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K235I

«YTBEPXOEHA»
Mpukas Poc3apasBHaa3opa N2 2787-Mp/07 ot 18 ceHTabpsi 2007 r.
KPZl 17499 o1 05.06.2007 r.

MHCTPYKUNA MO NPUMEHEHNIO HABOPA PEATEHTOB AnA
MMMYHO®EPMEHTHOIO ONMPEAEJIEHUA
CBOBOAHOWN B CYBbEAUHULbI XI
B CbIBOPOTKE (MJIABME) KPOBU «cBBXIM-U®DA>»

1. HABHAYEHMUE

1.1. Habop peareHToB «CBBXIM-N®A» npeaHa3HayeH AN KOJMYECTBEHHOrO
onpefeneHns KoHueHTpauuun cBoboaHow B cybbeamHuubl X[ B cbiBOpOTKe (Mnnasme)
KpOBW MeToA0M TBepA0dasHOro MMMyHodepMeHTHOro aHanumsa.

1.2. XopuoHun4yeckmin ropmoH (XIN) — raMKonpoTeunH, BbipabaTbiBaeMbll NaaueHTon
BO BpeMs 6epeMeHHocTM. X[ MOSABASETCA B CbIBOPOTKE KPOBW W MoOYye Ha4dumHas
Cc 7-13 pgHsa nocne onaoAoTBOpPeHUs saluekneTku. MHTakTHas Monekyna X[ coctouT
M3 ABYX HEKOBANIEHTHO CBSI3@aHHbIX MOMAMMNENTUAHbIX Uenehn — a- u B-cybbeavHuu.
N3mepeHne uHTakTHoro XI u ero a-uenu X[ gaeT cxoAHble pe3ysibTaTbl B KPOBWU
M Mo4Ye; B TO Xe BpeMs AaHHble U3MEPEHUS KOHUeEeHTpauuu B-uenn 3HauuTesnbHO
oTnnyatoTca. Bo Bpema 6epeMeHHOCTM YypoBHWM WHTakTHoro XI u ero csobogHoMm
B-uenn (cBB-XI") gocTuratoT CBOEro MakcMMyMma Ha 8-9 Hepene, a rnoToM MOCTEMNEHHO
CHMXatTcs. Bo BTOpoM TpumecTpe 6epeMeHHOCTM B CbIBOPOTKE KPOBM YPOBEHb
nHTakTHOro XI BapmumpyeT B npegenax ot 20 go 50 MEa/mMn (NnpuMepHoe COOTHOLIEeHne
1 Hr = 15 MMEZR); koHueHTpaumm CBOBOAHbLIX a- n B- uenen coctaBnsoT He bonee
0.5-1% oT coaepxaHusi MHTakTHoro XY B TeuyeHue Bcel 6epeMeHHoCTU. Bo Bpems
6epeMeHHOCTM YypoBHWM WHTakTHoro XI wu cBB-XI pocTuraloT CBoOero MakCcuMmyma
Ha 8-9 Hepene, a MOTOM TMOCTENEHHO CHMXAlOTCA. HenaBHO MokasaHO, 4To npu
TpucoMum 21 XpOMOCOMbI HabnoAaeTcs 3HauyuMTeNbHOE YyBeMYEeHMEe KOHLEeHTpauuu
cBB-XI no cpaBHeEHWIO C KOHTpPONeM. B coueTaHumn C onpeaeneHneMm Apyrux Mapkepos
(A®r1, MABB-A) onpegeneHne cBB-XI MOXET MCNONbL30BaTbCA A9 OLEHKM puUCKa
pasBUTUSA BPOXAEHHbIX aHOManui nnoga. B oHkonornn onpepeneHve nHTakTHoro XI
n cB06OAHBbIX CybbeanHUL, He SABNSEeTCA MoJie3HbIM MapkepoM HeTpodobnactmyecknx
ornyxosiein, oaHaKko abCconoTHOe yBennvyeHne KoHueHTpauum cBfB-XI MOXET yKasbiBaTb
Ha POCT XOPMOKApPUMHOMbI B OTINYME OT HOpMasibHOW 6epeMeHHOoCTH.
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2. IPUHUUN PABOTbl HABOPA

