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K181I

«YTBEPXJOAKO»

PykoBoauTens ®enepanbHoi cnyx6bl No Haa30py

B cpepe 34paBoOOXpaHEHNS N coumanbHoro passutus P.Y. Xabpues
01 pekabpsa 2006 r.

MHCTPYKLUUA MO NPUMEHEHUIO HABOPA PEAFEHTOB
aid AMMYHO®EPMEHTHOIO ONPEAENNIEHUA AHTUTEN
KJIACCA A K IMMMAAUNHY B CbIBOPOTKE (MJIASME) KPOBMU
«aHTMNNMMUAAWNH IgA-UDA»

PekomeHpoBaHa HayyHo-akcnepTHbIM COBETOM MO MEAMLMHCKUM U3AENNSAM.

1. HABHAYEHMUE

1.1. Habop peareHtoB  <«aHTUlJIMAOWUH  IgA-UDA»  npeaHasHayeH Ans
KOJIMYECTBEHHOrO oOnpeAeNnieHns KOHUEeHTpauuu aHTuTen knacca A K ravaavHy
B CbIBOPOTKE (Ms1ia3Me) KpoBM MeToAOM TBEpA0da3HOro MMMYyHO(MEPMEHTHOrO aHann3a.

1.2. Uennakna wnamM rnOTeH-YyBCTBUTENbHAA 3HTeponatMs - XpOHWU4Yeckoe
3aboneBaHne, nNpuv KOTOPOM HapyllaeTCcs KuleyHoe BcacbiBaHWe B pe3yfbTaTe
NopaxXeHns CIM3UCTOM TOHKOrO KULeyHMKa. TouyHas 3TMonornsa uenmakmm HemssecTHa,
Ha YCT@HOBJIEHO, 4YTO FMAAWH — CNUMpTOpacTBopuMas dpakuusa rITeHa 31aKoB —
npu pAaHHOM 3aboneBaHUM SABMSETCA TOKCMYECKUM BeLWecTBOM. Y MoAaBAsoLEero
60NbWMHCTBA HeneyeHblX H60MbHbIX LenMakueln BbISBNSIOTCA BbICOKME KOHLIEHTpaumm
aHtTuTen K rnnaguHy (AFA) B CbIBOPOTKE KPOBW, C/OHE W KULWeEeYyHOM coke. [ocne
VCKJIIOYEHNS TI0TEHA M3 pauMoOHa YPOBEHb 3TUX aHTUTEN NOCTENeHHO HopManusyeTcs.
[Ona oKOH4YaTeNbHOro MOATBEPXAEHMS AMarHo3a uenvakum ucnonblyetcs buoncus
cnm3ucTton B obnactn nepexona ABeHaALATUNEPCTHOM KULIKKN B TOHKYI0. B 3TOM MecTe
XapaKTepHble NopaxeHns («nsockas» Cn3ucTas) BbIBASKOTCA U NPU TSHXKENO0N, 1 Npu
yMepeHHO BblpaxeHHoM uennakuun. Onpeaenenne AIA no3sonseTt 6bICTPO M SIKOHOMUYHO
onpeaenuTb NOKasaHusa As9 NpoBeAeHUS KuwedHon 6uoncumn. YyBCTBUTENBHOCTL TecTa
coctasnsetr okono 95%, a cneunduyHocTb - nopsaka 80% (ecnn OAHOBPEMEHHO
namepstorca ArA IgA mn IgG). O6bIYHO UenMakua HaynMHaeTcsa B rpyAHOM Bo3pacTe
nocne BBEAEHMS MPUKOPMa, HO CMMMATOMbI MOTYT CMOHT@HHO MCYE3HYTb B AETCTBe
WA B MNOAPOCTKOBOM BO3pacTe, HECMOTpS Ha MpoAosKaloLycs Manbabcopbuuio.
OaHako fgaxe Takme «cTepTble» pOopMbl MOTYT NMPUBOANTL K 3alepXKKe pocTa, NosoBOro
CO3peBaHMs M JAaxe K Kap/JMKOBOCTU. TeM He MeHee, 06bl4HO nocre nogobHom
KIIMHWYECKON PEMUCCUUN KrnacCuyeckue CUMMTOMbl LefiMakum B3POCbIX MPOSBASAIOTCS
Ha TPeTbeM-LLIECTOM AeCATUIETUN KMU3HU, HO AMArHO3 Lennakum B 3Ton rpynne 601bHbIX
4acTo CTaBWUTCA C 3ano3gaHuveM. «CrepTble» W 6eccMMNnTOMHblE (OpPMbI Lennakum
B3pOC/bIX O6bIYHO MPOSABASATCA B BUAe HEOObACHUMOM aHEMUU, FMMNOCMIEHM3MA UK
ocTeonopo3a. OnpaBaaHo, B TOM YMC/ie U C SKOHOMUYECKOM TOUYKWN 3pEHUSI, NpoBeaeHne
CKPVHWHIa Ha Ueinakunio B cneayowmx rpynnax HaceneHus:

