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KaTtanoxHbiit Ne 25006 \¥/ 96

BBEAEHUE

Linpkynupytowmne aytoaHtutena knacca IgG K BHYTPUKIETOYHbIM CTPYKTYypaMm, B HaCTHOCTU, K saep-
HbIM @aHTUreHam, sIBNATCHA XapakKTepHOM OCOGEHHOCTLIO CUCTEMHbIX ayTOMMMYHHbIX 3aboneBaHni.
OpaviH n3 Takmx aHTureHos, Ro52, 6bin HegaBHO naeHTuduumposaH kak RING-3aBucumas nurasa ES3.
CneuundmyHble ana Ro52 aytoaHTutena npuUCYTCTBYIOT Y NaUMEHTOB, CTPafatoLLMX CUCTEMHON Kpac-
Hown Bon4daHkow (SLE), cuigpomom Lerpena (SjS), cmeluaHHbIiM 3a6oneBaHMeM COeanHUTESbHbIX TKa-
Het (MCTD) n cuctemHon cknepogepmumert (SSc). Ro52 Bmecte ¢ Ro60 4acTo Ha3blBalOT aHTUrEHOM
SS-A (aHTureH A cungpoma LlerpeHa). AHTUTena aHtnM-Ro52 4acTto conpoBoXpatoTca aHTuTenamm
aHTn-La n aHtn-Jo-1. Kpome T0Oro, moxoxe, 4to aHtutena aHtM-Ro52 urpatot BaxkHyto posib B pa3sutum
BONMYaHKM HOBOPOXAEHHbIX U BPOXAEHHOW 6n10Kadbl cepua, 0CO6eHHO B Criyyae HanpaBfieHHOCTU K
onpegeneHHsIM anutonam Ro52. NpumeyarensbHo, 4YTO pacrnpoCcTpaHeHHOCTb aHTU-Ro52 npu nonumun-
osute (PM) n cuctemHon cknepogepmmm (SSc) 3Ha4YMTENbHO Bbile MO CPaBHEHUIO C OPYrMMU aHTU-
Tenamu aHtu-Ro60. NoaTtomy TpebyeTcs oTaensHoe onpegeneHve aHTuten aHtn-Ro52 n aHtn-Ro60.

HA3HAYEHUE

TecT meTOoaOM TBEpAOha3HOro MMMyHOEePMEHTHOrO aHanm3a Ro52 ELISA npegHa3HadveH ons nony-
KONMMYECTBEHHOIO ONpefeneHna aHTuTen, cneundmnyHbix ana 6enka Ro52. Pesynbtathl Tecta Ro52
ELISA nomoratoT guarHocTmpoBaTb CUCTEMHYIO KpacHyto Bon4vaHKy (SLE), cuHgpom Lerpena (SjS),
CUCTEMHYIO cKnepogepmMuio (SSc) n cBsi3aHHble ayTOMMMYHHbIE HapyLLEHUs, yKa3aHHble aHTuTena
crnepyeT UCMNoNb30BaTh B Ka4eCTBe Mapkepa, MO3BOSSIOLEr0 MPOrHO3MPOBaTh TeHEHNe 3a60eBaHNS.

NMPUHUMN METOOA

MukpoTuTpoBanbHble NnaHweTbl Ana Tecta Ro52 ELISA noKpbITbl peKOMOUHAHTHBIM aHTUreHoM Ro52.
CHavana B MMKpOTUTPOBASIbHbIE NYHKN BHOCAT pa3BefeHHble ob6pasubl nauneHtos (1:101), KOHTponu
n KanmépaTtop (6e3 pa3seneHus). ITO NPUBOAMUT K CBA3bIBAHUIO aHTUTEN aHTUM-Ro52 ¢ nmmobnnmso-
BaHHbIM aHTUreHoMm Ro52. Mocne npombiBaHusA, [O6ABNAIOT KOHblorat aHtuTen K IgG ¢ nepokcngason
xpeHa (HRP), koTopbiih cBA3bIBaeTCS ¢ aHTUTENamMu aHTn-Ro52. HecssAzaHHoe BellecTBO ypanseTcs B
npoLecce eLle 0HOro uMKna npomMbisaHus. B KoHuUe, cBsi3biBaHWe aHTUTeNn aHTn-Ro52 Bn3yanmanpytot
nocpencTtBoM MHKy6aumm ¢ cy6etpatom TMB (TeTpaMeTun6eH3nanH) ¢ nosyYeHnem B UTOre CUHEro
LBeTa, KOTOpbIX, MOCie OCTAHOBKM peakuun C MOMOLLbIO CTOM-pacTBopa, NpeBpallaeTcs B XenTbir
useT. OnTnyeckas nnotHocTb (Ol) okpacmBLLErOCA B XENThIM LBET NPOAYKTa NPSIMO NPONopLmMoHarb-
Ha KONMMYEeCTBY CBA3aHHbIX aHTUTEN aHTU-R052 1 MOXET 6bITb N3MepeHa CrnekTpooTOMETPUYECKM HA
OnuvHe BOnHbl 450 HM. KanubpaTtop ¢ M3BEeCTHOW KOHLeHTpaunen aHtuten aHtn-Ro52 aHannaupyrot
OfHOBPEMEHHO C obpasuamu. [NonykonmyecTBeHHble pedyrbTartbl HAXOOAAT MyTeM BbIYUCIIEHUS OTHO-
WweHun 3HadeHusa Ol (onTuyeckas NIOTHOCTL) KanubépaTopa 1 06pasLoB.

