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K2091I

«YTBEPXJEHA»

npukasom Poc3gpasHaasopa

N2 4495-MNp/08 ot 10 mtoHA 2008 roaa
KP N° 10619 ot 13 mapTta 2008 roga

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
ansa AMMYHO®EPMEHTHOIO OMNPEAENEHNA TECTOCTEPOHA
B CbIBOPOTKE (NMJIASME) KPOBU «TECTOCTEPOH-N®A »

1. HABHAYEHMUE

1.1. Habop peareHtoB «TECTOCTEPOH-U®A» npeaHa3sHayeH ANs KOJIMYECTBEH-
HOro onpejesieHns KOHLUEeHTpauuuM TeCTOCTEpOHa B CbIBOPOTKEe (Mn1a3Me) KpoBM
MeToA0M TBepAoda3HOro UMMyHOMhEepPMEeHTHOro aHanunsa.

1.2. TecToCTEpOH - cTepoua C MosiekynsapHoh Maccoi 288.4 [la. OCHOBHbIM
MecToM ob6pa3oBaHMs TECTOCTEpOHa B CEMEHHUKax HABASTCS KneTku Jlenaura
(MHTepcTUUManbHasa TKaHb). Y XXeHLWH TECTOCTEPOH CMHTE3MPYETCA B HaAMOYeYHUKax,
a KOHTPOJb 3@ ero NpoAyKuMeln OCyLeCTBASET NIOTENHU3NPYIOWMIA FTOPMOH. TecTo-
CTEPOH CTUMYNUPYET pa3BUTUE MYXCKWUX MOJSIOBbIX OPraHOB M BTOPUYHbBIX MOSIOBbIX
npusHakoB. Cekpeuusi TecToCTepoHa WMeeT OnpejeneHHbI UWMpKaAHbIA pPUTM.
HauBbiClLIMIA ypOBEHb FrOPMOHa OTMeYaeTcs B 6 4acoB yTpa, HauMeHbLwnin — B 20 4Yacos.
Y JXeHWWH MpoayKUMA TecTOCTepoHa 3aBUCUT OT a3bl MEHCTPYanbHOro LuMkna:
MaKcuMasnbHoe obpa3oBaHMe rOpMOHa MPOUCXOAMT B JIIOTENHOBOM dase n B nepuos
osynaumn. Mpn onyxonsax u3 knetok Jlenaunra nsbbiTOK TeCTOCTEPOHa Bbi3blBaeT Yy
Manb4YnMKoB CMMNTOM «MNageHua-fepakna». [oBbllWeHHAsA KOHLEHTPauna TeCToCTeEPOHa
B NJasMe CNyXUT onpeaensaiowmm dGakToOpoM MACKyIMHU3ALMN Y XEHLWMWH. Y AeBoyek
N36bITOKTECTOCTEPOHABOPraHM3Me BCeraa aBaseTcs cieAcTBUEM HApyLWeHN PYHKLMK
HaAMOYEYHMKOB, @ Y XEeHLWH MOXET ObiTb CBA3aH Takxe ¢ 3aboneBaHNsAIMN ANYHNKOB.
Mpy 3TOM MOXET NpeKpaTUTLCA OBYNALMSA N MPOSABUTCH TUMUYHOE AN MYXYUH CTpoe-
Hue Tena. HefoCcTaToOYHOCTb TECTOCTEPOHA Y MYXUYUH BeAeT K PasBUTUIO KEHCKOro
Tuna TenocnoxeHus. Npu 3ToM y ManbynkoB HabnogaeTcs HeAOpa3BUTUE MONOBbIX
opraHoB. B uensax anddepeHunanbHOW ANArHOCTUKU MEPBUYHOrO M BTOPUYHOIO
rMNOroHaAan3Ma KOHLUEHTpaLumio TeCTOCTEPOHa HEOH6X0AMMO onpeaensaTh B KOMMeKce
c nccneposanunamu JI n OCT. lMoBbIWEHHbIE YPOBHU TECTOCTEPOHA OTMEYAKTCS MpU:
cuHapome LTenHa-/leBeHTans; y MyxXuuH c kapuotunom XYY; npexieBpeMeHHOM
CO3peBaHUM y MasibiMKOB; OMYXO0JIAX KOPbl HAAMNOYEYHUKOB; NMPUEME JIeKapCTBEHHbIX
npenapaTos (bapbuTypaToB, KioMndeHa, 3CTPOreHoB, TOHAAO0TPOMNMHA, NEPOPabHbIX
KOHTpauenTuBOB); MAMONATUHECKOM TrupcyTuaMe.CHUXKEHNE YPOBHS TECTOCTEepOoHa
OoTMeYyaeTCs Npu ypeMmn; MUOTOHNYECKOW ANCTPOdDUMN; NEYEHOYHON HEAOCTAaTOYHOCTH;
cuHapome KnanHdentepa; KpUMNTOpX1M3Me; NEPBUYHOM U BTOPUYHOM TMMOroHaAM3Me;
cuHapome KannmaHa; npveMe aHAPOreHoB, AeKcaMeTa3OHa, AMIOKCWUHAa, 3TaHona,
rasoTtaHa.
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2. IPUHUUN PABOTbl HABOPA

