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KaranoxHbin Ne 25023 \&/ 8x 12 onpepeneHun

BBEAEHUE

Linpkynupytoime aytoaHtutena (aab) knacca IgG K BHYTPUKIETOYHbIM CTPYKTYpaMm, B HaCTHOCTU, K
aKcTparnpyembiM agepHbiM aHTureHam (ENA), aBnatoTca xapakTepHON 0COBGEHHOCTLIO CUCTEMHBIX ay-
TOMMMYHHbIX 3ab6onesaHunin. Hawnbonee BaxHble BkNtovaT asyxuenodveyHyto OHK (dsDNA), Ro, La,
LeHTpomepHble 6enku, Scl-70 (Tononsomepasa |, topo 1), aHTureH Cmuta (Sm), pu6OHYKIEoNnpoTENHbI
(RNP), Jo-1 n PM/Scl. AytoaHtutena k komnnekcy dsDNA 1 Sm cuuTtaloTcs BbICOKOCNELUUYHBIMA
Mapkepamu s onpegeneHms CUCTEMHOM KpacHowm BonyaHkuy (SLE) n moryT o6Hapyxunsatbes y 5-30%
(Sm) 1 20-70% (dsDNA) naumneHTOB, CTpagatoLLMX CUCTEMOWN KpacHon BonyaHkon (SLE). Bnarogaps
BbICOKOW CNeLUMPUYHOCTN ayTOaHTUTEN aHTU-Sm 1 aHTU-dsDNA B 0THOLLIEHUM 3a6051eBaHUS, OHW ObIN
BKJIIOYEHbI B AMarHocTnyeckue kputepum AMepukaHckoro konnepgxa pesmatonorum (ARC). AytoaH-
TuTena aHtu-RNP cuutalotca cBA3aHHbIMM C CUCTEMHOW KpacHoW Bon4YaHkow (SLE), HO Takxe Bbl-
SABNAIOTCA M NPU APYrMX ayTOMMMYHHbIX BOCNanUTENbHbIX HapylleHusax. CuctemMHas cknepoaepmMms
(SSc) xapakTepuayeTtcs Hann4mem aytoaHtTuten aHTn-Scl-70 n aHTM-CENP. AytoaHtutena k Ro52 n La
(SS-B) moryT o6HapyxuBaTbCs B o6pasLax naumeHToB, CTpafaroLmMx CUCTEMHOM KPaCcHOW BOMYaHKOM
(SLE), cuHopomom LLerpeHa (SjS), cMmelaHHbIM 3ab6oneBaHnem coegmHuTenbHbiX Tkader (MCTD) u
cucTeMHon cknepogepmuen (SSc). AytoaHTutena aHtu-Jo-1 Bnepsble 6biM ONMCaHbl NOCe BbisBe-
HWSA B CbIBOPOTKE NauueHTa, CTpagatoLero MMO3nToM.

HA3HAYEHUE

TecT meTogom TBEpAOda3HOro nMmmyHodpepmeHTHoro aHanmsa ENA Profile 8 ELISA npegHa3HayeH
ANa NONYyKONMYECTBEHHOIO OMNpefeneHnsa akcTparmpyemMbix saepHbix aHTureHos (ENA) n nomoraet
AVarHocTMpoBaTb CUCTEMHbIE, peBMaTUYECKNE ayTOUMMYHHbIE HapyLLUEHUS.

JInHusa ENA CBA3b ¢ 3a60neBaHMEM YacTtoTa BCTpeyaemocTun
A dsDNA CuctemHas kKpacHas BonyaHka (SLE) 20-70%
R s a3
C Sm CuctemHas kpacHas BonyaHka (SLE) 5-20%

o Resp  CTemanaciar o (SLE) cnpon erpera (5)
E La (SS-B) CuctemHasn kpacHas BonydaHka (SLE), cungpom LLerpena (SjS) 10-30%
F Scl-70 CuctemMHas cknepogepmust (SSc) 20-40%
G CENP-B  CuctemHas cknepogepmus (SSc) 10-20%
H Jo-1 Mwuosunt 20-40%