OnpepenerHne csoboaHon B cybbeanHuubl XIT OCHOBaHO Ha WCMNOJSb30BaHUMU
«C3HABWY»-BapunaHTa TBepAoda3HOro UMMyHohepMEeHTHOro aHanmnsa. Ha BHyTpeHHeW
NOBEPXHOCTU JIYHOK naHweta WMMOOWMIN30BaHbl MbIWWHBIE MOHOKJIOHA/IbHbIE
aHTUTena K csoboaHon B cybveanHuue XI yenoseka. B nyHkax nnaHweta, npwu
AobasneHun uccneayemoro obpasua, NnponcxoauT ceasbiBaHue cBPXl, coaepixallerocs
B uccnegyemMoMm obpasue, € aHTuTenamMm Ha TBepaon dase. O6pa3oBaBLlUMiACSA
KOMMNAEKC BbISABAAIOT C MOMOLLbIO KOHbIOraTa MbILUMHbLIX MOHOKIOHAJIbHbIX aHTuTen
K B cybbeamHuuye XI yenoBeka C MepoKCcMaa3on xpeHa. B pesynbtate obpasyetcs
CBSI3aHHbIM C NIACTUKOM «CIHABWUY», COAEpXalunin nepokcmaasy. Bo BpemMs nHkybaumm
c pactBopoM cybcTpaTta TeTpametunbeHsmanmHa (TMB) npoucxoauT OKpalunsaHue
pacTBOPOB B JTlyHKaX. IHTEHCMBHOCTb OKpaCKM NPsIMO MPOMOPLMOHasbHa KOHLEHTpaumnm
cBobogHoM B cybbeamHuubl XI' B nccnegyemom obpasue. KoHueHTpauuio cBoboaHoOM
B cybbeamHmupbl XI' B uccnenyembix obpasuax onpeaensitor no kKanmbpoBoyHOMY rpaduky
3aBMCUMOCTU OMTUYECKONM MNIOTHOCTU OT coaepxaHus csoboaHon B cybbeamHuubl XI
B KaNMBpOBOYHbIX Npobax.

3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneuncpnUUYHOCTD.

Mcnonb3oBaHMe MbIWWHbBIX MOHOKJ/IOHAMbHbIX aHTUTEN K cBo6oaHoM B cybbeanHmue
XTI no3BonseT 4OCTUYb BbICOKOWN cneundUYHOCTN aHanmsa

3.2. Bocnpon3BoanMOCTb.

KoadduruneHT Bapnaumm pesynbTaToB onpeaeneHus cogepxxatms cepXl B 0O4HOM n
TOM e obpa3sLe CbIBOPOTKM (MNa1a3Mbl) KPOBM C UCMOMb30BaHWeM Habopa «cBBXIM-NOA»
He npesBbiwaeT 8,0%.

3.3. JINHENHOCTb.

3aBUCUMOCTb KOHUeHTpauuu cBBXl B obpasuax CbIBOPOTKKU (MaasMbl) KPOBWU Mpu
pa3BeAeHNM UX CbIBOPOTKOM (Nn1a3Moin) KpoBU, He coaepxallen cBBXI, MeeT IMHEHbIN
XapakTep B Avana3oHe KoHueHTpaunii 10-250 Hr/mn u coctaBnset £10,0%.

3.4. TOYHOCTb.

[aHHbIA  aHaNUTMYeCKMi napaMeTp MpOBEPSIeTCA TEeCTOM Ha <«OTKpbITME» —
COOTBETCTBME W3MEpPEeHHOM KOHueHTpauuu cBBXI npeanncaHHOW, MOSIyYEHHOW nyTem
CMeLUMBaHNS paBHbIX 06bEMOB KOHTPOJSIbHOW CbIBOPOTKW W KanaubpoBO4YHOM Mnpobbl
50 Hr/mn. MNpoueHT «oTKpbITUS» cocTaBnseT 90-110%.

3.5. HyBCTBUTEJIbHOCTD.

MuHuManbHaa foctoeBepHo onpegensemas Habopom «cBBXM-NOA» KoHUeHTpaums
cBBXI B cbiBOpOTKe (Ns1la3Me) KpOBWU He MpeBbllaeT 2 Hr/M.
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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
nacTMKOBble MepyaTKn, Tak Kak 0bpasubl KPOBM YenoBeka criefyeT pacCMaTpuBaTh Kak
NoTeHUManbHO MHDULMPOBAHHbBIN MaTtepuar, CnoCObHbIV ANUTENbHOE BPEMS COXPaHATb
N nepegaBaTb BWY, Bupyc renatuta unm nwoboli apyroi Bo36yauTenb BUPYCHOW
MHdekunu.

