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K218I

«YTBEPXOEHA»
Mpukas Poc3apasHaasopa N2 4531-Mp/08 ot 11 nioHs 2008 r.
KP/ 8669 ot 28.02.2008

UHCTPYKUMA MO NPUMEHEHUNIO HABOPA PEATEHTOB
ansd AMMYHO®EPMEHTHOIO ONMPEAENEHUA
CBOBOAQHOI0O 3CTPUNOJIA B CbIBOPOTKE (MJIABME) KPOBM
«cBICTPNOJTI-UDA>»

PekoMeHAOBaHa K yTBEPXAEHMIO SKCMEPTHOM KOMUCCKEN No HabopaM peareHToB
Anst UMMyHO(epMeHTHOro (HeMHMEKLMOHHbIE), PaANOUMMYHOMOMMYECKOro U APYrux BULOB
MMMYHOXMMWUYECKOro aHanmsa KomuteTa no HOBOW MeaAMLMHCKOM TexHUKe MuH3gpaBa PO
(MpoTokon N2 7 ot 19 asrycra 2002 r.)

1. HASBHAYEHME

1.1. Habop peareHTtoB «cBICTPUNOJ-UDA» npenHasHayeH ANS KOJIMYECTBEHHOrO
onpeaeneHns KoHuUeHTpauuu cBobOAHOrO 3CTpuona B CbIBOPOTKE (MNna3Me) KpoBU
MeToAO0M TBepA0(asHOro MMMyHO(EPMEHTHOrO aHanmsa.

1.2. CBo60oaHbIN (HekOoHblorMpoBaHHbIM) 3cTtpmon (E3) npeacrtaBnser coboi
CTEPOUAHbBIN FTOPMOH C MOJNEKynsipHOM Maccol 288 [la. Y HebepeMeHHbIX XXEHLMH U
MY>XXUYUH BMOCUHTE3 3CTPUONA He3HAYUTENbHbIM U CbIBOPOTOYHASA KOHLEHTpauus mano
oT/IMyaeTcs Mexay nonamu. Bo BpemMmsi 6epeMeHHOCTM 3CTPUOS CUHTE3NPYETCS B NJlaLeHTe
B pe3ysbTaTe MHOrocTyneH4yaTtoro Metabonmyeckoro mnyTu, MO3TOMY KOHLEHTpauus
B CbIBOPOTKE HepeMeHHbIX XEHLUMH HapacTaeT B TeyeHne Bcen bepemMeHHOCTU. B cBA3M
LWMPOKMNM AMana3oOHOM HOpMaslbHbIX KOHLEHTpaummn cBo6oaHOro E3 Ha pasnnyHbiX CpoKax
6epeMeHHOCTN, peKOMeHAYETCS onpeaensiTb AMHAMUKY M3MEHEHUS KOHLIEHTpaunuu.

1.3. bvonornyeckas posib 3CTpuoNa 3akiyaeTcs B MNOAAEPXaHWM KPOBOTOKA
B MaTOYHbIX cocyaax 1M AnddepeHUnpoBKM MPOTOKOB MOJIOYHbIX Xeses.

1.4. Onpegenenne E3 Bo BTOpOM TpuMecTpe 6epeMeHHOCTN NoKa3aHo ANS OLEeHKU
pucka cuHapoma [layHa, COBMECTHO € Apyrnmu nabopatopHbiMu Tectamu (ADI, b6eta-
XT). Mpun cuHapome [ayHa ypoBeHb E3 B cbiBOpoTKe 6epeMeHHOM MMeeT TeHAEHUUH
K CHWXeHU. NMOMUMO OLEHKM pucka BO BTOPOM TPUMECTpPE CHMXeHue ypoBHA E3
MOXET yKa3blBaTb Ha OMacHble HapyleHus MYHKLUMOHMPOBaHMS deTo-niaueHTapHoro
annapara: yrpo3y BblKMAblLa, My3blpHbI 3aHOC, PeTo-NNaueHTapHYy HeA0CTaTOYHOCTb,
BHYTPUYTPO6HbIE MHDEKUNN.

