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K236I

«YTBEPXOEHA»
Mpuka3 PocaapaBHaasopa N2 5758-Mp/10 oT 22 utoHa 2010 r.
KPO N¢ 25497 ot 22.04.2010

MHCTPYKLUHMA MO NPUMEHEHUNUIO HABOPA PEATEHTOB
aAand AMMYHO®EPMEHTHOIO OMNPEAEJIEHUA
AHTUTEHA CYFRA 21-1 B CbIBOPOTKE (MNMJIASME) KPOBMA
«CYFRA 21-1-NDA»

1. HASBHAYEHME

1.1. Habop peareHTtoB «CYFRA 21-1-UDA» npeaHasHayeH ANS KOJMYECTBEHHOrO
onpeaeneHns KoHueHTpaumu aHTureHa CYFRA 21-1 B cbiBOpoTke (Mla3Me) KpoBwm
MeToAO0M TBepAo(dasHOro MMMyHO(EpPMEHTHOrO aHanmsa.

1.2. AHturen CYFRA 21-1 npeacrtaBnsier cobor dparMeHT uuTOKepaTuHa 19,
obpasylomincsa B pesynbTaTe NpoTeomM3a 1, B OT/INYNE OT OCHOBHOWM LIUTOKEPATUHOBOWN
CTPYKTYpPbl, CMOCO6HbIV NepexoanTb B pacTBOPUMYIO (POPMY U BbIXOAUTb B CUCTEMHbIN
KpOBOTOK. Monekyna-npeawecrtBeHHUK aHtureHa CYFRA 21-1 - uyuTtokepatmH 19 -
3KCMpPEeccMpyeTcs BO BCeX HOPMasbHbIX TKaHAX, HO OCOH6EHHO BbiCOKas CTeneHb
3Kcnpeccun HabnaaeTcs B KAeTKaxX ONyXosien Ierknx Ui CTEHKNU MOYEBOro My3blps.

1.3. lMoBbiweHHoe conepxaHue CYFRA 21-1 Habniopaetcss B KpoBu 60MbHbIX
onyxonsaMu  nerkux  (NpeMMyLLecTBEHHO MJIOCKOKETOYHbIM pakowM, pexe
a[leHOKapLUMHOMOM W APYTrMMW TMCTONOMMYECKUMKU (POpMaMmn) M ONYXONAsIMU MOYEBOrO
ny3bipa. OnpeageneHve ypoBHSA aHTureHa CYFRA 21-1 nonesHo Ans KOHTpons
3 dEKTUBHOCTN NIEUEHUS U CNEXEHUS 3a TeYEeHMEeM 3TUX OMnyXonen; BMecTe C TeM,
pe3ynbTaTtbl M3MepeHus aHTureHa CYFRA 21-1 Bcerpa cneayeT WMHTepnpeTupoBaTtbhb
B KOMMJIeKce C pe3ysbTaTamMu ApYyrnx METOA0B UCCNEA0BAHUSA U KITMHNYECKUMWN AAHHBIMU.

