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BBEJAEHUE

CuncTteMHble ayTOMMMYHHblE 3a60M1eBaHUA XapakTepu3yrTCs LMPKYNUPYIOLLMMW aHTUTEeNamMu K onpe-
JeneHHbIM BHYTPUKIETOYHbIM MULLeHaM. Hanpumep, cuctemHas cknepogepmusa (SSc, Scl, cknepo-
JepMa) xapaktepudyeTca aHTuTenamm K tornondomepase |. Onpegensiemas no xapakTepHoOW nonoce
6enka B 70 k[a npu renb-anekTpodopese, Tonondomepasa | Takxe nssectHa Kak Scl-70. AHTUTena
aHTM-PM/Scl sBnstoTca cneumdunyHbIM CEPOSIONMYECKUM MapkepoMm A5t nogrpynnbl NauneHToBs, cTpa-
JaroLmx cucteMHou cknepopepmuent (Scl), nonummosutom (PM), n oco6eHHO ans naumeHToB ¢ nepe-
KpPeCTHbIM CMHAPOMOM MNONMMUo3uT/cucteMHas cknepogepmus (PM/Scl). PeaktueHocTb aHTn-PM/Scl
BbISABSETCA NPUONN3UTENBHO Y 25% NauneHTOoB C NepekpecTHbIM CUHAPOMOM MONMMMO3UT/CUCTEMHAS
cknepogepmusa n 'y 3-10% naumMeHToB C CUCTEMHOWM CKIIEPOAEPMUEN U NOIMMUO3UTOM. BOMbLUMHCTBO
aHTuTen aHtM-PM/Scl HanpaBneHo NpoTUB 3NUTOMNA, PACNOIOXKEHHOrO B anbda-cnvpasbHOM y4acTke
amMuHokucnoT 231-245 aHtureHa PM/Scl-100, koTtopbi nony4mn Ha3eaHne PM1-anbca. HegasHee uc-
crnefioBaHWe nNokasaro, Y4To TBepaodasHbini UMMyHoepMeHTHbINM aHanna (ELISA) ¢ ncnonb3osaHnem
PM1-anbha B KayecTBe aHTUrEHa ABMAETCA BbICOKOTOYHLIM TECTOM ON19 ONPefeneHns aHTUTen aHTu-
PM/Scl. AuTutena aHtn-PM1-anba npucytcteoBanu y 55% naumMeHToB C NepekpecTHbIM CUHOPOMOM
nonuMmunoaut/cuctemHas cknepogepmms (PM/Scl) n Tonbko y 6% B KOHTPONbHOW rpynne.

HA3HAYEHUE

TBepgodasHbin UMMyHOepMeHTHbIM aHanuad (ELISA) PM1-anbha npegHasHayeH Ons o6Hapy-
XXEHUs1 BbICOKO cneumndunyHor cybnonynaumm aHtuten aHtu-PM/Scl, 4To nomoraeTt guarHoctTupoBatb
NnepeKpecTHbIM CMHOPOM nonumuoaut/cuctemHas cknepogepmmsa (PM/Scl). Mockonbky gns naumex-
TOB C aHTUTEenamu K PM/Scl xapakTtepHa TeHOeHUns K 6osiee fierkomy TedeHuo 3abonesaHus n 60-
nee BbICOKOMY MoKasaTesito BbDKMBAEMOCTM B CPaBHEHUN C naumeHTamu ¢ aHtu-Scl-70, obHapyxeHue
aHTuTen anti-PM1-Alpha nmeeT BaxkHelLLee 3Ha4YeHne ona onpegeneHns NporHo3a ojs nauneHToB ¢
CYCTEMHOW CKIiepodepmMunen.

