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«YTBEPXJOAKO»

PykoBoauTens ®enepanbHoi cnyx6bl No Haa30py

B cepe 34paBOOXpPaHEHMSI U COLMANBHOIO pasBUTUS
P.Y. Xabpues

01 pekabpsa 2006 r.

MHCTPYKUMA NO NPUMEHEHNIO HABOPA PEATEHTOB
ans AMMYHO®EPMEHTHOIO ONMPEAEJIEHUA
AHTUTEJ1 KNACCA A K TKAHEBOW TPAHCIJIKOTAMMHAS3E
B CbIBOPOTKE (MJIASME) KPOBMU
«aHTM-TPAHCIMIOTAMUHA3A IgA-UDA>»

PexkomeHznoBaHa HayyHo-3kcnepTHbIM COBETOM MO MEAULMHCKUM U3LETNUSAM.

1. HABHAYEHMUE

1.1. Habop peareHToB «aHTU-TPAHCITIIOTAMUHA3A IgA-UOA» npeaHasHauyeH
ONS KONWYECTBEHHOrO OMpeAesieHUs KOHUEeHTpauun aHTUTen knacca A K TKaHeBOWn
TpaHcrawTaMmMHase B  CbiBOpOTKe (nfla3Me) KpoBWM  MeToAOM  TBepAodasHoro
MMMYHOMEpPMEHTHOIO aHanmsa.

1.2. Uennakna wnuM  rOTEH-YYBCTBUTENbHAA 3HTeponatuss - XpOHUYecKoe
3aboneBaHne, nNpuv KOTOPOM HapyllaeTCs KuWeyHoe BcacbiBaHWe B pe3yfbTaTte
NopaxeHns CAIN3UCTOM TOHKOIO KULIeYHMKa. TouHas 3TMoNornsa Lenmakmm Hens3BecTHa,
HO YCTaHOBMIEHO, 4YTO MMAAWH - cnMpTopacTBopuMas dpakuusa ralTeHa 31aKoB -
npu AaHHOM 3aboneBaHuMW SABASETCS TOKCMYECKUM BeLWEeCTBOM. [NnaguH sBnsetcs
cybcTpaToM TKaHeBOWM TpacHritoTamuHasbl (TIN0) - KanbuuiiszaBucMMoro depMmeHTa,
BXOASLLEro B COCTaB KMLIEYHOW cTeHkM. Obpasyowmiica KoMnaekc rmuaaunHa ¢ Trawo
SABNAETCA KOMMJEKCHbIM aHTUIeHOM, BbI3bIBAOWMM y 60/bHbIX OCTPOWA Lenvakuen
BblpaboTky IgA-, a notom n IgG-aHTuTen. PaHee aHTUTena npoTtus TNt Ha3biBaNUChb
aHTUTenamm npotns sHaAoMn3ns (EMA) 1 BbISBASANCL METOAOM MMMYHOMTHOOPECLEHLINN
Ha rnagkoMmbiweyHblX cybcTpaTax. MNocne McKNYeHusa raTeHa U3 paunuoHa YpoBeHb
3TUX aHTUTEN MNOCTENEeHHO HopManuilyeTcsd. [ OKOH4YaTesbHOro MOATBEPXAEHUA
AnarHosa uenuakum wucnonbsyetrcs 6Ouoncusa cnamsucton B obnactm  nepexona
ABEHaALATUNEPCTHOM KWULIKM B TOHKYH. B 3TOM MecTe XapakTepHble MopaXeHus
(«nnockasa» cnu3ncTas) BbIABAAIOTCA W NPU TSHXKENOM, N NPU YMEPEHHO BbIPaXXeHHOWN
uenvakuu. OnpeaeneHve aHTUTen npoTus TIMNO MO3BONMSET TOYHO OMpenenvTb
nokasaHua Ans npoBeAeHus KuweyHow 6uoncuun. OO6bIYHO LenvMakus HavnHaeTcs
B FPyAHOM BO3pacTe Mocsie BBeAEHWS MNPUKOPMa, HO CUMMTOMbl MOrYT CMOHTaHHO
NCYE3HYTb B AETCTBE WM B MNOAPOCTKOBOM BO3pacTe, HECMOTPSA Ha MPOAOIKAOLLYOCS
Manbabcopbumio. OaHaKo faxe Takme «CTepTble» POpMbl MOIYyT NPMBOAUTL K 3aJlepXKKe
pocTa, MOSIOBOr0 CO3pEBaHUSA U Aaxe K Kap/IMKOBOCTU. TeM He MeHee, 06bI4HO nocne
noAo6bHOM KAMHUYECKON PEMUCCUMU KlaCCUYECKMEe CUMMTOMbl Lenakum B3POC/bIX
NpoSABASAIOTCA HAa TPETbEM-LLECTOM AECATUNETUN XKU3HU, HO AMArHO3 Lennakmn B 3TOM
rpynne 60/ibHbIX 4acTo CTaBWUTCA C 3ano3gaHneM. «CrepTble» W 6eCCMMNTOMHblE
popMbl Lennakmm B3pOC/bIX 06bIYHO MPOSABAAIOTCA B BUAE HEOObACHMMOW aHemuwu,
rMnocrnsaeHn3Ma unm octeonoposa. OnpasaaHo, B TOM YMCie U C 3KOHOMUYECKOM TOYKM
3peHnsl, NpoBefeHMe CKPUHMHIA Ha UeNnakuio B CreAylwWux rpynnax HaceneHus:
[eTN C 334epXKOW pocTa; HeobbsACHMMas aHeMus; HeobbsCHMMas rmnokanbuuemms
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WKW OCTeoMansauMs; 3ajepxKa MosI0BOro CO3peBaHWS; WHCYMH-3aBUCUMbINA AnabeT;
Hannume 61U3KMX POACTBEHHMKOB, BOMbHbLIX Lennaknen; ayToOMMMYHHbIA TUPEOUANT;
cucTeMHble 3ab0neBaHns COEANHUTENbHON TKaHW; CeNeKTUBHbIN aeduunt IgA.