1.5. loBbilWeHNe ypoBHSA 3CTPMOSIA BCTPEYaETCs Npn MHOrON104HOM 6epeMeHHOCTH
M KPYNHOM noae.
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XEMA

2. IPUHUUN PABOTbl HABOPA

OnpeaeneHve cBo60AHOrO 3CTpMONa OCHOBAHO Ha MCMOJb30BaHUN KOHKYPEHTHOMO
MMMYHOMEPMEHTHOrO aHanu3a. Ha BHyTpeHHel MOBEpXHOCTW JIYHOK MJaHLeTa
MMMOGMIN30BaHbl KPONMYbW MOMIMKIOHabHble aHTUTena kK 3cTpuosy. CBo60AHbLIN
3CTpuon m3 obpasua KOHKYPUPYET C KOHbBbIOrMPOBaHHbIM 3CTPUONY 3@ CBs3blBaHWE
C aHTUTeNnamMmuM Ha TMOBEPXHOCTU JyHKWU. B pesynbTaTte o6pasyeTcs CBs3aHHbIN
C NNaCTUKOM «CIHABUY», coAepxallmii nepokcmaasy. Bo Bpems nHky6aumnm ¢ pactBopom
cybctpata TeTpametunbeHsmamHa (TMB) npoucxoAuT OKpalvBaHWe pacTBOPOB
B JIyHKax. VIHTEHCMBHOCTb OKpacku 06paTHO MNpomnopunoHanbHa KOHUEHTpauum
cBobogHoOro actpmona B uccneayemom obpasue. KoHueHTpauuto cBo6oaHOro actpuona
B uccnenyeMblx obpasuax onpeaensioT no KannbpoBOYHOMY rpadumKy 3aBUCUMMOCTU
ONTUYECKON MNMIOTHOCTM OT coAepXaHus CBOBOAHOro 3CTpuona B KanMbpOBOYHbIX
npo6ax.

3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundmyHOCTb. [lepeKkpecTHas peakums KPOJUYbUX MOMUKIIOHANbHbIX
aQHTUTEN K CBO60AHOMY 3CTPUOJY C APYrMMM aHanuMTaMmn npusBeaeHa B Tabnuue:

AHanut [MepekpecTtHas peakuus, %
ScTpaauon 0.8
DCTPOH 0.3
16-3nmnacTpuon 1.9
KopTUKOCTEPOH <0.1

3.2. Bocnpou3BOAUMOCTb.

KoaddurumneHT Bapuauum pesynbTaToB ONpeAeneHus coaep)XaHusi cBo6oAHOro
3CTpuona B O4HOM U TOM Xe obpa3ue CbiIBOPOTKKU (Ma3Mbl) KPOBU C MCNOSIb30BAHUEM
Habopa «cBDCTPUOJI-UDA» He npesblwaeT 8,0%.

3.3. JINHENHOCTb.

3aBUCUMOCTb  KOHUEeHTpauun cBoboAaHOro 3cTpuona B obpasuax CbIBOPOTKM
(nnasmbl) KpOBW MpW pa3BeAeHUU UX CbIBOPOTKOM (Masmor) KpoBKM, HE coaepiKallewn
cBO6GOAHLIA 3CTPUON, WMEET JIMHEWHbIN XapakTep B JAManasoHe KOHUeHTpauui
1.5-50 HMonb/n u coctaBnsieT £10,0%.

3.4. To4yHOCTDb.

[aHHbIA  aHanuUTMYecKMii napaMeTp MNpOBEpPSeTCs TeCTOM Ha <«OTKpbITMe» -
COOTBETCTBME W3MEPEHHOW KOHLUEeHTpaumn cBo6OAHOro 3CTpuona npeanucaHHoN,
MOSlyYEHHOM MNyTeM CMELWWBAHMA pPaBHbIX O6BEMOB KOHTPO/IbHOW  CbIBOPOTKM
1 KannbpoBo4YHOM Npobbl 5 HMONb/N. MpoueHT «OTKpbITUA» cocTaBnseT 90-110%.

3.5. HyBCTBUTEJIbHOCTD.

MuHuManbHaa  AOCTOBEpHO  onpegensemas Habopom  «cBICTPUO-UDA»
KOHLeHTpaums cBobOAHOro 3CTpuMosia B CbIBOPOTKe (Msia3Me) KpoOBM He MpeBblllaeT
0.25 HMonb/n.
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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 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.

