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K2271

«YTBEPXOEHA»
MNpuka3 Poc3apaBHaasopa N2 2342-TMp/07 ot 17 aBrycta 2007 r.
KPZ 13508 ot 26.08 2007

MHCTPYKLIMS NO NPUMEHEHWIO HABOPA PEATEHTOB
AN UMMYHO®EPMEHTHOIO ONPEAENEHUA AHTUTEHA
MUC1 (M22) B CbIBOPOTKE (MJIA3SME) KPOBM
«MUC1 (M22)-UDA»

1. HABHAYEHME

1.1. Habop peareHToB «MUC1 (M22)-UOA» npeaHasHayeH ANs KOJIMYECTBEHHOro
onpeneneHns KoHueHTpauum aHTureHa MUC1 (M22) B cbiBOpoTKke (nsiasMe) KpoBwu
MeTOoAOM TBepAo(da3HOro MMMYHO(EPMEHTHOro aHanus3a.

1.2. AHtureH MUC1 npeactaBnsieT cobow rMKOMNPOTEUH FETEPOreHHOro cocraBa
c MonekynsapHoi maccon 300-450 k[a. YpoBeHb MUC1 B KpOBWM MOBbIWAETCS Mpw
pake Mono4yHon xenesbl (PMX). OnpeaeneHne MUC1 B CbIBOPOTKE MK Nia3Me KpOBU
MCNOMb3yeTCs AN MOHUTOpUHra PMX, oueHkn apHeKTUBHOCTU NEYEHNS N BbiIBEHUS
peumavBa wmnM MeTtacta3oB. [aHHbli Habop caenaH no MpuHUMNIY “rOMOreHHOro
COHABUYA" — ANS «3axBaTa» U «MNPOSABIEHNS» aHTUTeHa B HEM UCMO/Ib30BAHO OAHO U TO
€ MOHOKJIOHaNbHoe aHTuTeno X19, sbigBnsOWeEe YHUKaNbHbIA UMMYHOAOMUHAHTHbLIN
nentugHbin nostop TRPAPGS rnukonpotemHa MUC1; aHanoruyHblin cdopMat mMmeeTt
Tect-cucteMma MCA (Roche). MonobHble Habopbl 6onee 4yBCTBUTENbHbI, YeM TeCT-
CUCTEMbI, CAeNaHHble NO MpUHUMNY “reTeporeHHoro caHasmya” (Hanpumep, «CA15.3
(M12)-UDA», kaT.N2 K226 «XEMA») nnmM KOHKYPEHTHOro CBsi3blBaHus (Hanpumep,
«MUC1 (M20)-NdA», kaT.N? K228 «XEMA», wnu BR27.29, Fujirebio), HOo ™oryT
[aBaTb 3aBbllUEHHbIE 3HAYEHWUS Yy HEKOTOpbIX MHAMBMAOB, OCOHBEHHO MpU HaAnuum
A06poKayeCcTBEHHbIX KMCTO3HbIX 06pa3oBaHuii. MoaToMy ans oueHkM 3pheKTUBHOCTH
XVUPYPruyeckoro fnevyeHns pekomeHayem onpegensate aHtureH MUC1, ncnonb3ys Bce
Tpu TecT-cmuctemsl (M12, M20 n M22) o n nocne pesekunn onyxonu. Ans ganbHenwero
nocneonepaumMoHHOro MOHUTOPUHIa uenecoobpasHo UCMNosb30BaTh TObKO OAHY TecT-
CUCTEMY, NOKA3aBLUYIO:

1) Hambonbwnit nocneonepaLMoHHbIN cnag B %;

2) Npu CpaBHUMbIX 3Ha4yeHMsX 3TOro nokasartens — 6osee BbICOKOE 3HayeHue
KOHLEHTpaLuMn OTHOCUTENbHO pekoMeHayemoro cut-off.

