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BBEAEHUE

CuctemHasn KpacHas Bon4yaHka (SLE) xapakTepuayeTcs UMpKynsaumMen ayTOMMMYHHbIX aHTUTEeN Knacca
IgG NpoTnB onpefeneHHbIX BHYTPUKIETOYHbIX MULLEHEN, BKoYaa asyxuenodeyHyto OHK (dsDNA),
U1-pnboHykneonpoTtengbl (RNPs), aHtureH Cmuta (Sm), rMCTOHbI, AAEPHbIA aHTUMEH NPONMAIEpPUpPYIO-
wux knetok (PCNA) n puéocomHble dpocdonpoTtemnHsl (Rib-P). Ha cerogHawHumn geHs onvcaHo 6onee
100 pa3HbIX aHTUIEHOB, ABMAIOLLMXCS MULLEHAMN ay TOUMMYHHbIX @HTUTESN B CbIBOPOTKE KPOBW MOAEN,
OOJIbHbIX CUCTEMHOM KPaCHOW BONYaHKOW. AHTUTena K asyxuenodeyHon OHK saBna0TCs M3BECTHbIM
YYBCTBUTESIbHBIM U CNELNPUYHBIM MapKePOM A1 ornpefeneHnss CACTEMHOW KpacHOW BOMYaHKU. AHTK-
Tena K geyxuenodyeyHon OHK MoxXHO o6Hapyxutb y 20-70% ntofemn, 605bHbIX CUCTEMHOM KpacHOM
BO/TYAHKOWN, B 3aBMCUMOCTM OT UCMONb3yeMON TECT-CUCTEMbI, FEHETUYECKOro hoHa 1 cocTasa uccne-
AyeMou rpynnbl naumMeHToB. TUTp aHTuTen K asyxueno4veyHon JHK koppenupyeT ¢ akTMBHOCTbIO 60-
ne3Hun y naumeHToB. B pegkux cnyyasax aHtTutena K asyxuenodeyHon JHK BbIsSBRAIOTCA Yy NaLMeHTOB C
POACTBEHHbIMW 3a601EBAHNAMU COEANHUTESNBHOM TKaHW U C BUPYCHLIMU MHADEKLIMSAMN.

HA3HAYEHUE

TeBeppodasHbii UMMYHOEPMEHTHbIN aHanu3 (ELISA) Ha aHTUTena k asyxueno4veyHon OHK npegHa-
3Ha4YeH Ons MoslyKoSIMYEeCTBEHHOIO onpefeneHnsa cneundunyecknx aHtuten K asyxuenodveyHon OHK.
PeaynbTaTthbl, NOny4YeHHble METOA0M TBepaodasHoro nMmMmyHodepmeHTHoro aHanmsa (ELISA) Ha aH-
TUTena K asyxueno4veyHon OHK nomorarT aMarHOCTMpPOBaTh CUCTEMHYHO KPaCHYH BOSTYAHKY U pofa-
CTBEHHble 3a60eBaHus.

NMPUHUUMN METOAA

MnaHweTbl ansg mukpotutpoBaHua ELISA ¢ gsyxuenoye4vHon OHK NOKpbITbI CNOEM C PEKOMOUHAHT-
Hou aByxuenodeyHon OHK. CHavana B MUKPOTUTPOBAsbHbIE JTYHKM BHOCAT pasBefeHHble o6pasubl
naumeHTa (1:101), KoOHTponNu 1 kanubpatop (6e3 passefeHUs). 3TO NPUBOOUT K CBA3bIBAHUIO aHTUTEN K
asyxuenodeyvyHor JHK ¢ utMMo6Unn3oBaHHbIM aHTUreHoM ggyxuenodedHon OHK. Mocne npoMbiBaHus
[06aBnaloT KoHblorat nepokcnaassl xpeHa (HRP) ¢ aHTutenamm knacca IgG, KoTopbI CBA3bIBAETCA C
aHTUTEenammn K asyxuenodedHon JHK. HecBasaHHOe BellecTBO yfanseTcs npu npoBefeHun Opyroro
UuMKna npomMbiBaHus. B KoHUe, cBA3bIBaHME aHTUTEN K AByXxuenodevyHon OHK Bu3yanuaupytot nocpea-
CTBOM MHKYy6auuu ¢ cyéctpatom TMB ¢ nonydeHnem B UTore CMHero ugeta, KOTOpbIN, Nocfie OCTaHOB-
KW peakumu ¢ NOMOLLbIO CTOMN-pacTBopa, npespaLlaeTcs B XENTbin uBeT. Ontuyeckas nnotHocTb (OrT)
OKpacCMBLLIErOCH B XXENTbIN LBET BeLLecTBa NPSAMO NponopLMoHanibHa KONMYECTBY CBA3AHHbLIX aHTUTEN
K ayxuenode4dHon [HK, Ol MOXHO n3amepuTb CNEKTPOOTOMETPMUHYECKN Ha ANMHE BOMHbI 450 HM.
Kanuépatop ¢ M3BECTHOW KOHUEHTpauuen aHtuten K asyxuenoveyHon JHK aHannaupyloT ogHoBpe-
MEHHO ¢ ob6pa3uamu. MNMonyKonmyecTBeHHbIE pe3ynbTaTbl HAXOAAT NYTEM BblYUCIIEHUSA OTHOLLEHUI 3Ha-
YyeHusa Ol kanubpartopa n o6pasLoB.