Coaepxumoe dhnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pactsopa (22 M), nepeHectn
B MepHbIM UMAMHAP BMecTuMocTbio 500 mn, pobasutb 440 MN AWCTUANIMPOBAHHOW
BOAbl M TWaTeNbHO nepemewartb. B cnyyae apobHoro ucnonb3osBaHua Habopa cnepyet
oTobpaTb HeobxoAMMOE KOSIMYECTBO KOHLEHTpaTa OTMbIBOYHOrO pacTBopa W pa3BecTu
ANCTUNNNPOBAHHOM Boaon B 21 pa3 (1 Mn KOHLEeHTpaTa OTMbIBOYHOro pacteopa + 20 mn
OVCTUNIMPOBAHHOM BOAbI).
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8. YCNOBUSA XPAHEHUSA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB «CBICTPUOJI-UDA» [OMKEH XpaHUTbCA B yMakKoBKe
npeanpuaTUA-nU3roToBuTens npu Temnepatype +2..+8 °C B TeuyeHue BCero Cpoka
roAHOCTW, YKa3aHHOro Ha ynakoeke Hab6opa.

[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 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;

- KOHbtoraTt, cybcTpart, cTon-peareHT mMocfe BCKpbITUS (akoHOB cneayer
XpaHUTb npu TemnepaTtype +2..+8 °C B TeueHue BCEro cpoka rogHOCTU
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
Cepuil aHann3o0B cneayeT UMEeTb B BUAY, YTO A/ KaXA0ro HE3aBMCMMOro OnpeaesieHuns
HeobxoAMMO MOCTPOEeHWe HOBOro KanubposBoyHOro rpadwuka; Kpome 3TOro,
pekoMeHAyeTCs onpeaeneHne KOHLEeHTpaumm cBo60AHOro 3CTpuona B KOHTPOJIbHOM
CbIBOPOTKE.

8.7. [Ina nony4yeHns HaAexHbIX pe3ynbTaToB HeobXxoaMMo cTporoe cobniogeHue
NHCTpyKuMM no npumeHeHunto Habopa.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoOBbIBasAICb Ha pesynbTaTtax nccnenoBaHumi, npoBeAeHHbIX
000 «XEMA», pekoMeHAyeM MO/b30BaTbCs HOpPMaMu, NMpUBEAEHHbIMU HWXe. BmecTte
C TeM, B COOTBETCTBUM C npaBunamum GLP (Xopowei nabopaTopHOM NpakTUKK), Kaxxaas
nabopatopusa AO/HKHa cama onpefenuTb NapaMeTpbl HOPMbl, XapakTepHble ANns
obcrnegyemMon nonynsaunn.

MpuMeyaHme. 3HayeHUs KOHUEeHTpauui CBOBOAHOro 3CTpuona B UCCeayeMblX
obpasuax, HaxoAsWMecs HuUxXe rpaHuubl YyyBcTBuTeNnbHoCcTM Habopa (0.25 HMonb/n),
a TaKXe MnpeBbllalowmne 3HayeHne BepxHen kKanubposouyHol npobbl (100 HMonb/n)
cnefyeT NpuBoAUTbL B creaytowei dopme: B uccnenyemMom obpasue X KOHUeHTpauus
cBob6oaHoro actpuona Hmxe 0.25 HMonb/n unm Bbiwe 100 HMONb/ .

B Habope «cBICTPUOJ-UDA» 3HayeHWUss KOHLEHTpauuin KannbpoBOYHbIX MNpob
BblpaXXeHbl B HMONb/N. Na nepecyeTa KOHLEHTpauui B HI/MA, NONYYEHHOE 3HaYeHne
KOHLUEHTpauMn B HMOMb/N cneayeT YMHOXUTb Ha 0.288.

1 HMonb/n = 0.288 Hr/mMn

WUccnepyemas EQunnubl, HMonb/n Equnnup! gon., Hr/mn
rpynna Hukuuit npepen | Bepxuuit npepen | Hukuuii npenen | Bepxuuit npepen
My>XUnHbI 0.10 2.0 0.03 0.58
KeHLWnHbI 0.17 3.0 0.05 0.87
BepeMeHHble, Hepens

22-23 10.0 40 2.9 11.5
24-25 11 49 3.2 14.1
26-27 12.5 55.7 3.6 16.1
28-29 12.8 62 3.7 17.9
30-32 14.5 65.8 4.2 19
33-34 19.8 80.6 5.7 23.2
35-36 24.3 104 7.0 30
37-38 31 >100 8.9 >28.8
39-40 33 >100 9.5 >28.8
40-42 35 >100 10.1 >28.8
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Meawnanbl n CKO (pekomeHayeMbin ananasoH HopM 0.5-2.0 MOM)

BepemeHHble, Hepena | Mepauana, Hmonb/n (C()
14 Hepens 7.5 0.51
15 Hepens 10.5 0.76
16 Hepens 12.4 0.85
17 Hepens 14.5 0.94
18 Hepens 19.8 1.05
19 Hepens 21.4 1.10
20 Hepens 23.8 1.08
21 Hepens 26.4 1.08

11. JINTEPATYPA

1. Reynold C. Merrill - Estriol: A Review. Physiol Rev, Jul 1958; 38: 463 - 480.

2. Karlla K. Welch and Fergal D. Malone - Advances in Prenatal Screening: Maternal
Serum Screening for Down Syndrome. NeoReviews, Oct 2002; 3: 209.