NMPUHUMN METOOA

MuKpOoTUTPOBanbHbIE MAAHLLETbI NOKPbIThI NOAY-CUHTETUHYECKUM MEeNTUOOM, NOSYyYEeHHbIM U3 nocre-
poBaTenbHocTn PM/Scl-100. AHTUTEena aHtn-PM/Scl cBs3biBatoTCs ¢ UMMOOGUIN30BAHHBLIM NMENTUOOM.
Mocne npombiBaHus, KOHbIOraT aHTUTEN K IgG YenoBeka ¢ nepokcmpaason xpeHa (HRP) cesA3biBaeTcs
c aHTuTenamm aHTn-PM/Scl. HecesizaHHOe BelecTBO yaanseTcs B Npouecce eLle 0gHOro LukKna npo-
MblBaHus. B KoHuUe, cBsidbiBaHWe aHTuTen aHtu-PM/Scl BudyanuanpyroT nocpeactsoM WHKy6auumn ¢
cybctpaTtom TMB (TeTpameTnnbeH3ananH) ¢ nony4YeHnem B UTOre CUHEro LuBeTa, KOTOPbIN, NOcfe ocTa-
HOBKW peakumm ¢ NOMOLLbIO CTOM-pacTBopa, NpeBpaLlaeTcs B XenTbin LeT. ONTUYeCcKyo NA0THOCTb
OKpacCUBLLIEroCH B XeNTbIW LBET NMPOAYyKTa U3MEPSAIOT CNEKTPOPOTOMETPUYECKN Ha OIMHE BOSMHbI 450
HM. KannbpaTop € M3BECTHbIMWN KOHLEHTpauusaMm aHTuten aHtu-PM/Scl aHannanpyroT 0aAHOBPEMEHHO
c o6pasuamu. [MonyKonmyecTBeHHble peaynbTaTbl HAXOAAT NYTEM BbIYUCNIEHUS OTHOLLEHUI 3HA4YEHUSA
Ol (onTrnyeckas NIoTHOCTb) Kanuéparopa 1 o6pasLoB.

KOMMOHEHTbI HABOPA

CTpunbl Ana MUKPOTUTPOBaHUS, C HAHECEHHBIMU aHTUreHaMm MICROWELL 12 x 8 nyHoK
Konbtorat nepokcuaasel xpeHa (HRP) ¢ aHtutenamum knacca IgG CONJ|[HRP|G| 1x15 mn

KOHLEHTp1pPOBaHHbIM NPOMbIBOYHbIV 6ydhep (WASHBUF|B|25x| 1 x50 mn

Cy6ctpat TMB [SUB|TMB}| 1x 15 mMn
Cron-pacteop (0.5 M H2S0O4) 1x12mn
Bydep ana passeneHus 1 x 60 mn
Kanu6patop CAL 1x2wmn
OTpuuarenbHbI KOHTPOSTb 1x2mn

IMonoXUTENbHbIN KOHTPOSb CONTROL 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, CTEKNAHHbIA MePHbIA LMNUHAP, MUKPOMaHLLETHbIV puaep,
dosnibra ans 3akpbiBaHUS, YCTPONCTBO 4718 MPOMbIBKM MUKPOMAaHLLETOB (Mo BbIGOPY).

CBOP N NOAIrOTOBKA OBPA3LI0OB

[na naHHoro aHanns3a MOXXHO WCMOSb30BaTh CbIBOPOTKY Mnv nnasmy. [Ans coxpaHeHus LienocTHOCTH
obpasua HMKakne [o6aBKM U KOHCEPBAHTLI He TpebyoTcs.