2. MPUHUMN PABOTbl HABOPA

Onpepenenve aHtureHa CYFRA 21-1 OCHOBaHO Ha MCMONb30BaHUU <«CIHABUY»-
BapnaHTa TBepAO(asHoOro MMMYHO(MEPMEHTHOro aHanmsa. Ha  BHyTpeHHewn
NMOBEPXHOCTU JIYHOK MJaHWeTa WMMOOUNIN30BaHbl MbIWUHbIE MOHOKJ/IOHasNbHbIE
aHTUTeNna K pacTteBopuMoMy uutokepatmHy 8/19 (CYFRA 21-1). B nyHkax
nnaHwerta, npu pobaeBneHun wunccnegyemoro obpasua, MNPOUCXOAUT CBA3blIBaHME
CYFRA 21-1, cogep>alierocsi B uccnegyemom obpasue, c aHTutenamm Ha Tsepaomn dase.
O6pa3oBaBLUMIACSA KOMMEKC BbISABASIOT C MOMOLWbBK KOHblOrata MOHOKIOHANbHbIX
aHTuTen Kk aHtureHy CYFRA 21-1 c nepokcupason xpeHa. B pesynbTaTe obpasyetcs
CBSA3aHHbIM C N1AaCTUKOM «C3IHABWUY», CoAaepXalumin nepokcmaasy. Bo BpemMs nHkybaumnm
Cc pacTtBopoM cyb6cTtpata TeTpametunberHsnamHa (TMB) npoucxoauT okpalimBaHue
pacTBOPOB B /lyHKaxX. MHTEHCMBHOCTb OKPACKN NPSMO MPONOpLUMOHaibHa KOHLEHTpaLuum
aHTureHa CYFRA 21-1 B uccnegyemom obpasue. KoHueHTpauuto aHtureHa CYFRA 21-1
B uccnenyemblx obpasuax onpenenstoT rno KanmbpoBOYHOMY rpaduKy 3aBUCMMOCTMU
ONTUYECKOM MNAIOTHOCTM OT coaep>xaHus antureHa CYFRA 21-1 B kannbpoBoYHbIX Npobax.

3. AHAJIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundmnyHocTb. [lepekpecTHas peakuns MbIWKUHBIX MOHOK/IOHabHbIX
aHTUTEN K pacTBOPMMOMY aHTUreHy uutokepatuHa 8/19 (CYFRA 21-1) c gpyrumm
aHanuTamm npueeseHa B Tabnuue:
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AHanut MepekpecTHasa peakuus, %
CA125 <0,1
CA19-9 <0,1
CA15-3 <0,1
Anbda-dpeTonpoTenH <0,1
McA <0,1

3.2. BocnpousBoanMOCTb.

KoaddurumeHT Bapuauum pelynbTaToB onpeaeneHus copepxaHuma CYFRA 21-1
B OAHOM W TOM >e obpasue CbiIBOPOTKM (Mna3Mbl) KPOBWU C MCMOAb30BaHMeM Habopa
«CYFRA 21-1-N®A» He npeBbiwaeT 8,0%.

KoadduuneHnT Bapmnauunm (CV) ans 06pasuoB, M3MEpeHHbIX Ha ABYX cepuax Habopa
peareHToB «CYFRA 21-1-U®A» (Intra-assay).

obpaseyn, N2 Kon-Bo noBTOpOoB | 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

KoaddumuneHT Bapraumm (CV) ans obpasuos, MU3MepPEHHbIX Ha 04HON cepum Habopa
peareHToB «CYFRA 21-1-UDA» B TeyeHune Tpex gHein (Inter-assay)

ob6pasey, 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. JINHEeAHOCTb.

3aBmMcnMocTb KoHueHTpaumn CYFRA 21-1 B obpasuax CbiBOPOTKK (Ma3Mbl) KPOBU
npwu pa3BeeHnn nx CbiIBOPOTKOM (M1asmMoii) KpoBu, He coaepxaluen CYFRA 21-1, nmeet
NINHENHbIA XapakTep B Anana3oHe KoHueHTpauui 3-50 Hr/mn u coctasnset £10,0%.

3.4. To4yHOCTDb.

[aHHbIA  aHanuUTMYecKuMii napameTp MNPOBEPSEeTCS TeCTOM Ha <«OTKpbITMe» -
COOTBETCTBUE WM3MepeHHON KOoHueHTpauum CYFRA 21-1 npeanncaHHOW, MOMyyYeHHOM
nyTeM CMeLlMBaHUS paBHbIX O6bEMOB KOHTPOJIbHOW CbIBOPOTKM W KannbpoBOYHOW
npobbl 10 Hr/mn. MpoueHT «oTKpbITUA>» cocTaBnseT 90-110%.