NMPUHUUMN METOOA

B Tect SLE Profile 8 ELISA BxoasaT YeTbipe pa3HbiXx HA6opa MUKPOTUTPOBASIbHbIX CTPUMOB, OKpaLLEeH-
HbIX B pasHble LBeTa (8 X 12 nyHKW) 1 NoKpbITbIX AByXuenodeyHon OHK (xentbi UBET), aHTUreHOM
Cwmuta (opaHxeBbin UBeT), komnnekcom RNP/Sm (kopuuHeBbin LgeT) 1 Rib-P (6ecueTHbIn). CHadva-
na B MUKPOTUTPOBAsIbHbIE NYHKN BHOCAT pa3sefeHHble o6pasubl nauneHTos (1:101), KOHTponu n Ka-
nuébparop (6e3 passefeHuns ). ITO NPUBOAUT K CBA3LIBAHWUIO aHTUTEN, HalMyYne KOTOpbIX XapakTepHO
[Ona CUCTeMHOWN KpacHow Bon4vaHku (SLE), ¢ uMMo6unu3oBaHHbIMM aHTUreHamu. [locne npomMbiBaHus,
[o6aBnaloT KoHblorat aHTuten K IgG ¢ nepokcupgason xpeHa (HRP), KoTopbii CBA3bIBAETCS C aHTU-
Tenamu, xapakTepHbiMU OS5 CUCTEMHOW KpacHon BondaHku (SLE). HecesizaHHOe BelyecTBO ypans-
eTcs B rnpouecce eLle 0AHOro LMKa npoMbiBaHus. B KOHLUe, CBA3bIBAHNE aHTUTEN, XapaKTEePHbIX OS5
CUCTEMHOWN KpacHown Bon4daHku (SLE) Bm3yanuampytoT nocpeactBoM mMHKyb6aumm ¢ cyb6etpatom TMB
(TeTpaMeTUN6EH3MAMH) C NONyYeHeM B UTOre CUHEro LBeTa, KOTOPbIM, MOC/e OCTaHOBKU peakuun C
NMOMOLLbIO CTOM-pacTBopa, npespaLlaeTca B xentbi useT. OnTudeckasa nnotHocTb (Ol1) okpacusLLe-
rocs B XeNTbIr LBET NPoAyKTa NpsMO NpornopumoHanbHa KOM4ecTBy CBA3AHHbIX aHTUTES, XapakTep-
HbIX 019 CUCTEMHOWM KpacHoM Bon4aHkm (SLE), n MOXeT ObiTb n3MepeHa CcrnekTpoqhoTOMETPUYECKM Ha
anviHe BOSHbI 450 HM.

(SLE), aHann3npyoT ogHOBpeMeHHO ¢ obpasuamu. [onyKonmyecTBeHHbIe pe3ynbTaTbl HAXOAAT NyTem
Bbl4MCNEHMA OTHOLEHUI 3HaveHus Ol (onTuyeckas NNOTHOCTL) Kanuéparopa 1 06pasLoB.

KOMMOHEHTbI HABOPA

o e o " o o
Komrar oo sora L) CoRIRTS
KOHLEHTPUPOBaHHbIN MPOMbIBOYHBIN Gyddep [WASHBUF| B|25x| 1 x50 mMn
Cy6cTtpatr TMB [SUB|TMB}| 1x12mn
Cron-pacTsop (0.5 M H2S04) 1 x 12 mMn
Bydep ana passeneHus 1 x60 mn
Kanubépatop CAL 1x2wmn
OTpuuarenbHbIN KOHTPOrb 1x2mn
MONOXUTENbHBIA KOHTPOSb 1x2mn

HEOBXOAUMbIE MATEPUAIJbI, HE BXOAALWWE B KOMIMJIEKT MOCTABKHU

Munetkn o6bemom 2-10 mkn, 10-100 mkn 1 200-1000 mkn, gosatop Multipette, HakOHeYHWKM ans nune-
TOK, donakoHbl N5 passefeHns obpasua, CTEKNAHHbIN MePHbIA UMNWHAP, MUKPOMIaHLWETHbIW puaep,
hosnbra ans 3akpbiBaHUsA, YCTPONCTBO A8 MPOMbIBKM MUKPOMAaHLLETOB (N0 BbIGOPY).

CBOP N NOAIrOTOBKA OBPA3LI0OB

[ns paHHOro aHanm3a MOXHO WCMNOMb30BaTh CbIBOPOTKY MK nnasmy. Ons coxpaHeHus LenoCTHOCTU
obpasua HMKakne [o6aBKM U KOHCEPBAHTLI He TpebytoTcs.

O6pasubl cnegyet xpaHuTb npu 2-8°C 1 NpoBoAuTb aHanu3 B TedeHne 48 yacoB nocne B3ATUA 006-
pa3uoB. Ecnv HEBO3MOXHO NPOBECTU aHanM3 B Te4eHne 48 4acoB UM eCNN HY>XXHA TPaHCMOPTUPOBKA
06pasLoB, o6pasubl HEOOXOAMMO 3aKpbITb M 3aMopo3uTb. CnenyeT naberaTb NOBTOPHOrO 3amopa-
XWBaHMA U pasmopaxuBaHus. 3aMOpPOXEHHble 06pasubl criefyeT pasMopaxusaTb MPU KOMHATHOW
Temnepatype (KoMHaTHasa Temneparypa, 20-25°C) 1, akkypaTHO rnepesopaynsas, TLATeNbHO nepemMe-
LWwmBaTb nepeq aHann3om. He pekomeHayeTcs UCMoNb30BaTb FrEMOSIM3NPOBAHHBLIE NN NUMEMUYECKUe
obpasubl.