2. NIPUHUMNN PABOTblI HABOPA

OnpefeneHne aHTUTEN knacca A K TKAHEBOW TpaHCrItOTaMMHA3e OCHOBAHO Ha
NCNONb30BaHUN «CIHABUY»-BapuaHTa TBepAodasHoOro MMMyHodEepMEHTHOrO aHanusa.
Ha BHyTpeHHel MOBEepPXHOCTM JIYHOK MjaHLweTa MMMOOUIM30BaH aHTUreH — TKaHeBasi
TpaHCraTaMmnHasa. AHTUTENa M3 obpasLa CBS3bIBAOTCS C aHTUMEHOM Ha MOBEPXHOCTM
NyHKW. O6pa3oBaBLUMIACA KOMMJEKC BbIABASKOT C MOMOLLbIO KOHblOraTa MbIWMHBIX
MOHOKJIOHaNbHbIX aHTUTen k IgA 4yenoBeka C nepokcupaasol xpeHa. B pesynbtaTe
06pa3yeTcsl CBSA3aHHbIN C N1AaCTUKOM «CIHABUY», coAepiKalumnii nepokcnaasy. Bo Bpems
MHKybaumMm c pactBopoM cybcTpaTta TeTpameTunbeHsuamHa (TMB) npoucxoauTt
oKpaluMBaHue pacTBOPOB B SlyHKax. IHTEHCMBHOCTb OKPacKu NpsiMO MpoOnopLMoHanbHa
KOHLIEHTPaUMKN crneumduyecknx aHTUTen knacca A K TKaHEBOM TpaHCralTaMMHase.
KoHUeHTpauuio aHTUTen knacca A K TKaHEBOW TpaHCroTaMuHase B WccnefyeMmblX
obpa3suax onpegensT NO KanMbpoBOYHOMY rpaduKy 3aBUCMMOCTU OMTUYECKOM
MAOTHOCTM OT COAEpXaHWs aHTUTeNn Kkracca A K TKaHEBOW TpaHCrItoTaMUHase
B KanMbpoBOYHbIX Npobax.

