strip requires 40 mL
of Washing Buffer, therefore 1.6 mL concentrated Washing Buffer have to be diluted to a final volume of
40 mL with aqua bidest.). The resulting Washing Buffer is stable for one week at RT.

TESTING SCHEME AI-LINE ELISA

100 pL Calibrator/Controls {undiluted)
100 pL (diluted) Sample

& 00~

100 pL Conjugate

100 pL TMB Substrate

‘ 15min at RT
J covered

o 50 pL Stop Solution .

'Read at 450 nm against 620 nm* |

. : -‘-"‘ﬁ--
* The measurement against the reference
wave length from 620 nm is optional. \"‘H-————)




ASSAY PROCEDURE

1. Create a pipetting scheme. It is a must to test the Calibrator in duplicate and this is highly recommended
for Controls.

2. Dilute patient samples 1:101 in Dilution Buffer (10 pL serum + 1 mL Dilution Buffer for double
determination / 5 pL serum + 0.5 mL Dilution Buffer for single determination).

3. Place the required coated wells into a frame. Properly reseal the aluminium bag with the remaining
strips and desiccant.

4. Pipette 100 pL of Calibrators, Controls and diluted patient samples into the antigen coated wells
according to the pipetting scheme.

5. Cover the plate and incubate for 30 min at RT.

6. Wash the plate manually or with an appropriate ELISA plate washer at least 3 times with

minimally 300 pL per well. Remove residual liquid by dunking the microplate on a tissue.

7. Add 100 pL of anti-lgG HRP conjugate to all wells. Cover the plate and incubate for 30 min at room
temperature.

8. Repeat washing procedure as described in step 6.

9. Add 100 pL of TMB Substrate to each well, cover the plate and incubate for 15 min at RT (TMB
substrate is light sensitive).

10.Pipette 50 pL of Stop Solution in the same order as the substrate to each well. It is recommended to
mix the solution in the wells by carefully knocking on the frame. Read OD at 450 nm (reference wave
length 620 nm*) using an appropriate microplate reader and calculate the results of patient samples and
controls as described on page 8.

CALCULATION OF RESULTS

Calculate the ratios between the OD value [ 450 nm — 620 nm] of each patient sample and the mean
OD value [450 nm] of the Calibrator. Do the same for the controls. Multiply all obtained ratios by the
conversion factor (F). This conversion factor is lot specific and is stated on the Quality Control Certificate.
Resulting values are expressed as relative units (RU).

OD Sample
OD Calibrator

Calculation: RU sample =

Example:
OD Calibrator =1.9
OD Sample =0.6
Conversion factor F =10
D [
RU sample = OD Sample x 10, RU sample = x 10, RU sample =3.2 RU
OD Calibrator 1.9

RESULT INTERPRETATION
For interpretation of the results use the following cut-off values.

<1 RU Negative
1-1.5 RU Borderline
>1.5 RU Positive

The cut-off values were determined using disease controls and normal sera.

VALIDATION CRITERIA

The OD value of the Calibrator and the RU values of the Controls have to meet the ranges stated on
the QC-Certificate. Otherwise, the test conditions should be verified and the test should probably be
repeated.

REFERENCE RANGES

The average value of samples from apparently healthy controls was found at 0.4 RU (Standard Deviation
0.2 RU). Each laboratory should establish its own reference ranges.

MEASURING RANGE
0.1 up to 10 relative units (RU).

PRECISION

Variability and reproducibility was evaluated with three different positive sera. The Intra-assay variability
for a quadruplicate measure-ment was below 7%. The Inter-assay variability, de-termined with duplicates
taken from eight dif-ferent runs, was below 10%.

SPECIFICITY

The clinical specificity against apparently healthy blood donors has been determined as 100% in a
cohort of Caucasian SLE patients..

