K225I

«YTBEPXOEHA»
Mpukas Poc3apaBHaa3opa N2 2786-Mp/07 ot 18 ceHTabpsi 2007 r.
KPA 14353 ot 07.05.2007

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
anss AMMYHO®EPMEHTHOIO ONPEQEJIEHNA
AJIb®OA-OETOMPOTENHA
B CbIBOPOTKE U NJIABME KPOBU «A®IMN-NDA>»

PekomMeHAOBaHa K yTBepXAeHWo HayyHo-3kcnepTHbIM COBETOM MO MEAULIMHCKUM U3LeNnsaM

1. HABHAYEHMUE

1.1. Habop peareHtoB <«AO®M-UOA» npeaHasHayeH ANa  KOJMYECTBEHHOro
ornpefeneHns KoHueHTpauun anbda-dpeTonpoTrenHa B CbIBOPOTKE W Maa3Me KpoBU
MeToAOM TBepAOda3HOro MMMyHO(EPMEHTHOIO aHanunsa.

1.2. Anbda-detonpotenH (ADPI) — rMMKONPOTEMH C MONEKYSPHON Maccon OKOs0
65 k[a, ceKpeTupyroLWwmnicsa NIOAHON NeYeHblo N XeNToYHbIM MellkoM. ADIT asnseTca
OCHOBHbIM 6€/1KOM MA0AHONM CbIBOPOTKM, Y B3POCAbIX coaepxxaHue A®I B CbiBOpOTKe
KpOBWM He3HauuTenbHo. OnpegeneHne AO®I B CbIBOPOTKE KPOBW WCMOb3yeTcs
ANS NepBUYHOM AMArHOCTUKW M MOHUTOPWUHIa renaTouesItoNISPHOr0 paka MeyeHu,
3M6PUNOHANbHOKIETOYHbIX OMyX0Nen SUYHMKOB U ANYeK, TepaToM M TepaToKapLMHOM
nobon nokanusaumn. OnpeneneHve A®IT B CbIBOPOTKE KPOBWU HGepeMeHHbIX XEeHLWH
WX B aMHUOTUMYECKOM XWAKOCTW B nepwohd ¢ 15 go 20 Hejenu CAy>XWUT OAHWUM U3
nabopaTopHbIX MEeTOA0B BbISBAEHUA TSXENOW BPOXAEHHOM naToforMnM nnaojaa -
cnHgpoma [layHa v aedeKToB HeEpPBHON Tpy6KuU.

2. MPUHUMN PABOTbl HABOPA

OnpepeneHne anbda-deTonpoTenHa OCHOBAHO Ha WCMNOSb30BaHUU «COIHABUY»-
BapuaHTa TBepaoda3Horo MMMyHo(epMeHTHOro aHanmsa. Ha BHyTpeHHen NoBEPXHOCTH
JIYHOK MaHWeTa MMMOOMIN30BaHbl MbIWWHbIE MOHOK/IOHasIbHble aHTuTena k AQI
yenoseka. B nyHkax nnaHweTta, npu agobasneHnn nccnegyemoro obpasua, Nnpoucxoamt
cBa3sbiBaHWe A, coaepxallerocsi B uccneayemom obpasue, ¢ aHTuTenaMm Ha TBepaon
¢dase. O6pa3oBaBLUIMACA KOMMIEKC BbISBASKT C MOMOLWbI KOHbKraTa MbIWMHbBIX
MOHOKJ/IOHaNbHbIX aHTuTen k A®Il yenoBeka C mepokcuaason xpeHa. B pesynbrarte
obpa3yeTcs CBSA3aHHbIN C NACTUKOM «CIHABUY», coAepiKalumnii nepokcnaasy. Bo spems
MHKybaumMm c pactBopoM cybcTpaTta TeTpameTunbeHsmamHa (TMB) npoucxoauTt
OKpallMBaHMe pacTBOPOB B SIyHKaxX. VIHTEHCMBHOCTb OKPACKM MpsIMO MPOnopLUMOHanbHa
KOHUEeHTpauun anbda-detonpotemHa B uccnegyemoMm obpasue. KoHueHTpauuio
anbda-dperonporenHa B uccrnegyemblx obpasuax onpeaensitoT no KannmbpoBOYHOMY
rpadukKy 3aBUCUMOCTM OMTUYECKOM MNIOTHOCTU OT coAepxaHusa anbda-deTonporenHa
B KaNM6pOBOYHbIX Npobax.
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3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundunYHOCTb. [lepekpecTHasi peakuus MbIWWHbIX MOHOKJIOHAbHbIX
aHTUTen Kk A®M yenoseka C APYrMMU aHanMTaMu npuseaeHa B Tabnuue:

Ananut NepekpectHaa peakuus, %
CbIBOPOTOYHbI anbbyMuH <0.1
Xr <0.1
MnaueHTapHbIV NakTorex <0.1

3.2. BocnpousBoanMOCTb.

KoadduruneHT Bapnaumm pesynbTaTtoB onpeaeneHns cogepxanus A®OIN B oaHOM n
TOM >Xe obpa3sue cbiBOpOoTkM (MnasMbl) KPOBKU C ncnonb3oBaHnem Habopa «A®GM-NDOA»
He npeBbiwaeT 8.0%.

3.3. JINHENHOCTD.

3aBMCUMOCTb KOHUeHTpauumn A®I B obpa3uax CbiBOPOTKM (Maasmbl) KPOBWU Mpwu
pa3BeAeHNM UX CbIBOPOTKOM (MasMoii) KpoBu, He coaepxallen ADI, numeeT IMHERHbIN
XapakTep B Avana3oHe KoHueHTpauuii 5-500 ME/Mn n coctaBnsaeT £10.0%.

3.4. TOYHOCTb.

[aHHbIA  aHaNUTMYeCKMi napaMeTp MpoOBeEPSieTCS TEeCTOM Ha <«OTKpbITME» —
COOTBETCTBME M3MEpeHHON KoHLUeHTpaumn A npeanvcaHHOM, MOMYYEHHOW nyTeMm
CMeLMBaHNA paBHbIX OH6BbEMOB KOHTPOJIbHOM CbIBOPOTKM WM KannbpoBOYHOW Mpobbl
15.0 ME/mn. MNpoueHT «oTKpbITUs» cocTaBnseT 90-110%.

3.5. YyBCTBUTENbHOCTbD.

MuHuManbHaa AocToBepHo onpepensemMass Habopom «A®M-UDA» KOHLEHTpauus
AO®I B cbiBOpOoTKe (Mna3Me) KpoBu He npeBbiwaeTt 0.9 ME/mn.

3.6. Xyk-ad¢ekT (hook-effect) BbICOKMX KOHUEHTpaUWN.

Mpu wucnonb3oBaHun Habopa <«A®DM-UDA» xyk-apdekT He obHapyxeH Ao
KOoHUeHTpauumn A®M 12000 ME/mn.
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN pUck NnpuMmeHeHns Habopa — knacc 26 (FOCT P 51609-2000).

5.2. Bce koMmmnoHeHTbl Habopa, 3a ucknwueHnem crton-peareHta (5.0% pacTtBop
CEPHOW KMUCNOTbI), B UCMOJIb3YyEMbIX KOHLIEHTPaUUSAX ABASOTCA HETOKCUYHBIMMU.

PactBop cepHoW kucnoTbl obnajaeT pasgpaxawmowmm gericteuem.  MsberaTb
pasbpbi3arMBaHns M NonagaHWst Ha KOXy W camsuctole. Mpu nonagaHumM Ha KOXy
N CIIM3UCTbIE MOPAXXEHHbIW y4YacToK ciefyeT NpoMbiTh 60MbWINM KOJIMYECTBOM MPOTOYHOWN
BOAbI.

5.3. MNpu pabote ¢ Habopom cnepyet cobniogate «lMpaBuna yCTpONCTBA, TEXHUKMU
6e30MacHOCTN, NPOU3BOACTBEHHOW CaHUTapuu, MNPOTUBOIMUAEMMYECKOrO pexuMma U
JINYHOWN rurneHbl npu paboTte B nabopaTtopusx (oTaeneHusX, oTaesnax) CaHUTapHO-
3NNAEMUNONONMYECKUX YUPEXAEHUI cucTeMbl MUHUCTEpCTBa 34paBooxpaHeHus CCCP»
(MockBa, 1981 r.).

5.4. Npu pabote c Habopom cneayet HaaeBaTb OAHOPA30Bble PE3VHOBbLIE WU
NacTMKOBbIE NepyaTKy, Tak Kak 06pasubl KPOBM YenoBeKa CriefyeT paccMaTpmBaTh Kak
noTeHUManbHO MHMDULMPOBAHHbLIN MaTtepuar, CNoCOBOHbIV ANNTENbHOE BPEMS COXPaHSATb
n nepepasatb BWY, Bupyc renatuta unm nwbon apyron Bo3byauTenb BUPYCHOM
MHdeKunn.