KOMMOHEHTbI HABOPA

Ctpvinbl 4Ns MUKPOTUTPOBAHUS, C HAHECEHHBIMU aHTUreHamm 12 x 8 nyHOK
Konbtorat nepokcugasel xpeHa (HRP) ¢ aHtutenamum knacca IgG CONJ|HRP| G} 1x15 mn
KOHLEHTPUPOBAaHHBI MPOMbIBOYHBIN 6ydep (WASHBUF|B|25x] 1 x50 mn
Cy6ctpatr TMBb 1x15mn
Cron-pacteop (0.5 M H2S0O4) 1x12 mn
Bydep anqa passenerus 1 x 60 mn
Kanu6épaTop CAL 1x2wmn
OTpyLaTesNbHbI KOHTPOSTb [CONTROL |[—| 1x2wmn
MoNOXMTENbHBIN KOHTPOSb 1x2wmn

HEOBXOAUMBIE MATEPUAIJIbI, HE BXOAAWMWE B KOMMNEKT NMOCTABKU

Munetkn o6vemom 2-10 Mk, 10-100 mkn 1 200-1000 mkn, go3atop Multipette, HakOHeYHUKM Ans nune-
TOK, donakoHbl Ans passeneHns obpasua, CTEKNAHHbIN MepPHbIA LMNMHAP, MUKPOMaHLLETHbIV puaep,
dosnibra ans 3akpbiBaHUS, YCTPONCTBO 4718 MPOMbIBKM MUKPOMAaHLLETOB (Mo BbIGOPY).

CBOP N NOAIrOTOBKA OBPA3LI0OB

[na naHHoro aHanns3a MOXHO WCMNOMb30BaTh CbIBOPOTKY Uy nnasmy. [Ansa coxpaHeHus LienoCcTHOCTH
obpasua HMKakne [o6aBKM U KOHCEPBAHTLI He TpebyoTcs.

O6pasupl cnegyet xpaHutb Npu 2-8°C 1 aHanuM3npoBaTb B Te4eHne 48 4yacoB nocne B3sTUA 06pasLoB.
Ecnn HEBO3MOXHO MPOBECTU aHaNn3 B Te4eHne 48 4acoB Ui eCrn HY>XHa TpaHCNopTUpoOBKa obpas-
ua, obpaseL, Heo6Xxo0AMMO 3aKpbITb U 3aMOopo3unTb. CnegyeT nsberatb NOBTOPHOrO 3amMOpPaXKMBaHUA U
pasMopaxuBaHus. 3aMOPOXEHHbIE 06pasLbl crnegyeT pasmopaxmneaTtb NPU KOMHATHOW Temnepartype
(komHaTHasa Temneparypa, 20-25°C) 1, akkypaTHO nepeBopa4meas, TLiaTeslbHO NepemeLuvBsartb nepen
aHann3oMm. He pekomMeHayeTCcs UCMONb30BaTh reMONM3NPOBaHHbLIE NN NUNEMUYECKME 06pasLibl

NnOoAroToBKA PEATEHTOB

[Mpexpe 4em ncrnonb3oBaTh BCE peareHTbl, o6ecne4ste JOCTMXKEHNE UX KOMHATHOW TeMneparypbl.
Heuncnonb3yembie MUKPOTUTPALIMOHHbIE CTPUMbI HY>XXHO HaaiexatlummM o6pasomM NOBTOPHO repMeTUHHO
ynakoBaTb B UMEKLLNICA NakeT N3 ooNbrk C OCYLLUTENEM.