NnOoAroToBKA PEATEHTOB

[Mpexpe 4em ncnonb3oBaTh BCE peareHTbl, ob6ecneYste JOCTMXKEHME UX KOMHATHOW TeMnepaTypbl.
Heuncnonb3yembie MUKPOTUTPALIMOHHbIE CTPUMbI HY>XXHO HaasiexatlumumM o6pasomM NOBTOPHO repMeTUHHO
yrnakoBaTtb B UMEILLNNCA nakeT U3 osbrv C AECUKaHTOM.

Bydep pnsa pa3seaneHus: rOTOB K NPUMEHEHWNIO;

KoHbloraTt nepokcuaasbl XpeHa: roToB K NPUMEHEHNIO;

PactBop cy6cTpara: rOTOB K NMPUMEHEHWNIO;

Cron-pacTtBop: rOTOB K NPUMEHEHNIO;

Kanu6patop u KOHTponu: rOTOB K NMPUMEHEHWNIO;

KOHLUeHTpMpOoBaHHbIA NPOMbIBOYHbIN 6ychep: KOHLEHTPUPOBAHHbLIN NPOMbIBO4YHbIN 6ydep HeEOOXO-
AVMMO pa3BecTy BOLOW BbICOKOW CTENEeHW OYUCTKMN B COOTHOLLeHun 1:25 (Mpumep: ana 1 ctpuna Tpe-
6yetcsa 40 M NpomMbIBOYHOro 6ydhepa, nostoMy 1,6 M KOHLEHTPMPOBAHHOMO NPOMbIBOYHOIO 6ydepa
HY>XHO pas3BeCcTV BOOOW BbICOKOM CTEMNEeHU OYUCTKM [0 MNosyyYeHus KoHevHoro o6bema 40 mn). Mony-
YEeHHbIN TakMM 06pa3oM MPOMbIBOYHBLIM Bydep cTabuneH B Te4eHne ooHOW Hedenu npu KOMHaTHOW
TemMneparype.

NMPOLIEAYPA NMPOBEAEHUA AHAJIU3A

1. CospanTe cxemy nunetTupoBaHus. KanmépaTtop HE06X04MMO NPOTECTUPOBATL B ABYX MOBTOPHOCTSX,
N TOYHO Tak Xe HacCTOATeNIbHO PEKOMEHAYETCS aHannM3npoBaTb KOHTPOSN.



2. Pa3Begute o6pasubl nauymeHToB B cooTHoweHun 1:101 B Bydepe pgna passegeHua (10 mkn
CbIBOPOTKU + 1 Mn Bydepa onsa passegeHns Ana ABONHOro onpeneneHns / 5 Mkn cbiBOpoTkM + 0,5 mn
Bydepa ons passefeHns anst OGHOro onpeneneHns).

3. NomecTuTe HyXHble CTPUNbI C HAHECEHHBIMW aHTUTeNaMu B paMky. Hagnexatwmm o6pa3om repme-
TUYHO 3aKpOoKTe NakeT 13 antoMUHUA C OCTaBLUMMUCS CTPUNAMMN N OCYLLUTENEM.

4.B cooTBETCTBUM CO CXEMOM NMUMETUPOBAHMUS C NOMOLLLIO NUNETKU nepeHecuTe 100 MK KannépaTopos,
KOHTPOEen 1 pa3sefeHHbIX 06pa3uoB NauMEHTOB B NTYHKU, MOKPbLITbIE aHTUrEHaMM.

5. HakpownTte nnaHweT n nHkybupymnte 30 MUHYT Npy KOMHaTHOW Temneparype.

6. MNpomMonTe NAaHWeT BPY4YHYHO WX UCMONb3YATE ONS 3TOW Uenu nogxogsiiee YCTPOMCTBO LA
NPOMbIBKU NnaHweToB ELISA, npoMbiBaTb HEO6XOAMMO MUHUMYM 3 pa3sa, Kaxabiv pad ncnonb3ys 300
MKJT Ha NYHKY. YOanute ocTaTKu XWOKOCTU, BbICTy4YaB MUKPOMNAHLLET Ha NonoTeHLe.

7. Jo6aBbte 100 MKN KOHbKOrata nepokcuaasbl XpeHa ¢ aHTutenamu knacca IgG Bo BCe NyHKMW.
HakpownTte nnaHwet n nHkyémnpymnte 30 MUHYT NPy KOMHATHOW Temneparype.

8. lNosTOpUTE NpoLeaypy NPOMbIBKU, KaK OMMCAaHO B MyHKTE 6.