6. OBOPYAOBAHUE U MATEPWUAJbI,
HEOBXOAWMUMBbIE NPU PABOTE C HABOPOM

- (OTOMETp BEPTUKAIbHOIO CKaHMPOBaHWS, MO3BOSOLWNIA N3MEPATb ONTUYECKYO
NIOTHOCTb COAEPXMMOrO JIYHOK MaHLweTa npu AnvHe BoAHbl 450 HM;

- TepMocTaT, noaaepxusatowmi Temnepatypy +37 °C £0.1 °C;

- [03aTopbl CO CMEHHbIMW HaKOHeYHMKaMu, no3onswolme oTbupaTb 06bEMbI
B AnanasoHe 25-250 Mkn;

- UWIMHAP MepHbI BMecTMMocTbio 1000 mn;

- BOJa AUCTUINIUPOBaHHas;

- nep4yaTKu pe3nHOBble UMY NIACTUKOBbIE;

- 6ymara dpunbTpoBasnbHas.

7. NOArOTOBKA PEATEHTOB AJ11 AHAJIU3A

7.1. Nepen npoBeaeHMEM aHann3a KOMMoHeHTbl Habopa v nccneayembie o6pasubl
CbIBOPOTKM (NNasMbl) KpOBM cneAyeT BblAepXaTb MNpuM KOMHATHOM TemnepaTtype
(+18...+25 °C) He meHee 30 MUH.

7.2. MpurotoBneHue njaHwWwerTa.

BCKpbITb MakeT C NaaHWeTOM W YCTaHOBWUTb Ha paMKy HeobxoAmMoe KOIMYecTBO
ctpynos. OcTaBlWKMecs  HEWCNOSb30BaHHbIMW  CTpUMbl, 4YTOBbI  NpeaoTBpaTUTb
BO34ENCTBME Ha HMX BNaru, TwaTenbHO 3aknenTb ByMmaron Ans 3aknemBaHus NaaHwWeTa
M XpaHuTb Npu Temnepatype +2...4+8 °C B TeueHuMe Bcero cpoka rogHoct Habopa.

7.3. MNMpurotoBneHne oTMbIBOYHOIO pacTBopa.

Coaepxumoe dnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pacTteopa (22 Mn), nepeHecTn
B MepHbI UmMAnHAp BMecTuMocTbto 1000 mn, gobasutb 550 Mn AMCTMNANMPOBaHHOM BOAbI
M TwartenbHO nepemewatb. B cnyyae apobHoro ucnonb3oBaHus Habopa cneayet oto-
6paTb HeobxoAMMoe KOMMYEeCTBO KOHLIEeHTpaTa OTMbIBOYHOIO pacTBopa M pa3BecTu Auc-
TUNANPOBaHHOM BoAoW B 26 pa3 (1 Mn KOHUeHTpaTa OTMbIBOYHOrO pacTteopa + 25 mn
ANCTUNNNPOBAHHON BOAbI).
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8. YCNOBUSA XPAHEHUA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB «AD[M-UDA» fonXKeH XpaHUTbCS B YMNakoBKe Mpeanpusitus-
M3roToBuTENS Npu TemnepaType +2...+8 °C B TeueHne BCero cpoka rogHOCTU, YKa3aHHOro
Ha ynakoBke Habopa.

[onyckaeTcs xpaHeHue (TpaHcrnopTupoBka) Habopa npu TemnepaType go +25 °C
He 6onee 15 cyTok. He ponyckaeTcsa 3aMmopaxuBaHue Lenoro Habopa.

[AonyckaeTca ogHOKpaTHoe 3aMopa)kxuBaHue (-20 °C) kannb6poBoOUHbIX NpPo6
M KOHTPOJIbHOW CbIBOPOTKM B aJIMKBOTaX.

8.2. Habop paccumTtaH Ha npoBeAeHue aHanusa B aybnukatax 41 uccnegyembix
o6pa3uoB, 6 KanMbpoBOYHbIX Mpob6 M 1 nNpobbl KOHTPOSLHOM CbIBOPOTKM (BCEro
96 onpeneneHui).