KOMMOHEHTbI HABOPA

o ascenmm i eny ammor
(oo e e (1) CoRRETS
KOHLEeHTpPOBaHHbIM MPOMbIBOYHbIV 6ydep (WASHBUF|B|25x| 1 x 50 mn
Cy6ctpatr TMb 1x15mn
Cron-pacteop (0.5 M H2S04) [STOP[H,SO,| 1x12 mn
Bydep ana passeneHus 1 x 60 mn
Kanunépatop CAL 1x2wmn
OTpuuaTenbHbIN KOHTPOMb 1x2Mn
MonoXMTENbHBIA KOHTPOSb 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 crnepyeT xpauutb npu 2-8°C 1 NpoBOAMTbL aHanNn3 B TedeHue 48 4acoB nocse B3aTUA 06-
pasuoB. Ecrnv HeBO3MOXHO NPOBECTUN aHann3 B Te4eHne 48 4acoB UM eCNn HYXXHa TPpaHCNopTMPOBKa
06pasuoB, 06pasLbl HEOO6XOAMMO 3aKPbITh M 3aMOpo3nTb. CnedyeTt n3beratb NOBTOPHOIO 3aMOpPaXu-
BaHWs U pasmMopaxuneaHus. 3aMOpOXeHHbIe 06pasLbl criegyeT pasMopaxusaTth MNP KOMHATHOM TeMne-
patype (koMHaTHasa Temnepartypa, 20-25°C) n, akkypaTHO nepeBopa4mBas, TLaTeslbHO nepemMeLunsaTtb
nepen aHannsom. He pekomeHgyeTcs MCMONb30BaThL FrEMOIM3NPOBAHHBLIE NN NTUNeMUYeckne oobpasLibl

NnOoAroToBKA PEATEHTOB

[Mpexpe 4em ncrnonb3oBaTh BCE peareHTbl, o6ecne4ste JOCTMXKEHNE UX KOMHATHOW TeMneparypbl.
Heuncnonb3yembie MUKPOTUTPALIMOHHbIE CTPUMbI HY>XXHO HaaiexatlummM o6pasomM NOBTOPHO repMeTUHHO
ynakoBaTb B UMEKLLMNCA NaKeT U3 POsbrv C 4eCUKAHTOM.

Bydep ansa pa3seneHus: rOTOB K NPUMEHEHWNIO;

KoHblorat nepokcuaasbl XpeHa: roToB K NPUMEHEHNIO;

PacTtBop cy6cTpara: rOTOB K NPUMEHEHWNIO;

Cron-pacTtBop: rOTOB K NPUMEHEHWNIO;

Kanu6patop n KOHTponu: rOTOB K NMPUMEHEHNIO;

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. Co3panTe cxemy nunetTupoBaHus. KanmépaTtop HE06X04MMO NPOTECTUPOBATL B ABYX MOBTOPHOCTSX,
N TOYHO Tak Xe HacTOATeNIbHO PEKOMEHAYETCS aHann3mpoBaTb KOHTPOSN.

2. PasBegute ob6pasupl nauneHToB B cooTHoweHun 1:101 B Bydepe ansa passenerHus (10 Mkn cbiBo-
poTku + 1 mn Bycbepa ana passefeHns ons OBOVMHOro onpenenexHns / 5 MKn cbiBOPOTKM + 0,5 mn bBy-
dhepa ong passefeHns ans ogqHoro onpenenexHns).