- [eTW C 3aflepXKol pocTa;

- HeobbsICHMMas aHeMus;

- HeobbsACHMMasa rmnokanbunemMmns UM ocTeoMansauns;

- 3ajep>kKa MnosioBOro Co3peBaHus;

- MHCY/IMH-3aBUCUMBbIN AnabeT;

- Hanuuune 65IM3KMX POACTBEHHUKOB, HONbHbIX Lennakunen;
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- @ayTOMMMYHHbIA TUPEOUANT;

- CUCTeMHble 3aboneBaHns COeANHUTENbHOM TKaHW;

- CenekTuBHbIN aedpuumnt IgA.

OnpepneneHne AlFA IgA 6onee cneunmduyHO B AMArHOCTUKE LEMakum, 4yem
onpepenevne AlA IgG; opHako napanfienbHoe onpegeneHne o60MX M30TMMNOB
npeanoYTUTENBHO M3-3a U3BECTHOM accoumaumm Lenmakmm ¢ CeNneKTuBHbIM AeduumuTomM
IgA. Ecnn IgA peduunmt wucknoyeH, cepuitHoe onpeaeneHve AlMA IgG sBnsetca
MeToAO0M Bblibopa Ansa cnexeHus 3a cobnrogeHnem n aphekTUBHOCTbIO 6e3rnnagMHoBon
(6e3rntoTeHoBON) AMETLI y 60/bHbIX C AOKa3aHHOW Lennakmen. ATA IgA HopManusyrTcs
B TeyeHue 2-6 MecsueB Nocsae Havana auertorepanuu, B TO BpeMs Kak IgG aHTuTena
COXPaHSATCS NOBbIWEHHbIMM 60nee 1 roaa. Bo3spalleHune rnmagmHa B NuLLEBON pauMoH
Takxe Bbi3blBaeT 6onee pe3kuii poct yposHa AlA IgA, yem ATA IgG.

2. NIPUHUMNN PABOTblI HABOPA

OnpeaeneHune aHTUTEN Knacca A K rnMaavHy OCHOBAHO Ha MCMOb30BaHNUMN «COHABUY»-
BapuaHTa TBepAodasHoOro MMMyHo(epMeHTHOro aHanunsa. Ha BHyTpeHHel MoBepXHOCTU
JIYHOK MnaHweTa MMMOBUIM30BaH aHTUIEH - rnaanH. AHTUTena ns obpasua CBS3bIBaloTCs
C @aHTUreHOM Ha MOBEPXHOCTU NyHKN. O6pa3oBaBLUMINCS KOMMIEKC BbISIBASIOT C MOMOLLbIO
KOHbiOraTa MbILWMHBIX MOHOK/IOHaNbHbIX aHTUTEN K IgA yenoseka C NepoKCMAa30oNn XpeHa.
B pe3ynbTate 06pa3yeTcsa CBA3aHHbIN C MIACTUKOM «CIHABUY», COAEPXKALLUMIA MEPOKCUAA3Y.
Bo BpeMsi MHKybaumm ¢ pactBopoM cybcTpata TeTpameTunbensnanHa (TMB) npoucxoant
OKpaluMBaHWe pacTBOpPOB B JIyHKaX. VIHTEHCMBHOCTb OKpacKu NpsiMO MpOMopLMOHasbHa
KOHUEHTpauun cneundryecknx aHtuTen knacca A K rmuaguHy. KoHUeHTpauuio aHTuTen
Knacca A K riavaavHy B uccneayembix obpasuax onpeaensoT no KanmbpoBoyYHOMY rpaduky
3aBMCMMOCTM OMTUYECKOW MSIOTHOCTU OT COAEPXaHWS aHTUTen knacca A K rvaaunHy
B KannbpoBoYHbIX npobax.

3. AHAJINTUYECKUE XAPAKTEPUCTUKHN

3.1. CneundunYHOCTb. VICNob30BaHME BbICOKOOUYULLEHHOrO NpenapaTa rivaanHa
AN ceHcnbunusaumm nyHOK nnaHweTa obecneynmBaeT BbICOKYIO CneunduyHocTb
aHanusa.