Ecnun 6onbHas He 6bina obcnegoBaHa A0 onepauuu (Hanpumep, NpuM OTCPOYEHHOM
peunanBe), Mbl peKOMeHAYEM ANMHAMUYecKoe ornpeaeneHne Bcex Tpex Mmapkepos (M12,
M20 n M22). Kpome PMX, nosbiweHne ypoBHs MUC1 B KpoBM MOXxeT HabnioaaTtbcs
npu pake nerkux, SIMYHMKOB, NMpeacTaTesIbHOW Xenesbl, WenKn MaTKn U Xeny[odyHO-
KuWwe4yHoro TpakTa. [loBblweHne cogepxaHmsa MUC1 MoxeT pasBuBaTbCa W Mnpu
HEeKOTOpbIX A06pOKayYeCcTBEHHbIX Mpoueccax: A06poKayeCcTBEHHbIX OMyX0asX MOIOYHOM
Xenesbl U AMYHUKOB, 3HAOMETpMO3e, renatute, Uuppose nedvyeHu, dubpose nerkux.
bepeMeHHOCTb M NakTaumns TakxKe MOryT NpMBOAUTb K NOBbIWEHUIO ypoBHA MUCI.
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2. IPUHUMUN PABOTblI HABOPA

OnpepgeneHne aHtureHa MUC1 (M22) OCHOBaHO Ha MCMOAb30BaHUU «C3IHABUY»-
BapwaHTa TBepAodasHoro UMMyHoMhepMeHTHOro aHannsa. Ha BHyTpeHHen NoOBEPXHOCTH
JIYHOK nMnaHweTa MMMO6MIM30BaHbl MblWWHbIE MOHOKJIOHAjIbHbIE aHTUTena K
aHTureHy MUC1 4enoseka. B nyHkax nnaHweTa, npu gobaBneHuu wuccnenyemoro
obpasua, npoucxoanT cBaAsbiBaHne MUC1 (M22), cogepxawerocs B WCCIefyeMOM
obpasue, c aHTMTeNnamMm Ha TBepaok da3ze. O6pa3oBaBLUMINCSA KOMMIEKC BbIABASIOT
C MOMOLbIO KOHbBIOraTa MbIWMHBIX MOHOK/IOHAMIbHbIX aHTUTen K aHTureHy MUC1
yesioBeKa C nepokcuaason xpeHa. B pesynbtate obpasyeTcs CBsi3aHHbIA C NaCTUKOM
«C3HABUY», copepxalumini nepokcuaasy. Bo Bpems nHkybauum ¢ pactBopoM cybcTpaTa
TeTpameTunbensmamHa (TMB) npoucxoauT oOKpalmBaHME pacTBOPOB B JIYHKaX.
WHTEHCMBHOCTb OKpacku MpsiMO MpOMOpUMOHanbHA KOHUEHTpauuu aHtureHa MUC1
(M22) B nccnegyemom obpasue. KoHueHTpauuio aHtureHa MUC1 (M22) B nccnegyembix
obpasuax onpeaensiOT No KanMbpoBOYHOMY rpadwKy 3aBUMCUMOCTM OMTUYECKON
MIOTHOCTM OT coaepxaHus aHtureHa MUC1 (M22) B kannbpoBoYHbIX npobax.

3. AHAJTUTUNYECKUE XAPAKTEPUCTUKHA

3.1. CneundmyHoOCTb. [lepekpecTHas peakuus MbIWWHBIX MOHOK/IOHAMbHbIX
aHTuTeN K aHtureHy MUC1 yenoBeka C ApyrvMuU aHanuTaMu npuseseHa B Tabnuue:

AHanurt NMepekpectHana peakuus, %
CA125 <0.1
K3A <0.1
CA19.9 <0.1

3.2. Bocnpom3BoaUMOCTb.

KoadduuneHT Bapuaummn pesynbTaToB onpegeneHuns copaepxaHus MUC1 (M22)
B OAHOM M TOM Xe obpa3ue CblBOPOTKM (MAasMbl) KpOBU C Mcrnosb3oBaHueM Habopa
«MUC1 (M22)-UDA» He npeBbiwaeT 8,0%.