3. [lomecTuTe Hy>XKHblE CTPUNbI C HAHECEHHBIMW aHTUTENaMn B pamky. Hagnexawiym o6pas3om repme-
TUYHO 3aKpOoKrTe NakeT U3 asitoMUHUA C OCTaBLUMMUCH CTPUNaMu U AECUKAHTOM.

4. B COOTBETCTBMM CO CXEMOM NMUMETUPOBaHMS C MOMOLLBIO NUneTku nepeHecute 100 MKN KanuépaTto-
pOB, KOHTPONEen 1 passefeHHbIX 06pa3LOoB NaUMEHTOB B JTYHKWU, 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, npombiBaTh HEO6X0OUMO MUHUMYM 3 pasa, Kaxapin pa3 ncrnonb3ysa 300 Mkn
Ha NyHKy. YoanuTe octaTku XUAKOCTU, MPOMOKHYB MUKPOMSIAHLLET NMOSIOTEHLEM.

7. Do6aBbTe 100 MKN KOHbIOrata nepokcuaasbl XpeHa ¢ 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 nomoLLbo NUNeTkn nepeHecute 50 MK CTOMN-pacTBoOpa B KaXAyto JIYHKY B TOM Xe nopsagke, Y4To
n cybcTpar. PekoMmeHayeTcs nepemellarb pacTBop B JIyHKax, crierka rnocrtyyas rno pamke. Ha anvHe
BOJHbI 450 HM nNpo4YnTanTe 3Ha4eHUs ONTUYECKON MIIOTHOCTU (3TanoHHasA gnnHa BosiHbl 620 HM™), uc-
Nnosb3ysi COOTBETCTBYHOLLMIA MUKPOMNAHLLETHBLIN puaep, N paccyntante pedynsraTel Ansa o6pasLos na-
LIMEHTOB U KOHTPOJSIEN, KaK ONncaHo Ha cTpaHuue 4.



CXEMA NMPOBEAEHUA AHAJIU3A: AI-LINE ELISA

100 mkn KanuwGparopa / KoHTponei (Bez pazeeneHus)
100 mkn O6pasua (paseeagHHOTO)

3-X kpaTHas 0 " 30 MMH NPW KOMHATHOR
npoMbIBKa TEMnepaType

100 mun KoHsrrara

30 MWUH NP KOMHATHOM
3-x kpaTHan 0 9 Temneparype
NPoMLIBKE

100 mwn CyBerpar TMB

‘ 15 MHUH NPH KOMHATHOR
J TemMnepartype
B 3aKpLITOM BUOS

+ 50 min Cron-pacTeopa

O

CunThIBAHWE pPe3yNETaTOR HA
ANUHE BOMNHEL! 450 HM B cpagHeHWN
¢ ANWHOW BONHLI 620 HM*

* MamepeHwe B cpaBHEHWK ¢ pedepeHcHon
ANMWHOW BONHE! 620 HW OCYWECTENAETCA NO HENaHMI,

BbIYUCJNIEHUE PE3YJIbTATOB

PaccuuTbiBaloT OTHOLLEHUA MexXay 3HavYeHnem ontnydeckom nioTHocTn (Of1) [450 HM — 620 HM] Kax-
Joro obpasua nauueHta u cpegHum 3HadeHnem Ol [450 HM] kanunbpaTopa. To Xe camoe fgenatoT C
KOHTPONMAMU. YMHOXAIOT BCE MNOJSyYEeHHblE OTHOLLEHUS Ha KoadhduumeHT npeobpasosaHma (F). dtoT
KoadhpmLMeHT npeobpasoBaHus crieunduyeH gnsa naptum n ykasbisaetcs B Ceptudmkare KOHTpons
kayecTBa. [lonyyaemble 3Ha4EHMA BbIPaXatTCA B OTHOCUTESNbHbIX eguHuuax (OE).

