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KatanoxHbin Ne 25002 \I/ 96
BBEOJEHUE

CucteMHble ayTOMMMYyHHble 3a60neBaHua XapaKTepU3YTCA LMPKYNUPYOLWUMK ayToaHTUTenamm
knacca IgG K onpegeneHHbIM BHYTPUKNETOYHbIM MULLEHAM. AHTUTEna K pubéocomHomy 6enky P (Rib-P)
MOXHO 06HapyXuTb Yy 10-40% naumMeHToB, CTpafaroLLMX CUCTEMHOM KpacHoW BonyaHkom (SLE) ¢ Bbico-
KOW CTeneHbio cneundunyHocT ana 3adonesaHuns. OTMeyaeTcs, 4TO pacnpoCTPaHeHHOCTb 3aBUCUT OT
MHOXecCTBa (DaKTOPOB, TaKUX KaK aHanutuyeckas cucrema, HacrnefCcTBeHHOCTb NaLMeHToB 1, camoe
rnaBHoe, oT6op NaumeHToB. AHTUTENa aHTn-Rib-P B ocHOBHOM HarnpagneHbl NpoTue C-TepMuHanbHOro
y4yacTka pub6ocomHbIx 6enkoB P YyenoBeka, KOTopbIv ABNSeTcA o6LwmmM ansa Tpex nonvnentuagos PO (38
kda), P1 (19 kda) n P2 (17 kda). CuHTeTn4eckun nentmg ¢ C-KOHLOM pnbOCOMHbIX 6enkos P ngeHTtu-
dhnumpoBaH 1 0xXxapakTepmn3oBaH KaK BbICOKO YYBCTBUTENbHbIN U crieLMdUnyHbIA 6uMomMapKep onis nog-
rpynnbl NauMeHToB, CTPafaroLLMX CUCTEMHON KpacHoW Bon4vaHkon (SLE) ¢ HeBponornyeckumm npo-
ABNEeHNAMN 60NEe3HN.

HA3HAYEHUE

TecT Ha pMOOCOMHbIN 6eNoK MeToAOM TBepaodasHoro MMyHodepmeHTHoro aHanusa (Ribosomal P
ELISA) npepHasHayeH ana obHapyxeHus cyénonynaumMm aHtuten aHtu-Rib-P 1 nomoraet takum 06-
pas3oM OMarHoCTMpPOBaTb CUCTEMHYIO KPacHyo BonYaHKy. [MOCKOMbKY NaumMeHTbl C aHTUTenaMm aHTu-
Rib-P 4acTto cTtpagatoT HeBpONOrM4eCckKMMU HapyLLEHNAMU U TSXENbIM TeHeHneM 605e3HN, aHTuTena
aHTU-Rib-P cuuTtaiotca BaxxHbIM 6MoMapkepom a4 onpeneneHns NporHosa ans naunmeHToB ¢ CUCTEM-
HOWM KpacHOW BOSTHaHKOMN.