9. Ao6aebTe 100 Mkn cybecTpata TMB B KaXayo NyHKY, HAKpoWTe MiaHWeT 1 UHKYoupyinTte 15 MUHyT
npun KOMHaTHOW TeMmnepatype (cyoctpaT TMB 4yBCTBUTENEH K CBETY).

10. C nomMoLLblo NUNEeTKM nepeHecuTe 50 MK CTOM-pacTBopa B KaXXayto NIYHKY B TOM Xe nopsagke, Y4To
n cybeTpar. PekoMeHayeTcs nepemellars pacTBop B JIYHKax, crnerka rnocrtyyas no pamke. Ha gnvde
BOMHbI 450 HM npo4uTanTe 3HaA4YEeHUS OMTMYECKOM MAIOTHOCTM (dTaNoHHAsA AnvHa BOSHbI 620 HMY),
NCronb3ys COOTBETCTBYIOLLMA MUKPOMAHLLIETHLIN puaep, U paccymitanTte pesynsrartbl o o6pasLos
naumeHToB N KOHTPOMEW, Kak OnmncaHo Ha cTpaHuue 5.

CXEMA NMPOBEAEHUA AHAJIU3A: AI-LINE ELISA

100 mkn Kanuwbparopa / KouTponein (Gea pazna,qeunnj- '
100 mekn O6Gpasua (pa3BeneHHOro)

-~

0 e 30 MHH NPH KOMHaTHOMK
Temneparype

.. 100 mxn Konbklorata

‘ 30 MWH NPKY KOMHATHOR
a Temneparype

© 100 mkn Cy6cTpar TME

‘ 15 MHMH NPH KOMHATHOR
J TeMnepatType
B 3aKpLITOM BMO2

. + 50 mrn Crnn-pan‘rnnpa.

CuMThLIBAHHME PE3YNETATOB HA . v
ANHHE BOMNHL 450 HM B CRABHEHWH | |

A 620 HM*
5 € ANWHOA BONHLI H | \n-_____»)
* amepeHHe B CPABHEHUMM C pediepeHCHOR

ANMWHOW BONHEB! 620 HM OCYIWECTEBNAETCA NO KENAHWK.

.

.

BbIMUCINEHUE PE3YJIbTATOB

PaccuunTbiBaloT OTHOLLEHMS MeXAY 3HadYeHnem ontmnyeckorn nnotHocTr (Or1) [A 450 HM — 620 HM] Kax-
noro obpasua nauueHta u cpegHmm 3HadeHnem Or1 [450 HM] kanmbpaTtopa. To ke camoe aenaroT C
KOHTPONMAMU. YMHOXaIOT BCE MOSy4YeHHblE OTHOLLEHUS Ha KoadhduumeHT npeobpasosaHua (F). ItoT

MHcTpykuma no npumeHeHuto SLE Profile 8 ELISA WHcTpykumsa no npumeHenuto SLE Profile 8 ELISA

Koah(hmLUMeHT npeobpasoBaHns creunudmyeH ona naptum n ykasbisaetcsa B CepTudmkare KOHTposs
kadecTBa. [lonyyaemble 3Ha4EHMS BbIpaXXarTCA B OTHOCUTENbHbIX eanHuuax (OE).

M
Bbluncnenuna: O6pa3seu, OE = O o6pasua x F

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

0.6

O6paseu, OE = Of o6pasua x 10, O6pazeu, OE = ——— x 10, O6pasey, OE = 3.2 OE

OIl kannbpartopa

MHTEPMPETALIUA PE3YJIbTATOB
[na nHtepnpeTaummn pe3ynstaTos UCMOMb3YIOT ClieayoLLMe NoporoBble 3HaYEHUs:

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

[nsa onpegeneHns NOporoBbIX 3HA4YEHUM UCMNOMb30BaIN KOHTPOSIbHbIE 06pasupbl, NOyYEHHbIE NPU Ha-
nm4nn 3abonesBaHuisi, U 06pasLibl CbIBOPOTKU 300POBbLIX NOOEN.

KPUTEPUN BANTUAALIUAN

3HadeHune Ol kanubpaTopa 1 3Ha4YeHMs KOHTPOMEN, BbIPaXXEHHbIE B OTHOCUTENbHbIX eAuHMLAX, [OMXK-
Hbl COOTBETCTBOBATb AMana3oHaMm, ykazaHHbiM B CepTudmkaTe KOHTpons KadecTBa. Ecnm a10 He Tak,
Heo6X0AMMO NPOBEPUTL YCIIOBUS NPOBEAEHUS aHann3a 1, BEpOSiTHO, MOBTOPUTL aHanm13.