Bydep ansa pa3seneHus: rOTOB K NPUMEHEHWNIO;

KoHblorat nepokcuaasbl XpeHa: roToB K NPUMEHEHNIO;

PactBop cy6cTpara: rOTOB K NPUMEHEHWNIO;

Cron-pacTtBop: rOTOB K NPUMEHEHWNIO;

Kanu6patop n KOHTponu: rOTOBbI K MPUMEHEHMUIO;

KOHLUEeHTpMpOBaHHbIA NPOMbIBOYHbIN 6ychep: KOHLEHTPUPOBAHHbIN NPOMbIBO4HbLIV 6ydep HeEOOXO-
AVMMO pa3BecTy BOLOW BbICOKOW CTENEHU OYUCTKMN B COOTHOLLeHun 1:25 (Mpumep: ana 1 ctpuna Tpe-
6yetcsa 40 M NpomMbIBOYHOro 6ychepa, NnostoMy 1,6 M KOHLEHTPMPOBAHHOMO NPOMbIBOYHOIO 6ydepa
HY>XHO pas3BeCcTV BOOOW BbICOKOM CTEMNEHU OYUCTKM [0 MNOsyyYeHus KoHevHoro o6bema 40 mn). Mony-
YeHHbIN TakMM 06pa3oM MPOMbIBOYHLIM Bydep cTabuneH B Te4eHne ooHOW Hedenwn npu KOMHaTHOW
TemMneparype.

NMPOLIEAYPA NMPOBEAEHUA AHAJIU3A

1. Co3pgavite cxemy nUNeTMpoBaHus. Kanmépatop HEO6X0OMMO aHanM3npoBaTh B BYX MOBTOPHOCTSX,
M TOYHO TaK XXe HaCTOATENbHO PEKOMEeHyeTCa aHanM3mpoBaTb KOHTPOMN.

2. Passegute o6pasubl nauneHTos B cooTHowweHnn 1:101 ncnonb3ysa ans atouv uenu 6ydep onsa pas-
BefieHusi (10 MKN cbIBOPOTKM + 1 MmN 6ydepa onsa passedeHus Ana OBOMHOro onpegeneHus / 5 Mkn
CbIBOPOTKU + 0,5 Mn 6ydhepa ana passeneHns s 0gHOro onpeaeneHus).

3. [lomecTuTe Hy>XKHblE CTPUNbI C HAHECEHHBIMW aHTUTENaMn B pamky. Hagnexawiym o6pas3om repme-
TUYHO 3aKpOoMrTe NakeT U3 asitoMUHUA C OCTaBLUMMUCA CTPUNAMU U OCYLUUTENEM.

4. B COOTBETCTBUMN CO CXEMOW NUMETUPOBAHMA C NOMOLLbIO NUNETKU nepeHecuTe 100 MKN kanuéparto-
pOB, KOHTPOSEN U pa3BedeHHbIX 06pa3LoB NauneHToB B JIYHKU, C HAHECEHHbIMW aHTUreHaMu.

5. HakponTte nnaHweT n nHkybupymte 30 MUHYT NPy KOMHaTHOW Temneparype.

6. MNpomMorTe NnaHLeT BPYYHYIO UM UCMNONb3YNTE AN 9TOW Lenu nogxoasilee yCTpomMcTBO ASiA Npo-
MbIBKM nnaHweToB ELISA, npombiBaTb HEO6XOANMO MUHUMYM 3 pasa, KaXabl pa3 UCNosb3ys HE Me-
Hee 300 MK Ha NyHKY. YaanuTe ocTaTku XUOKOCTU U3 NYHOK, BbICTY4YaB €€ Ha MOSIOTEHLLE.

7. Oo6aebte 100 MK KOHbIOraTa nepokcnaasbl XxpeHa ¢ aHtutenamm knacca IgG Bo Bce nyHku. Ha-
KpourTe naaHweT U MHKyoupynTe 30 MUHYT NpyY KOMHaATHOW TeMnepatype.

8. NoBTOpUTE NpoLenypy NPOMbIBKU, KaK ONMcaHo B MyHKTE 6.

9. fo6asste 100 Mk cybeTpata TMB B Kaxayto NyHKY, HAKpOWTE MiaHLeT U MHKYoupyinte 15 MUHyT
npv KOMHaTHOM TemnepaTtype (cybctpat TMB 4yBCTBUTENEH K CBETY).