NPUHUUN METOAA

MukpoTUTpoBarnbHble NNaHLEeTbI Ana TBepaodasHoro MMMYHOMEPMEHTHOIO aHannaa Ha p6é0OCOMHbIN
6enok P (Ribosomal P ELISA) NOKpbITbl CUHTETUHECKUM NENTUAOM, NOAYYEHHBIM U3 C-TEPMUHANBHOIO
y4acTka nocnefoBaTeflbHOCTU aHTureHa pmbocomMHoro 6enka P yenoseka. CHadana B MUKPOTUTPO-
BasibHble JTYHKN BHOCAT padBefeHHble ob6pasupbl naumeHTos (1:101), KoHTponu n kanuépaTtop (6e3 pas-
BefeHus). OTo NPUBOAUT K CBA3bIBAHUIO aHTUTeN aHTu-Rib-P ¢ nmmobunnaosaHHeiM nentugom Rib-P.
Mocne npombiBaHUA, 006aBNAOT KOHbloraT aHTuTen K IgG ¢ nepokcupason xpeHa (HRP), koTopbin
CBsA3bIBAETCSA C aHTUTENaMu aHTU-Rib-P. HecBasaHHOe BeLLECTBO yaanseTcs B NPOLECCe eLle OgHOro
unkna npombiBaHus. B KoHue, cBA3dbiBaHWe aHTUTEN aHTU-Rib-P BM3yannanpyoT nocpencTBOM MHKY-
6auumn c cybectpatom TMB (TeTpamMeTun6eH3ngnH) ¢ noslydYeHeM B UTOre CUHEro LBeTa, KOTOPbIN,
nocrie OCTaHOBKM peakumm ¢ NOMOLLIbIO CTOMN-pacTBopa, npespaLiaeTcs B XenTbin uset. OnTuyeckas
NAOTHOCTb OKPACMBLLEIrOCH B XENTbIA LBET NpOoAyKTa NpsiMO NponopunoHanbHa KoNM4ecTBy CBSA3aH-
HbIX aHTuUTen aHTn-Rib-P 1 MmoxeT 6bITb n3MepeHa CneKTPOPOTOMETPUYECKN Ha ANHE BOSHbI 450 HM.
KannépaTtop ¢ U3BECTHOW KOHLUEHTpaumen aHTuten aHtn-Rib-P aHannaupyloT ogqHOBPEMEHHO C 06-
pa3uamu. NonyKonmyecTBEHHbIE pe3ynbTaTbl HAXOAAT NYTEM BbIYMCIIEHUSA OTHOLLEHWUA 3HaveHus Orl
(onTnyeckasn NNOTHOCTb) KanuépaTopa 1 06pasLoB

KOMMOHEHTbI HABOPA

CTpunbl 4Ns MAKPOTUTPOBAHWS, C HAHECEHHBLIMU aHTUreHamm 12 x 8 nyHoK
Konbtorat nepokcugasel xpeHa (HRP) ¢ aHtuTenamm knacca IgG CONJ|HRP|G| 1x15 mn
KOHLEeHTp1POBaHHbIM NPOMbIBOYHbIV 6ydhep (WASHBUF|[B|25x| 1 x50 mn
Cy6ctpaTr TMB 1x15 mn
Cron-pacteop (0.5 M H2S04) STOP[H,S0, 1x12 mn
Bydhep ans passeaeHus [DILBUF | B| 1 x 60 Mn
Kannépatop CAL 1x2Mn
OTpuuarenbHbIi KOHTPOSTb 1x2Mn
MONOXUTESbHBIN KOHTPOSTb 1x2mn

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, coctaensano 0.2 OE (ctaHpgaptHoe oTknoHeHne 0.1 OE). Kaxpasa nabopartopus 4ofKHaA onpefe-
NUTb CBOW COOBCTBEHHbIE Anana3oHbl HOPMasibHbIX 3HAYEHUIA.

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

TOYHOCTb

BapvabenbHOCTb 1 BOCMPOM3BOAMMOCTb OLIEHMBASN MO TPEM pasHbIM NONOXUTENbHbIM 06pasuam Chbl-
BOPOTKW. BapnabenbHoCTb B npefenax OfHOro aHanusa ana n3MepeHus, npoBefEéHHOro B YeTbIpéx
NOBTOPHOCTSAX, Oblna MeHee 7%. BapnabenbHOCTb Mexay cepusamMmn aHannaa, ornpegeneHHas no name-
peHnsM B IBYX NMOBTOPHOCTAX B TPEX pa3HbIX cepusax aHanm3os, 6bina meHee 10%.

CNELNDPUYHOCTDb

YCTaHOBMNEHO, YTO KIMHMYECKas cneungunyHoCcTb aHanmaa B OTHOLLEHUM CUCTEMHOM KpacHOW BO4aH-
ku (SLE) B cpaBHEHMM CO 300pOBbLIMM [OHOPAMK U Pa3HbIMU KOHTPOSSIMU € 3a601eBaHns MM COeanNHU-
TenbHOM TKaHu, coctasnana 100% ¢ noporosbiM 3Ha4veHnem 1,0 OE.