3.5. HyBCTBUTEJIbHOCTD.

MuHuManbHaa JoctoBepHOo onpegensemas Habopom «CYFRA  21-1-UOA»
KoHueHTpauus CYFRA 21-1 B cbiBopoTKe (M1a3Me) KpoBM He npeBbiwaeT 1 Hr/mn.

3.6. Xyk-adp ekt (hook-effect) BbICOKMX KOHLIEHTpPaLUA.

Mpu ncnone3osaHmm Habopa «CYFRA 21-1-UOA» xyk-addeKkT He obHapyxeH A0
KoHueHTpauum CYFRA 21-1 1000 Hr/mn.
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN pUck NnpuMeHeHns Habopa — knacc 2a (FOCT P 51609-2000).

5.2. Bce koMmmnoHeHTbl Habopa, 3a ucknwuyeHnem cron-peareHta (5,0% pacTtsBop
CEPHOW KMUCNOTbI), B UCMOJIb3YyEMbIX KOHLIEHTPaUUSAX ABASOTCA HETOKCUYHBIMMU.

PactBop cepHoW kucnoTbl obnajaeT pasgpaxatmowmm gernicteuem. MsberaTb
pa3bpbI3rMBaHuUs M NoMagaHuns Ha KOXY 1 Cin3nctble. Mpu nonagaHum Ha KOXY U CIM3UCTble
NopaKeHHbI y4acToK cnefyeT NpoMbITb 60/bLINMM KOMYECTBOM NPOTOYHOM BOAbI.

5.3. lNpu pabote c HabopomM cnepyet cobnogate «lMpaBuna yCTpONCTBA, TEXHUKMU
6e30MacHOCTM, MPOM3BOACTBEHHOW CaHWTapuu, MNPOTMBOIMUAEMUYECKOrO pexuMa Wt
NMYHON rurmeHbl Npu pabote B nabopatopusix (OTAeNEeHUAX, oTaenax) CaHuTapHO-
3MNAEMUONIOTNYECKUX YUPEXAEHUA cMCTeMbl MuHUCTEpcTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. Npu pabote ¢ Habopom cneayetT HaaeBaTb OAHOPA30Bble PE3UMHOBLIE WU
niacTMKOBble MepyaTky, Tak Kak obpasubl KPOBWM 4YenioBeka crieqyeT paccMaTpuBaTth
KaK MoTeHuManbHO WHMULMPOBAHHbLIA MaTepuasn, CrnocobHbii AnUTENbHOE BpeMs
coxpaHaTb M nepepasatb BWY, Bupyc renatuta wnu nwobon apyrov Bo3byauTtenb
BUPYCHOW UHGEKLUN.

6. OBOPYAOBAHUE U MATEPWUAIJbI,
HEOBXOAWMUMBbBIE NPU PABOTE C HABOPOM

- (OTOMETp BEpTUKANbHOI0 CKAaHMPOBAHWS, MO3BOJISOLLNI U3MEPATb ONTUYECKY IO
NIOTHOCTb COAEPXXMMOTrO JIYHOK MaHLweTa npu anvHe BofHbl 450 HM;

- TepMocTaT, noaaepXxuBarwmin Temnepatypy +37 °C £0,1 °C;

—  [A03aTopbl CO CMEHHbIMW HaKOHEeYHMKaMu, no3sonswwme oTbéupate 06bEMbI
B AmanasoHe 25-250 mMKkn;

- UWAMHAP MepHbI BMecTuMocTbio 500 mn;

- BOAa AUCTUNIMPOBaHHas;

- nepyaTKu pe3nHOBble UK NIACTUKOBbIE;

- bymara dunbTpoBanbHas.

7. NOArOTOBKA PEATEHTOB A1 AHAJIN3A

7.1. MNepen npoBeAeHMEM aHann3sa KOMMNoHeHTbl Habopa v nccneayemoie o6pasubl
CbIBOPOTKM (MNasMbl) KpOBW cnedyeT BblAepXaTb MpW KOMHATHOW TeMmnepaType
(+18...4+25 °C) He meHee 30 MUH.