3. AHAJINTUYECKUE XAPAKTEPUCTUKHU

3.1. CneundnNYHOCTD.

Mcnonb3oBaHMe BbICOKOOYULLEHHOIO npenapaTta MNo3BOASeT AOCTUYb BbICOKOM
cneum@uyHOCTN aHanusa.

3.2. Bocnpon3BoAUMOCTbD.

KoaddurumeHT Bapmnaummn pesynbTaToB ONpenesieHns coaepaHusa aHntu-Trnwo IgA
B OAHOM M TOM Xe obpasue CbiIBOPOTKM (Ma3Mbl) KpOBWM C McMosb3oBaHWeM Habopa
«aHTU-TPAHCITTIOTAMUHASA IgA-N®A» He npeBbiwaeT 8,0%.

3.3. JINHEAHOCTb.

3aBMCMMOCTb KOHUeHTpauun aHTn-Trnio IgA B ob6bpasuax cbiBOPOTKKM (MNna3Mbl)
KPOBWM MNpW pa3BefeHWN WX CbIBOPOTKOW (Mna3Mol) KpOBM, He coAaepikallen aHTu-
Trnwo IgA, nMeeT NUHENHbIA XapakTep B AWanasoHe KoHueHTpauunh 10-200 Ea/mn wm
coctasnset £10,0%.

3.4. TOYHOCTD.

[aHHbIi  aHaNUTUYECKMA napaMeTp TMpPOBEPSETCA TECTOM Ha <«OTKpbITME» —
COOTBETCTBME U3MEPEHHOMN KOHLUEeHTpauum aHTu-Trnwo IgA npeanucaHHOM, NONyYEeHHON
nyTeM CMeLWBaHUA paBHbIX 0O6bEMOB KOHTPOJSIbHOM CbIBOPOTKU U KannbpoBOYHOM
npo6bl 25 Ea/mn. MpoueHT «oTKpbiTUs» coctaBnsetT 90-110%.

3.5. YyBCTBUTEJIbHOCTD.

MuHuManbHas foctoBepHo onpeaensemas Habopom «aHTu-TPAHCIJIIOTAMUHA3A
IgA-UDA» koHueHTpaumsa aHTu-TIno IgA B cbiBOpOTKe (Mna3Me) KpoBWU He npeBbillaeT
2 Ea/mn.
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5. MEPbI NPEAOCTOPOX>XXHOCTU

5.1. MoTeHUManbHbIi pUck NpumMmeHeHnst Habopa — knacc 2a (FOCT P 51609-2000).

5.2. Bce komnoHeHTbl Habopa, 3a ucknioyeHnem cron-peareHta (5,0% pacrtsop
CEPHOW KUCNOTbI), B UCMOJIb3YyEMbIX KOHLEHTPAUUSAX ABASIOTCA HETOKCUYHBIMMU.

PactBOop cepHOM KkucnoTbl obnajaeT pasapaxatowmm  aeicteuem.  U3beraTb
pa3bpbi3rnBaHUs 1 NoNagaHns Ha KoXy 1 cnn3uncTble. Mpu nonagaHnum Ha KOXY U CIN3UCTble
NOPaxeHHbIW y4acToK criefyeT NpoMbiTb 60MbLINM KONMYECTBOM MPOTOYHOW BOAbI.