HYBCTBUTEJIbHOCTb

OTHOCUTENBHYIO YYBCTBUTENBHOCTL aHanmMaa onpegensann nytem TectmpoBaHusa 31 obpasua ¢ peak-
TUBHOCTbIO K pU6OCOMHBLIM 6enkamMm P He3aBncuMbiM MeTofoM. 83,9% 1 96,8% 06pa3uos 6611 NoMAo-
XUTEeNbHbIMK € NoporoBbiMn 3Ha4eHnsMn 1,5 OE n 1 OE, COOTBETCTBEHHO.

YCTaHOBMEHO, YTO KNIMHNYECKasa YyBCTBUTENbHOCTb cocTaBnana 12-24% B 3aBUCMMOCTU OT Uccnenye-
MOW KOropTbl MAaLUNEHTOB 1 NPUMEHSBLLErocs NOPOroBOro 3Ha4eHus.

JINTEPATYPA

CMm. Ha cTpanuue 10.

MEPbI MPEAOCTOPOXXHOCTU ANA NOJIb3OBATEJIEN

1. B cooTBeTCcTBUM CO cTaTtben 1, naparpacd 2b, EBponenickon gupektmebl 98/79/EC, gna ncnonb3osa-
HUA MEONLMHCKMX U3OENU ONs OUarHOCTUKKM in-vitro Npon3BoguTenem npegycMoTpeHo obecnedeHmne
NPUrogHOCTU, TEXHUYECKUX XapaKTEPUCTUK U 6e30nacHoOCTM npoaykTa. MoaTomMy HEO6XOLMMO CTPOro
cneposaTb Npoueaype aHanusa, MHpopmauumn, ocobbiM yKasaHusaMm 1 Mepam NpefoCTOPOXHOCTU, U3-
NIOXXEHHbIM B MHCTPYKUMAX NO npuMeHeHunto. Habop Heo6xooMMOo UCMONb30BaTh TOSIbKO B COOTBET-
CTBMM C ONMCaHWEM, NpPeacTaBieHHbIM Ha CTpaHuue 2 (NpeaHasHaqyeHue).

2. TeCcT Heo6x0OMMO MPOBOAUTL B COOTBETCTBUN C AAHHOW MHCTPYKUMEN, B KOTOPOW NpefcTasfieHa
BCA Heob6xoaumas nHpopmMmauums, a Takxxe ocobble yKasaHusa 1 Mepbl NPefoCcToOpoXXHOCTU. Heobxoanmo
NoABEPrHYyTb MPOBEPKE MCMNOSIb30BaHNE HAbOpPOB Afs aHanu3a BMECTE C aHanu3aTtopamMu WUiu aHa-
norn4HbIM o6opygoBaHnem. Hukakme nM3MeHeHUs1 KOHCTPYKUMK, cocTaBa WUiv npouenypbl aHanusa,
paBHO KaK 1 UCMosb30BaHWe B COYEeTaHUAX C OpYrumMun NpogyKraMmm, He 0006 peHHbIMN NMPON3BOAUTENS-
MW, He pa3peLLeHbl; 3a TakKMe UBMEHEHUS, KOTOPbIE MOy T NPUBECTU K JIOXHbIM pedynstatam 1 opyrum
VMHUMOEHTaM, OTBETCTBEHHOCTb HECET CaM Mosib3oBaTesib. [pon3BoanTENb HE HECET OTBETCTBEHHOCTU
3a Nobble pe3ynsTaThl BU3yarbHOrO aHannsa o6pasLoB NauneHToB.

3. Habop npegHasHadeH ans Ucronb30BaHUs TONbKO 00YYEHHbIMU U KBaNUGULUMPOBAHHbIMU Cneuu-
anuctamu, NpPoBOAALLMMN UCCRefoBaHNUs UM OCYLLECTBASIOWMMW OMArHOCTUKY. BepemMeHHble XeH-
LWMHbI HE OO/MKHbI MPOBOAUTL AaHHbLIA aHanma.

4. JlabopaTtopHoe o6opynoBaHue cnenyet cogepxaTb B COOTBETCTBUMU C UHCTPYKUUAMU NPON3BOANTE-
ns, nepeq NpUMeHEHMEM HEOOXOAMMO MPOBEPUTE NMPABUITBHOCTb €ro padoThl.