3.3. JINHENHOCTb.

3aBUCUMOCTb KOHUEeHTpaumn MUC1 (M22) B obpa3uax CbiBOPOTKM (MnasMbl) KPOBU
npu pa3seaeHnn Nx CbIBOPOTKOM (NnasmMoi) KpoBu, He cogepxatllern MUCL (M22), umeet
NMHENHbIN XapakTep B Anana3oHe KoHueHTpauuin 5-100 Ea/mn n coctasnsaeT £10,0%.

3.4. ToyHOCTb.

[aHHbIA  aHaNUTMYeCKMIi napameTp MpPOBEPSETCS TEeCTOM Ha <«OTKpbITME» -
COOTBETCTBME M3MEPEHHOM KOHueHTpauum MUC1 (M22) npeanvcaHHOWM, MOMyyYeHHOMU
NyTeEM CMELMBaHUSA paBHbIX 06bEMOB KOHTPOJSIbHOW CbIBOPOTKM M KannbpoBO4YHOM
npobbl 10 Ea/mn. MpoueHT «oTKpbITUsA» cocTtaBnseT 90-110%.

3.5. UyBCTBUTENbHOCTbD.

MuHMManbHast [oCcToBepHO onpeaensiemas Habopom <«MUC1 (M22)-UOA»
KOHUeHTpaumsa MUC1 (M22) B cbiBOpOTKe (Nna3me) KpoBu He npesbiwaeT 1.5 Ea/mn.
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN puck NpuMmeHeHus Habopa — knacc 2a (FOCT P 51609-2000).

5.2. Bce koMmnoHeHTbl Habopa, 3a ucknwuyeHnem crton-peareHTta (5,0% pacTtBop
CEPHOW KMUCNOTbI), B UCMOJIb3YyEMbIX KOHLEHTPaUNUSX ABNSIOTCA HETOKCUYHBIMMU.

PactBop cepHoW kucnoTbl obnajaeT pasgpaxawmowmm gericteuem. UsberaTb
pa3bpbI3rMBaHUs U NoMaAaHus Ha KOXY U Cin3ncTble. Mpu nonagaHum Ha KOXY U CIM3UCTbIe
NopaKeHHbI y4acToK cnefyeT NpoMbITb 6ONbLINMM KOIMYECTBOM NPOTOYHOM BOAbI.

5.3. lNpu pabote c HabopoM cneayet cobniogate «lMpaBuna yCTpONCTBa, TEXHUKMU
6e30MacHOCTM, MPOM3BOACTBEHHOW CaHWTapuu, MNPOTMBOIMUAEMUYECKOrO pexuma Wt
NMYHOW rurmeHbl Npu pabote B nabopatopusix (OTAeNeHuax, oTaenax) CaHuTapHO-
3MNNAEMUONIOTNYECKUX YUPEXAEHUIA cucTeMbl MUHUCTEpCTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. MNpu pabote ¢ Habopom cneayet HageBaTb OAHOPA30Bble PE3VMHOBLIE WU
Na1acTMKOBbIe NepYaTKn, Tak kak 06pa3Lbl KPOBM YenoBeKa crieayeT pacCMaTpmBaTb Kak
NoTeHUManbHO MHOULMPOBAHHbIA MaTepuan, CNoCobHbI ANUTENbHOE BPEMS COXPaHSTb
n nepegaBaTb BWY, Bupyc rematuta wnu nwboin apyro Bo36yauTenb BUPYCHOM
MHbeKUMN.