SENSITIVITY

The clinical sensitivity for SLE in a Caucasian patient cohort has been found at 64.0% (> 1.5 RU) and
86.5% (> 1.0).
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PRECAUTIONS FOR USERS

1. In compliance with article 1 paragraph 2b European directive 98/79/EC the use of in-vitro diagnostic medical
devices is intended to secure suitability, performance and safety of the product by the manufacturer. Therefore
the test procedure, information, precautions and warnings stated in the instructions for use have to be followed
strictly. The kit has only to be used as described on page 8 (intended use).

2. The test must be performed according to this instruction, which contains all necessary information,
precautions and warnings. The use of the test kit with analyzers and similar equipment has to be validated.
Any change in design, composition of the test procedure as well as for any use in combination with other
products not approved by the manufacturer is not authorized; the user himself is responsible for such changes
resulting in false results and other incidents. The manufacturer is not liable for any results obtained by visual
analysis of patient samples.

3. The kit is intended for use by trained and qualified professionals carrying out research or diagnostic activities
only. Pregnant women should not perform the test.

4. Laboratory equipment has to be maintained according to the manufacturer’s instructions and must be
tested for its correct function before use.

5. For in-vitro diagnostic use only. Use only once. Do not use components exceeding the expiry date. Do not
combine reagents of other suppliers or kit components of different lots (unless specified on page 8) with this
kit.

6. Do not use kit components when the package of the component is damaged. Please check all solutions
prior to use for microbiological conta-mination. Cap vials tightly immediately after use to avoid evaporation and
microbiological contamination. Do not interchange screw caps of the reagent vials.

7. The kit was evaluated for use at the temperatures specified in the Testing scheme. Higher or lower
temperatures may result in values not meeting the quality control ranges.

8. The washing procedure is absolutely important. Improper washing will cause erroneous results. It is
recommended to use a multichannel pipette and an automated washer.

9. To avoid cross-contamination and false-positive results it is recommended to perform all pipetting steps
properly. Use only clean pipette tips, dispensers and lab ware.



10. Test components based on human serum were tested using a CE marked method for the presence
of antibodies against HIV 1 / HIV 2, Anti-HBc, and Anti-HCV as well as for hepatitis antigen HBsAg and
were found to be negative.
Nevertheless, material based on human serum should be handled as potentially infectious (BIOHAZARD).
11. Some kit components may contain bovine serum albumin, of which according to the manufacturer
no infectious potential is known. Due to the eventual occurrence of undetectable infectious agents we
recommend to handle any product of animal origin as potentially infectious.
12. The following safety rules should be followed with all reagents:
- Do not get in eyes, on skin, or on clothing (P262). Do not breathe spray (P260). Pipetting should
never be done by mouth, but with suitable pipetting devices.
- IF SWALLOWED: rinse mouth. Do NOT induce vomiting (P301/330/331)
- IF ON SKIN (or hair): Remove/Take off immediately all contaminated clothing. Rinse skin with water/
shower (P303/361/353).
- IF INHALED: Remove victim to fresh air and keep at rest in a position comfortable for breathing
(P303/340).
- IF IN EYES: Rinse cautiously with water for several minutes. Remove contact lenses, if present and
easy to do. Continue rinsing. (P305/351/338)
- Don't eat, drink or smoke while performing the test. Keep away from food, feed and beverage.
- Wear protective gloves/protective clothing/eye protection (P280). Wash hands thoroughly after
handling (P264) and care for your skin.
- Material safety data sheet is available on request.
13. Stop Solution causes severe skin burns and eye damage (H314).
14. TMB in high concentrations may be potentially mutagenic. Due to the low concentration of TMB in
this substrate solution a mutagenic effect can be ruled out, if it is properly used.
15. The preservatives (Bronidix, Thimerosal, Azid) are toxic to aquatic life, but their concentration is not
hazardous to environment anymore. On disposal, flush large volumes of reagents with plenty of water.
Thimerosal (WashBuf B) may cause damage to organs through prolonged or repeated exposure(H373)
16. Waste containing serum must be collected in separate containers containing an appropriate
disinfectant in sufficient concentration. This material has to be treated according to national biohazard
and safety guidelines or regulations.
17. We refer to the national regulations of medical devices regarding in-vitro diagnostic test kits.
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