10. C nomoLLbio NMNeTkn BHecuTe 50 MK CTOM-pacTBopa B KaXAyt JIYHKY B TOM Xe MOpsAKe, yYTo
n cybeTpar. PekomeHAyeTcs nepemeLlaTb pacTBop B JIyHKax, crierka nocrtyyas no pamke. Ha gnu-
He BOSHbl 450 HM MpoYuTanTe 3HAYeHUs ONTUYECKOW MIIOTHOCTU (3TanoHHasa AnvHa BonHbl 620 HM™),
NCronb3ya COOTBETCTBYIOLLMA MUKPOMAHLIETHBLIM puaep, U paccyutanTte pesynsrartbl Ana o6pasLos
nauMeHTOB U KOHTPOJSIEN, KaK OnncaHo Ha cTpaHuvue 4.



CXEMA NMPOBEAEHNA AHAJIU3A: AI-LINE ELISA

100 mun Kanubparopa [ KouTponeii (6e3 pazeenenus)
100 mkn OBpasuya (pa3seneHHoro)

3-X KpaTHas 0 4l 30 MMH NPU KOMHATHOR

npoMeiBxa Temnepartype

100 mrn KoHbslorara

30 MWH NPW KOMHATHOW
3-x KpaTHaA 0 e TeMneparype
NpoMeIBKa

100 mkn CyBerpar TME

‘ 15 MHMH NPH KOMHATHOR
J TeMnepaType
B 33KpLITOM BAOE

+ 50 mkn Cron-pacreopa

O

CunThLIBAHWE Pe3yNLTATOR HA
ANWHE BoNHL! 450 HM B CpaBHEHWK
C ANHHOA BOMNHBLI 620 HM*

* MamepeHune B CpaBHEHUH C pedie peHCHOW
AMWHOW BONHBI G20 HM OCYWECTENASTCA NO HEMNAHHK.

BbIMUCJIEHUE PE3YJIbTATOB

PaccunTbiBaloT OTHOLLEHMA MexXay 3HavYeHnem ontmdeckon nnoTHocTn (Of1) [450 HM — 620 HM] Kax-
Joro o6pasua nauueHta u cpegHumM 3HadeHnem Ol [450 HM] kanunbpaTopa. To Xe camoe genatoT C
KOHTPONMAMU. YMHOXalOT BCE MOJlyYeHHble OTHOLLEHUS Ha KoadhduumeHT npeobpasosaHumsa (F). dtoT
KoadhhmLmMeHT Nnpeobpal3oBaHusa crneuynduyeH gna naptTum n ykasbisaetcs B Ceptudpmkare KOHTpons
kadecTtBa. [lony4aemble 3Ha4eHMA BbipaXxatoTcs B OTHOCUTENbHbIX eamHuuax (OE).

Orl o6
Bbluncnenusa: O6pasel, OE = oopasha x F
OIl kannépartopa
Mpumep:
Ol kannbpatopa =1.9
Ol o6pasua =0.6
KoadhdumuneHT npeobpasosaHus F =10
M 0.6
O6paset, OF = 211 0%pasua x 10, O6pasel, OF = ——— x 10, O6pasel;, OF = 3.2 OF
Ol kannépaTopa 1.9

MHTEPMPETALWSA PE3YJIbTATOB
[nsa nHTepnpetauum pesynsTaTtoB UCMOSb3YIOT cliefytoLne noporoeble 3Ha4eHus:

<1 OE  OrtpuuatenbHblii
1-1.5 OE MorpaHn4HbIN
>1.5 OE MonoxuTenbHbIN

[na onpegeneHns NOPOroBbIX 3HAYEHUIA UCNONb30BaNy KOHTPOSIbHbIE 06pasLbl, NOMydYeHHbIe Npu Ha-
nm4nn 3abonesaHuns, U 06pasLbl CbIBOPOTKU 300POBbIX JIOOEN.

KPUTEPUN BAJIMAALINN

3HaueHune Ol Kanm6paTopa M 3Ha4YeHnd KOHTpOJ'IeIZ, BblpaXeHHble B OTHOCUTEJIbHbIX eguHuLUax, oJjmK-
Hbl COOTBETCTBOBATb AMana3oHam, yKa3aHHbIM B CGpTI/Id)VIKaTe KOHTPOJIA Ka4ecTBa. Ecnu 3To He Tak,
HeobxoaMMOo npoBepuTb yCnoBua npoBeaeHna aHanm3a u, BepodaTHO, NOBTOPUTL aHalIn3.