5.3. lNpu pabote c HabopomM cneayet cobniogatb «lMpaBuna yCTPOMCTBA, TEXHUKU
6e3onacHoOCTN, NPOU3BOACTBEHHOW CaHUTapuu, MPOTUBOIMNUAEMMNYECKOrO pexuMa
M NIMYHOWM rurmneHbl Npu paboTte B nabopatopusax (OTAeNeHUsX, OoTAenax) CaHUTapHo-
3MNAEMUONIOTNYECKUX YUPEXAEHUI cMCcTeMbl MUHUCTEpCTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. lNpu pabote ¢ Habopom cneagyer HageBaTb OA4HOPA30Bble PE3UHOBbIE WU
NnacTMKOBble NepyaTkn, Tak kak 0bpasLbl KPOBW YesioBeka criefyeT pacCMaTpuBaTb Kak
noTeHumanbHO MHDULMPOBAHHbBIAN MaTtepuar, CnoCObHbIV ANUTENbHOE BPEMS COXPaHATb
n nepepasatb BWY, Bupyc renatuta unm nwobor apyron Bo36yauTenb BUPYCHOWM
MHbekunu.

6. OBOPYJOBAHUE N MATEPUAIJDI,
HEOBXOAWMBIE NMPU PABOTE C HABOPOM
- (doToMeTp BEpTUKANbHOIO0 CKAHUPOBAHMS, MO3BOJISOLLNIA U3MEPATb ONTUYECKYO
MAOTHOCTb COAEPXMMOrO JIYHOK MaHLWweTa Npu ASIMHE BOSIHbI 450 HM;
- TepMocTaT, noaAepXxunBarwmin TemnepaTtypy +37 °C £0,1 °C
— [03aTopbl CO CMEHHbIMM HaKOHEe4YHMKaMW, Mno3Bonswme oTbupatb 06bEMbI
B AnanasoHe 25-250 mkn;
- UWAMHAP MepHbIN BMecTuMocTbio 500 Mn;
- BOAa AUCTWIIMPOBaHHas;
-  nepyaTKu pe3nHOBble UM NIACTUKOBbIE;
- bymMara dunbTpoBanbHas.

7. NOATOTOBKA PEATEHTOB A/ AHAJIU3A

7.1. lNepen npoBeaeHWeM aHanm3sa KOMNoHeHTbl Habopa n nccneayembie o6pasupbl
CbIBOPOTKM (NNasMbl) KpPOBM cneayeT BblAepXaTb MNpuU KOMHATHOM TemnepaTtype
(+18...+25 °C) He MeHee 30 MUH.

7.2. MpuroTtoBsieHMe NJaHLwWeTa.

BCKpbITb MakeT C NiaHWeTOM W YCTaHOBWUTb Ha paMKy HeobxoAmMoe KOMMYecTBO
ctpynos.  OcTaBlWKMECAS  HEWCMNONb30BaHHbIMW  CTpUMbl, 4YTOBbI  NpeaoTBpaTUTb
BO3JENCTBME Ha HUX Bfaru, TwaTenbHO 3aknenTb ByMaron Ans 3akiemBaHns NaaHLWeTa
M XpaHuTb Npu TemnepaTtype +2...+8 °C B TeyeHuMe BCeEro cpoka rogHoctn Habopa.

7.3. MpurorosnieHne OTMbIBOYHOIO pacTeopa.

Coaepxumoe nakoHa C KOHLEHTPAaTOM OTMbIBOYHOIO pactsopa (22 MA1), nepeHecTu
B MepHbIN UMAMHAP BMecTuMocTbio 500 mn, pobasutb 440 Mn AWCTUANIMPOBAHHOW
BOAbl M TWATeNbHO nepemewaTb. B cnyyae apobHoro ucnonb3osaHus Habopa cneayet
oTobpaTb Heo6xoAMMOe KOMMYECTBO KOHLEHTpaTa OTMbIBOYHOIO pacTBOpa W pasBecTu
ANCTUNNNPOBAHHON BoAoM B 21 pa3 (1 Mn KOHLUEeHTpaTa OTMbIBOYHOro pacrteopa + 20 mn
ANCTUNNNPOBAHHON BOAbI).
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8. YCNOoBUA XPAHEHUA U SKCIMJTYATALUUUN HABOPA

8.1. Habop peareHtoB «aHTU-TPAHCIJTIIOTAMUHA3A IgA-UOA» fomKeH XpaHUTbCS
B yNakoBKe MpeanpuaTUs-usrotosutens npu temnepatype +2..+8 °C B TeueHue Bcero
CpoKa roAHOCTU, YKa3aHHOro Ha ynakoske Habopa.