3.2. BocnpousBoanMocCTb. KoadPurUMEHT Bapnaunm pesynbLtaTos onpeaeseHns
COoAepXaHUA aHTUTen Knacca A K ravaguvHy B OAHOM M TOM e obpa3sue CbiIBOPOTKM
(nnasmbl) KpoBK € ncnonb3oBaHnem Habopa «aHTUl MMMAOVH IgA-UDA» He npeBbllaeT
8,0%.

3.3. JInHeAHOCTb. 3aBMCUMOCTb KOHLIEHTpauun aHTuTen knacca A K ravaguHy
B obpa3uax cbiBOPOTKM (Maas3Mbl) KPOBU MpU pa3BedeHUM MX CbIBOPOTKOWN (Msa3mon)
KPOBUW, He coaepxalen aHTuTen knacca A K rivagauvHy, UMeeT JIMHEeNHbIN XapakTtep
B AManasoHe KoHueHTpaumin 25-200 Ea/mn u coctaBnsier £10,0%.

3.4. ToyHOCTb. [laHHbI aHaNUTUYECKMA MapameTp [MpoBepseTcs TecToM
Ha <«OTKpbITME» - COOTBETCTBME W3MEPEHHOW KOHLEHTpauuMm aHTuTen knacca A
K FAnaguvHy nMpeanucaHHoOn, MOMYYEHHON MNyTEM CMELWMBaHUSA paBHbIX 06beMoB
KOHTPOJSIbHOW CbIBOPOTKM K KanmbpoBouyHOW npobbl 50 Ea/mn. MpoueHT «OTKpbITUS»
coctasnsaet 90-110%.

3.5. YyBcTBUTEeNnbHOCTb. MMHMManbHasi AOCTOBEpPHO onpeaensieMas Habopom
«aHTUIMNMNAOVH IgA-UDA» KOHLUEHTpauna aHTuTen kKnacca A K rmvaguHy B CbIBOPOTKE
(nnasme) KpoBu He npesblwaeT 5 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, MPOU3BOACTBEHHOW CaHWUTapuu, MNPOTUBOIMUAEMMYECKOrO pexuMma u
NNYHOM rurmeHbl Npu pabote B nabopatopusax (OTAeneHuax, oTaenax) CaHuUTapHO-
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. OBOPYAQOBAHUE N MATEPUAIJbI,
HEOBXOAWMMBbIE NMPU PABOTE C HABOPOM
- ¢oToMeTp BEpTMKaNbHOIr0 CKaHMPOBAHMS, MO3BONSAIOLNIA N3MEPATb ONTUYECKYIO
NIOTHOCTb COAEPXMMOrO JIYHOK MaHLweTa npu AsvHe BoAHbl 450 HM;
- [03aTopbl CO CMEHHbIMW HaKOHeYHMKaMu, no3onswolme oTbupaTb 06bEMbI
B Anana3soHe 25-250 Mkn;
- UWIMHAP MepHbI BMecTuMocTbio 500 Mmn;
- BOAa AUCTWUANIMPOBaHHas;
- nep4yaTKu pe3nHOBble UMY NNACTUKOBbIE;
- 6ymara dunbTpoBanbHas.

7. NOArOTOBKA PEAFEHTOB A4J11 AHAJIU3A

7.1. lMNepen npoBeaeHWeM aHanm3sa KOMNoHeHTbl Habopa un nccneayemble 06pasupl
CbIBOPOTKM (NNasMbl) KpPOBM cCneayeT BblAepXaTb Mpu KOMHATHOM TemnepaTtype
(+18...4+25 °C) He meHee 30 MUH.

7.2. MpurotossieHne NJjaHLWwerTa.

BCKpbITb MakeT C NiaHWeTOM W YCTaHOBWUTb Ha paMKy HeobxoAuMoe KOM4yecTBO
ctpynoB. OcTaBWwMecs  HEWCNONb30BaHHbIMW  CTpUMbl, 4YTOBbl  NpeaoTBpaTUTb
BO34ENCTBME Ha HMX BRaru, TwaTesnbHO 3aknenTb 6yMmaron Ans 3aknemBaHus naaHwWeTa
M XpaHUTb Npun TemnepaTtype +2...+8 °C B TeueHuMe BCEro cpoka rogHoctn Habopa.

