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K2361

MHCTPYKUMNA NO NPUMEHEHUNIO HABOPA PEATEHTOB
and AMMYHO®EPMEHTHOIO ONPEAENTIEHUA
AHTUTEHA CYFRA 21-1 B CbIBOPOTKE (MNM/NTA3SME) KPOBMA
«CYFRA 21-1-NODA>»

1. HABHAYEHME

1.1. Habop peareHtoB «CYFRA 21-1-UDA» npeaHasHayeH AN KOJMYECTBEHHOrO
onpeneneHns KoHueHTpaumm aHtureHa CYFRA 21-1 B cbiBopoTke (nniasmMe) KpoBu
MeToAOM TBepAOoda3HOro MMMyHOdEPMEHTHOIO aHanunsa.

1.2. AutreH CYFRA 21-1 npeacraBnsier coboir dparMeHT umtokepaTtuHa 19,
obpa3sylowuniics B pesynbTate NpoTeonnsa 1, B OTIMYME OT OCHOBHOM LIMTOKEPATMHOBOM
CTPYKTYpPbl, CNOCO6HbIN nepexoanTb B pacTBOPUMY0 (DOPMY M BbIXOAUTb B CUCTEMHbIN
KpPOBOTOK. Monekyna-npeawectseHHMK aHtureHa CYFRA 21-1 - uwutokepatuH 19 -
SKCMpEeccMpyeTcs BO BCEX HOPMasbHbIX TKaHAX, HO OCO6EHHO BbiCOKas CTeneHb
3Kcnpeccmu HabnoaaeTcs B KNeTkax onyxosien Nerknx nan CTeHKM MOYEBOro My3bips.

1.3. MNoBbiweHHoe coaepxaHue CYFRA 21-1 Habniopaetca B KpoBuM 60MbHbIX
onyxonsMu  nerkux  (NpemMyLLecTBEHHO NJIOCKOKETOYHbIM pakoM, pexe
aAeHOKapUMHOMOM W APYrMMU FUCTONIOMMYECKMMKU popMaMmn) U OMyXonsaMm MOYEBOro
ny3bipa. OnpegeneHve ypoBHsA aHTureHa CYFRA 21-1 none3Ho AN KOHTpons
3(PEKTUBHOCTN NEUYEHUS N CNEXEHUS 3@ TEUYEHMEM 3TUX OMNyxonei; BMecTe C TeM,
pe3ynbTaTbhl uU3MepeHuss aHTureHa CYFRA 21-1 Bcerga creayeT WHTepnpeTupoBaTth
B KOMMJIEKCe C pe3ynbTaTaMun Apyrnx METOA0B UCCNEeA0BAHUSA U KITMHUYECKUMWN AaHHbIMU.

2. NIPUHUMN PABOTblI HABOPA

Onpepenenne aHtureHa CYFRA 21-1 OCHOBaHO Ha MCMNOJMIb30BaHWWN «CIHABUY»-
BapuaHTa TBepAodasHoro MMMyHOMEpPMEeHTHOro aHanmsa. Ha  BHyTpeHHew
NOBEPXHOCTU JIYHOK MJaHWeTa WMMOOMNN30BaHbl MbIWWHbIE MOHOK/IOHasbHblE
aHTMTena K pacTtBopuMoMy uuTokepatuHy 8/19 (CYFRA 21-1). B nyHkax
nnaHwerta, npu pobaBneHun wuccnegyemoro obpasua, MNPOUCXOAUT CBA3biBaHUE
CYFRA 21-1, conepxallerocsi B uccnegyemom obpasue, C aHTuTeNaMm Ha TBepaon dase.
O6pa3oBaBLIMNCA KOMMJIEKC BbISBASAIT C MOMOLWbIO KOHblOrata MOHOK/IOHasbHbIX
aHTuTen k aHtureHy CYFRA 21-1 c nepokcupasoit xpeHa. B pesynbTaTe obpasyetcs
CBSA3aHHbIM C N1AaCTUKOM «CIHABWUY», COAEPXaLLMA nepokcmaasy. Bo Bpems nHkybauum
Cc pactBopoM cybcTpaTta TeTpametunbensuauHa (TMB) npoucxoauT oOKpaluBaHue
pacTBOpOB B NyHKaX. MHTEHCMBHOCTb OKpPaCKu NpSMO NponopunoHanbHa KOHUEHTpaUmn
aHTureHa CYFRA 21-1 B uccnegyemom obpasue. KoHueHTpauuto aHtureHa CYFRA 21-1
B Mccneayembix obpasuax onpefenstoT no KanambpoBO4YHOMY rpaduKy 3aBUMCUMMOCTU
OMNTUYECKOM NJIOTHOCTM OT coaepxaHust aHTureHa CYFRA 21-1 B kannbpoBoyHbIX npobax.