[onyckaeTtca xpaHeHue (TpaHcnopTuposka) Habopa npu TemnepaType Ao +25 °C
He 6onee 5 cyTok. He gonyckaeTcs 3aMopaxusaHue Lenoro Habopa.

8.2. Habop paccumTtaH Ha npoBeAeHMe aHanusa B aybnukatax 41 uccnegyembix
obpasuoB, 6 kKanMbpoBOouHbIX Npo6 M 1 Npobbl KOHTPOSILHOM CbIBOPOTKM (BCEro
96 onpeneneHuit).

8.3. B cnyyae apobHoro mcnonb3oBaHus Habopa KOMMOHEHTbI crieayeT XpaHwuTb
cnepytowmm obpasom:

- OCTaBlUMECH HEeUCMNOsb30BaHHbIMKU CTPUMbl HEO6XOAMMO TLATENbHO 3aK/enTb

bymaror onsa 3aknemBaHus niaHweTa U XpaHuTb Npu TemnepaTtype +2...+8 °C
B Te4YeHne Bcero cpoka rogHoctn Habopa;

- Bydep ansa passeneHms obpasuoB, KOHblOraTt, cybcTpaTt, cTon-peareHT nocne
BCKPbITUS DN1AKOHOB CnefyeT XpaHuUTb npu TemnepaType +2...+8 °C B TeueHune
BCero cpoka rogHoctn Habopa;

- KanubpoBOYHble NPobbl M KOHTPOSIbHYIO CbIBOPOTKY MOC/AE BCKPbITUA (DIaKOHOB
cneayeT xpaHuTb Npun TemnepaTtype +2...+8 °C He 6onee 2 mecaues;

- OCTaBLUMNCA HENCMOJIb30BaHHbIM KOHLIEHTPAaT OTMbIBOYHOIO pacTBopa cneayer
XpaHUTb npu TemnepaTtype +2..+8 °C B TeuyeHWe BCero cpoka rogHOCTU
Habopa;

-  MPUrOTOB/IEHHbI OTMbIBOYHbIN PacTBOp CrefyeT XPaHWUTb MNpU KOMHaTHOWM
Temnepatype (+18..+25°C) He 6onee 5 cyTok wnuM npu TemnepaType
+2...48 °C He 6onee 30 cyToK;

MpumMeyaHue. Mocne MCNoNb30BaHWS peareHTa HeMeA/IeHHO 3aKpbiBalTe KPbILKY

dnakoHa. 3akpblBanTe Kaxablh hakoH CBOEW KPbILLKOM.

8.4. 1ns npoBeAeHWa aHanuM3a He cneayeT WCMNOo/b30BaTb FEMONIM3MPOBAHHYIO,
MYTHYIO CbIBOPOTKY (M/1a3My) KPOBM, @ Takxe CbIBOPOTKY (Maa3My) KpoBM, CoAepKaLLyo
asuna HaTpus. Ecnn aHann3 nponsBoANTCS He B AeHb B3ATUS KPOBM, CbIBOPOTKY (Maasmy)
cnepnyet xpaHuTb npu Temnepatype -20 °C. [oBTOpHOe 3aMOpaXuBaHue-oTTanBaHue
06pa3LoB CbIBOPOTKU (NS1a3Mbl) KPOBU He [OMyCKaeTcs.

8.5. VckntoyaeTtca ncnonb3oBaHMe AN aHanmsa o6pasLoB CbIBOPOTKM (Mna3mbl)
KPOBW NtoAen, NonyyasBlMX B LensxX AUarHOCTUKM MAW Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOASAT MbIlWHbIE @aHTUTENA.