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

- OCTaBlUMEeCs HeMCrnosb30BaHHbIMKU CTPUMbl HEO6XOAMMO TLATENbHO 3aK/enTb

6ymaron Ans 3aknevBaHus NiaHLWweTa U XpaHUTb Npu TemnepaTtype +2...+8 °C
B TeYeHne BCero cpoka rogHoctu Habopa;

- KOHbtorat, cybcTpaTt, CcTon-peareHT Mocne BCKPbITUS (dakoHOB cneanyet
XpaHuTb nNpu Temnepatype +2...+8 °C B TeyeHue BCero cpoka roAHOCTU
Habopa;

- KanMbpoBOYHble NPobbl M KOHTPOSIbHYIO CbIBOPOTKY MOC/AE BCKPbITUA (DIaKOHOB
cnenyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He 6onee 2 MecsueB;

- OCTaBLUMIACA HEWUCMOJIb30BAHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTBopa cneayer
XpaHuTb Npu TemnepaTtype +2...+8 °C B TeueHMe BCero cpoka rogHocTn Habopa.
MpUroTOBAEHHbIN OTMbIBOYHbINM pPacTBOp CreAyeT XpPaHuTb MPU KOMHATHOWM
Temnepatype (+18..+25 °C) He 6onee 15 cyTtok wnu npu TemnepaType
+2...4+8 °C He 6onee 45 cyTok.

MpumMeyaHue. Mocne MCNoNb30BaHMS peareHTa HeMeA/IeHHO 3aKpbiBalTe KPbILWKY

¢nakoHa. 3akpblBaliTe Kaxabli hflakoH CBOEN KpPbILLIKON.

8.4. [ina nposeAeHMs aHanu3a He CcneayeT WCMo/b30BaTb MEMOSM3MPOBAHHYIO,
MYTHYIO CbIBOPOTKY (M/1a3My) KPOBM, @ TakxXe CbIBOPOTKY (MNn1a3My) KpoBM, CoAepKaLlyo
asuna HaTpus. Ecnn aHann3 npov3BOANTCS He B AeHb B3ATUS KPOBM, CbIBOPOTKY (Maasmy)
cnepyeT xpaHutb npu temnepaTtype -20 °C. MNoBTOpHOEe 3aMOpaxuBaHWe-OTTanBaHue
o6pasLoB CbIBOPOTKM (M1a3Mbl) KpOBW He AonyckaeTcs. [lonyckaeTcs uccnenosaHue
CbIBOPOTOK, XPaHEeHuWe KOTOpbiIX C MOMeHTa 3abopa KpOBM OCYLLECTBAANOCL MNpuU
TemnepaType oT +2 °C go +8 °C He 6onee 7 cyToK.

8.5. VcknovaeTtca ncnonb3oBaHMe Ana aHanu3a o6pasuoB CbIBOPOTKM (Mna3Mmbl)
KpOBW NtoAewn, Nosy4yaBlMX B Lensax AUMarHOCTUKM UM Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbIlWNHbIE aHTUTENa.

8.6. lNMpn wncnonb3loBaHun Habopa ana npoBeAeHUS HECKONIbKMX He3aBUCUMMbIX
Cepui aHanu30B cneayeT UMeTb B BUAY, YTO ANS KaXA0ro HE3aBUCMMOro onpeaeneHuns
HeobxoAMMO MOCTPOEHWEe HOBOro KanubpoBoyHOro rpadwuka; Kpome 3TOro,
pekoMeHAyeTCs ornpeaeneHue KOHUeHTpauuu anbda-dpeTonpoTrenHa B KOHTPOJSIbHOM
CblBOPOTKE.

8.7. [Ins nony4yeHns HadexXHbIX pe3ynbTaToB HeobXoAMMO cTporoe cobniogeHue
NHCTpyKuMM no npumeHeHuto Habopa.

8.8. He wucnonb3yinTe KOMMOHEHTbI W3 ApPYyrnx HabopoB WM U3 aHaNOrMyHbIX
HabopoB ApYrUX CEPUiA.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasicb Ha pe3ynbTaTtax uccnenoBaHuin, nposeaeHHbix OO0 «XEMA»,
peKoMeHAyeM MONb30BaTbCA HOPMaMmu, MNpUBEAEHHbIMM HuxXe. Bmecte ¢ TeMm, B
COOTBETCTBMM C npaBunamm GLP (Xopowei nabopaTOpHOM npakTuKM), Kaxaas
nabopatopusa AO/HKHa cama onpefenuTb NapaMeTpbl HOPMbl, XapakTepHble ANns
obcnegyemMon nonynsaunn.