OWNAMA30HbI HOPMAJIbHbIX 3HAYEHUN

CpepnHee 3HaveHue, nonyyeHHoe No obpasuam, B3ATbIM Yy ABHO 300POBLIX NIIOAEN B KA4E€CTBE KOHTPO-
nen, coctaenano 0.3 OE (ctaHpgapTHoe oTknoHeHne 0.1 OE). Kaxpasa nabopatopust 4OMMKHA onpefe-
NUTb CBOW COOBCTBEHHbIE Anana3oHbl HOPMasibHbIX 3HAYEHUIA.

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

TOYHOCTb

BapvabenbHOCTb 1 BOCMPOM3BOAMMOCTbL OLIEHMBASN MO TPEM pasHbIM NONOXUTENbHbIM 06pasuam Cbi-
BOPOTKW. BapnabenbHoCcTb B npefenax ogHOro aHanusa ns u3MepeHus, NpoBefeHHOro B YeTbipex
NOBTOPHOCTAX, Oblna MeHee 7%. BapnabenbHOCTb MeXay cepusiMv aHanu3os, onpeaeneHHas no ua-
MepeHnsaM B OBYX MOBTOPHOCTSAX B MATU pa3HbIX Cepusax aHanm3os, 6bina meHee 10%.

CNELNDPUYHOCTDb

YCTaHOBIMEHO, YTO KNUHUYecKasa crneumuryHocTb cocTasnana 100% npu aHannse B cpaBHEHUM CO 3[0-
POBbLIMW JOHOPaMWN N KOHTPONAMU C HECBSA3aHHbLIMU 3a60M1eBaHNAMMN.

HYBCTBUTEJIbHOCTb

AHanuTnyeckas 4yBCTBUTENIbHOCTb B CPaABHEHMM C NpoLUedLller Banugaunio STanoHHON CUCTEMOWN,
KoTOpas 6blna ogobpeHa YnpasfieHMEM MO KOHTPOSO Haf JIEKapPCTBEHHLIMU CpeacTBaMu U NULLEBBLIMUA
npogyktamn (FDA), coctaBnsina 98% npu aHanmae B CpaBHEHUN CO 300POBLIMN LOHOPAMU U KOHTPO-
NAMU C HECBA3AHHLIMU 3a60MeBaHNAMN. YCTAHOBNEHO, YTO KIIMHMYECKasa CneumuyHOCTb B OTHOLLE-
HUn cuHgpoma LWerpena (SjS) u nonumuosuta (PM) coctasnsna 78,9% n 41,7%, COOTBETCTBEHHO.

JINTEPATYPA

Cm. Ha cTpanmue 10.

MEPbI MPEAOCTOPOXXHOCTU ANA NOJIb3OBATEJIEN

1. B cooTBeTCTBUMM CO cTaTben 1, naparpad 2b, EBponerickon aupektuebl 98/79/EC, ana ncnons3osa-
HUA MEONLMHCKUX U3OEeNUi onsa OUarHoCTUKKM in-vitro nponssoguTenem npegycMoTpeHo obecnedeHmne
NPUrogHOCTN, TEXHUYECKUX XapaKTEPUCTUK U 6e30rnacHOCTM npoaykTa. MoaTomMy HEO6XOLMMO CTPOro
cneposaTb Npoueaype aHanusa, MHpopmauumn, ocobbiM yKasaHnsaMm 1 Mepam NpefoCTOPOXHOCTU, U3-
NOXEHHbIM B MHCTPYKUMSX MO NpUMEHeHM0. Habop Heo6Xx0aMMO MCNonb30BaTh TOMbKO B COOTBET-
CTBMM C ONMCaHWEM, NpeacTaBfieHHbIM Ha CTpaHuvue 2 (NpeaHasHaqyeHue).

2. TecT Heob6x0OMMO MPOBOAUTL B COOTBETCTBUN C AAHHOW MHCTPYKUUEW, B KOTOPOW NpencTasfieHa
BCHA Heo6xoauMasn nHpopmaums, a Takke ocobble yKasaHusa 1 Mepbl NPefoCcTOpoXXHOCTU. Heobxoanmo
NoABEPrHYTb MPOBEPKE MCMNOSb30BaHWe HAabOpPOB Afs aHanu3a BMECTE C aHanusaTtopamMu WUiu aHa-
norn4HbIM o6opygoBaHnem. Hukakme M3MeHeHUs KOHCTPYKUMU, cocTaBa WUiv npouenypbl aHanusa,
paBHO KakK 1 MCNOSb30BaHWE B COYETAHUAX C APYTrMMU MPOLAYKTaMu, He 0006PEHHbIMW MPON3BOAUTENS-
MW, He pa3peLLeHbl; 3a TakMe U3MEHEHUS, KOTOPble MOy T NPUBECTU K JIOXHbIM pe3dynstatam v opyrum
VMHUMOEHTaM, OTBETCTBEHHOCTb HECET CaM Mosib3oBaTesib. [MponsBoanTenb He HeCEeT OTBETCTBEHHOCTU
3a Ntobble pe3ynsTaThl BU3yarbHOro aHannsa o6pasLoB NauneHToB.