Ol o6pasua
Bbluucnenusa: O6paseun, OE = pasu x F
OIl kannépartopa
Mpumep:
Ol kannbpatopa =1.9
Ol o6pasua =0.6
KoahdumuneHT npeobpasosaHus F =10
M 0.6
O6pagseu, OE = O o6pasua x 10, O6pazeu, OE = —— x 10, O6pazey, OE = 3.2 OE
Ol kanuépartopa 1.9

MHTEPNPETALUUA PE3VYJIbTATOB
[na nHTepnpeTaummn pesynsTaToB UCMOSb3YHOT CrieayoLLMe NoporoBble 3HAYEHUS:

<1 OE  OrtpuuartenbHblii
1-1.5 OE MorpaHn4HbIN
>1.5 OE MonoxutenbHbIN

[nsa onpegeneHns NoporoBbIX 3HA4YEHUM UCMNOMb30BaNIN KOHTPOSIbHbIE 06pa3dLbl, NOSlyYEeHHbIE NP Ha-
nm4nn 3abonesaHus, U 06pasLbl CbIBOPOTKU 300POBbIX JIHOOEN.

KPUTEPUN BAJIMAALINN

3Ha4eHue Orl Kanm6paTopa M 3Ha4eHnd KOHTpOJ'Iel7I, BblpaXeHHble B OTHOCUTEJIbHbIX euHuuax, ooJjmK-
Hbl COOTBETCTBOBATb AMana3oHam, yKka3aHHbIM B CepTMd)VIKaTe KOHTpPONA Ka4ecTBa. Ecnn aT0 He TaKk,
HeobxoaMMo npoBepuUTb yCnoBua npoBeneHna aHanmsa u, BepodaTHO, NOBTOPUTbL aHalIn3.

OWAMA30HbI HOPMAJIbHbIX 3HAYEHUN

CpegHee 3Ha4yeHue, NonyyYeHHoe No obpasLam, B3ATbIM Y ABHO 300POBbIX SIOAEN U CRyXaLMM KOHTPO-
namu, coctaenano 0.4 OE (ctanpgapTHoe oTknoHeHue 0.2 OE). Kaxgas nabopatopusa gomkHa onpepe-
NINTb CBOW COBCTBEHHbIE OMana3oHbl HOpMarbHbIX 3HAYEHUN.

ONANA30H USMEPEHWUA
Ot 0.1 po 10 oTHOCUTENBHBbIX eanHuL, (OE).

TOYHOCTb

BaprabenbHOCTb M BOCMPON3BOAUMOCTbL OLIEeHMBASIM MO TPEM pasdHbIM NONTOXUTENbHLIM 06pasLam Cbli-
BOpPOTKM. BapunabenbHOCTb B Npefenax ofHOro aHanusa anis M3MepeHus, NPoBeAEHHOMO B YeTbIPEX
MOBTOPHOCTSIX, Oblna MeHee 7%. BapnabenbHOCTb Mexay cepusamm aHanmaa, onpeneneHHas no name-
PEeHUsIM B AABYX MOBTOPHOCTSIX B TPEX pa3HbIX NpoBeAeHMsIX aHanmaa, 6bina meHee 10%.

CNELNPUYHOCTDb

YcTaHOBMEHO, YTO aHaNUTU4Yeckasa cneunduyHOCTb B CPAaBHEHUM C NPOLUEALLEN BanMaauno CUCTEMON
ELISA coctasnseTt 100%.

HYBCTBUTEJIbHOCTb

YCTaHOBMEHO, YTO aHanUTU4ecKas YyBCTBUTENbHOCTb B CPaBHEHUN C NPOLUEALLEen Banngauunio cncTe-
mon ELISA coctaBnset 100%.

JINTEPATYPA

YuranTe Ha cTpanuue 10.

MEPbI MPEAOCTOPOXXHOCTU ANA NOJIb3OBATEJEN

1. B cooTBeTcTBUM CO cTaTtben 1, naparpacd 2b, EBponernickon gupektmebl 98/79/EC, ona ncnonb3osa-
HUA MEONLMHCKUX U3OENUi onsa OUarHoCTUKKM in-vitro NponsBoguTenem npegycMoTpeHo obecnedeHmne
NPUrOAHOCTU, TEXHUYECKNX XapaKTepUCTUK U 6e3onacHoCT npogykra. Noatomy Heo6xoanMMo CTPOro
cneposaTb Npoueaype aHanusa, MHpopmauumn, ocobbiM yKasaHusaMm 1 Mepam NpeaoCTOPOXHOCTU, U3-
FNIOXXEHHBbIM B MHCTPYKUMAX NO nNpuMeHeHunto. Habop Heo6Xo4MMO WCMONb30BaTh TOSIBKO B COOTBET-
CTBMM C ONMCaHWEM, NPeACcTaBeHHbIM Ha CTpaHuue 2 (NpeaHasHaqyeHune).