O6pasupl cnegyet xpaHutb Npu 2-8°C 1 aHanuM3npoBaTb B Te4eHne 48 4yacos nocne B3sTUA 06pasLioB.
Ecnn HeBO3MOXHO NpoBeCTN aHanua3 B Te4eHne 48 4acoB UM ecriv Hy>KHa TPaHCMopTUpoBKa obpas-
ua, obpaseL, He06x0AMMO 3aKpbITb N 3amMopo3uTb. CriegyeT n3beratb MOBTOPHOrO 3aMOPaXMBaHWUA U
pasmopaxueaHusa. 3aMOopoXeHHble o6pasLbl CrefyeT pasMopaxmnsaTb NPU KOMHATHOW TemnepaType
(komHaTHasa Temneparypa, 20-25°C) 1, akkypaTHO nepeBopayumsas, TLiaTeslbHO NepemeLumBsartb nepeq
aHann3oMm. He pekoMeHayeTCs UCMOMb30BaTb reMONM3NPOBaHHbLIE NN NUNEMUYECKME 06pasLibl

NnoAroToBKA PEATEHTOB

Mpexpe 4em ncrnonb3oBaTh BCE peareHTbl, ob6ecne4ste JOCTMXKEHME UX KOMHATHOW TeMneparypbl.
Heuncnonb3dyembie MUKPOTUTPALIMOHHbIE CTPUMbI HY>XXHO HaasiexatlmumM o6pasomM NOBTOPHO repMeTUHHO
yrnakoBaTtb B UMEILLNNCA nakeT U3 osibriv ¢ OCyLLUUTENEM.

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 NMPUMEHEHWNIO;

KOHLUEeHTpMpOBaHHbIA NPOMbIBOYHbIN 6ychep: KOHLEHTPUPOBAHHbIN NPOMbIBO4YHbIA 6ydep HeEOOXO-
AVMMO pa3BecTy BOLOW BbICOKOW CTENEHU OYUCTKMN B COOTHOLLeHun 1:25 (Mpumep: ana 1 ctpuna Tpe-
6yetcsa 40 M NpomMbIBOYHOro 6ychepa, nostoMy 1,6 M KOHLEHTPMPOBAHHOMO NPOMbIBOYHOIO 6ydepa
HY>XHO pas3BeCcTV BOOOW BbICOKOM CTEMNEHU OYUCTKM A0 MosyyYeHus KoHe4Horo o6bema 40 mn). lMony-
YEeHHbIN TakMM 06pa3oM MPOMbIBOYHBLIM Bydep cTabuneH B Te4eHne ooHOW Hedenu npu KOMHaTHOW
TemMneparype.

NMPOLIEAYPA NMPOBEAEHUA AHAJIU3A

1. CospawnTte cxeMy nuneTnposaHus. Kanuépatop Heo6xoAnMo aHanmM3mpoBsartb B ABYX NMOBTOPHOCTSX,
N TOYHO TaK XXe HaCTOATENbHO PEKOMEeHOYeTCs aHanM3MpoBaTb KOHTPOSN.

2. Pa3Beaute o6pasubl NnaumeHToB B cooTHoweHun 1:101 ncnonbaya ana aton uenun éydep ona pas-
BefieHusi (10 MKN cbIBOPOTKM + 1 MmN 6ydepa onsa passedeHus Ana OBOMHOro onpegeneHus / 5 MKn
cblBOPOTKM + 0,5 MmN 6ychbepa ana passegeHus as ogHOro onpeneneHus).

3. [lomecTuTe Hy>KHblE CTPUNbI C HAHECEHHBIMW aHTUTENaMn B paMky. Hagnexawimm o6pas3om repme-
TWUYHO 3aKPOWTE NnakeT U3 arntoMMHUA C OCTaBLUMMUCA CTPUMAMN U OCYLLUTENEM.

4. B COOTBETCTBUMN CO CXEMOW NUMETUPOBAHMA C NOMOLLLIO NUNETKU nepeHecuTe 100 MKN kanuéparto-
poOB, KOHTpONen n passefeHHbIX 06pasLIOB NaLMeHTOoB B JTYHKWU, C HAHECEHHbIMW aHTUreHamu.

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

6. MNpomMonTe NnaHLeT BPYYHYIO UN UCMONb3YNTE AN 9TOW Lenu nogxosilee yCTpoMCcTBO A1 Npo-
MbIBKM nnaHweToB ELISA, npombiBaTb HEO6XO0ANMO MUHUMYM 3 pasa, KaXabl pa3 UCNonb3ys He Me-
Hee 300 MKN Ha NyHKY. Yaanute ocTaTtkm XXUOKOCTU U3 JTYHOK, BbICTYy4aB ee Ha MonoTeHLe.