OnpejeneHne TecTOCTEpOHa OCHOBAHO Ha MWCMOMb30BaHUN KOHKYPEHTHOMO
MMMYHOMEPMEHTHOMO aHanM3a. Ha BHyTpeHHEen NOBEPXHOCTM SIYHOK MaHleTa MMMo—
6UNN30BaHbl MbILUHbIE MOHOKJIOHAJIbHbIE @HTUTENA K TECTOCTEPOHY. TecTOCTepoH
13 obpasua KOHKYpPUPYET C KOHBLIOFMPOBAHHLIM TECTOCTEPOHOM 3a CBs3blBaHWE
C aHTWUTENaMyn Ha MOBEPXHOCTU NYHKU. B pesynbraTe o6pasyeTcs CBsA3aHHbIN C nna-
CTMKOM «C3HABWY», COAEpXallnii nepokcuaasy. Bo BpeMs nHky6auum ¢ pacTBOpPOM
cybcTpata TeTpameTunbeHsnamHa (TMB) npoucxoauT oKpallMBaHMe pacTBOPOB
B JIlyHKax. WHTEHCMBHOCTb OKpacku 06paTHO MpOMopuUMOHAnbHa KOHLEHTpauuu
TECTOCTEPOHA B Ucc/ieayeMoM obpasLe. KOHLEHTpaLUio TECTOCTEPOHA B UCCNEAYyEMbIX
obpasuax onpenensioT Mo KanubpoBOYHOMY rpaduKky 3aBUCMMOCTM OMTUYECKOMN
MAOTHOCTM OT COAEPXKaHMS TECTOCTEPOHA B KaJIM6POBOYHbIX Npobax.

3. AHAJTUTUNYECKUE XAPAKTEPUCTUKHA

3.1. CneundmyHoOCTb. [lepekpecTHass peakuus MbIWWHBIX MOHOK/IOHANbHbIX
aHTUTEN K TECTOCTEPOHY C APYr“MU aHanuTaMun npuseaeHa B Tabnuue:

Ananur NepekpectHas peakuus, %
TecTocTepoH 100
5-anbda-aernapoTecTtocTepoH 16
AHApPOCTEHANON 1,0
AHAPOCTEHANOH 0,4
AHAPOCTEPOH <0,1
LernapoanmaHapocTepoH <0,1
MporectepoH <0,1
DCcTpaamon, scTpuon <0,01
KopTnson, nperHeHonoH <0,01

3.2. BocnpousBoanMOCTb.

KoadduuneHT Bapuaumm pesynbTaToOB OMpeAesieHUs CoAepXaHWs TeCToCTepoHa
B OAHOM W TOM >e obpasue CbiIBOPOTKM (Mna3Mbl) KPOBWU C MCMOSb30BaHMeM Habopa
«TECTOCTEPOH-N®A» He npesbiwaeT 8,0%.

3.3. JINHENHOCTb.

3aBUCUMOCTb KOHLEHTpaLMKM TeCcToCTepoHa B obpasuax CbIBOPOTKM (Mia3Mbl) KPOBU
npu pasBeaeHnn MX CbiIBOPOTKOM (M1a3Moii) KpOBM, HE coAepiKallenl TECTOCTEPOH, MMeeT
JNINHEVHbIN XapaKTep B Anana3oHe KoHueHTpauui 1,0-40 HMonb/n n coctaenset £10,0%.