OWNAMNA30HbI HOPMAJIbHbIX 3HAYEHUN

Huxe ykasaHo HangeHHoe cpefiHee 3Ha4eHue, nonyyYeHHoe no obpasuam, B3sTbIM Y ABHO 300POBbIX
nofen B KadecTse KoHTponen. Kaxaas nabopartopusi fOMKHA onpefenuTs CBoM COO6CTBEHHbIe anana-
30Hbl HOPMaJTbHbIX 3HAYEHUI.

MapameTtp CpepHee CraHpapTHOe OTKJIOHEeHUEe
dsDNA 0,4 0,2
RNP/Sm 0,4 0,2
Sm 0,5 0,2
Ro52 0,3 0,1
La (SS-B) 0,3 0,1
Scl-70 0,4 0,2
CENP-B 0,2 0,1
Jo-1 0,3 0,1

ONANA30OH USMEPEHUA
Ot 0.1 po 10 oTHOCUTENBHBbIX eanHuL, (OE).

TOYHOCTb

Bapl/laéeﬂbHOCTb M BOCNPOn3BOOAMMOCTb oueHuBasnu no Tpem pa3HbIM NMOJIOXKXUTESIbHbIM oépasu,aM Cbl-
BOPOTKMW. Bapl/la6e.l'leOCTb B npepenax ogHOro aHanu3a gnda namMmepeHusd, npoBegeHHoOro B 4eTblpex
NMOBTOPHOCTAX, 6bina MmeHee 7%. Bapma6ean00Tb Mexny cepnaMm aHasim3oB, onpenersieHHas rno mna-
MepeHnaM B ABYX MOBTOPHOCTAX KaK MUHUMYM B TPEX pa3HbIX CepuAax aHarim3osn, 6bina meHee 10%.




CNELNOUNYHOCTb N HYBCTBUTEJIbHOCTb

AHTUreH YyBCTBUMTENbHOCTb CneuuncunyHoCTb

dsDNA 100%" 100% *
RNP/Sm 96% nnn 100%" 89,5% "
Sm 11,2% 2 98,8% '
Ro52 78,9% *° 100% *
La (SS-B) 14,8% 24 100% "
Scl-70 22% 2 100% 2
CENP-B 100%" 97,9% '
Jo-1" 92%" 99% *

' aHanuTuyeckas, 2 KnuHunyeckas, * npu cuHgpome LerpeHa, 4 npu cuHgpome LerpeHa
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MEPbI MPEAOCTOPOXXHOCTU ANSA NOJIb30OBATEJEN

1. B cooTBeTCcTBMM CO cTaTben 1, naparpad 2b, EBponerickon gupektunsbl 98/79/EC, onsa ncnonb3osa-
HUS MEeOUUNHCKUX U3Oenuin ONa OUarHoCTUKM in-vitro npon3soguTenem npenycMoTpeHo obecneveHve
NPUrOAHOCTU, TEXHUYECKNX XapaKTepUCTUK U 6e3ornacHocTu npogykra. Noatomy Heo6xoanmo CTporo
crneposaTbk npouenype aHanusa, MHpopmaumm, ocobbiM ykasaHuaM 1 Mepam npefoCTOPOXHOCTU, U3-
NOXXEHHbIM B MHCTPYKUMAX MO NpUMeHeHuo. Habop Heo6XxoaMMo MCronb30BaTb TOMbKO B COOTBET-
CTBWUW C onrcaHueM, NpeacTaBneHHbIM Ha cTpanuue 1 (NpegHasHayeHuve).

2. TecT Heo6x0OMMO MPOBOAUTL B COOTBETCTBUM C OAHHOW MHCTPYKLUMEN, B KOTOPOW MpefcTasBiieHa
BCA Heob6xoaumMasn nHpopmMaums, a Takxxe ocobble yKasaHusa 1 Mepbl MpefoCcTopoXHoCcTU. Heobxoanmo
noaBeprHyTb NPOBEPKE WUCMONb30BaHMe HAabOopOB AMA aHanu3a BMecTe C aHanu3atopaMu unv aHa-
NOrn4HbIM o6opygoBaHneM. HuKakue M3MeHeHUs KOHCTPYKLMU, cocTaBa Wiy npouedypbl aHanuaa,
paBHO KakK 1 UCMoNb30BaHMe B COYETaHMAX C APYrmmMun npoayKktaMu, He 0406 peHHbIMU MPON3BOANTENS-
MW, He pa3peLLeHbl; 3a Takue N3MEeHEHUs, KOTOpble MOryT NPUBECTU K JIOXHbLIM peaynstatam 1 Apyrum
MHUMOEeHTaMm, OTBETCTBEHHOCTb HECET caM nosb3osaTtesb. [1ponssoanTens He HECET OTBETCTBEHHOCTU
3a nobble peayrnbsTaThl BU3yanbHOro aHanmaa o6pasuoB naLmeHToB.