5. Tonbko gnsg guarHoCcTM4eCckoro NpuMeHeHKUs in-vitro. ToNbKO Ans ogHOKPaTHOro NpUMeHeHns. He mc-



Nonb3yMTe KOMMOHEHTbI C UCTEKLUMM CPOKOM rogHOCTU. He coveTanTe ¢ faHHbIM HA6OPOM peareHThbl
OPYrmx NOCTaBLUNKOB UM KOMMOHEHTbI HAGOPOB U3 OPYrvx NapTui (eCnv TOMbKO Ha cTpaHuue 2 He
yKa3aHo UHoe).
6. He ncnonb3ynte KOMMOHEHTLI HA60Pa, eCnv yrakoBka KOMMOHeHTa nospexaeHa. lNoxanyncra, npe-
XAe YeM MCnonb30oBaTh, NPOBEPLTE BCE PacTBOPbI HA NPeaAMeT MUKPOOHOro 3arpasHeHus. Cpasy xe
nocrie Ucronb3oBaHusA NIOTHO 3akpbiBanTe dNakoHbl, YTOObI U36exaTb ncnapeHns 1 MMKPo6HOro 3a-
rpasHeHns. He MeHsTe 3aBUHYMBAIOLLMECS KPbILLKWN (PITAaKOHOB C peareHTamu.
7. Habop npoLuen oueHKy Afa UCNonb30BaHUS Npu TemnepaTypax, ykasaHHbIx B Cxeme nposefeHus
aHanusa. bonee BbicOKMe Unu 6onee HU3KWE TeMnepaTypbl MOTYT NPUBECTU K NMOMYHYEHNIO 3HAYEHUN,
He COOTBETCTBYIOLLMX Auana3oHamM KOHTPOSs KadecTsa.
8. Mpouenypa NnpombIBaHUA 6€3yCNoBHO BaxHa. HenpaBunbHOE NpoMbIBaHME CTAHET MPUYMHON OLLIU-
604HbIX peaynbTaToB. PekomeHayeTcs MCnosb30BaTb MHOMOKaHasbHY0 NUNETKY U aBTOMatuyeckoe
YCTPONCTBO AJ11 MPOMbIBKW.
9. Y106bI N36eXaTb NEPEKPECTHOIO 3arpsi3HEHUS U JTOXKHOMONOXMUTESbHBIX PEe3yNnbTaTOB PEKOMEHAY-
eTcsl NPOBOAUTL BCE 3Tarbl NMMNETUPOBAHNA Haanexalumm o6pasoM. VIcnonb3ymnTe TONbKO YUCTbIe Ha-
KOHEYHVKM ON1s MUNEeTOK, [03aTopbl 1 nabopaTopHyto nocyay.
10. [InarHocTnyeckme KOMMOHEHTbI, MOSTy4eHHbIe Ha OCHOBE CbIBOPOTKM KPOBW YesnioBeKa, Obin npoTe-
CTMPOBaHbl MeToA0M € MapkupoBkor CE Ha aHTuTena k BUY 1/BUY 2, aHTutena K saepHoOMy aHTUreHy
BMpyca renatuta B, aHTuTena kK supycy renatuta C 1 NnoBEPXHOCTHbIV aHTUIEH BMpyca renatuTa B, un
6b1IM MPU3HaHbI oTpuuaTenbHbIMU. TeM He MeHee, C MaTtepuanaMmm Ha OCHOBE CbIBOPOTKU KPOBU Ye-
noBeka, cnegyeT obpawaTbCs Kak ¢ noTeHunansHo nHouumposaHHeiMn (BUOJTOMTMYECKAA OIMAC-
HOCTDb).
11. HekoTopble KOMMOHEHTbLI HAa6opa MOryT cofepXartb Obl4MA CbIBOPOTOYHbBIA anbOyMUH, KOTOPbLIN,
Nno OaHHbIM MPOU3BOOUTENSA, HE HeceT B cebe HUKAKON U3BECTHOM BO3MOXXHOCTU WMHOULMPOBAHUS.
lMockonbKy nHorga MoryT BCTpeyaTbCs HernogaarLwmecss 06HapyXXeH o BO36yauTenn MHPeKUmmn, Mbl
pekomMeHayeM obpallaTtbCs € o6bIM NPOAYKTOM XMBOTHOMO NPOUCXOXOEHUA KaK C MOTeHUnanbHo 3a-
pasHbIM.
12. B OTHOLLEHUM BCEX peareHTOB HEOOXOAMMO cobnogaTh crefytoLlme npasuna 6e30nacHOCTU:
- He ponyckatb nonafjaHus B rnasa, Ha KOXy unu Ha ogexpy (P262). He sabixate cnpen (P260).
Hvikorga He criefyeT oCcyLLeCTBATL NUNETUPOBAHME C MOMOLLbIO pTa, BCerga Heo6xoaMmMo UCMorb30-
BaTb NoaxoAsLimMe yCTponcTea ons nuneTmpoBaHus.
- B CJIYHAE MNMPOTITIATbIBAHNA: npononockatb poT. HE BbI3biBaTh pBoTY (P301/330/331)
- B CNNYHAE NOMNAJOAHNA HA KOXKY (1nu Ha Bonocel): Cpasy Xe yaanuTb/CHATb BCIO 3arpsi3HEHHYO
ogexay. MNpombITb KOXy Bogow/aywem (P303/361/353).
- B CJTYHAE BObIXAHUA: BeiBecT NnocTpafasBLUEro HA CBEXMIA BO3QYX M 06ecrnednTb NOKOW B Mno-
noXxeHun, yaobHom onsa abixaHmsa (P303/340).
- B CNNYYHAE MNMOMAOAHNA B ITA3A: OcTOpoXHO NpOMbIBaTh BOAOW B TEYEHUE HECKOSIbKUX MU-
HYT. ECNn eCTb KOHTaKTHbIE JINH3bI, CHATb UX, ECNIN 3TO HE CIIOXHO. MMpOoAoMXNTL NPOMbIBaHWE rnas.
(P305/351/338)
- Bo Bpems npoBefieHs aHannaa Hemnb3s eCTb, NUTb U KYpUTb. Henb3sa gepxxaTte N065M30CTH NPOAyK-
Tbl NUTAHWS, KOPMa U HaNUTKMW.
- Heo6xoammo HageBaTb 3aLUMTHbIE NepYaTKW/3aLlLMTHYIO Ogexay/cpeacTea ons 3awmTbl rnas (P280).
CnepyerT TWaTeNbHO MbITb PYKK Nocne obpalleHns ¢ npoaykTom (P264) n o6ecneynTb yXoa 3a KOXEN.
- Mo 3anpocy MOXeT 6bITb NPefocTaBfieH NacnopT 6€30MacHOCTU BELLECTBA.
13. CTon-pacTBOp BbI3bIBAET TAXKENbIE OXOMM KOXN 1 TpaBMmbl rnas (H314).
14. TMB B BbICOKMX KOHLEHTPALMAX MOXET ObITb NOTEHUMATbHO MyTareHHbIM. B CBA3M C HU3KOW KOH-
ueHtpauven TMB B gaHHOM pacTBope cy6cTpaTa MyTareHHbI 3aPeKT MOXHO NUCKMOHYUTL, MPU YCro-
BUWN Haanexatiero crnocota npuMeHeHusl.
15. KoHcepBaHTbl (BpoHnaoke, Tumepocan, A3na) TOKCUYHbI 415 BOAHbLIX OPraHn3MoB, HO UX KOHLIEH-
Tpauusa He onacHa ans okpyxarwowien cpefbl. MNMpu yTunusaumm 6onblune 06bEMbI peareHToB cnegyeT
CMbIBaTb 60MbLUMM KONMMYECTBOM Bofbl. Tumepocan ([pomMbiBo4HbIN 6ydep B) MOXET BbI3biBaThb MNO-
pa)keHue opraHoB Npv AnUTeNIbHOM UM MHOroKpaTtHoM Bo3gencTeum (H373).
16. OTX0fbl, B COCTaBe KOTOPbIX MPUCYTCTBYET CbIBOPOTKA, criefyeT cobupaTtb B OTAESIbHbIE KOHTER-
Hepbl, coepXxalume Haanexatlee ae3vHduuMpyoLlee CpeacTBo B AOCTATOYHOW KOHUeHTpauun. C
OaHHbIM BELLECTBOM creflyeT obpallarbCs B COOTBETCTBUM C HAUMOHASIbHbIMU PYKOBOACTBAMU UNN
HopMaTuBamu, KacarLmMmcs 6UONOrM4eCcKon ONacHOCTU U 6€30MacHOCTW.
17. Hactoslwmm oTcbinaem Bac K HauMoHasbHbIM HOpMaTMBaM Mo MeguUMHCKUM U3OenusaMm, Kacato-
LMMCA HABOPOB AN aHann3oB, NpeaHasHavYeHHbIX ang in-vitro oMarHOCTUKMK.