3.4. TOYHOCTb.

[aHHbIM  aHanuUTMYecKuMii napameTp MNPOBEPSEeTCS TeCTOM Ha <«OTKpbITMe» -
COOTBETCTBME M3MEPEHHOW KOHLUEHTpaLuuM TecToCTepoHa MpeAnuMCaHHOM, MOSyYeHHOM
MnyTeM CMeLWMBaHUS paBHbIX O6bEMOB KOHTPOJIbHOM CbIBOPOTKM WU KannbpoBOYHOW
npobbl 5 HMoNb/ M. MNMpoUEHT «OTKPbITUS» cocTaBnseT 90-110%.

3.5. YyBCTBUTENbHOCTbD.

MuHMManbHass AocToBepHO onpegensiemas Habopom «TECTOCTEPOH-U®A»
KOHLIeHTpauuns TeCTOCTEPOHaA B CbIBOPOTKeE (MNaasme) Kposu He npesbiwaeT 0.3 HMoNb/ .
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5. MEPbI NPEAOCTOPOX>XXHOCTU

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

5.2. Bce komnoHeHTbl Habopa, 3a ucknioyeHnem cron-peareHta (5,0% pacrtsop
CEPHOW KUCNOTbI), B UCMOJIb3YyEMbIX KOHLEHTPAUUSAX ABASIOTCA HETOKCUYHBIMMU.

PacTtBOop cepHOW kucnoTbl obnagaeT pasgpaxawmowmm aencteuem.  MsberaTb
pa3bpbIi3rMBaHms 1 NonagaHmsa Ha KOXy U Cnn3uncTble. Mpy nonagaHum Ha KOXY Y CAN3UCTble
NOpa)KeHHbIM y4acToK cnefyeT NpoMbITb 60MbLLINM KONMYECTBOM NPOTOYHOM BOAbI.

5.3. lNpu pabote c HabopomM cneayet cobniogatb «lMpaBuna yCTPOMCTBA, TEXHUKU
6e3onacHoOCTN, MPOU3BOACTBEHHOW CaHWUTapuu, MNPOTUBOIMUAEMMYECKOrO pexuMma u
NNYHOM rurmeHbl Npu pabote B nabopatopusax (OTAeneHuax, oTaenax) CaHuUTapHO-
3MNAEMUONIOTNYECKUX YUPEXAEHUI cMCcTeMbl MUHUCTEpCTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. lNpu pabote ¢ Habopom cneagyer HageBaTb OA4HOPA30Bble PE3UHOBbIE WU
NnacTMKOBble NepyaTkn, Tak kak 0bpasLbl KPOBW YesioBeka criefyeT pacCMaTpuBaTb Kak
noTeHumanbHO MHDULMPOBAHHbBIAN MaTtepuar, CnoCObHbIV ANUTENbHOE BPEMS COXPaHATb
n nepepasatb BWY, Bupyc renatuta unm nwobor apyron Bo36yauTenb BUPYCHOWM
MHbekunu.

6. OBOPYJOBAHUE N MATEPUAIJDI,
HEOBXOAWMBIE NMPU PABOTE C HABOPOM
- (doToMeTp BEpTUKANbHOIO0 CKAHUPOBAHMS, MO3BOJISOLLNIA U3MEPATb ONTUYECKYO
MAOTHOCTb COAEPXMMOrO JIYHOK MaHLWweTa Npu ASIMHE BOSIHbI 450 HM;
- TepMocTaT, noaaepxuBarwmin Temnepatypy +37 °C £0,1 °C;
— [03aTopbl CO CMEHHbIMM HaKOHEe4YHMKaMW, Mno3Bonswme oTbupatb 06bEMbI
B AnanasoHe 25-250 mkn;
- UWAMHAP MepHbIN BMecTuMocTbio 500 Mn;
- BOAa AUCTWIIMPOBaHHas;
—  repyaTku pe3uHOBbIE UK MIACTUKOBbLIE;
- bymMara dunbTpoBanbHas.

7. NOATOTOBKA PEATEHTOB A/ AHAJIU3A

7.1. lNepen npoBeaeHWeM aHanm3sa KOMNoHeHTbl Habopa n nccneayembie o6pasupbl
CbIBOPOTKM (NNasMbl) KpPOBM cneayeT BblAepXaTb MNpuU KOMHATHOM TemnepaTtype
(+18...+25 °C) He MeHee 30 MUH.