8.6. Mpn uncnonb3oBaHuKM Habopa ANS NpoBeAEHUS HECKOSbKMX He3aBUCUMbIX
cepuvi aHanu3oB criegyeT WUMeTb B BUAY, UTO AN KaXAoro He3aBMCUMOro
onpeaeneHns HeobxoAMMO MOCTPOEHME HOBOrO KannmbpoBo4yHOro rpadwuka; Kpome
3TOro, PeKOMEeHAYyeTCs onpeaefieHMe KOHLEHTpPauun aHTuTen knacca A K TKaHeBOW
TpaHCraTaMmHase B KOHTPOIbHOW CbIBOPOTKeE.

8.7. Ins nonyyeHus HadexXHbIX pe3ynbTaToB HeobxoAuMo cTporoe cobnwoaeHne
MHCTpyKUunmM no npumeHeHuto Habopa.
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10. O)XXMAAEMbIE 3HAYEHNA N HOPMbI

10.1. OcHoBbIBasiCb Ha pe3ynbTaTax MCCnenoBaHui, npoBeaeHHbIX O00 «XEMA»,
pekoMeHAyeM TMoNb30BaTbCs HOpPMaMu, TMpPUBEAEHHbIMKM HUXe. Bmecte ¢ Tew,
B cooTBeTcTBMM C npaBunamm GLP (Xopowei nabopaTopHOM MpakTUKKW), Kaxaas
nabopatopua A[o/HKHA camMa onpefenuTb MapaMeTpbl HOPMbl, XapakTepHble ANs
obcnenyemon nonynauuu.

MpumMmeuaHue. 3HayeHMs KoHUeHTpauui aHTM-TIn IgA B uccnenyembix
obpasuax, HaxoaswMecss HWXe TrpaHuubl 4YyBCTBUTENbHOCTM Habopa (2 Ea/mn),
a Takxe npeBblllallne 3HayeHue BepxHen kanubposouyHol npobbl (200 Ea/mn)
cnefyeT NpuBoAUTbL B crneaytower dopme: B uccneayemom obpasue X KOHLEHTpauus
aHTU-Trnto IgA Huxe 2 Ea/mn nnu Beiwe 200 Ea/mn.

EpanHuubl, Ex/mn
HwxHui npenen | BepxHui npegen
340poBble AOHOPbI - 20

Uccnepyemasn rpynna
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Mo Bonpocam, Kacarwmmca KayecTsa

Habopa «aHTM-TPAHCIJTIOTAMUWHASA IgA-U®A>»,

cnepyet obpauaTtbes B OO0 «XEMA» no agpecy:

105043, MockBa, a/a 58,

Ten./dakc: (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbIN)

3M1eKTPOHHAas noyta: info@xema.ru; rqc@xema.ru
VHTEPHET: www.xema.ru; www.xema-medica.com

PykoBoguTtenb cnyx6bl knueHTckoro cepsuca OO0 «XEMA»,
K. 6. H. [. C. KOCTpUKUKH

Document: K161I Instruction version: 111 Format version: 602

9



K161l
Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION OF ANTIBODIES
TO TISSUE TRANSGLUTAMINASE
IN HUMAN BLOOD SERUM OR PLASMA

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of antibodies
to tissue transglutaminase in blood serum or plasma.

This kit is designed for measurement of antibodies to tissue transglutaminase
in blood serum or plasma. For possibility of use with other sample types, please,
refer to Application Notes (on request). The kit contains reagents sufficient
for 96 determinations and allows to analyze 41 unknown samples in duplicates.

2. SUMMARY AND EXPLANATION

Celiac disease (CD) or gluten-sensitive entheropathy is a chronic disease
characterized by impaired intestinal absorption due to mucosal lesions. The exact
ethiology of CD is unknown but it is clearly shown that gliadin - the alcohol soluble
fraction of wheat gluten - is the toxic agent. Gliadin serves as a substrate for tissue
Transglutaminase (tTG) - a calcium-dependent enzyme which is a constituent of the
intestine mucosa. Gliadin-tTG complex antigen induces formation of IgA- and - later
on - IgA-autoantibodies in patients with acute CD.