3. Habop npegHasHadeH Onsa UCronb30BaHUs TONbKO 0OYHEHHBIMU U KBaNUGULMPOBAHHbIMU Cneuu-
anuctamu, NpoBOAALLMMN UCCefoBaHNS UMW OCYLLECTBASIOWMMN OMArHOCTUKY. BepemMeHHble XeH-
LLWHbI HE OOSMKHbI MPOBOAUTL AaHHbIN aHanms.

4. JlabopaTtopHoe o6opynoBaHue cnenyet cogepxaTb B COOTBETCTBMU C UHCTPYKUUAMU NPON3BOANTE-
ns, nepen NnpUMeEHeHEM HeOH6XOANMO MPOBEPUTE NMPABUITIBHOCTb €ro padboThl.

5. Tonbko ansg guarHoCTM4eCckoro NpuMeHeHKUs in-vitro. ToNbKO Ans 0gHOKPaTHOro NpUMeHeHns. He mc-
NoNb3yMNTE KOMMOHEHTbI C UCTEKLLMM CPOKOM rogHOCTU. He coyeTanTe ¢ AaHHbIM HAB0POM peareHTbl



OPYrmx NOCTaBLUMKOB UM KOMMOHEHTbI HAGOPOB M3 APYrMxX NapTui (ECnM TONbKO Ha CTpaHuue 2 He
yKa3aHo MHoe).
6. He ncnonb3ynte KOMMNOHEHTbI HA60PA, ECNY YrNakoBKa KOMMOHEHTa nospexgeHa. Noxanyncra, npe-
X[e 4eM MCnonb3oBaTh, MPOBEPLTE BCE PaCcTBOPbLI Ha NpeaMeT MUKPOOHOro 3arpsasHeHus. Cpaasy xe
nocrie Ncronb3oBaHuA NOTHO 3akpbiBanTe doakoHbl, YTOObI U36exaTb ncnapeHns 1 MMKpPoOHOro 3a-
rpasHeHns. He MeHsTe 3aBUHYMBAIOLLMECH KPbILLKU (PITAKOHOB C peareHTamu.
7. Habop npoLuen oueHKy Ans UCnonb30oBaHUSa Npu TemnepaTypax, yKkadaHHbIx B Cxeme npoBeneHus
aHanuaa. bonee BbICOKME unu 6onee HU3KNE TemnepaTypbl MOrYT MPUBECTU K MONYHEHUIO 3HAYEHWIA,
He COOTBETCTBYIOLLMX AMana3oHamM KOHTPOSS KayecTsa.
8. MNpouenypa npombiBaHWs 6€3yCrOBHO Ba)KHa. HenpaBuiibHOE NPOMbIBaHME CTaHET NPUYNHOM OLLN-
604HbIX pe3ynbTaToB. PekoMeHayeTcs MCNosib30BaTb MHOMOKaHasbHY NUNETKY M aBTOMaTu4eckoe
YCTPOMCTBO ASs MPOMbIBKMU.
9. Y106bI N36€XaTb NEPEKPECTHOIO 3aArpsiBHEHUS U JIOXKHOMONOXMUTESbHBLIX PE3yNLTaTOB PEKOMEHAY-
eTcs NPOBOAMTbL BCE aTanbl NMNETUPOBaHMA Hagnexalumm obpasoM. Icnonb3ynTe TONbKO YNCTbIE Ha-
KOHEYHUKM ON151 NUNEeTOK, [03aTopbl M NabopaTopHyto nocyay.
10. [InarHocTnyeckme KOMMOHEHTbI, MOSTy4EeHHbIE HA OCHOBE CbIBOPOTKM KPOBW YenoBeKka, 6bIn npoTe-
CTMpOBaHbI MeToAoM ¢ MapkupoBkor CE Ha aHTuTena k BUY 1/BUY 2, aHTutena K saepHoMy aHTUreHy
BUpyca renatuta B, aHTuTena K supycy renatuta C n noBepxXHOCTHbIN aHTUIreH Bupyca renatmrta B, un
6bIN NPU3HaHbI oTpuuaTenbHbIMU. TeM He MeHee, C MaTepmanaMm Ha OCHOBE CbIBOPOTKU KPOBU Ye-
noBeka, cnegyeT obpawiaTbCs Kak ¢ noTeHunanbHo nHduumposaHHbiMn (BUOJTOMTMYECKAA OIMAC-
HOCTDb).
11. HekoTopble KOMNOHEHTbI HAabopa MOryT cofepXaTb Obl4UA CbIBOPOTOUHbBIA anibOyMUH, KOTOPbIN,
Nno OaHHbIM MPOU3BOOUTENSA, HEe HeceT B cebe HUKAKON U3BECTHOW BO3MOXXHOCTU WUHULIMPOBAHUS.
lMockonbKy nHorga MoryT BCTpevarbcs HernopparLmecss 06HapyXXeH o Bo30yauTenn NHPeKUmn, Mbl
pekomMeHayemM obpallaTtbCs € No6bIM NPOAYKTOM XMBOTHOIO NPOUCXOXAEHMSA KaK C MOTEHUManbHoO 3a-