7.2. MpuroTtoBsieHMe NJaHLwWeTa.

BCKpbITb MakeT C NiaHWeTOM W YCTaHOBWUTb Ha paMKy HeobxoAmMoe KOMMYecTBO
ctpynos.  OcTaBlWKMECAS  HEWCMNONb30BaHHbIMW  CTpUMbl, 4YTOBbI  NpeaoTBpaTUTb
BO3JENCTBME Ha HUX Bfaru, TwaTenbHO 3aknenTb ByMaron Ans 3akiemBaHns NaaHLWeTa
M XpaHuTb Npu TemnepaTtype +2...+8 °C B TeyeHuMe BCeEro cpoka rogHoctn Habopa.

7.3. MpurorosnieHne OTMbIBOYHOIO pacTeopa.

Coaepxumoe nakoHa C KOHLEHTPAaTOM OTMbIBOYHOIO pactsopa (22 MA1), nepeHecTu
B MEpPHbIN UmnuHap BMecTuMocTbto 500 M, nobaButb 440 M ANCTUITMPOBAHHOM BOAbI U
TWwaTenbHO rnepeMeluaTs. B cnyyae apobHoro ncnonb3osaHuns Habopa cneayet otobpath
HeobxoAnMMoe KOSIMYEeCTBO KOHLeHTpaTa OTMbIBOYHOrO pacTBopa W pasBecTu AUCTUIIN-
poBaHHOM BoAoM B 21 pa3 (1 MN KOHLUEeHTpaTa OTMbIBOYHOrO pacTteopa + 20 mn auctun-
JINPOBaHHOM BOAbI).
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K2091I

8. YCNoBusa XPAHEHUA N SKCNNTIYATALUUN HABOPA

8.1. Habop peareHToB «TECTOCTEPOH-U®A» [o/MKEH XpaHUTbCS B YyMakKoBKe
npeanpuaTUS-U3roToBMTENa Npy Temnepatype +2...4+8 °C B TeueHne BCero Cpoka rogHocTy,
YKa3aHHOro Ha ynakoske Habopa.

[onyckaeTcsi XxpaHeHue (TpaHcnopTupoBka) Habopa npu Temnepatype Ao +25 °C
He 6onee 5 cyTok. He gonyckaeTcs 3amopaxwuaHue Lenoro Habopa.

[AonyckaeTcsa ofgHOKpaTHoe 3aMopa)xuBaHue (-20 °C) kannbpoBoUHbIX Npo6
M KOHTPOJIbHOW CbIBOPOTKM B aJIMKBOTaXx.

8.2. Habop paccumTtaH Ha npoBeaeHue aHanusa B aybnukatax 40 mccnegyembix
obpasuoB, 6 kKanMbpoBOYHbIX Npo6 M 2 Npobbl KOHTPOSILHOM CbIBOPOTKM (BCEro
96 onpeneneHunit).

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

- OCTaBlUMECH HeUCMNOosb30BaHHbIMKU CTPUMbl HEO6XOAMMO TLATENbHO 3aK/enTb

bymaror ansa 3aknemBaHus niaHweTa U XpaHuTb Npu TemnepaTtype +2...+8 °C
B Te4YeHne BCero cpoka rogHoctn Habopa;

- KOHbBblOraT, cybcTpaTt, cTon-peareHT Mocne BCKPbITUS (dNaKoHOB cneanyet
XpaHuTb Npun TemnepaTtype +2...+8 °C B TeueHune BCero cpoka rogHoctu Habopa;

- KanubpoBOYHble NPOObI N KOHTPOJIbHYIO CbIBOPOTKY NOC/AE BCKPbITUS P/IaKOHOB
cnepyeT XpaHuTb nNpu Temnepatype +2...+8 °C He 6onee 2 MecsiLEB;

- OCTaBLUMINCSA HENCMOJIb30BaHHbIM KOHLIEHTPaT OTMbIBOYHOIO pacTBopa cneayer
XpaHuTb nNpu TemnepaTtype +2..+8 °C B TeyeHwe BCEro Cpoka rOAHOCTU
Habopa;

—  MPUrOTOB/IEHHbI OTMbIBOYHbIN PacTBOp CrnefyeT XPaHWUTb MpuU KOMHaTHOWM
Temnepatype (+18..+25°C) He 6onee 5 cyTok wauM npu TemnepaType
+2...4+8 °C He 6onee 30 cyToK;

MpumMeyaHue. Mocne MCNoNb30BaHMS peareHTa HeMeA/leHHO 3aKpbiBalTe KpPbILKY

¢nakoHa. 3akpbiBaliTe KaxAabln MfakoH CBOEN KPbILLIKON.