2. TeCT He06X0OMMO MPOBOAUTL B COOTBETCTBUN C AAHHOW MHCTPYKUUEN, B KOTOPOW NpefcTasBfieHa
BCSA Heob6xoauMas nHpopmauums, a Takxxe ocobble yKkasaHusa 1 Mepbl NPefoCcToOpoXXHOCTU. Heobxoanmo
noABeprHyTb NPOBEPKE UCMNONb30BaHNE HAO0POB AJ1s aHanM3a BMecTe C aHanuaaTopamu Unm aHano-
r'MYHbIM 060pYyLOBaHNEM. HUKaKne N3MeHeHNs KOHCTPYKLUUK, cocTaBa Unm npouedypbl aHanmsa, pas-
HO Kak 1 UCNosib30BaHne B COYETaHUAX C OPYruMn NpoayKTaMun, He ogo6peHHbIMU NPOU3BOOUTENAMM,
He paspeLleHbl; 3a Takne U3MEHEHUS, KOTOpble MOTYT MPUBECTU K JIOXKHbBIM pesyrnktataMm v gpyrum
VMHUMOEHTaM, OTBETCTBEHHOCTb HECET CaM Mosib3oBaTesib. [pPon3BoOaUTENb HE HECET OTBETCTBEHHOCTU
3a Nobble pes3ynsTaThl BU3yarbHOro aHannsa o6pasLoB NauneHToB.

3. Habop npepgHasHaveH Ans Ucrnonb30BaHUA TONMbKO 06YYEHHbIMU U KBaNUMUUUPOBaHHLIMU Cneum-
anuctamu, NpPoBOAALLUMMWN UCCefoBaHNUS UM OCYLLECTBASIOWMMN OMArHOCTUKY. BepemMeHHble XeH-
LMHbI HE OO/MKHbI MPOBOANTL OaHHbIA aHanma.

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

5. Tonbko gng guarHoCTU4eCKoro NpUMeEHEHUs in-vitro. TONbKO Ansg ogHOKPaTHOro NpUMeHeHns. He mc-
Nofb3yNTe KOMMOHEHTbI C UCTEKLUMM CPOKOM rogHOCTU. He coveTanTe ¢ gaHHbIM HA6OPOM peareHThbl
APYrUX MOCTaBLUMKOB UM KOMMOHEHTbI HA60POB U3 ApPYrMX NapTuir (eCnu TOSbKO Ha CTpaHuue 2 He
yKa3aHo MHoe).