3. AHAJIUTUYECKUE XAPAKTEPUCTUKHU
3.1. CneundmnyHOCTb. [lepekpecTHas peakuus MbIWKHBIX MOHOKIOHaNbHbIX
aHTUTEeN K pacTBOPUMOMY aHTUreHy uutokepatuHa 8/19 (CYFRA 21-1) c apyrumu
aHanuTamu npveeaeHa B Tabnuue:
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AHanut NepekpecTHasa peakuus, %
CA125 <0,1
CA19-9 <0,1
CA15-3 <0,1
Anbda-dpeTonpotenH <0,1
MNncA <0,1

3.2. Bocnpom3BoaAUMOCTD.

KoaddurumeHT Bapuauum pesynbTaToB onpeaeneHus cogepxaHuma CYFRA 21-1
B OAHOM W TOM e obpasue CbiIBOPOTKM (Mna3Mbl) KPOBWU C MCMNoOSb30oBaHMeM Habopa
«CYFRA 21-1-N®A» He npeBbiwaeT 8,0%.

KoadduunenT Bapmauum (CV) ans 06pasuoB, U3MepeHHbIX Ha ABYX cepuax Habopa
peareHToB «CYFRA 21-1-U®A» (Intra-assay).

ob6paseyn, N2 Kon-Bo noBTOpoB | 3HaYeHue, ng/ml | CV1, %
1 5 4.1 4.2
2 5 15.4 3.3
3 5 7.2 3
4 5 26.9 3.2
5 5 16.4 4.1

KoadduumneHT Bapmaunm (CV) ana ob6pasuos, MU3MEPEHHbIX Ha O4HOW cepun Habopa
peareHToB «CYFRA 21-1-UDA» B TeueHune Tpex gHein (Inter-assay)

o6paszen, N2 Kon-Bo noBTOpOB | 3HaueHue, ng/ml | CV1, %
1 5 4.2 5.5
2 5 15.4 4.3
3 5 7 6
4 5 24.8 3.4
5 5 15.9 4.7

3.3. JINHENHOCTb.

3aBmcnMocTb kKoHueHTpaumn CYFRA 21-1 B obpasuax cbiBOPOTKK (Ma3Mbl) KPOBU
Npwu pa3BeaeHUn NxX CbiIBOPOTKOM (Ma3smoit) kposu, He coaepxallen CYFRA 21-1, nmeet
NINHENHbIW XapakTep B Anana3oHe KoHueHTpauui 3-50 Hr/mn u coctasnset £10,0%.

3.4. To4yHOCTDb.

[aHHbIA  aHaNUTMYeCKMIi napaMeTp MpoBepsieTCa TEeCTOM Ha <«OTKpbITME» -
COOTBETCTBME WM3MEpPeHHOM KOHueHTpauum CYFRA 21-1 npeanncaHHOW, MOMyyYeHHOMU
nyTeM CMeLWMBaHUA paBHbIX O6bEMOB KOHTPOJIbHOW CbIBOPOTKM M KannbpoBO4YHOM
npobbl 10 Hr/mn. MpoueHT «oTKpbITUA>» cocTasnseT 90-110%.

3.5. HyBCTBUTEJIbHOCTD.

MuHuManbHaa JocTtoBepHO onpepensemas Habopom «CYFRA  21-1-UOA»
KoHueHTpauus CYFRA 21-1 B cbiBopoTKe (MnasMe) KpoBU He npeBbiwaeT 1 Hr/mn.

3.6. Xyk-3adp ekt (hook-effect) BbICOKMX KOHLLEHTpaLUMA.

Mpu ncnonb3oBaHmm Habopa «CYFRA 21-1-UDA» xyk-addekT He obHapyxeH Ao
KoHueHTpauun CYFRA 21-1 1000 Hr/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% pacTtsBop
CEPHOW KMUCNOTbI), B UCMOJIb3YyeMbIX KOHLEHTPaUNUSX ABNSIOTCA HETOKCUYHBIMMU.