7. Jo6aBsbTe 100 MKN KOHbIOrata nepokcupasbl xpeHa ¢ aHtutenamm knacca IlgG Bo Bce nyHku. Ha-
KpouTe nnaHLweT u MHKyoupyimnte 30 MUHYT Npyv KOMHATHOW TeMneparype.

8. NoBTOpUTE NpoLenypy NPOMbIBKM, KaK ONMCaHO B MyHKTE 6.

9. Ao6asste 100 Mk cy6eTpata TMB B Kaxayto NyHKY, HAKPOWTE MiaHLWeT U UHKYoupyinTte 15 MUHYT
npv KOMHaTHOM TemnepaType (cyoctpat TMB 4yBCTBUTENEH K CBETY).

10. C nomoLubio NUNeTkn BHecute 50 MKN CToM-pacteBopa B KaxAyto JIYHKY B TOM Xe Mopsike, 4To
n cybeTpat. PekomeHyeTcs nepemeLlaTb pacTBop B JIyHKax, crierka nocrtyyas no pamke. Ha gnu-
He BOJSHbl 450 HM NpoYuTanTe 3HAYEeHUs ONTUYECKOW MIIOTHOCTU (3TanoHHaa AnvHa BonHbl 620 HM™),
NCronb3ys COOTBETCTBYIOLLMA MUKPOMNAHLWETHBLIWM puaep, U paccyitanTte pesynsrartbl ons o6pasLos
naumeHToB U KOHTPOSEN, Kak OnncaHo Ha cTpaHuue 4.



CXEMA NMPOBEAEHNA AHAJIU3A: AI-LINE ELISA

100 mkn KanuGparopa / KoHTponeii (6e3 pazeeneHus)
100 mekn O6pasua (pasBeneHHOrD)

3-x KpaTHas 0 ‘ 30 MWH NP KOMHaTHOR

nNPoMbIBKa Temneparype

100 mrn Konsrorara

30 MWH NPY KOMHATHOM
3-X KpaTHas 0 9 Temnepatype
npoMeIBKa

100 min Cyberpar TMB

‘ 15 MWH MPH KOMHATHOA
J TeMneparType
B JaKpLITOM BUOS

+ 50 mkn Cron-pacreopa

O

CuMTLIBAHWE Pe3yNLTATOR HA
ANHHE BONHEI 450 HM B CPABHEHWKH
¢ ANWHOA BONHBLI 620 HM™

* lamepeHue B cpaBHeHWH C pediepeHCHON
ANMMHOW BONHE 620 HM OCYLWECTBNAETCA NO HWEMAHMW .

BbIMUCJIEHUE PE3YJIbTATOB

PaccuntbiBaloT OTHOLLEHUSA MeXAy 3Had4eHnem ontudeckor nnotHocTu (Or1) [450 HM — 620 HM] Kax-
Joro o6pasua nauueHta u cpegHum 3HadeHnem Ol [450 HM] kanmnbpaTopa. To Xe camoe genatoT C
KOHTPONMAMU. YMHOXaIT BCE MOSyYEHHblE OTHOLLEHUS Ha KoadhduumeHT npeobpasosaHua (F). ItoT
KoadhpmLmMeHT npeobpasoBaHus crieunduyeH gnsa naptum n ykaseisaetcs B Ceptudmkare KOHTpons
kayecTBa. [lonyyaemble 3Ha4EHUA BbIpaXaroTcs B OTHOCUTESbHbIX eguHuuax (OE).