pasHbIM.
12. B OTHOLIEHMN BCEX peareHToB Heo6xoAnMOo cobnoaaTth criefyoLmne npasuna 6e30nacHOCTu:
- He ponyckatb nonapjaHusa B rnasa, Ha KOXy unu Ha ogexay (P262). He Babixatb cnpen (P260).
Hvikorga He crnefyeT ocyLLeCcTBASATb NUNETUPOBAHME C MOMOLLbIO pTa, BCerga Heo6xoamMmo UCMosb30-
BaTb NoAxoAsLimMe yCTPonCcTBa o NMneTupoBaHus.
- B CJTYHAE MNMPOITIATbIBAHUA: npononockats poT. HE Bbi3biBaTh pOTY (P301/330/331)
- B CNTYHAE NOMAOAHNA HA KOXXY (1nu Ha Bonochl): Cpagdy Xe yoanuTb/CHATbL BCIO 3arpA3HEHHYO
opexay. MNpombITb KOXy Bogon/aywem (P303/361/353).
- B CJIYHAE BObIXAHUA: BbiBecTy nocTpagasLUEro Ha CBEXMA BO3AYX M 06ecrnednTb NoKom B no-
noxeHun, yoobHom ansa abixanusa (P303/340).
- B CNTYHAE MNMOMAOAHNSA B IMTA3A: OcTOpoXXHO NpOMbIBaTh BOOOW B T€YEHUE HECKOSIbKUX MU-
HYT. ECnn eCTb KOHTaKTHbIE JINH3bI, CHATb UX, ECNIN 3TO HE CIIOXHO. MpOAOMKNTL NPOMbIBaHWE rnas.
(P305/351/338)
- Bo Bpems npoBefeHnst aHannaa Henb3§ eCTb, NUTb U KypuTb. Henb3sa gepxatb N06n30CTH NPOayK-
Tbl NUTAHUSA, KOPMa U HaNUTKMW.
- Heob6xoamMmo HageBaTb 3alUMTHbIE NepYaTKW/3alUUTHYIO ogexay/cpeacTtea ons 3awmtsl rnas (P280).
CnepyeTt TwaTtesnbHO MbITb PYKM Nocrne obpalleHuns ¢ npoayktom (P264) n o6ecneymnTb YX04 3a KOXEN.
- Mo 3anpocy MOXET 6bITb NpefocTaBeH NacnopT 6e30MnacHOCTU BeLlecTsa.
13. CTon-pacTBOp BbI3bIBAET TAXKENbIE OXOMM KOXWU 1 TpaBmbl rnas (H314).
14. TMB B BbICOKMX KOHLEHTPaUMAX MOXET ObITb NOTEHUMASIBHO MyTareHHbIM. B CBSI3N C HU3KOW KOH-
ueHtpauven TMB B gaHHOM pacTBope cybcTpaTa MyTareHHbIM 3a(eKT MOXHO UCKMOYUTL, NPU YCro-
BUW Haanexawiero cnoco6a npuMeHeHus.
15. KoHcepBaHThl (BpoHngokce, Tumepocan, A3na) TOKCUYHbI 151 BOOHbIX OPraHN3MOB, HO UX KOHLIEH-
Tpauus He onacHa gns okpyxatowen cpegbl. [pu yTunusauumn 6onbumne 06beMbl peareHToB criegyet
CMbIBaTb 60MbLLUMM KONMMYECTBOM Bofbl. Tumepocan ([MpomMbiBo4HbIN 6ydep B) MOXET Bbi3biBaTh MNO-
pakeHne opraHoB Npv ANUTENbHOM UM MHOroKpaTHOM Bo3aencTeum (H373).
16. OTxofbl, B cOCTaBe KOTOPbIX MPUCYTCTBYET CbIBOPOTKA, crnefyeT cobupaTb B OTAESIbHblE KOHTER-
Hepbl, cofepXxalume Haanexatlee ae3vHUuMpyroLlee cpeacTBo B AOCTATOMHOW KOHUeHTpauun. C
OaHHbIM BELLECTBOM criegyeT obpallartbCa B COOTBETCTBUM C HALMOHANIbHbIMU PYKOBOACTBAMU UN
HopMaTnBamm, KacaroLMMncs 6MonorM4eckon ornacHOCT N 6e30MacHOCTH.
17. HacTosilumm OTChbinaeM Bac K HauMoHasibHbIM HOpMaTMBaM Mo MeAUUMHCKUM U3OEenusaM, Kacato-
LMMcs HabopOoB A1 aHANM30B, NpefHa3Ha4YeHHbIX Ans in-vitro guarHoCTUKW.
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BACKGROUND