PacTtBop cepHoW kucnoTbl obnagaeT pasgpaxawmowmm gernicteuem. MsberaTb
pa3bpbI3rMBaHUs M NoMaAaHus Ha KOXY U Cin3ncTble. Mpu nonagaHum Ha KOXY U CIM3UCTbIe
NopaKeHHbI y4acToK cnefyeT NpoMbITb 60MbLWINMM KOIMYECTBOM NPOTOYHOM BOAbI.

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

5.4. Npu pabote c Habopom cneayet HageBaTb OAHOPA30Bble PE3VMHOBLIE WU
Nna1acTMKOBble NepyaTKn, Tak kak 06pa3Lbl KPOBM YenoBeKa crieayeT pacCMaTpmBaTh Kak
NoTeHUManbHO MHOULMPOBAHHbIA MaTepuan, CNoCobHbIN ANUTENbHOE BPEMS COXPaHSTb
n nepegaBaTb BWY, Bupyc rematuta wunu nwboin apyron Bo36yauTenb BUPYCHOM
MHbeKUMN.

6. OBOPYAOBAHUE U MATEPUAIJIbI,
HEOBXOAWUMBbBIE NPU PABOTE C HABOPOM

- (pOTOMETp BEpTUKANbHOI0 CKAHNPOBAHWS, MO3BOISAOLWNIA N3MEPATb ONTUYECKY IO
MAOTHOCTb COAEPXKMMOrO NIYHOK MjaHweTa nNpu AsiMHe BOSIHbI 450 HM;

- TepMocTaT, noaaepXxusBarwmn temnepatypy +37+-0,1 °C;

—  [03aTopbl CO CMEHHbIMW HaKOHEYHMKaMK, nossonswwme oTbmpatb 06bLEMBI
B AnanasoHe 25-250 Mkn;

- UWAMHAP MepHbI BMecTuMocCTbio 500 Mmn;

- BOAa AUCTUNNMPOBaHHas;

- rep4yaTku pe3nHOBble UKW NIacTUKOBbIE;

- 6ymara dunbTpoBanbHas.

7. NOArOTOBKA PEATEHTOB A/ AHAJIN3A

7.1. MNepep npoBefeHneM aHanm3a KoOMNoHeHTbl Habopa n nccneagyemele obpasubl
CbIBOPOTKM (MNNa3Mbl) KpPOBW crnefdyeT BblAepXaTb MNpW KOMHATHOW TeMmnepaType
(+18-25 °C) He MeHee 30 MUH.

7.2. MpurortosBneHve niaaHweTa.

BCKpbITb MakeT C MAaHWeTOM U YCTaHOBUTb Ha paMKy Heo6XoAMMoe KONM4ecTBO
cTpunoB. OcTaBLnecs HencnoabL30BaHHbIMK CTPUMbI, YTOObI NPeAoTBPaTUTL BO3AENCTBME
Ha HWUX BNaru, TWaTenbHO 3aKkneuTb 6yMaron ANns 3akfenmBaHUsa naaHweTa u XpaHuTb
npu Temnepatype +2-8 °C B TeyeHMe BCero cpoka rogHoctn Habopa.

7.3. MpuroTtoBsieHne OTMbIBOYHOIO pacTeBopa.

B cnyuyae gpo6bHoro mucnonb3oBaHus Habopa cnegyer otobpatb Heobxoammoe Ko-
JINYECTBO KOHLiEHTpaTa OTMbIBOYHOIO pacTBoOpa WM pa3BecTV AUCTUAIMPOBaHHOW BOAOM
B 21 pa3 (1 Mn KOHUeHTpaTa OTMbIBOYHOrO pactesopa + 20 M ANCTUANMPOBAHHON BOAbI).
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8. YCNOBUSA XPAHEHNSA U SKCIMJTYATALIUMN HABOPA

8.1. Habop peareHToB «CA125-UDA» foMXEH XpaHUTLCS B YNaKoOBKE NMpeanpustms-
M3roToBuTENS Npu TemnepaTtype +2-8 °C B TeyeHue BCEro cpoka rogHoCTM, yKa3aHHOro
Ha ynakoBke Habopa.
[onyckaeTcs xpaHeHue (TpaHcrnopTupoBka) Habopa npwu Temnepatype ao +25 °C
He 6onee 5 cyTok. He gonyckaeTcs 3amopaxwusaHue 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:
- OCTaBLUMECH HEWUCNOsIb30BaHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb
bymaror Ans 3akneuBaHUs MnaHweTa M XpaHuTb Npu Temnepatype +2-8 °C
B TeYeHne Bcero cpoka rogHoctn Habopa;