Previously, anti-tTG antibodies were called “endomisium antibodies” and were
detected by immunofluorescense methods on smooth muscle slides. After gluten
exclusion from the diet, anti-tTG antibodies level in blood gradually decreases.
To further confirm the diagnosis, a mucosal biopsy of the duodenal-jejunal junction
is used, with characteristic lesions (“flat” mucosa) indicating presence of severe/
moderate CD. Thus, determination of anti-tTG may be used for screening while mucosal
biopsy - for confirmation of CD diagnosis.

Usually, CD onset occurs in early childhood after implementing additional feeding,
but later on the symptoms may spontaneously disappear notwithstanding continuing
malabsorption. Nevertheless, even such mild pathology may lead to retardation of
growth, puberty and even to dwarfness. Normally, following such a “remission”, an
onset of classical symptoms of CD occurs again during 3rd-6th decades of life, and the
correct diagnosis in such patients is made too late. Usually, mild and asymptomatic CD
in adults manifests as unexplained anemia, hyposplenism or osteoporosis.

It is rational (from economical point of view as well) to screen the following patient
groups for CD: children with growth retardation, unexplained anemia, unexplained
hypocalcaemia or osteomalation, retardation of puberty, patients with insulin-dependent
diabetes, persons having close relatives suffering from CD, patients with autoimmune
thyroiditis, systemic connective tissue pathology, selective IgA deficiency.
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3. PRINCIPLE OF THE TEST

This test is based on two-site sandwich enzyme immunoassay principle. Tested
specimen is placed into the microwells coated by the antigen. Antibodies from
the specimen bind coated antigen on the microwell surface. Unbound material
is removed by washing procedure. Second antibodies directed towards species
specific Ig, labelled with peroxidase enzyme, are then added into the microwells. After
subsequent washing procedure, the remaining enzymatic activity bound to the microwell
surface is detected and quantified by addition of chromogen-substrate mixture, stop
solution and photometry at 450 nm. Optical density in the microwell is directly related
to the quantity of the measured analyte in the specimen.

4. WARNINGS AND PRECAUTIONS

4.1. For professional use only.

4.2. This kit is intended for in vitro diagnostic use only.

4.3. INFECTION HAZARD: There is no available test methods that can absolutely
assure that Hepatitis B and C viruses, HIV-1/2, or other infectious agents are not
present in the reagents of this kit. All human products, including patient samples, should
be considered potentially infectious. Handling and disposal should be in accordance
with the procedures defined by an appropriate national biohazard safety guidelines
or regulations.

4.4. Avoid contact with stop solution containing 5,0% H,SO,. It may cause skin
irritation and burns.

4.5. Wear disposable latex gloves when handling specimens and reagents. Microbial
contamination of reagents may give false results.

4.6. Do not use the kit beyond the expiration date.

4.7. All indicated volumes have to be performed according to the protocol. Optimal
test results are only obtained when using calibrated pipettes and microplate readers.

4.8. Do not smoke, eat, drink or apply cosmetics in areas where specimens or kit
reagents are handled.

4.9. Chemicals and prepared or used reagents have to be treated as hazardous
waste according to the national biohazard safety guidelines or regulations.

4.10. Do not mix reagents from different lots.

4.11. Replace caps on reagents immediately. Do not swap caps.

4.12. Do not pipette reagents by mouth.

4.13. Specimens must not contain any AZIDE compounds - they inhibit activity
of peroxidase.

4.14. Safety Data Sheet for this product is available upon request directly from
XEMA Co., Ltd.

4.15. The Safety Data Sheet fit the requirements of EU Guideline 91/155 EC.
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5.2. Equipment and material required but not provided

Distilled or deionized water;

Automatic or semiautomatic multichannel micropipettes, 100-250 pl, is useful
but not essential;

Calibrated micropipettes with variable volume, range volume 25-250 ul;

Dry thermostat for 37 °C £0.1 °C

Calibrated microplate photometer with 450 nm wavelength and OD measuring
range 0-3.0.