3. Habop npenHasHa4eH O5is UCMob30BaHUA TONMbKO 00YYEeHHbIMU N KBANMPUUMPOBaHHLIMU Creumn-
anuctamu, NPoBOAALLMMWN UCCNefoBaHUa UMM OCYLLECTBAAIOWMMN OUarHOCTUKY. bepeMeHHble XeH-
LLIMHBI He OSMKHbI MPOBOAUTL AaHHbIN aHanua.

4. JlabopaTopHoe o6opynoBaHue criegyeT cogepxXartb B COOTBETCTBUN C MHCTPYKUUSIMU NPON3BOAUTE-
na, nepeq npMMeHeHneM Heo6XoAMMO NMPOBEPUTL NPAaBUIIBHOCTL ero padoThl.

5. Tonbko ang gMarHoCcTM4ecKoro NpuMeHeHus in-vitro. ToNbKo Ansg ogHOKPaTHOro NpuMeHeHus. He mnc-
Nonb3yMTe KOMMOHEHTbI C UCTEKLUMM CPOKOM rogHoCTU. He co4yeTanTe ¢ faHHbIM HA6OPOM peareHThbl
OpYyrux NoCTaBLUMKOB MM KOMMOHEHTbI HAGOPOB U3 OpPYrux NapTui (ecnm TONbKO Ha cTpaHuue 1 He
yKasaHo WHoe).

6. He ncnonbayiite KOMMNOHeHTLI HAG0OPA, eCnv ynakoBka KOMMoHeHTa nospexaeHa. lNoxanyncra, npe-
XAe YeM MCronb30oBaTth, NPOBEPLTE BCE PacTBOPbI HA NPeaMeT MUKPOOHOro 3arpasHeHus. Cpasy xe
nocrie Ncronb3oBaHuA NIIOTHO 3akpbiBanTe doakoHbl, YTOObI U36exaTb ncnapeHns 1 MMKPo6HOro 3a-
rpasHeHns. He MeHsiTe 3aBUHYMBAIOLLIMECH KPbILLKWU (PITAKOHOB C peareHTamu.

7. Habop npoLuen oueHKy Ais UCNonb30BaHUS Npu TeMnepartypax, ykasaHHbix B Cxeme npoBefeHus
aHanusa. bonee BbicoKMe Unu 6onee HU3KWe TemnepaTypbl MOTYT NPUBECTU K MOMYHEHNIO 3HAYEHUHN,
He COOTBETCTBYIOLLMX Ananas3oHamM KOHTPOSsS KavecTsa.

8. lNpouenypa npombiBaHs 6e3yCroBHO BaXkHa. HenpasuibHOE NpoMbIBaHME CTaHET NPUYNHOM OLLN-
604HbIX peaynsTatoB. PekomeHayeTcs MCnonb30BaTb MHOMOKaHasbHY0 NUNETKY M aBTOMatu4veckoe
YCTPOMUCTBO ANs MPOMbIBKMU.