8.4. 1na nposeAeHUa aHanusa He cneayeT WCMoJb30BaTb FEMOSIM3UPOBAHHYIO,
MYTHYO CbIBOPOTKY (M/1a3My) KPOBM, @ Takxe CbIBOPOTKY (Mna3sMy) KpoBM, coaepikallyio
asua HaTpus. Ecnu aHann3 Nnpon3BoANTCSA He B AeHb B3ATUSA KPOBU, CbIBOPOTKY (M1a3my)
cnepyet xpaHuTb Npu Temnepatype -20 °C. [oBTOpHOe 3aMopa)kMBaHue-oTTanBaHue
06pa3LoB CbIBOPOTKU (N1a3Mbl) KPOBU He AOMyCKaeTcs.

8.5. VcknovaeTca ncnonb3oBaHMe Ana aHanusa obpasuoB CbIBOPOTKM (MiasMmbl)
KpOBW Nt0AeN, Noy4vaBlIMX B LensaxX AMarHOCTUKM UAW Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbIlMHbIE aHTUTENa.

8.6. lNMpn wncnonb3losaHnn Habopa Ana NpoBeAeHUS HECKOSIbKUX HEe3aBUCUMMbIX
Cepuin aHanNn30B creayeT UMEeTb B BUAY, YTO A/ KaXA0ro He3aBMCMMOro onpeaeneHuns
HeobXxoAMMO MNOCTpOeHWe HOBOro KanmbpoBOYHOro rpaduka; KpoMme 3TOro, peko-—
MeHAYyeTCs onpeAefieHne KOHLEHTpaunn TeCTOCTEPOHA B KOHTPOJIbHOM CbIBOPOTKE.

8.7. [Ins nony4yeHns HadexXHbIX pe3ynbTaToB Heob6XoAMMO cTporoe cobntoaeHue
NHCTpyKuMM no npumeHeHuto Habopa.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasicb Ha pe3ynbTaTtax uccnenoBaHuin, nposeaeHHbIx OO0 «XEMA»,
pekoMeHAyeM Nosb30BaTbCs HOPMaMuU, NPUBEAEHHBIMU HUXeE. BMecTe C TeM, B COOTBET—
cTBuM ¢ npaBunamm GLP (Xopoweli nabopaTopHOli MpakTuku), Kaxaas nabopatopus
[OMKHa caMa onpeaenuTb MNapaMeTpbl HOPMbl, XapakTepHble Ans obcneayemon
nonynaumm.

MpuMeuaHme. 3HayvyeHMs  KOHLEHTPauWi TecTocTepoHa B  UCCeayeMbIX
obpasuax, HaxoAslMecs HMXe rpaHuubl 4yBCcTBUTENbHOCTM Habopa (0.3 HMonb/n),
a TaKXe MnpeBbllalowmne 3HayeHne BepxHen kKanubposouyHol npobbl (100 HMonb/n)
cnefyeT NpuBoAUTbL B creaytowei dopme: B uccnenyemMom obpasue X KOHUeHTpauus
TecTocTepoHa Huxe 0.3 HMonb/A nnu Bbiwe 100 HMoNb/ .

10.2. B Habope «TECTOCTEPOH-N®A» 3Ha4yeHns KOHLEHTpaunim KkannmbpoBoYHbIX
npo6 BblpaXeHbl B HMOMb/N. [ns nepecyeTa KOHUEHTpauui B HI/MA, MOSyyYeHHoe
3HayYeHne KOHLEHTPauUnn B HMOJb/N crefyeT YMHOXUTL Ha 0.29.

1 HMonb/n = 0.29 Hr/Mn

EAvHULbI, HMONb/N EavHuubI fon., Hr/mn

Wccnepyemas rpynna " = " "
Hwxnunit npepen | Bepxuuitnpepen | Hwxuuit npepen | BepxHuii npegen
My>XUUHBbI

20-39 net 9.0 38 2.6 11
40-55 net 6.9 21 2.0 6.1
cTapwe 55 net 5.9 18.1 1.7 5.2
XKeHWmHbI - 4.6 - 1.3

11. INTEPATYPA

. Tietz, N.W. Textbook of Clinical Chemistry. Saunders, 1986.