Circulating IgG autoantibodies to intracellular structures especially to nuclear antigens represent a
characteristic feature of systemic autoimmune diseases. One of those antigens, the Ro52 could recently
be identified as a RING dependent E3 Ligase. Autoantibodies specific for Ro52 occur in patients
with systemic lupus erythematosus (SLE), Sj gren Syndrome (SjS), mixed connective tissue disease
(MCTD) and systemic sclerosis (SSc). The Ro52, together with Ro60 is often termed as SS-A antigen
(Sj gren syndrome-A antigen). Anti-Ro52 anti-bodies are frequently accompanied by anti-La and anti-
Jo-1 antibodies. Moreover, anti-Ro52 antibodies seem to play an important role for neonatal lupus
and congenital heart block, especially those directed against certain Ro52 epitopes. Noteworthy, the
prevalence of anti-Ro52 in PM and SSc is significantly higher than of anti-Ro60 antibodies. Therefore
separate determination of anti-Ro52 and anti-Ro60 antibodies is required.

INTENDED USE

The Ro52 ELISA is intended for the semi-quantitative determination of antibodies specific for the Ro52
protein. The results of the Ro52 ELISA aid to the diagnosis of SLE, SjS, SSc and related autoimmune
disorders and should be used as prognostic marker for the disease progression.

PRINCIPLE

The Ro52 microtiter ELISA plates are coated with recombinant Ro52 antigen. Initially, diluted patient
samples (1:101), Controls and the Calibrator (undiluted) are applied to the microtiter wells. This leads
to the binding of anti-Ro52 antibodies to the immobilized Ro52 antigen. After washing an anti-IlgG
horseradish peroxidase (HRP) conjugate is added which binds to the anti-Ro52 antibodies. Unbound
material is removed by another washing cycle. Finally the binding of anti-Ro52 antibodies 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 of the yellow colour is directly proportional
to the amount of bound anti-Ro52 antibodies and can be measured spectrophotometrically at 450 nm.
A Calibrator with a known concentration of anti-Ro52 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.

KIT COMPONENTS

Microtiter strips, antigen coated 12 strips

x 8 wells
Anti-lgG HRP-Conjugate [CONJ[HRP|G] 1x15mL
Concentrated Washing Buffer (WASHBUF| B 25x| 1 x50 mL
TMB Substrate 1x 15 mL
Stop Solution (0.5 M H2S04) 1x12mL
Dilution Buffer [DILBUF| B 1x 60 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).



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.
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Instructions for use Ro52 ELISA Instructions for use Ro52 ELISA

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 pyL 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 9.

CALCULATION OF RESULTS

Calculate the ratios between the OD value [A 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 =19
OD Sample =0.6
Conversion factor F =10
ODS I
RU sample = amp’e 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 0.3 RU (Standard Deviation




0.1 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 measurement was below 7%. The Inter-assay variability, determined with duplicates
taken from five different runs, was below 10%.

SPECIFICITY
The clinical specificity was found at 100% tested against healthy donors and unrelated disease controls.

SENSITIVITY

The analytical sensitivity in comparison to a validated FDA approved Reference system was found at
98% tested against healthy donors and unrelated disease controls. The clinical specificities for SjS and
PM were found at 78.9% and 41.7%, respectively.
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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 devicesis 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 7 (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 7)
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 (Bronidox, 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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