5.3. Storage and stability of the Kit

Store the whole kit at +2...48 °C upon receipt until the expiration date.

After opening the pouch keep unused microtiter wells TIGHTLY SEALED BY
ADHESIVE TAPE (INCLUDED) to minimize exposure to moisture.

6. SPECIMEN COLLECTION AND STORAGE

This kit is intended for use with serum or plasma (ACD- or heparinized). Grossly
hemolytic, lipemic, or turbid samples should be avoided.

Specimens may be stored for up to 48 hours at +2..+8 °C before testing. For
a longer storage, the specimens should be frozen at -20 °C or lower. Repeated freezing/
thawing should be avoided.

7. TEST PROCEDURE

7.1. Reagent Preparation

All reagents (including unsealed microstrips) should be allowed to reach room
temperature (+18...4+25 °C) before use.

All reagents should be mixed by gentle inversion or vortexing prior to use.
Avoid foam formation.

It is recommended to spin down shortly the tubes with calibrators on low speed
centrifuge.

Prepare washing solution from the concentrate BUF WASH 21X by 21 dilutions
in distilled water.

7.2. Procedural Note:

It is recommended that pipetting of all calibrators and samples should be completed
within 3 minutes.

7.3. Assay flowchart

See the example of calibration graphic in Quality Control data sheet.
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8. QUALITY CONTROL

It is recommended to use control samples according to state and federal reg-
ulations. The use of control samples is advised to assure the day to day validity
of results.

The test must be performed exactly as per the manufacturer’s instructions for use.
Moreover the user must strictly adhere to the rules of GLP (Good Laboratory Practice) or
other applicable federal, state, and local standards and/or laws. This is especially relevant
for the use of control reagents. It is important to always include, within the test procedure,
a sufficient number of controls for validating the accuracy and precision of the test.

The test results are valid only if all controls are within the specified ranges and if all
other test parameters are also within the given assay specifications.

9. CALCULATION OF RESULTS

9.1. Calculate the mean absorbance values (OD450) for each pair of calibrators
and samples.

9.2. Plot a calibration curve on graph paper: OD versus antibodies to tissue
transglutaminase concentration.

9.3. Determine the corresponding concentration of antibodies to tissue
transglutaminase in unknown samples from the calibration curve. Manual or
computerized data reduction is applicable on this stage. Point-by-point or linear data
reduction is recommended due to non-linear shape of curve.

9.4. Below is presented a typical example of a standard curve with the XEMA Co.
Not for calculations!

10. EXPECTED VALUES
Therapeutical consequences should not be based on results of IVD methods

Calibrators Value U ll;l::czn;bsaon:;) m I o
CAL 1 0 u/ml 0.07 :
CAL 2 10 U/ml 0.34 | P
CAL 3 25 U/ml 0.51 8 s
CAL 4 50 U/ml 0.84
CAL 5 100 U/ml 1.47 N ‘ ‘ ‘
CAL 6 200 U/ml 2.15 T T "

alone - all available clinical and laboratory findings should be used by a physician
to elaborate therapeutically measures. Each laboratory should establish its own normal
range for anti-TGlu IgA. Based on data obtained by XEMA, the following normal range
is recommended (see below).

Units, IU/ml

Sex, age

Lower limit

Upper limit

Healthy donors

20

11. PERFORMANCE CHARACTERISTICS
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11.1. Analytical sensitivity

Sensitivity of the assay was assessed as being 2 U/ml.

11.2. Linearity

Linearity was checked by assaying dilution series of 5 samples with different antibodies
to tissue transglutaminase concentrations. Linearity percentages obtained ranged
within 90 to 110%.

11.3. Recovery

Recovery was estimated by assaying 5 mixed samples with known antibodies to tissue
transglutaminase concentrations. The recovery percentages ranged from 90 to 110%.
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