6. OBOPYAOBAHUE U MATEPUAIJIbI,
HEOBXOAWUMBbBIE NPU PABOTE C HABOPOM

- ¢oTOMeTp BEPTMKANIbLHOIrO CKAaHMPOBAHWS, NO3BONSIOLLNIN U3MEPATb ONTUYECKYIO
NAOTHOCTb COAEPXUMOIO JIYHOK MaHLWeTa Npu AnvHe BOHbI 450 HM;

- opbuTanbHbIi Welikep (BCTpsixmMBaTeNnb) ANS MUKpoOMnaHweT, ckopocTb 600-
800 06/MuH

- [03aTopbl CO CMEHHbIMW HaKOHEeYHMKaMu, No3Bonswowme oTbupaTb 06bLEMbI
B Anana3oHe 25-250 Mkn;

- UWIMHAP MepHbIN BMecTuMocTbio 500 Mn;

- BOJa AUCTWUANIMPOBaHHas;

- nep4yaTku pe3nHOBble UM NNACTUKOBbIE;

- 6ymara dunbTpoBasnbHas.

7. NOArOTOBKA PEATEHTOB AJ11 AHAJINU3A

7.1. MNepepn npoBeneHneM aHanm3a KoMnoHeHTbl Habopa n nccneayemble o6pasubl
CbIBOPOTKM (NNasMbl) KpOBM crleAyeT BblAepXaTb MNpuM KOMHATHOM TemnepaTtype
(+18-25 °C) He meHee 30 MUH.

7.2. MpuroToBsieHUe NiaHweTa.

BCKpbITb MakeT C NAaHLWETOM U YCTaHOBWUTb Ha paMKy Heob6xoAmMoe KOMMYecTBO
cTpynoB. OcTasLlnecs HencnoNbL30BaHHbIMU CTPUMbI, HTOOLI NPeAoTBPaTUTL BO3AENCTBME
Ha HWUX BNaru, TwWaTenbHO 3aknenTb byMaroin Ans 3akfemBaHusa naaHweTa U XpaHuTb
npu TemMnepaType +2-8 °C B TeyeHMe BCEro cpoka rogHoctn Habopa.

7.3. MpurotoBseHne OTMbIBOYHOIO pacreopa.

Coaepxumoe dhnakoHa € KOHLEHTPaTOM OTMbIBOYHOIO pacTteopa (22 Mn), nepeHecTn
B MEPHbIN umnuHap BMectuMocTbto 500 mn, nobasutb 440 M ANCTUNNIMPOBAHHOM BOAbI U
TWwaTenbHO nepemelwaTs. B cnyyae apobHoro ncnonb3osaHns Habopa cneayet otobpathb
HeobxoAMMoe KOIMYEeCTBO KOHLEHTpaTa OTMbIBOYHOrO pacTBopa M pasBecTu AUCTUAIN-
poBaHHOM BoAoM B 21 pa3 (1 Mn KOHUEeHTpaTa OTMbIBOYHOrO pacrteopa + 20 mn auctun-
JINPOBaHHOM BOAbI).
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8. YCNOBUSA XPAHEHNSA U SKCIMJTYATALIUMN HABOPA

8.1. Habop peareHtoB «MUC1 (M22)-UDA» ponxkeH XpaHUTbCA B YyMakKoBKe
npeanpuaTUS-U3roToBMTENa Npy TemnepaTtype +2-8 °C B TeyeHue BCero Cpoka rogHocTy,
yKa3aHHOro Ha ynakoske Habopa.

[onyckaeTtcs xpaHeHune (TpaHcnopTupoBka) Habopa npu Temnepatype Ao +25 °C He
6onee 5 cyTok. He gonyckaeTcs 3amopa)kmBaHue uenoro Habopa.

8.2. Habop paccuutaH Ha npoBeaeHue aHanusa B aybnukatax 41 mccnepyembix
obpasuoB, 6 KanMbpoBOYHbLIX MpPo6 M 1 Npobbl KOHTPONIbHOM CbIBOPOTKM (BCEro
96 onpepeneHuni).