. Joshi, U. M., et al. Steroids 34 (1) 35 (1979)

. Turkes, A., et al. J Endocrinol. 81 (2) P165 (1979)

. Ismail, A. A., Niswender, G. D. Midgley, A. R. J. Clin. Endocr. Metab. 34, 177 - 184
(1972)

5. Rajkowski,K. M.,Cittanova N.,Desfosses, B.and Jayle, M.F. Steroids 29 no 5 1977
6. Widsdom G. B. Clin. Chem. 22/8, 1243 - 1255 (1976)

A WNHE

Mo BonpocaMm, kacawwmmcs kadectsa Habopa «TECTOCTEPOH-UDA »,
cnepyet obpawaTtbcs B OO0 «XEMA» no aapecy:

105043, MockBa, a/a 58,

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

3NeKTpoHHas noyta: info@xema.ru; rqc@xema.ru
WHTEpPHET: Www.Xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knueHTckoro cepenca OO0 «XEMA»,
K. 6. H. 1. C. KoCTpukuH
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Instruction for use

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

1. INTENDED USE

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

This kit is designed for measurement of testosterone 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 40 unknown samples in duplicates.

2. SUMMARY AND EXPLANATION

Testosterone is a steroid with a MW of 288.4 Dalton. The main sites of testosterone
secretion are Leidig cells in interstitial tissue of testicles in men. In women testosterone
is secreted in the adrenals and is controlled by luteinizing hormone. Testosterone
stimulates development of male genital organs and formation of secondary sexual
features.

In males, Testosterone secretion undergoes circadian rhythms with maximal
concentrations seen in the morning (6 am) and minimal - in the evening (8 pm).
In females, Testosterone secretion is regulated by menstrual cycle with maximal levels
found in luteinic phase and during ovulation.

Leidig cell tumours producing high levels of serum testosterone in young boys lead
to development of “little Hercules” syndrome. Elevated testosterone level in women
causes the clinical signs of masculinization.

In men, decreased Testosterone Ilevels may lead to female habitus
or underdevelopment of male genital organs in boys. To differentiate between primary
and secondary hypogonadism, Testosterone should be assayed in conjunction with LH
and FSH.
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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 murine monoclonal to testosterone-
antibodies simultaneously with conjugated Testosterone-peroxidase. Testosterone
from the specimen competes with the conjugated Testosterone 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.

5.3.

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 ul;
Dry thermostat for 37 °C £0,1 °C;
Calibrated microplate photometer with 450 nm wavelength and OD measuring
range 0-3.0.

Storage and stability of the Kit

Store the whole kit at +2...+8 °C upon receipt until the expiration date.

Afte

r opening the pouch keep unused microtiter wells TIGHTLY SEALED

BY ADHESIVE TAPE (INCLUDED) to minimize exposure to moisture.

This

hemolyti

6. SPECIMEN COLLECTION AND STORAGE

kit is intended for use with serum or plasma (ACD- or heparinized). Grossly
ic, 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
thawing

7.1.

7.2.
Itis
within 3
See
7.3.

storage, the specimens should be frozen at -20 °C or lower. Repeated freezing/
should be avoided.

7. TEST PROCEDURE

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.

Procedural Note:
recommended that pipetting of all calibrators and samples should be completed
minutes.

the example of calibration graphic in Quality Control data sheet.

Alternative units:

1 nmol/l = 0.29 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 testosterone 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 testosterone

Calibrators Value ‘}:SS‘:;::;‘;?(;:;S :::2 Lo

CAL 1 0 nmol/I 2030 .

CAL 2 1 nmol/I 1619 T

CAL 3 3 nmol/I 1282 g oer S
CAL 4 10 nmol/I 1094 T
CAL 5 30 nmol/I 889 o w ‘

CAL 6 100 nmol/I 554 " o

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 Testosterone. 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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Males

20-39 yrs 9.0 38 2.6 11
40-55 yrs 6.9 21 2.0 6.1
>55 yrs 5.9 18.1 1.7 5.2
Females - 4.6 - 1.3

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Testosterone 100
5-alpha-dehydrotestosterone 16
Androstendiol 1,0
Androstendione 0,4
Androsterone <0,1
Dehydroepiandrosterone <0,1
Progesterone <0,1
Estradiol, Estriol <0,01
Cortisol, Pregnenolone <0,01

11.2. Analytical sensitivity

Sensitivity of the assay was assessed as being 0.3 nmol/I.

11.3. Linearity

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

11.4. Recovery

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

12. LITERATURE
1. Tietz, N. W. Textbook of Clinical Chemistry. Saunders, 1986.
2. Joshi, U. M., et al. Steroids 34 (1) 35 (1979)
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