7.3. MpurotoBsieHMEe OTMbIBOYHOIO pacTtBopa.

Coaepxumoe dnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pactsopa (22 M), nepeHectn
B MEpHbIA UMnnHap BMecTuMocTbio 500 mMn, pobaButb 440 M AUCTUAIMPOBAHHOM
BOAbl M TWaTenbHO nepemewartb. B cnyyae apobHoro ucnonb3osBaHua Habopa cnepyer
oTobpaTb HeobxoaMMOe KOMMYECTBO KOHLUEHTpaTa OTMbIBOYHOrO pacTBOpa W pa3BecTu
AVCTUANNMPOBaHHOM BoAon B 21 pa3 (1 Mn KOHUEeHTpaTa OTMbIBOYHOro pacteopa + 20 mn
AVCTUAIMPOBAHHOM BOAbI).
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8. YCNOoBUA XPAHEHUA U SKCIMJTYATALUUUN HABOPA

8.1. Habop pearentoB «aHTUJIMAONH IgA-UDA» AOMKEH XPaHUTbCA B ynakoBKe
npeanpuaTUA-u3roTosuTens npu TeMmnepatype +2..+8 °C B TeuyeHMe BCero Ccpoka
roAHOCTM, 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 42 uccnenyembix
obpa3suoB, 5 kanmbpoBouHbIX Npo6 M 1 nNpobbl KOHTPOSIbLHOM 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;

-  WNOA-bydep, kKoHblOraT, cybCcTpaT, CTOM-peareHT nocne BCKpbITUS (h1akoHOB
cnepyeT XpaHuTb Npu TemnepaTtype +2...+8 °C B TeyeHue BCero cpoka roiHoCTu
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
3TOr0, PEKOMEeHAYeTCs ornpefesieHMe KOHLUEHTpauun aHTuTen knacca A K ravaguHy
B KOHTPOJIbHOW CbIBOPOTKE.

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 pesynbTaTtax nccnenoBaHui, npoBeAeHHbIX
000 «XEMA», pekoMeHAyeM MO/sb30BaTbCs HOPMaMu, NpuBEAEHHbIMU HMXe. BmecTte
C TeM, B COOTBETCTBUM C NpaBunamm GLP (Xopowei nabopaTopHOli NpakTUKn), Kaxaas
nabopatopusi Ao/kKHa cama onpeaennTb MNapaMeTpbl HOPMbl, XapaKTepHble Ans
obcnenyemon nonynauuu.

MpuMmeuaHue. 3HayeHUs KOHUEHTpauuh aHTuTen knacca A K TInaauHy
B uccnepyembix obpasuax, HaxoAslmecs HUXKE rpaHuubl YyBCTBUTENbHOCTM Habopa
(5 Ea/mn), a Takxe npeBblWallmMe 3HAYeHWe BepxHen KanubpoBOYHOM nNpobbl
(200 Ea/mn) cnepyeT npvBOoAMTbL B cneaylolen ¢gopme: B mccnegyemom obpasue X
KOHLEHTpauus aHTuTen knacca A K rmuaauHy Huxe 5 Ea/mn wnm Bbiwe 200 Ea/mn.

Ype3BblYaliHO BbICOKAsA YacToTa MOBbiWeEHHbIX ypoBHern IgA (okono 80% cnyyaes)
n/vnun IgA (okono 70% cnyyaeB) aHTUTEN K rNnaanHy HabniopaeTcs npu Bcex popmax
MHTepCcTULManbHbIX3aboneBaHniinerkmx (ManonaTnyeckin nbposnpyromin anbBeonmnT,
dunbposupyrowmne ctagum capkomaosa). DT0T (eHOMEH He CBs3aH C COMyTCTBYHOLWMMMU
3aboneBaHmsMm XKT wmnm akTMBHOCTbKO MNATONIOMMYECKOro npouecca B JIerkKUX WU
He pearnpyeT Ha 6e3rnoTeHoBYO AMeTy. Ero knmHnyeckas posb noka He sicHa.

EAnHMLbI
Uccneayemasn rpynna Ea/mn
HwxHui npeaen | BepxHuii npeaen
no 1 roga* - 35
1-6 net - 46
6-12 net - 40
>12 ner - 25

11. JINTEPATYPA

1. Chartrand LJ, Seidman EG. Celiac disease is a lifelong disorder. Clin.Invest.Med., Vol. 19, 357-
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2. Cornell HJ. Coeliac disease: A review of the causative agents and their possible mechanisms of
action. Amino Acids, Vol. 10, 1-19, 1996

3. Cronin CC, Feighery A, Ferriss ]B, Liddy C, Shanahan F, Feighery C. High prevalence of celiac
disease among patients with insulin-dependent (type I) diabetes mellitus. Am.J Gastroenterol., Vol.
92, 210-2212, 1997

4. Jokinen J, Peters U, Maki M, Miettinen A, Collin P. Celiac sprue in patients with chronic oral ucosal
symptoms. J Clin.Gastroenterol, Vol. 26, 23-26, 1998