9. YT106bI M36eXaTb NepPeKPECTHOro 3arpsi3HEHNS U JTOXXHOMOSOXUTENbHbIX Pe3ynbTaToOB PEeKOMeEHy-
eTcsA NPOBOAMTbL BCE 3Tanbl MMNETUPOBAHMSA Hagnexalumm o6pa3oM. Micnonb3ymnte ToNbKO YMCThbIE Ha-
KOHEYHWKW ONns NUNETOK, 003aTopbl U TlabopaTopHyo Nocyay.
10. [InarHocTnyeckme KOMMOHEHTbI, MOfTy4EeHHble HA OCHOBE CbIBOPOTKM KPOBW YenoBeka, 6bIniv npoTe-
CTUPOBaHbI MeTOAOM € Mapkuposkon CE Ha aHTuTena k BUY 1/BUVY 2, aHTuTena K aaepHOMY aHTUreHy
BUpyca renaturta B, aHTuTena K supycy renatuta C n noBepxXHOCTHbIN aHTUreH Bupyca renatuta B, u
6bIIN NPU3HaHbI OTpuuaTenbHbIMU. TeM He MeHee, C MaTepmanaMmmn Ha OCHOBE CbIBOPOTKU KPOBU Ye-
noBeka, cnegyeTt obpawartbCsa Kak ¢ noTeHunanbHo nHpuumposaHHseiMy (BUOTOMMYECKAA OMAC-
HOCTD).
11. HekoTopble KOMMNOHEHTbI HAabopa MOryT cofepXaTb Obl4MA CbIBOPOTOYHbIA anbOyMUH, KOTOPbIN,
no AaHHbIM NPON3BOAUTENS, HE HECET B Ce6€ HMKAKOW U3BECTHOW BO3MOXHOCTU MHULMPOBAHUS.
lMockonbKy nHorga MoryT BCTpevarbea HenopparLmecs obHapy>XeHuo Bo36yanTenn nHpexkumm, Ml
pekomMeHayeM obpallatbCs ¢ NobbIM NPOAYKTOM XMBOTHOMO NPOUCXOXAEHUS KaK C MOTEHLManbHO 3a-
pasHbIM.
12. B oTHOLLEHUM BCEX peareHTOB HEOOX0AMMO cobnoaaTh crieaytoLme npasmna 6e30nacHOCTH:
- He ponyckaTb nonapgaHusa B rnasa, Ha KoXy wunu Ha ogexay (P262). He sabixatb cnpen (P260).
Hukorga He crefyeT ocyLLeCcTBAATb NUNETUPOBAHME C MOMOLLBIO pTa, Bcerga Heo6xoaumMmo Ucnosb30-
BaTb noaxoasLume yCTponcTea A MMNeTUPOBaHUS.
- B CJTYHAE MNPOITIATbIBAHUA: npononockatb poT. HE Bbi3biBaTh pBoTy (P301/330/331)
- B CITYHAE NMOMAOAHUA HA KOXKY (1nu Ha Bonocel): Cpagdy Xe yoanuTb/CHATL BCIO 3arpA3HEHHYHO
ogexay. NpombITb KOXy Bogon/ayem (P303/361/353).
- B CJTYHAE BObIXAHWA: BeiBecTn NoCcTpagaBLLErO HA CBEXUIA BO3OYX U 06eCcneYvmTb NOKOKW B MO-
noxeHwn, yoobHom gnsa abixanusa (P303/340).
- B CNNYHAE MNOMNAJAHNA B TTIA3A: OCTOpPOXHO NpOMbIBaTh BOOAOW B T€YEHUE HECKOSIbKUX MU-
HYT. ECNn eCTb KOHTaKTHbIE JINH3bI, CHATb MX, €CIIN 3TO HE CMOXHO. MpoaomK1Tb NPOMbIBaHWE rnas.
(P305/351/338)
- Bo Bpems npoBeneHns aHannaa Henb3sa eCcTb, NUTb U KypuTb. Henb3sa aepxaTtb NO6IM30CTN NPOAYK-
Tbl MUTAHWS, KOPMa N HaruUTKW.
- Heobxoammo HageBaTb 3alUMTHbIE NepYaTKW/3alUnTHYIO oaexay/cpeacTea onsa 3awmtbl rnas (P280).
CnepyerT TWAaTeNbHO MbITb PYKU Nnocre obpalleHns ¢ npoaykTom (P264) n o6ecneymnTb yxo 3a KOXeN.
- Mo 3anpocy MOXeT ObITb NpefocTaBeH NacnopT 6e30nacHOCTU BeLLecTsa.
13. CTon-pacTBOp BbI3bIBAET TAXKENbIE OXOrM KOXWU 1 TpaBmbl rnas (H314).
14. TMB B BbICOKMX KOHLIEHTPALMSAX MOXET ObITb NOTEHUMANbHO MyTareHHbIM. B CBSI3N C HU3KOW KOH-
ueHTpaumen TMB B paHHOM pacTBope cy6cTpaTa MyTareHHbI 3dEKT MOXHO UCKIO4YUTb, NPU yCro-
BUW Hanexawlero cnoco6a npuMeHeHus.
15. KoHcepBaHTbl (BpoHnaoke, Tumepocan, A3ng) TOKCUYHbI A1 BOAHbIX OPraHM3MoB, HO UX KOHLIEH-
Tpauusa He onacHa Aana okpyxawowlen cpedbl. [Npu ytunudaumm 6onblune o6bemMbl peareHTos crnegyet
CMbIBaTb 60MbLUMM KONM4YECTBOM BoAbl. Tumepocan (MpomMbiBo4HbIN 6ydep B) MOXET Bbi3biBaTb NO-
pakeHne opraHoB Npv ANUTENbHOM UM MHOroKpaTHOM Bo3gencTeum (H373).
16. OTX04bl, B COCTaBE KOTOPbIX MPUCYTCTBYET CbIBOPOTKA, CneayeT cobvpaTb B OTAENbHbIE KOHTEN-
Hepbl, cojepxXxawue Hagnexawiee gesvHduumpyrollee cpeacTso B AOCTATOMHOM KOHUeHTpauun. C
AaHHbIM BELLECTBOM crieflyeT obpallatbC B COOTBETCTBUM C HALMOHASIbHbIMU PYKOBOACTBAMU WU
HopMaTMBamm, KacaroLmMmucs 6MonorM4eckor ornacHoOCT! N 6e30MacHOCTU.
17. HacToswmm OTCbiNaeM Bac K HaunoHasbHbIM HOpMaTtvMBaM Mo MEAULUMHCKUM U3OenuaM, Kacaro-
LMMcs HabopoB AN aHaNM30B, NpeaHa3Ha4vYeHHbIX Ans in-vitro guarHoCTUKMK.
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BACKGROUND

Circulating IgG autoantibodies (aab) to intracellular structures especially to extractable nuclear antigens
(ENA) represent a characteristic feature of systemic autoimmune diseases.