- KOHbBbtorat, cybcTpart, cTon-peareHT Mocne BCKpbITUS (PNakoHOB cneayer
XpaHuUTb Npu TemnepaType +2-8 °C B TeueHue BCero cpoka roaHoctn Habopa;

- KanubpoBOYHble NPObbI M KOHTPOJIbHYIO CbIBOPOTKY NOC/AE BCKPbITUS (P/1akOHOB

cneayeT xpaHuTb Npu TemnepaType +2-8 °C He 6onee 2 mecsiues;

—  OCTaBLUMINCA HENCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTBopa cneayet

XpaHuTb Npu TemnepaTtype +2-8 °C B TeueHne Bcero cpoka rogHoctu Habopa;

-  MPUrOTOB/EHHbI OTMbIBOYHbIA pacTBOp CrnefyeT XPaHWTb MNpU KOMHaTHOWM

Temnepatype (+18-25 °C) He 6onee 5 cyTok unm npu Temnepatype +2-8 °C
He 6onee 30 cyToK;

MpumMeyanue. Mocne MCNoNb30BaHMS peareHTa HeMeAeHHO 3aKpbiBalTe KpPbILWKY
¢nakoHa. 3akpblBaliTe Kaxabli hfakoH CBOEN KpPbILLIKON.

8.4. ins npoBeAeHWs aHanuM3a He cneayeT WCMNO/Sb30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYI CbIBOPOTKY (M/1a3My) KPOBM, @ TakxKe CbIBOPOTKY (Ns1ia3My) KpoBU, coaepKallyto
asua HaTpus. Ecnu aHann3 npon3BoanTCSA He B A€Hb B3STUS KPOBU, CbIBOPOTKY (Masmy)
cneanyet xpaHuTb Npu Temnepatype -20 °C. [oBTOpHOe 3aMOpa)XuBaHue-oTTamBaHue
06pa3LoB CbIBOPOTKU (NM1a3Mbl) KPOBU He AOMycCKaeTcs.

8.5. VcknouaeTcsa Mcnosb3oBaHMe Ana aHanu3a o6pasuoB CbIBOPOTKM (MnasMmbl)
KPOBW NtoAen, Nony4yaslwmnx B LessxX AUarHOCTUKM UKW Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOAAT MbIlWMWHbIE aHTUTENa.

8.6. Mpn wucnonb3oBaHun Habopa pna npoBeAeHUS HECKOSIbKUX He3aBUCUMMbIX
cepui aHanu30B cneayeT UMeTb B BMAY, YTO ANS KaXA0ro He3aBUCMMOro onpeaeneHus
Heob6XxoAMMO  MOCTPOEHME HOBOr0  KanuMbpoBOYHOro rpaduka; Kpome 3TOoro,
pekoMeHAyeTCcsl onpeaeneHne KoHueHTpaumm aHtureHa CYFRA 21-1 B KOHTpOJIbHOM
CbIBOPOTKE.

8.7. ins nony4yeHns HagexXHbIX pe3ynbTaToB HeobxoauMmo cTporoe cobnwoaeHue
WNHCTpYKUMM Mo npuMeHeHuto Habopa.
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10. OOXXKMAAEMbIE 3HAYEHUA U HOPMbI

10.1. OcHoBbIBasiCb Ha pe3ysbTaTax uccnenoBaHui, npoeaeHHbix 000 «XEMA»,
pekoMeHAyeM Mofib30BaTbCs HOPMaMu, MpuBeAEHHbIMM Huxe. BMmecte ¢ Tem,
B cooTBeTCcTBMM C npaBunamm GLP (Xopowei nabopaTopHOM npakTUKu), Kaxaas
nabopatopusi Jo/mMKHa camMa onpeaenuTb NapaMeTpbl HOPMbl, XapakTepHble Ans
obcneayemon nonynsaunu.

MpumeuaHune. 3HayeHna koHueHTpaum CYFRA 21-1 B mnccnepyembix obpasuax,
HaxoAslMecss HWXXe TrpaHuubl 4yBCTBUTENbHOCTM Habopa (1 Hr/mn), a Takxe
npeBbillaloWmMe 3HavyeHue BepxHen KanmbposouyHon npobbl (50 Hr/mn) cneapyert
npuBoaMTb B cneaywowen dopme: B uccnegyeMoMm obpasue X KOHUeHTpauwus
CYFRA 21-1 Huxe 1 Hr/mMn unu Bbiwe 50 Hr/MA.