6. He ncnonb3yinte KOMNOHEHTLI HA60PA, EC/N yNakoBKa KOMMOHEHTA nospexaeHa. MNoxanyncra, npe-
XOe YeM MCnonb30BaTh, NPOBEPLTE BCE PaCTBOPbLI HA NPeAMET MUKPOOHOro 3arpasHeHus. Cpasy xe
nocrie Ucrnonb3oBaHusA NIOTHO 3akpbiBanTe NakoHbl, YTOObI U36exXaTb ncnapeHns 1 MMKPO6HOro 3a-
rpasHeHns. He MeHsnTe 3aBUHYMBAIOLLMECS KPbILLKWN (PFTaKOHOB C peareHTamu.
7. Habop npoLuen oueHKy Ans UCnonb30BaHUs Npu Temneparypax, ykasaHHbix B Cxeme npoBefeHus
aHanusa. bonee BbicOKMe Unu 6onee HU3KUe TemnepaTypbl MOTyT NPUBECTU K NMOMYHYEHNIO 3HAYEHUN,
He COOTBETCTBYIOLLMX Auana3oHamM KOHTPOSS KadecTsa.
8. Mpouenypa NnpombiBaHUA 6€3yCNOBHO BaxxHa. HenpaBunbHOE NpoMbIBaHME CTAHET MPUYMHON OLLIU-
604HbIX pe3ynbTaToB. PekomeHayeTcs MCnofb30BaTb MHOMOKaHasbHY0 NUNETKY M aBTOMatuyeckoe
YCTPONCTBO A1 MPOMbIBKW.
9. Y106bI M36eXaTb NEPEKPECTHOrO 3arpsi3HEHUSA U NTOXXHOMONOXMUTENbHBLIX Pe3ynsTaToB PeKOMeHAy-
eTcs NPOBOAUTL BCE 3Tanbl NMMNETUPOBAHNA Haanexalumm o6pa3oM. VIcnonb3ymnTe TONbKO YUCTbIE Ha-
KOHEYHVKM ON151 MUNEeTOK, [03aTopbl 1 1abopaTopHyto rnocyay.
10. OnarHocTn4eckme KOMMNOHEHTbI, NOSly4EeHHbIE HA OCHOBE CbIBOPOTKMN KPOBW YeNoBeKa, 6b1v NpoTe-
CTMPOBaHbl MeTOA0M € MapkumpoBkor CE Ha aHTuTena k BUY 1/BUY 2, aHTutena K saepHOMy aHTUreHy
BUpyca renatuta B, aHTuTena K supycy renatuta C n noBepxXHOCTHbIA aHTUIreH Bupyca renaturta B, n
6bI1M NPU3HaHbI oTpuuaTenbHbIMU. TEM HE MeHee, C MaTepuanaMm Ha OCHOBE CbIBOPOTKWN KPOBU Ye-
noBeka, cnefyeT obpawiaTbCs Kak ¢ noTeHunansHo nHbuumposaHHeiMn (BUOJTOMTMYECKAA OlMAC-
HOCTDb).
11. HekoTopble KOMMOHEHTbI HAabopa MOryT cofepXaTb Obl4NA CbIBOPOTOYHbBIA anbOyMUH, KOTOPbIN,
Nno AaHHbIM NPOM3BOAUTENS, HE HECeT B cebe HMKaKOM M3BECTHOM BO3MOXHOCTU MHPUUMPOBAHUS.
lMockonbKy nHorga MoryT BCTpeyaTbCs HenogaarLmecss 06HapyXXeH o BO36yauTenn MHPeKUmn, Mbl
pekoMeHayeM obpallaTbCs ¢ No6bIM MPOAYKTOM XUBOTHOMO MPOUCXOXAEHWUS KakK C NOTeHUuasnbHo 3a-
pasHbIM.
12. B OTHOLLEHUM BCEX peareHTOB HEOOXOANMMO cobnogaTh crefytoLme npasumia 6e30MacHOCTU:
- He ponyckatb nonapgaHusa B rnasa, Ha Koxy unu Ha ogexay (P262). He Babixatb cnpen (P260).
Hvkorga He crieflyeT ocyLLeCTBAATb NUNETUPOBAHME C MOMOLLbIO pTa, BCerga Heo6xoamMmo UCnosb30-
BaTb NoaxoAsLimMe yCTponcTea ons nMneTupoBaHus.
- B CJTYHAE MNMPOITIATbIBAHUA: npononockats poT. HE Bbi3biBaTh pOTY (P301/330/331)
- B CNNYHAE NOMNAOAHNA HA KOXKY (1nu Ha Bonocel): Cpasy Xe yaanuTb/CHATb BCIO 3arpsi3HEHHYO
opexay. MNpombITb KOXy Bogow/aywem (P303/361/353).
- B CJTYHAE BObIXAHUA: BbiBecTn nocTpagasLLEro HA CBEXWUIA BO3OYyX U 06ecneynTb NOKOW B Mo-
NOXeHnn, yaobHom ansa apixadusa (P303/340).
- B CJNTYHAE MNOMAOAHNA B MMA3A: OCTOpOXHO NpOoMbIBaTb BOOOW B TE€YEHWE HECKOSIbKUX MMU-
HyT. ECNn eCTb KOHTaKTHbIE NINH3bI, CHATb UX, €CNN 3TO He CNOXHO. NpoJomKnTe NPoMbIBaHWe rnas.
(P305/351/338)
- Bo Bpems npoBefieHNs aHann3a Hemnb3s eCTb, MUTb U KYpUTb. Henb3sa gep>xaTte N065M30CTH NPOayK-
Tbl NUTAHUS, KOPMa U HaNUTKMW.
- Heo6xoammo HafeBaTh 3alUmUTHbIE MEpPYATKW/3aLLMTHYIO ogexay/cpeacTaa Ans sawmTbl rnas (P280).
CnepyeTt TWwaTtenbHO MbITb PYKW Nocrie obpalleHuns ¢ npoaykTtoM (P264) n o6ecneymTb YXo4 3a KOXEN.
- Mo 3anpocy MoXeT 6bITb NpefocTaBneH NacnopT 6e30nacHOCTU BeLlecTsa.
13. CTon-pacTBOp BbI3bIBAET TAXKENbIE OXOMM KOXWU 1 TpaBMmbl rnas (H314).
14. TMB B BbICOKMX KOHLEHTPALMAX MOXET ObITb NOTEHUMANTbHO MyTareHHbIM. B CBA3M C HU3KOWN KOH-
ueHtpauven TMB B paHHOM pacTBope cybcTpaTa MyTareHHbI 3aPeKT MOXHO UCKMOHYUTL, MNPU YCro-
BUWN Haanexatiero cnocota npuMeHeHus.
15. KoHcepBaHTbl (BpoHugoke, Tumepocan, A3ng) TOKCUYHbI Ans BOOHbIX OPraHM3MOB, HO X KOHLIEH-
Tpauusa He onacHa ans okpyxawLen cpefbl. [pu ytunusaumm 6onbLumMe 06bEMbI peareHToB cnegyer
CMbIBaTb 60MbLLUMM KONMMYECTBOM Bofbl. Tumepocan ([pomMbiBO4HbIN 6ydep B) MOXET Bbi3biBaTh MO-
pa)keHue opraHoB Npw AnUTENIbHOM UM MHOrOKpaTtHoOM Bo3gencTeum (H373).
16. OTX0fbl, B COCTaBE KOTOPbIX MPUCYTCTBYET CbIBOPOTKA, criefyeT cobupaTtb B OTAESIbHbIE KOHTER-
Hepbl, codepXalume Hagnexatiee aes3vHduuMpytoLlee CpeacTBo B AOCTAaTOYHOW KOHUeHTpauun. C
OaHHbIM BELLECTBOM crielyeT obpallarbCs B COOTBETCTBUM C HAUMOHASIbHbIMU PYKOBOACTBAMU NN
HopMaTtmBamm, KacarLmMMnucs 6MonorM4eckon ornacHoOCT n 6e30MnacHoOCTU.
17. Hactoswmm oTcCbinaem Bac K HauMOHasbHbIM HOpMaTMBaM Mo MeguUMHCKUM U3JeNusaM, Kacaro-
LmMMCca HabopoB AN aHaNM30B, NpeaHa3Ha4YeHHbIX AN in-vitro AMarHOCTUKMW.
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BACKGROUND