Among the most important ones are double-stranded DNA (dsDNA), Ro, La, centromere proteins,
Scl-70 (topoisomerase |, topo 1), the Smith antigen (Sm), Ribonucleoproteins (RNP), Jo-1 and PM/
Scl. Aab against dsDNA and the Sm Complex rate as highly-specific markers for the systemic lupus
erythematosus (SLE) and can be detected in 5-30% (Sm) and 20-70% (dsDNA) of SLE patients. Based
on the high disease-specificity of anti-Sm and anti-dsDNA aab they were included as diagnose criteria
of the American College of Rheumatology (ACR). Anti-RNP aab are considered as SLE associated
antibodies which are also found in other inflammatory autoimmune disorders. Systemic sclerosis (SSc)
is characterized by the occurrence of anti-Scl-70 and anti-CENP aab. Aab to Ro52 and La (SS-B) can
be detected in samples from SLE, sj gren syndrome (SjS), mixed connective tissue disease (MCTD) and
SSc patients. Anti-Jo-1 aab were first described in the serum of a myositis patient.

INTENDED USE

The ENA Profile 8 ELISA is intended for the semi-quantitative determination of ENAs and adds to the
diagnosis of systemic, rheumatic autoimmune disorders.

Line ENA Disease association Prevalence
A dsDNA SLE 20-70%
B RNP/Sm SLE, MCTD, SSc 5-30%
C Sm SLE 5-20%
D Ro52 SLE, SjS, SSc 20-90%
E La (SS-B) SLE, SjS 10-30%
F Scl-70 SSc 20-40%
G CENP-B SSc 10-20%
H Jo-1 Myositis 20-40%
KIT COMPONENTS
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Microtiter strips, antigen coated 8 antigens per stripe

Anti-lgG HRP-Conjugate [CONJ|HRP|G] 1x12mL
Concentrated Washing Buffer [WASHBUF| B 25x| 1 x50 mL
TMB Substrate 1x12mL
Stop Solution (0.5 M H2S04) 1x12mL
Dilution Buffer 1x 60 mL
Calibrator CAL 1x2mL
Negative Control [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).

PRINCIPLE

The SLE Profile 4 ELISA contains four different sets of colour coded microtitrestrips (4 x 24 wells), which
are coated with dsDNA (yellow), Smith antigen (orange), RNP/Sm (brown) or Rib-P (colourless). Initially,
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diluted patient samples (1:101), Controls and the Calibrator (undiluted) are applied to the microtiter-
wells. This leads to the binding of SLE associated antibodies to the immobilized antigens. After washing
an anti-lgG horseradish peroxidase (HRP) conjugate is added which binds to SLE associated antibodies.
Unbound material is removed by another washing cycle. Finally the binding of SLE associated antibodies
is visualized by incubation with TMB Substrate resulting in the development of a blue colour turning
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 SLE associated antibodies and can be measured
spectrophotometrically at 450 nm. A Calibrator with a known concentration of SLE associated antibodies
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

L e

100 pL Conjugate

100 pL TMB Substrate

01

450 pL Stop Solution .

'Read at 450 nm against 620 nm* |

15min at RT
covered

B T
* The measurement against the reference
wave length from 620 nm is optional. \‘“-h—_—#'/l




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-IlgG 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 pyL 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

Calculation: RU sample = x F
OD Calibrator
Example:
OD Calibrator =1.9
OD Sample =0.6
Conversion factor F =10
RU sample = OD Sample x 10, RU sample = 0-6 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 following. Each laboratory
should establish its own reference ranges.
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MEASURING RANGE
0.1 up to 10 relative units (RU).

PARAMETER Mittelwert Standard-abweichung
dsDNA 0.4 0.2
RNP/Sm 0.4 0.2
Sm 0.5 0.2
Ro52 0.3 0.1
La (SS-B) 0.3 0.1
Scl-70 0.4 0.2
CENP-B 0.2 0.1
Jo-1 0.3 0.1
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 AND SENSITIVITY

Antigen Sensitivity Specificity

dsDNA 100%" 100% *

RNP/Sm 96% vnn 100%* 89,5%
Sm 11,2% 2 98,8% !
Ro52 78,9% 100% *

La (SS-B) 14,8% 100% *

Scl-70 22% 2 100% 2
CENP-B 100%" 97,9%*
Jo-1" 92%" 99% '

" analytical, 2 clinical, ® in SjS, *in SjS
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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 1) 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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