Orl o6
Bbiuucnenus: O6paseu, OE = obpasha x F
Ol kannépartopa
Mpumep:
Ol kannbpatopa =1.9
Ol o6pasua =0.6
KoahdumuneHT npeobpasosaHus F =10
Orl o6 0.6
O6pa3zeu, OE = obpasa x 10, O6paszey, OE = —— x 10, O6pa3seu, OE = 3.2 OE
Ol kannépaTopa 1.9

MHTEPMPETALUA PE3VYJIbTATOB
Ans nHTepnpeTauunm pesynsTaTtoB UCMONb3YIOT CeayoLLne NoporoBble 3Ha4YEHMS:

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

[nsa onpepeneHns NoporoBbIX 3HA4YEHUW UCMNOSb30BaNIN KOHTPOSIbHbIE 06pasLibl, NOSlyYeHHbIe Npu Ha-
nuyum 3abornesaHunsi, 1 06pasLbl CbIBOPOTKU 3[0POBbLIX NIIOAEN.

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 0.5 OE (ctaHpgapTHoe oTknoHeHne 0.3 OE). Kaxpasa nabopatopus fomKHa onpege-
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

YCTaHOBMEHO, YTO aHanuMTnyeckas cneumuyHoOCTb B CpaBHEHUU C npoLleulen Banngaunio ITanoH-
HoW cuctemon coctaenana 89,5%.

HYBCTBUTEJIbHOCTb

YCTaHOBMEHO, YTO aHanUTU4eckas YyBCTBUTESNIbHOCTb B CPaBHEHUW C MpoLuefllen Banupauuio OTa-
NOHHOM cmucTtemol coctaensna 96 n 100%, cCOOTBETCTBEHHO.

JINTEPATYPA

CM. Ha cTpannue10

MEPbI MPEAOCTOPOXXHOCTU ANA NOJIb3OBATEJIEN

1. B cooTBeTCcTBUM CO cTaTben 1, naparpacd 2b, EBponenickon gupektmebl 98/79/EC, ona ncnonb3osa-
HUS MeOUUVHCKUX U3Oennin Ons ouarHoCTMKK in-vitro nponssoguTenem npegycMoTpeHo obecneveHme
NMPUrOAHOCTU, TEXHUYECKUX XapaKTepucTuK 1 6esonacHocTun npopykra. Noatomy Heo6xoanMmMo CTpPOro
crneposaTthk npoueaype aHanvaa, MHpopmaunmn, ocobbiM yKasaHnsaMm 1 Mepam NpefoCTOPOXHOCTU, U3-
NOXEHHbLIM B MHCTPYKUMSX MO NpuMeHeHuo. Habop Heo6XxoaMMO MCMosnb30BaTh TONMbKO B COOTBET-
CTBUM C ONMCaHeM, NPEeACTaBEeHHbIM Ha CTpaHuLe 2 (NpefHa3Ha4YeHne).

2. TecT Heo6x0AMMO NMPOBOANTL B COOTBETCTBUM C AAHHOW MHCTPYKUMEN, B KOTOPOW MNpefcTasneHa
BCS Heob6xoaumMas MHpopmaums, a Takke ocobble yKasaHUsa 1 Mepbl NPeaoCcTopoXXHOCTU. Heobxoanmo
noABeprHyTb NPOBEPKE UCMONb30BaHMe HabopOoB ANA aHanv3a BMecTe C aHanvM3artopamu uiv aHa-
NOrMYHbIM 06opydoBaHMeEM. HMKakne M3MeHeHUs KOHCTPYKUMW, cocTaBa Uiu npouenypbl aHanvaa,
paBHO KakK 1 UCMONb30BaHWE B COYETAHUAX C APYTrMMU MPOLAYKTaMu, He 0006pPEeHHbIMW MPON3BOAUTENS-
MU, HE pa3peLLEHbI; 3a TaKne N3MeHeHUs, KOTOpbIe MOTYT NPUBECTU K JIOXHbIM pe3ynstatam U gpyrum
WHUNOEeHTaM, OTBETCTBEHHOCTb HeCeT caM nosb3oBaTesb. [1ponssoanTens He HeceT OTBETCTBEHHOCTH
3a nobble peaynbTaTbl BU3yasibHOro aHanu3a o6pasLoB NauneHToB.