7.2. MpurotossieHne NJaHLWeTa.

BCKpbITb MakeT C NAaHWeTOM U YCTaHOBUTb Ha paMKy Heo6XoAMMoe KONM4YecTBO
ctpynoB. OcTaBwKWecs  HEeWCNOoNb30BaHHbIMKM  CTpuMbl, 4YTOBbl  NpeaoTBpaTUTb
BO34ENCTBUE Ha HUX BRaru, TWwaTenbHO 3aknenTb Bymaron Ans 3aknemBaHms NaaHwWeTa
1 XpaHuTb Npu TemnepaTtype +2...+8 °C B TeueHne BCero cpoka rogHoctn Habopa.

7.3. MpurotoBJsieHMEe OTMbIBOYHOI0 pacTtBopa.

B cnyyae apobHoro ucnonb3oBaHusa Habopa cnepayet otobpaTb Heobxoanmoe Ko-
NINYECTBO KOHLIEHTpaTa OTMbIBOYHOrO pacTBopa W pasBecTu AUCTUINIMPOBAHHON BOAOW
B 21 pa3 (1 MAn KOHUeHTpaTa OTMbIBOYHOrO pactesopa + 20 M ANCTUANMPOBAHHON BOAbI).
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8. YCNOBUSA XPAHEHUSA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB «CA125-UDA» foMKEH XpaHUTbLCS B yNakKoBKE NMpeanpustms-
M3rotoBuTENs Npu Temnepatype +2...+8 °C B TeyeHue BCcero cpoka roaHoOCTN, yKa3aHHOro
Ha ynakoBke Habopa.

[onyckaeTcs xpaHeHue (TpaHcrnopTupoBka) Habopa npwu TemnepaType go +25 °C
He 6onee 5 cyTok. He gonyckaeTcs 3amopaxuaHue Lenoro Habopa.

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

8.3. B cnyyae apobHoro mcnonb3oBaHusi Habopa KOMMOHEHTbI crieayeT XpaHuTb
cnepytowmm obpasom:

- OCTaBLUMECH HEWUCNOsIb30BAHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKlenTb

bymaror onsa 3aknemBaHus niaHweTa U XpaHUTb Npu Temnepatype +2...+8 °C
B Te4eHne Bcero cpoka rogHoctn Habopa;

- KOHbtoraTt, cybcTpart, cTon-peareHT mMocfe BCKpbITUS (akoHOB cneayer
XpaHuUTb Npu TeMnepaTtype +2...+8 °C B TeyeHune BCero cpoka rogHoctu Habopa;

- KanubpoBOYHble NPO6bl M KOHTPOJIbHYIO CbIBOPOTKY MOC/AE BCKPbITUS (P/TaKOHOB
cnenyeT xpaHuTb Npun TemnepaTtype +2...+8 °C He 6onee 2 mecsaues;

—  OCTaBLUMINCA HENCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTBopa cneayer
XpaHUTb Mnpu TemnepaTtype +2..+8 °C B TeueHue BCEro Cpoka roaHOCTU
Habopa;

—  TMPUrOTOB/IEHHbI OTMbIBOYHbIN pPacTBOp CleAyeT XPaHWUTb MpuW KOMHaTHOWM
Temnepatype (+18..4+25°C) He 6onee 5 cyTok wnauM npu TemnepaType
+2...48 °C He 6onee 30 cyToK;

MpumMeyaHue. Mocne MCNONb30BaHMS peareHTa HeMea/leHHO 3aKpbiBalTe KpPbILWKY

dnakoHa. 3akpblBanTe Kaxablh (h1akoH CBOEW KPbILLKOM.

8.4. 1na npoBeAeHWa aHanuM3a He cneayeT WCNO0/b30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYH CbIBOPOTKY (N/1a3My) KpOBM, @ Takxe CbIBOPOTKY (MaasMy) KpoBM, coaepikallyo
asua HaTpus. Ecnu aHann3 Nnpon3BoANTCSA He B AeHb B3ATUS KPOBWU, CbIBOPOTKY (M1asmy)
cnepyeT xpaHuTb npu Temnepartype -20 °C. [MoBTOpHOe 3aMopaXkMBaHue-oTTanBaHue
06pa3L0oB CbIBOPOTKU (MNs1a3Mbl) KPOBU He AOMycKaeTcs.