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 20-250 MKkn;

- 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 cnyuyae ppobHoro wucnonb3oBaHms Habopa cnepgyer oTtobpaTb Heobxoaumoe
KOMYECTBO KOHLIEHTpaTa OTMbIBOYHOIO pacTBopa W pasBecTy AUCTUAIMPOBAHHOW BOAOWM
B 21 pa3 (1 Mn KOHUeHTpaTa OTMbIBOYHOro pacteopa + 20 MA AWCTUANMPOBAHHOW
BOAbl).
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8. YCNOBUSA XPAHEHUSA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB «CBRXM-UDA» [OMKEH XpaHUTLCS B YNakKOBKe Mpeanpustms-
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 npoBeaeHMe aHanusa B aybnukatax 42 uccnenyembix
obpasuoB, 5 kKannbpoBOYHbIX MpPo6 M 1 Npobbl KOHTPOSIbHOM CbIBOPOTKM (BCEro
96 onpepeneHui).

8.3. B cnyvae apobHOro mcnonb3oBaHns Habopa KOMMOHEHTbI CleAyeT XpaHuTb
cneayowmnm obpasom:

- OCTaBLUMECH HEWUCNOsIb30BAHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKlenTb

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

-  WOA-bydep, KoHbIOraT, CybCcTpaT, CTOM-peareHT nocne BCKpbITUS (1akoHOB
cnenyeT XpaHuTb Npu Temnepartype +2...+8 °C B Te4eHne BCero cpoka roaHoCTum
Habopa;

- KanubpoBOYHble NPObbl N KOHTPOJIbHYHO CbIBOPOTKY MOC/AE BCKPbITUS (P/TaKOHOB
cnefyeT xpaHuTb Npu Temnepatype +2...+8 °C He 6onee 2 mecaues;

- OCTaBLUMIACA HEMCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTeopa cneayert
XpaHuTb nNpu TemnepaTtype +2..+8 °C B TeuyeHwe BCEro Cpoka rOAHOCTU
Habopa;

- MNPUrOTOBJIEHHbIN OTMbIBOYHbIA PacTBOp clefyeT XpaHWTb MpU KOMHATHOWN
Temnepatype (+18..+25°C) He 6onee 5 cyTtok wnu npu TemnepaType
+2...+8 °C He 6onee 30 cyToK;

MpuMeyaHune. MNocne NCNonb30BaHUA peareHTa HeMeAsSIeHHO 3aKpbliBalTe KpbILKY

¢nakoHa. 3akpbiBaliTe KaxAabl MfakoH CBOEN KPbILLIKON.

8.4. [ina npoBefeHMs aHanu3a He creayeT WCMNoJb30BaTb MEMOSIM3MPOBAHHYHO,
MYTHYO CbIBOPOTKY (Ni1a3My) KpOBM, a Takxe CbIBOPOTKY (MaasMy) KpoBK, CoAepxallyto
asua HaTpus. Ecnu aHann3 npon3BoANTCA HeE B A€Hb B3ATUSA KPOBU, CbIBOPOTKY (M1asmy)
cnepyet xpaHuTb npu Temnepartype -20 °C. [MoBTOpHOE 3aMopaxvBaHWe-oTTanBaHue
o6pasLoB CbIBOPOTKM (M1a3Mbl) KPOBU HE JOMycKaeTcs.

8.5. VcknovaeTca ncnonb3oBaHMe Ana aHanu3a o6pasuoB CbIBOPOTKM (Mna3Mmbl)
KpOBW NtoAeN, Nony4vaBlIMX B Lensax ANarHOCTUKM UK Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbILUNHbIE aHTUTENa.

8.6. lNMpn wncnonb3oBaHnn Habopa Ana nNpoBeAeHUS HECKONbKUMX HEe3aBUCUMMbIX
Cepuin aHanuM3oB cnegyeT UMMeTb B BuAy, 4TO A8  KaXAOro He3aBMCMMOro
onpeaeneHnss HeobxoAMMO MOCTPOEHME HOBOro KannbposouHoro rpaduka; kKpome
3TOro, peKoMeHAyeTCs onpeefnieHne KoHueHTpauum csobogHon B cybbeamHuubl XI
B KOHTPOJIbHOWM CbIBOPOTKE.

8.7. [Ina nony4yeHns HaAexHbIX pe3ynbTaToB HeobXxoaMMo cTporoe cobniogeHue
NHCTpyKuMM no npumeHeHunto Habopa.
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10.3. Oxuaaemble 3HAYEHUSA U HOPMbI AN BTOPOro TpuMmectpa 6epeMeHHOCTU npwu
pacyeTe pucka cmHapoMma [layHa

MprBeaeHHble HNXe AaHHblEe MOlyYeHbl Ha OCHOBE aHanm3a 644 CbIBOPOTOK KPOBM
6epeMeHHbIX XeHLWMWH — xutenoHuy CanHkT-lMeTepbypra u JleHnHrpaackon obnactn -
B nabopatopusix OO0 «XEMA». Cpoku bepeMeHHOCTM 6blM onpeaesieHbl Mo AaTte
rnocnefHen MeHCTpyauuu U OKpyrfeHbl A0 Lenoro.