8.3. B cnyyae apobHoro mcnonb3oBaHust Habopa KOMMOHEHTbI creayeT XpaHuTb
cneaytowmm obpasom:

- OCTaBLUMECS HEeUCNOsIb30BaHHbIMU CTPUMbl HEO6XOAMMO TLLATENbHO 3aK/enTb

bymarorn Ans 3akneuBaHUs MnaHweTa M XpaHuTb Npu Temnepatype +2-8 °C
B TeYeHne Bcero cpoka rogHoctn Habopa;

-  WOA-bydep, koHblOraT, cybCcTpaT, CTOM-peareHT nocne BCKpbITUS (1akoHOB
cnenyeT XpaHuTb nNpu TemnepaTtype +2-8 °C B TeueHne BCcero cpoka rogHoCTum
Habopa;

- KanuMbpoBOYHble NPObbl U KOHTPOSIbHYHO CbIBOPOTKY MOC/AE BCKPbITUSA (DIaKOHOB
cnefyeT xpaHuTb Npu TemnepaType +2-8 °C He 6onee 2 MecsiLeB;

- OCTaBLUMINCA HENCMOsIb30BaHHbIM KOHLIEHTPaAT OTMbIBOYHOIO pacTBopa cneayer
XpaHuUTb Npu TemnepaType +2-8 °C B TeueHue BCero cpoka rogHoctn Habopa;

—  MPUrOTOB/IEHHbI OTMbIBOYHbIN pPacTBOp CneAyeT XPaHWUTb MpU KOMHAaTHOWM
Temnepatype (+18-25 °C) He 6onee 5 cyTok unm npu Temnepatype +2-8 °C
He 6onee 30 cyToK;

MpumMeyaHue. Mocne MCNoONb30BaHMS peareHTa HeMealeHHO 3aKpbiBalTe KpbILWKY

dnakoHa. 3akpbiBanTe Kaxablh (h1akoH CBOEW KPbILLKOMN.

8.4. 1ns npoBeAeHns aHanuM3a He cneayeT WCNOofb30BaTb FEMONIM3MPOBAHHYIO,
MYTHYO CbIBOPOTKY (N/1a3My) KpOBM, @ Takxe CbIBOPOTKY (MaasMy) KpoBM, coaepikallyo
asua HaTpus. Ecnu aHann3 Nnpon3BoAnTCA He B AeHb B3ATUS KPOBU, CbIBOPOTKY (M1asmy)
cnepyeT XpaHuTb npu Temnepatype -20 °C. MNoBTOpHOe 3aMOpaXuBaHWe-oTTanBaHue
06pa3LoB CbIBOPOTKU (N1a3Mbl) KPOBM HE AOoMycKaeTcs.

8.5. VcknouaeTca mcnosnb3oBaHMe Ana aHanusa o6pasuoB CbIBOPOTKM (Mnasmbl)
KpOBW NtoAen, Nony4yaBlIMX B Lensax AMarHOCTUKU UK Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOASAT MbllMHbIE aHTUTEeNa.

8.6. lMpn wucnonbloBaHun Habopa ana npoBeAeHUS HECKONIbKUX He3aBUCUMbIX
cepuit aHanu3oB cneayeT UMEeTb B BUAY, YTO A/ KaXA0ro HE3aBMCMMOro onpeaesieHuns
Heob6XxoAMMO  MOCTPOEHWEe HOBOro KanuMbpoBOYHOro rpaduka; Kpome 3TOro,
peEKOMeHAYeTCsl onpeaeneHne KoHueHTpauum aHtureHa MUC1 (M22) B KOHTPOJIbHOW
CbIBOpPOTKE.

8.7. Ins nony4yeHus HaAeXHbIX pe3ynbTaToB HeobxoaAuMo cTporoe cobntoaeHue
WNHCTpYKUMK No npuMeHeHuto Habopa.
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PykoBoauTenb cnyx6bl knneHTckoro cepenca OO0 «XEMA»,
K. 6. H. [1. C. KOCTpUKHH

Document: K2271 Instruction version: 908 Format version: 206

9



K2271

Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION OF MUC1 (M22)
IN HUMAN BLOOD SERUM OR PLASMA

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of MUC1
(M22) in blood serum or plasma.