25002 Y 96 Determinations

BACKGROUND

Systemic autoimmune diseases are charac-terized by circulating IgG autoantibodies to defined
intracellular targets. Anti-ribosomal P (Rib-P) antibodies can be found in 10-40% of SLE patients with
a high degree of disease specificity. The prevalence has been reported to be dependent on a number
of factors such as the assay system, the genetic background of the patients and most important, the
patient selection. Anti-Rib-P antibodies are mainly directed against the C-terminal region of the human
ribosomal P proteins which is shared among the three polypeptides PO (38 kDa), P1 (19 kDa) and P2 (17
kDa). A synthetic peptide comprising the C-terminus of the ribosomal P proteins has been identified and
characterized as a highly sensitive and specific biomarker for a subset of SLE patients with neurological
disease manifestation.

INTENDED USE

The Ribosomal P ELISA is intended for the detection of a subpopulation of anti-Rib-P antibodies and
thus contributes to the diagnosis of SLE. Since patients with anti-Rib-P antibodies frequently suffer
from neurological disturbances and severe disease progression, anti-Rib-P antibodies are considered as
important biomarker for the prognosis of SLE patients.

PRINCIPLE

The Ribosomal P microtiter ELISA plates are coated with a synthetic peptide derived from the C-terminal
part of the human Rib-P antigen sequence. Initially, diluted patient samples (1:101), Controls and the
Calibrator (undiluted) are applied to the microtiter wells. This leads to the binding of anti-Rib-P antibodies
to the immobilized Rib-P peptide. After washing an anti-IgG horseradish peroxidase (HRP) conjugate is
added which binds to the anti-Rib-P antibodies. Unbound material is removed by another washing cycle.
Finally the binding of anti-Rib-P 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-Rib-P antibodies
and can be measured spectro-photometrically at 450 nm.

A Calibrator with a known concentration of anti-Rib-P 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) [STOP|H,S04] 1x12mL
Dilution Buffer 1 x 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.

TESTING SCHEME AI-LINE ELISA

100 pL Calibrator/Controls (undiluted)

| 100 plL (diluted) Sample )
& 09 -
" 100pL Conjugate

" 100 uL TMB Substrate

., A

‘ 15min at RT
covered

- 50 pL Stop Solution :

Read at 450 nm against 620 nm* I

_

* The measurement against the reference
wave length from 620 nm is optional. \“*»___F

Instructions for use Ribosomal P ELISA Instructions for use Ribosomal P 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 0.1 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 measurement was below 7%. The Inter-assay variability, determined with duplicates
taken from three different runs, was below 10%.

SPECIFICITY

The clinical specificity of the test for SLE tested against various connective tissue disease controls and
healthy donors was determined as 100% at a cut-off of 1.0 RU.

SENSITIVITY

The relative sensitivity of the assay was analysed by testing 31 samples with reactivity to the ribosomal
P proteins by an independent method. 83.9% and 96.8% of the samples were positive at cut-off values
of 1.5 RU and 1 RU, respectively.

The clinical sensitivity was found at 12-24% depending on the patient cohort investigated and the cut-off
used.
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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 devicesisintendedto 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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