MpumMevaHme. 3HaveHnsa KoHUeHTpaunin A®I B nccnegyemblx obpasuax, Haxoas-
LLIMECS HUXKE rpaHuLbl YyBCTBUTENbHOCTM Habopa (0.9 ME/Mn), a Takxxe npeBblllatowme
3HayeHne BepxHen kanmbpoBouyHol npobbl (500 ME/mMn) cneayeT npuBOAWUTb
B cneaytowlent dopme: B nccnegyemom obpasue X koHueHTpauusa AP Huxe 0.9 ME/Mn
nnu Bbiwe 500 ME/mn.

B Habope «ADM-NDA» 3HaUEHNA KOHLEHTPauUnin KanmbpoBOUHbIX NMPo6 BblipaXeHbl
B ME/Mn. [1ns nepecyeTa KOHLUEHTPAUWUN B HI/MJ1, MONy4YEHHOE 3HaYeHNe KOHLEeHTpaLmm
B ME/Mn cnegyeT yMHOXWUTb Ha 1.25.

1 ME/Mn = 1.25 Hr/mMn

3a0poBble _ _
A0HOpbI 10.0 12.5

MeawnaHbl n CKO (pekoMeHayeMmblii AnanasoH HopM 0.5-2.0 MOM)

14 21.7 0.43
15 28.3 0.47
16 30.0 0.51
17 36.3 0.49
18 43.8 0.52
19 53.3 0.50
20 60.0 0.55
21 63.3 0.57
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[Mo BonpocaM, kacatowmnmcs kadectsa Habopa «ADM-UDA>»,

cnenyet obpawartbcs B OO0 «XEMA» no agpecy:

105043, r. MockBa, a/a 58

105264, r. MockBa, yn. 9-a Napkosas, 4. 48, 1-in noa., 5 atax,
Ten/dakc (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbI)

3M1eKTpOHHas noyta: info@xema.ru; rqc@xema.ru
WHTEPHET: Www.Xxema.ru; www.xema-medica.com

PykoBoauTenb cnyxbbl knneHTckoro cepsnca OO0 «XEMA»,
K. 6. H. []. C. KocTpnkuH

Document: K225I Instruction version: 2404 Format version: 611

9



K225I

Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF ALPHA-FETOPROTEIN
IN HUMAN SERUM OR PLASMA

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of alpha-
fetoprotein in blood serum or plasma.

This kit is designed for measurement of alpha-fetoprotein 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

Alpha-fetoprotein (AFP) is a glycoprotein with a MW ca. 65 kDa which is secreted by
fetal liver and yolk sac. AFP represents the main protein of fetal serum while being found
in trace quantities in adults. Serum AFP quantitative determination is used in primary
diagnostics and monitoring of hepatocellular liver cancer, trophoblastic tumours
of testicles and ovary as well as theratomas and theratocarcinomas. Quantitative
determination of AFP in serum of pregnant women or in amniotic fluid during week
15-20 of gestation is widely used for laboratory screening of Down syndrome and
defects of spinal cord.

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
AFP-antibodies. Antigen from the specimen is captured by the antibodies coated onto
the microwell surface. Second antibodies - murine monoclonal to human AFP, 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. Material Safety Data Sheet for this product is available upon request directly
from XEMA Co., Ltd.

4.15. The Material 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...+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...+48 °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...+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 26X by 26 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.

7.4. Alternative units:

1 IU/ml = 1.25 ng/ml
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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:
concentration.

9.3. Determine the corresponding concentration of alpha-fetoprotein 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!

OD versus alpha-fetoprotein

Calibrators Value Absorbsaon;:‘lilmts P
CAL 1 0 1U/ml 0.05 o -
CAL 2 5 IU/ml 0.098
CAL 3 15 1U/ml 0.604
CAL 4 50 IU/ml 1.334 Wb
CAL 5 150 1U/ml 1.893 ,
CAL 6 500 IU/ml 2.230 E 2"" -

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
AFP. 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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Healthy donors - 10.0 - 12.5
14 21.7 0.43
15 28.3 0.47
16 30.0 0.51
17 36.3 0.49
18 43.8 0.52
19 53.3 0.50
20 60.0 0.55
21 63.3 0.57

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Albumin <0.1
hCG <0.1
Lactogen <0.1

11.2. Analytical sensitivity

Sensitivity of the assay was assessed as being 0.9 IU/ml.

11.3. Linearity

Linearity was checked by assaying dilution series of 5 samples with different alpha-
fetoprotein concentrations. Linearity percentages obtained ranged within 90 to 110%.

11.4. Recovery

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

11.5. Hook-effect

No hook-effect has been noticed with samples up to 12000 IU/ml.
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