Systemic lupus erythematosus (SLE) is characterized by circulating IgG auto—-antibodies against defined
intracellular targets including double stranded desoxyribonucleic acid (dsDNA), U1-ribonucleoproteins
(RNPs), Smith antigen (Sm), histones, proliferating cell nuclear antigen (PCNA) and ribosomal
phosphoproteins (Rib-P). Currently, more than 100 different anti-gens have been described as the target
of auto-antibodies in sera of SLE patients. Anti-dsDNA antibodies are known as sensitive and specific
marker for SLE. Anti-dsDNA antibodies can be detected in 20-70% of SLE patients depending on the test
system, the genetic background of the patients and the make-up of the patient group under investigation.
The titer of anti-dsDNA antibodies correlates with the disease activity of the patients. In rare cases, anti-
dsDNA antibodies are found in patients with related connective tissue diseases or with viral infections.

INTENDED USE

The dsDNA ELISA is intended for the semi-quantitative determination of antibodies specific for dsDNA.
The results of the dsDNA ELISA aid to the diagnosis of SLE and related diseases.

PRINCIPLE

The dsDNA microtiter ELISA plates are coated with recombinant dsDNA. Initially, diluted patient
samples (1:101), Controls and the Calibrator (undiluted) are applied to the microtiter wells. This leads
to the binding of anti-dsDNA antibodies to the immobilized dsDNA antigen. After washing an anti-IgG
horseradish peroxidase (HRP) conjugate is added which binds to the anti-dsDNA antibodies. Unbound
material is removed by another washing cycle. Finally the binding of anti-dsDNA 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-dsDNA antibodies and can be measured spectrophotmetrically at 450 nm.
A calibrator with a known concentration of anti-dsDNA 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,S0,| 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.
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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 yL 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 [ 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 0.4 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 measurement was below 7%. The Inter-assay variability, determined with duplicates
taken from three different runs, was below 10%.

SPECIFICITY
The analytical specificity in comparison to a validated ELISA system was found at 100%.

SENSITIVITY
The analytical sensitivity in comparison to a validated ELISA system was found at 100%.
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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 devicesisintended 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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