8.5. VcknouaeTca mcnonb3oBaHue Ana aHanusa o6pasuoB CbIBOPOTKM (Mna3Mmbl)
KPOBW NIOAEN, NONy4YaBLWMX B LensxX AUAarHOCTUKM UAW Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOASAT MbIlUMHbIE aHTUTENa.

8.6. lNpn wncnonbloBaHun Habopa Ana npoBeAeHUS HECKONIbKUX He3aBUCKMMbIX
Cepui aHanu30B cneayeT UMeTb B BUAY, YTO ANS KaXA0ro He3aBUCMMOro onpeaeneHns
Heob6xoAMMO  MOCTPOEHME HOBOro  KanMbpoBOYHOro rpaduka; Kpome 3Toro,
peKoMeHAYyeTCsl onpefenieHne KoHueHTpauuu aHTureHa CYFRA 21-1 B KOHTPOJIbHOW
CblBOPOTKE.

8.7. [lns nony4yeHus HadeXHbIX pe3ynbTaToB HeobxoaAuMo cTporoe cobntoaeHue
NHCTpYKUMK No npuMeHeHuto Habopa.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasiCb Ha pe3ysbTaTax uccnenoBaHui, nposeaeHHbix 000 «XEMA»,
pekoMeHAyeM MoNb30BaTbCs HOPMaMu, MpuUBEAEHHbIMM Huxe. BMmecte c Tem,
B COOTBeTCTBMM C npaBunamm GLP (Xopowein nabopaTopHOM nNpakTUKKW), Kaxaas
nabopatopusi Jo/MKHa camMa onpeaenuTb NapaMeTpbl HOPMbl, XapaKTepHble Ans
obcrnegyemMon nonynsaunn.

MpumeuaHune. 3HayeHna KoHueHTpaumi CYFRA 21-1 B uccnepyembix obpasuax,
HaxoAslMecss HWXe TrpaHuLbl 4YyBCTBUTENbHOCTM Habopa (1 Hr/mn), a Takxe
npeBbillaloWme 3HavyeHne BepxHen KanmbposouyHoW npobbl (50 Hr/mn) cneapyert
npuBoAMTb B cneaywowen dopme: B wuccnegyemMoMm obpasue X KOHUeHTpauwus
CYFRA 21-1 Hmxe 1 Hr/mMn unu Bbiwe 50 Hr/mn.

Wccnepyemasn EavHuubl, Hr/mMn
rpynna HwxHui npeaen | BepxHuit npeaen
340pOoBble AOHOPbI - 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 Bonpocam, kacatrowmumcsa kadyectsa Habopa «CA125-UDA>»,
cneapyet obpawaTtbes B OO0 «XEMA» no agpecy:

105043, MockBa, a/a 58,

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

3N1eKTPOHHAasa noyTa: info@xema.ru; rgc@xema.ru
MHTEPHET: Www.Xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knueHTckoro cepenca OO0 «XEMA»,
K. 6. H. . C. KOCTpUKnH
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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% 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 ul, 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...+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

.1. Reagent Preparation

All reagents (including unsealed microstrips) should be allowed to reach room
temperature (+18...+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|f|\|lt)ss ?l"‘bsaon:?“) n P
CAL 1 0 ng/ml 0.057 e
CAL 2 3 ng/ml 0.13 . o
CAL3 | 10 ng/ml 0.42 R
CAL 4 25 ng/ml 1.0 D P ‘ ‘

CAL 5 50 ng/ml 2.02 ’ ° " ocsion” 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.

Sex, age Units, ng/ml
! Lower limit | Upper limit
Healthy donors - 3.0
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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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