- EavHMLUbI
ccnepyemas
rpynna — Al L -
Hw>xHuM npepen BepxHuu npepen
3[0poBbie AOHOPbI 0.3 3.0

11. INTEPATYPA

1. Petra Stieber CYFRA 21-1 (Cytokeratin-19-Fragment), in: Lothar Thomas, Labor und
Diagnose, TH Brooks, Frankfurt, Germany

2. J-L Pujol, O Molinier, W Ebert et al. (2004) British Journal of Cancer 90 (11):2097-
2105

Mo BonpocaMm, kacawwmnmcs kadectsa Habopa «CA125-UDA»,
cnepyet obpawaTtbcs B 000 «XEMA» no aapecy:

105043, MockBa, a/s 58,

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

3NEeKTPOHHasa noyta: info@xema.ru; rgc@xema.ru
MHTEPHET: wWww.Xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knneHTckoro cepenca OO0 «XEMA»,
K. 6. H. . C. KocTpukuH
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Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF ANTIGEN CYFRA 21-1
IN HUMAN BLOOD SERUM OR PLASMA

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of antigen
CYFRA 21-1 in blood serum or plasma.

This kit is designed for measurement of antigen CYFRA 21-1 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

Antigen CYFRA 21-1 is an established name for the epitopes expressed on soluble
fragments of cytokeratin 19. Cytokeratin 19 and related cytokeratin 8 molecules
are the members of cytokeratin family proteins with molecular weight range
ca 25 to 45 kDa which are ubiquitously expressed in all connective tissue cells.
Some tumors show elevated production of cytokeratin 19 which iin turn may result
in increased serum CYFRA 21-1 levels. Most important examples are squamous cell
carcinomas (SCC) of the lung and bladder carcinomas. Therefore, the determination
of CYFRA 21-1 antigen in patients’ serum or plasma may help in monitoring of tumor
growth and efficiency of anti-cancer therapy.

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 antibody
to soluble cytokeratin 8/19 (antigen CYFRA 21-1)-antibodies. Antigen from the
specimen is captured by the antibodies coated onto the microwell surface. Second
antibodies - murine monoclonal antibody to soluble cytokeratin 8/19 (antigen
CYFRA 21-1), labelled with peroxidase enzyme, are then added into the microwells.
After 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.
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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;

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 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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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 antigen CYFRA 21-1
concentration

9.3. Determine the corresponding concentration of antigen CYFRA 21-1
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 U:nll?: ‘Ezbsaon:;) e o
CAL 1 0 ng/ml 0.057 _
CAL 2 3 ng/ml 0.13 o
CAL3 | 10 ng/ml 0.42 R
CAL 4 25 ng/ml 1.0 D P ‘ ‘

CALS5 50 ng/ml 2.02 T e T

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 CYFRA 21-1. 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.

Units
Sex, age ng/ml
Lower limit Upper limit
Healthy donors 0.3 3.0
Document: K2361 Instruction version: 001 Format version: 912
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11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
CA125 <0,1
CA19-9 <0,1
CA15-3 <0,1
AFP <0,1
PSA <0,1

11.2. Analytical sensitivity.

Sensitivity of the assay was assessed as being 1 ng/ml.
11.3. Precision.

Intra-assay precision is shown below:

Serum, no | duplicated value, ng/ml | CV1, %

1 5 4.1 4.2
2 5 15.4 3.3
3 5 7.2 3
4 5 26.9 3.2
5 5 16.4 4.1

Inter-assay precision is shown below:

Serum, no | duplicated value, ng/ml CV, %

1 5 4.2 5.5
2 5 15.4 4.3
3 5 7.0 6
4 5 24.8 3.4
5 5 15.9 4.7

11.4. Linearity

Linearity was checked by assaying dilution series of 5 samples with different antigen
CYFRA 21-1 concentrations. Linearity percentages obtained ranged within 90 to 110%.

11.5. Recovery

Recovery was estimated by assaying 5 mixed samples with known antigen
CYFRA 21-1 concentrations. The recovery percentages ranged from 90 to 110%.

11.6. Hook-effect

No hook-effect has been noticed with samples up to 1000 ng/ml.

12, LITERATURE

1. Petra Stieber CYFRA 21-1 (Cytokeratin-19-Fragment), in: Lothar Thomas, Labor und
Diagnose, TH Brooks, Frankfurt, Germany

2. J-L Pujol, O Molinier, W Ebert et al. (2004) British Journal of Cancer 90 (11):2097-
2105
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