5. Taminiau JA. Celiac disease. Curr.Opin.Pediatr., Vol. 8, 483-486, 1996

6. Williams CN. Celiac disease: past, present and future. Can.] Gastroenterol., Vol. 11, 647-649, 1997

Mo BonpocaM, kacatowmmcsa kayectsa Habopa «aHTufJIMAQUH IgA-UD»,
cnepyet obpawaTtbca B OO0 «XEMA» no agpecy: 105043, MockBa, a/a 58,
Ten./dakc: (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbIN)
3M1eKTPOHHas noyTa: info@xema.ru; rqc@xema.ru

MHTEpPHET: WWW.Xema.ru; www.xema-medica.com

PykoBoauTenb ciyx6bl knueHTckoro cepsnca OO0 «XEMA»,
K. 6. H. [. C. KoCcTpukunH
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Instruction for use

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

1. INTENDED USE

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

This kit is designed for measurement of antibodies to gliadin 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 42 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. High concentrations of antigliadin antibodies (AGA)
found in blood, saliva and intestinal secretions are characteristic for untreated celiac
patients. These antibodies gradually disappear after gluten exclusion from the patient’s
diet. AGA testing is a simple and inexpensive method to efficiently select candidates for
mucosal biopsy of the duodenal-jejunal junction, the latter method being essential for
the confirmation of the diagnosis of CD. Early detection of AGA in high risk populations
would contribute to prevent the insidious consequences of chronic malabsorption.
Individuals at risk include short-stature children, unexplained anemia, unexplained
hypocalciemia or osteomalacia, delayed puberty, insulin-dependent diabetes mellitus,
autoimmune thyroiditis and selective IgA deficiency.

It is well established that IgA-AGA are more specific than IgG-AGA. Nevertheless,
combined IgG/IgA screening might be more effective since there is an unexplained but
clear association between CD and selective IgA deficiency. In treated celiac patients
without this deficiency IgA-AGA is the test of choice for monitoring diet compliance.
Serum IgA-AGA level responds very quickly to the admission of gluten-free diet
(levels drop below the cut-off level within two to six months) while IgG-AGA may
take more than one year to become negative; breaking the diet causes more prompt
elevation of IgA-AGA compared to IgG-AGA. Herpetiform dermatitis is a disease entity
strongly associated to gluten-sensitive enteropathy, and AGA serology is not capable to
distinguish between these two diseases.

Separately, there are well reported clinical conditions showing positive IgG-AGA
and, rarely, IgA-AGA nonrelated to histologically proven CD, eg all kind of malapsortion
syndromes, including Crohn's disease, ulcerative colitis, galactosidase deficiency, post-
infection malapsorption etc. The patients with rheumatoid arthritis, Sjogren syndrome,
systemic sclerosis and other connective tissue diseases show abnormally high prevalence of
moderately elevated gliadin IgA and IgG. These findings may be considered as non-relevant
to GI pathology; however, gliadin free diet may be implemented for their treatment.
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According to data obtained by XEMA, first degree relatives of CD children
patients (especially their parents) show very frequent positivity for both IgG-AGA and
IgA-AGA while displaying virtually no symptoms of gastrointestinal diseases, herpetiform
dermatitis, or other diseases supposed to cause this positivity.

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;
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...4+8 °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...425 °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 gliadin
concentration.

9.3. Determine the corresponding concentration of antibodies to gliadin
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!

Calibrators Value 5 a‘::‘z;‘;ao":;) n
CAL 1 0 u/ml 0.04 fowl
CAL 2 25 U/ml 0.44
CAL 3 50 U/ml 0.88 S pd
CAL 4 100 U/ml 1.58 S
CAL 5 200 U/ml 2.49 e e m W w

10. EXPECTED VALUES

Therapeutical consequences should not be based on results of IVD methods
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 Gliadin IgA. Based on data obtained by XEMA, the following normal range
is recommended (see below).

Patients with all forms of interstitial lung diseases (hypersensitivity pneumonitis,
idiopathic fibrosing alveolitis, fibrotic stages of sarcoidosis, etc.) show very high
frequency of Gliadin IgA (ca. 80% of cases) and/or Gliadin IgG (ca. 70% of cases).
This phenomenon is not related to concomitant GI pathology and to the activity of lung
disease itself and is resistant to gluten-free diet. The clinical role of these findings
is unclear.
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Sexiage Units, U/ml
Lower limit Upper limit
< 1 year* - 35
1-6 yrs - 46
6-12 yrs - 40
>12 yrs - 25

*antibodies of maternal origin

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical sensitivity

Sensitivity of the assay was assessed as being 5 U/ml.

11.2, Linearity

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

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