This kit is designed for measurement of MUC1 (M22) 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

CA15-3 or MUC1 is a heterogenous glycoprotein with a molecular mass ca.
300-450 kD. Elevation of serum CA15-3 is associated with mammary carcinomas.
Quantitative determination of CA15-3 in serum and plasma is helpful in monitoring
of patients with such tumours to estimate the course of the disease, effectiveness of its
treatment and to reveal recurrence or metastases. However, CA15-3 values obtained
should always be interpreted in context of results obtained by other diagnostic and
clinical procedures. Besides mammary carcinomas, CA15-3 levels in blood may rise
in lung tumours, prostate cancer, ovarian carcinomas, gastro-intestinal tumours.
Elevation of CA15-3 level in blood can be also found in benign tumours of the mammary
gland and the ovary, endometriosis, hepatitis, liver cirrhosis and lung fibrosis. Pregnancy
and lactation may also cause elevation of CA15-3 level in serum.

All CA15-3 test systems are usually not very sensitive (not more than 75% even
at stage III mammary carcinoma). Therefore, in monitoring of tumours, we recommend
to use this test in conjunction with two other test systems designed by XEMA for
diagnostics and monitoring of mammary carcinomas - M20 (analogous to BR27.29
developed by Biomira) and M22 (analogous to MCA, Roche). All three systems should
be used to evaluate MUC1 concentration before and after surgery; the test system
showing the most pronounced postsurgery decline should be then used for further
monitoring.

NOTE: the patients that have received murine monoclonal antibodies
for radioimaging or immunotherapy may develop high titered anti-mouse antibodies
(HAMA). The presence of these antibodies gives false results in the present assay.
Sera from HAMA positive patients should be treated by depleting adsorbents before
assaying.
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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 specific murine monoclonal to human
MUC1-antibodies. Antigen from the specimen is captured by the antibodies coated onto
the microwell surface. Unbound material is removed by washing procedure. Second
antibodies - murine monoclonal to human MUC1, 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% H2S04. 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 pl;
Microtiter plate shaker. Shaking should be medium to vigorous. Longitudinal
shaking approximately 200 strokes/min, oscillations 600-800/min.

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 to 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 to +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 regulations.
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 MUC1 (M22)
concentration.

9.3. Determine the corresponding concentration of MUC1 (M22) 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!

CAL 1 0 U/ml 0.08 .
CAL 2 5 U/ml 0.28
CAL 3 10 U/ml 0.44
CAL 4 20 U/ml 0.70 o | }X;
CAL 5 50 U/ml 1.38 o | | |
CAL 6 100 U/ml 2.04 u ' B wconcemramnéo ® b

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 MUC1 (M22). Based on data obtained by XEMA, the following normal
range is recommended (see below). NOTE: the patients that have received murine
monoclonal antibodies for radioimaging or immunotherapy develop high titered anti-
mouse antibodies (HAMA). The presence of these antibodies may cause false results in
the present assay. Sera from HAMA positive patients should be treated with depleting
adsorbents before assaying.
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Units
Sex, age U/ml
Lower limit | Upper limit
Males - 30
Females - 30
Pregnancy week:
1st trimester - 65
2nd trimester - 80
3rd trimester - 235
Lactation - 150

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
CA125 <0.1
CEA <0.1
CA19.9 <0.1

11.2. Analytical sensitivity

Sensitivity of the assay was assessed as being 1.5 U/ml.

11.3. Linearity

Linearity was checked by assaying dilution series of 5 samples with different MUC1
(M22) concentrations. Linearity percentages obtained ranged within 90 to 110%.

11.4. Recovery

Recovery was estimated by assaying 5 mixed samples with known MUC1 (M22)
concentrations. The recovery percentages ranged from 90 to 110%.
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