MpuBeaeHHble B Tabnuue p[aHHble MVMEKT peKoMeHAaTeNlbHbI XapakTep W
He npeAHasHayeHbl ANS pacyeTa pucka cmHapoma [ayHa.

Wccneayemasn EAnHUUbI, HF/MA
rpynna Hw>xHuiA npeaen | BepxHuii npeaen
bepeMeHHble:
Hepens 14 21.8 31
Hepens 15 20.3 28
Hepensa 16 13.3 23
Hepens 17 11.1 19.9
Hepens 18 9.9 19.4

MeaunaHnbl n CKO (pekoMeHayeMblin Ananas3oH HopM 0.5-2.0 MOM)

Mo mMepe Hakor/eHusi HOBbIX AAaHHbIX O MeAMaHax AaHHble 6yAyT YTOYHSITbCS —
BbICblJIaliTE 3arnpockbl Ha agpec rgc@xema.ru. [71s pacyetra pucka cuHapoma [ayHa
C y4YEeTOM AAaHHbIX APY X napaMeTpoB nepBoro TPUMECTPa PEKOMEHAYETCS UCM0/1b30BaTh
nporpammy KPC/-XEMA.
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Mo BonpocaM, kacatowmmcsa kayectsa Habopa «cBBXM-NDA»,

cneayet obpawaTtbes B OO0 «XEMA» no agpecy:

105043, MockBa, a/sa 58,

Ten./dakc: (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHasbHbI)
3M1eKTPOHHas noyta: info@xema.ru; rqc@xema.ru

VHTEpPHET: WWW.Xxema.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 freeB-HCG IN HUMAN BLOOD SERUM OR PLASMA

1. INTENDED USE

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

This kit is designed for measurement of freeB-HCG 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

Human chorionic gonadotropin (HCG) is a glycoprotein hormone secreted by
trophoblastic cells of placenta during pregnancy. HCG appears in blood and urine in
about 7-13 day after fertilization, reaching its maximum by the end of the first trimester.
An intact molecule of HCG consists of two non-covalently bound polypeptide chains:
a- and B-subunits. B-subunit is specific for HCG hormone while a-chain is identical in
TSH, LH, FSH and HCG..

Normally, blood levels of free a- and B-chains reach not more than 0.5-1.0% of
intact HCG level and during pregnancy vary in parallel with intact HCG. Recently, it
was shown that, compared to control, a significant elevation of free B-chain is found
in trisomy 21 (Down syndrome), the most pronounced difference being found during
weeks 8-9 of pregnancy. That is why determination of free B-chain of HCG in conjunction
with other markers (PABB-A, AFP) may be used to estimate risk of congenital pathology
of the fetus.

In oncology, a marked rise of free B-chain in blood is found in trophoblastic and
germinal tumours (choriocarcinoma, carcinoma of ovaries, etc.).
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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
free B HCG-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 B HCG, 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 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...+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 freeB-HCG concentration.

9.3. Determine the corresponding concentration of free-HCG 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|‘1\i|t)ss?:lbsa0n::1)
CAL 1 0 ng/ml 0.05 yd
CAL 2 10 ng/ml 0.14 //
CAL 3 50 ng/ml 1.13 L
CAL 4 120 ng/ml 2.38 “ ’/
CAL 5 250 ng/ml 3.12 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 freeB-HCG. 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.

Pregnancy, week | Median, ng/ml SKO
9 64.3 0.67
10 62 0.62
11 49.2 0.64
12 39.5 0.60
13 39.0 0.64
Units, ng/ml
Sex, age Lower limit ’| g/Upper limit
Pregnancy week:
14 21.8 31
15 20.3 28
16 13.3 23
17 11.1 19.9
18 9.9 19.4
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11. PERFORMANCE CHARACTERISTICS

11.1. Analytical specificity / Cross reactivity

The monoclonal antibody is specific for human freef-HCG. There is no cross-
reactivity to other species.

11.2. Analytical sensitivity

Sensitivity of the assay was assessed as being 2 ng/ml.

11.3. Linearity

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

11.4. Recovery

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