3. Dan Tulchinsky - Placental Secretion of Unconjugated Estrone, Estradiol and Estriol
into the Maternal and the Fetal Circulation. J. Clin. Endocrinol. Metab., Jun 1973; 36:
1079 - 1087.

Mo BonpocaM, kacatowmmcsa kayectsa Habopa «cB3CTPUOJI-UDA>»,
cnepyet obpawaTtbes B OO0 «XEMA» no agpecy:

105043, Mocksa, a/a 58,

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

3MEeKTPOHHasa noyTa: info@xema.ru; rqc@xema.ru
MHTEpPHET: WWWw.Xxema.ru; www.xema-medica.com

PykoBoauTtenb cnyx6bbl knueHTckoro cepsnca OO0 «XEMA»,
K. 6. H. [. C. KoCTpUKUnH
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Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF FREE ESTRIOL IN HUMAN BLOOD SERUM OR PLASMA

1. INTENDED USE

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

This kit is designed for measurement of free estriol 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

Free (non-conjugated) Estriol (E3) is a steroid hormone with a MM of 288 Da.
Production of Estriol in non-pregnant women and men is negligible with no sex-related
differences. During pregnancy, Estriol is produced in placenta by a multistep metabolic
pathway, and its serum level is continuously growing up to delivery. Due to wide normal
ranges of Free E3 at different pregnancy terms, serial determinations to monitor Estriol
level are recommended.

Estriol biological function is to maintain blood flow in maternal blood vessels and
to provide for differentiation of mammary ducts.

During 2nd trimester, E3 determination in conjunction with other tests (AFP, beta-
HCG) is used to estimate risk of Down syndrome in fetus: a tendency of serum E3 level
to decline is indicative of Down syndrome. Besides, a decline of E3 serum level during
the 2nd trimester may indicate dangerous feto-placental insufficiency (an increased
risk of miscarriage, intra-uterine infections, etc.).

Increased E3 levels are seen in multifetal pregnancy and in case of a fetus bigger
than normal.
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3. PRINCIPLE OF THE TEST

This test is based on competition enzyme immunoassay principle. Tested
specimen is placed into the microwells coated by specific rabbit polyclonal to estriol-
antibodies simultaneously with conjugated free Estriol-peroxidase. Free Estriol from
the specimen competes with the conjugated free Estriol for coating antibodies. 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 inversely 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...+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...4+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.

7.4. Alternative units:

1 nmol/l = 0.288 ng/ml
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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 free estriol concentration.

9.3. Determine the corresponding concentration of free estriol 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 nmol/I 1606 5

CAL 2 1 nmol/I 1268 S

CAL 3 3 nmol/I 1078 g wo s

CAL 4 10 nmol/! 812

CAL 5 30 nmol/I 569 ,
CAL 6 100 nmol/! 377 T e - “

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 free
Estriol. 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.

Males 0.10 2.0 0.03 0.58
Females 0.17 3.0 0.05 0.87
Pregnancy:

22-23 10.0 40 2.9 11.5
24-25 11 49 3.2 14.1
26-27 12.5 55.7 3.6 16.1
28-29 12.8 62 3.7 17.9
30-32 14.5 65.8 4.2 19

33-34 19.8 80.6 5.7 23.2
35-36 24.3 104 7.0 30

37-38 31 >100 8.9 >28.8
39-40 33 >100 9.5 >28.8
40-42 35 >100 10.1 >28.8
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Pregnancy, week Median, nmol/I SKO
14 7.5 0.51
15 10.5 0.76
16 12.4 0.85
17 14.5 0.94
18 19.8 1.05
19 21.4 1.10
20 23.8 1.08
21 26.4 1.08

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
Estradiol 0.8
Estron 0.3
16-epiestriol 1.9
Corticosterone <0.1

11.2. Analytical sensitivity.

Sensitivity of the assay was assessed as being 0.25 nmol/I.

11.3. Linearity.

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

11.4. Recovery. Recovery was estimated by assaying 5 mixed samples with known
free estriol concentrations. The recovery percentages ranged from 90 to 110%.
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