3. Habop npegHasHaveH Ans UCrnonb30BaHUA TONMbKO O6YYEHHbIMU U KBANUMUUUPOBAHHLIMU Cneum-
anucTtamu, NpoBOAALLMMUN UCCefoBaHUS UM OCYLLECTBASIOWMMN OUArHOCTUKY. BepeMeHHble XeH-
LLWHbI HE OOMKHbI MPOBOAUTL AaHHbIN aHanms.

4. JlabopaTtopHoe 06opynoBaHME cnenyeT cogepxaTb B COOTBETCTBMU C UHCTPYKUMAMU NPON3BOAUTE-
na, nepeq npMMeHeHneM Heo6X04MMO NPOBEPUTL NMPaBUIIbHOCTb €ro padoThl.

5. Tonbko ans AuarHoCcTU4eCcKoro npMMeHeHus in-vitro. Tonbko ans 0gHOKpaTHOro npuMeHeHus. He vc-
NoNb3yMNTe KOMMOHEHTbI C UCTEKLLIMM CPOKOM FOAHOCTU. He coyeTanTte ¢ gaHHbIM HABOopOM peareHTbl
APYrUX MNOCTaBLUMKOB UM KOMMOHEHTbI HAG0POB U3 ApYrMX NapTui (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 autoimmune diseases are characterized by circulating antibodies against defined intracellular
targets. Systemic sclerosis (SSc, Scl, Scleroderma) for example is characterized by antibodies to
topoisomerase 1. Based on the characteristic 70kD protein band in the gel electrophoresis topoisomerase
| is also known as Scl-70. Anti-PM/Scl antibodies represent a specific serological marker for a subset
of patients with Scl, Polymyositis (PM) and especially with the PM/Scl overlap syndrome. Anti-PM/Scl
reactivity is found in approximately 25% of PM/Scl patients and in 3-10% of Scl and PM patients. The
majority of anti-PM/Scl antibodies are directed against an alpha helical epitope located at amino acid
231-245 of PM/Scl-100 termed as PM1-Alpha. In a recent investigation it was shown that an ELISA with
PM1-Alpha as antigen represents a highly accurate test to detect anti-PM/Scl antibodies. 55% of PM/Scl
patients and only 6% of controls had anti-PM1-Alpha antibodies.

INTENDED USE

The PM1-Alpha ELISA is intended to detect a highly specific subpopulation of anti-PM/Scl antibodies
which contributes to the diagnosis of the PM/Scl overlap syndrome. Since patients with antibodies to
PM/Scl tend to have a milder disease progression and a higher survival rate compared to patients with
anti-Scl-70 the detection of anti-PM1-Alpha antibodies is important for the prognosis of patients with
systemic sclerosis.

PRINCIPLE

Microtiter plates are coated with a semi-artificial peptide derived from the PM/Scl-100 sequence. Anti-PM/
Scl antibodies bind to the immobilized peptide. After washing anti-human IgG conjugate to horseradish
peroxidase (HRP) binds to the anti-PM/Scl antibodies. Unbound material is removed by another washing
cycle. Finally the binding of anti-PM/Scl antibodies is visualized by incubation of the 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 measured spectrophotometrically at 450 nm.

A calibrator with known concentrations of anti-PM/Scl antibodies is tested simultaneously with the
samples. Semi-quantitative results can be determined calculating the ratios of the OD value from 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 1x15mL
Stop Solution (0.5 M H2SO4) 1x12mL
Dilution Buffer [DILBUF| B 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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Instructions for use PM1Alpha ELISA Instructions for use PM1Alpha 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 0.5 RU (Standard Deviation




0.3 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 89.5%.

SENSITIVITY

The analytical sensitivity in comparison to a validated ELISA system was found at 96 and 100%,
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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