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K291I

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
ansa AMMYHO®EPMEHTHOIO ONPEAEJIEHNA TPOMOHUHA 1
B CbIBOPOTKE (MJIABME) KPOBU «TPOMOHWH I-N®A>»

1. HABHAYEHMUE

1.1. Habop peareHtoB «TPOMOHUH I-NDA» npeaHasHayeH AN KOJIMYECTBEHHOrO
onpefeneHns KOHUEeHTpauuu TpornoHuMHa I B cCbiBOpOTKe (Mna3mMe) KpoBM METOAOM
TBEpAOda3HOro MMMyHO(EPMEHTHOIO aHanuns3a.

1.2. KonnuyectBeHHoe onpeaeneHne TpornoHuHa I (THI) no3BonseT nNpoBOAUTbL
nabopaTtopHy AMArHoCTUKY OCTporo WHdgapkta Muokapaa (OWM), nosTopHOro
MM n UM, passuslierocsd Ha ¢dOHe TAXenonW OpraHM4ecKon naTosormnm Muokapaa.
THI - 6enok c MonekynspHom macconm 22.5 k[ - BXOAWUT B COCTaB TPOMOHWMHOBOIO
KOMMeKca, UrparwLero BaXHyK pofib B PErynsunmn MbllUeYHbIX COKpAaLLEHUI K1eToK
nomnepeyHo-nosiocaTton Myckynatypbl M Muokapaa. M3sectHo Tpu wu3odopMbl THI
yenoseka: ABe crneumduyHbl ANA CKeNeTHOMW MyCKynaTypbl, U OAHa — AN MUOKapAa.
Kapavnocneundunyeckas nsocbopma THI He 3KCNpeccMpyeTcs HU B KaKUX MHbIX TKaHSX,
KpoMe Muokapaa. Ee cTpyKTypHble 0TAIMYMS NO3BOMSIOT C MOMOLLbIO MMMYHOOMMYECKNX
MeTOA0B OT/IMYaTb ee OT Apyrux msodopm THI. THI nosiBnseTcsa B KPOBOTOKE 4yepes
4-6 4acoB nocfie pasBMTUS XapakTepHOro 601eBOro NpUCTyna; ero ypoBeHb A4OCTUraeT
MaKkCMMyMa B TeuyeHue nepsbiX 16-20 yacoB. B TeyeHne nepBoro AHsS nocsie UHdapkTa
KnHeTuka BbicBOOOXAEHMS THI M3 HEKpOTMYECKMX TKaHel MuokapAa aHanornyHa
KnHeTuke Bbixoga CKMB, Ha MpOTSXeHWMM nocnefHero AecATUNEeTUS CUMTatoLLerocs
«30/10TbIM» CTaHAApPTOM B gunarHoctmke OVM. OgHako B TO BpeMs, Kak ypoBeHb CKMB
OCTaeTCs MOBbIWEHHbIM NULWb B TeYeHWe ABYX-TpPeX AHeW nocne pa3Butus 6onesoro
npuctyna, THI B KpOBOTOKE OnpefenseTcsd Ha MNpOTSHXKEHWW OAHOW Hedenu nocne
pa3BUTUSA MepBbIX CMMATOMOB 3abonesaHuns. Mo3ToMy THI MOXeT MCMoNb30BaTbCA He
TONbKO ANA paHHEW, HO W Ans OTAANEeHHOM AnarHocTukn OUM, koraa obpasel, CbiIBOPOTKM
Nnoslyd4eH CrnycTs HeCKONbKO JAHel nocne pas3sutus 6onesoro npuctyna. B stom
oTHoweHun THI cxopaeH ¢ THT - Apyrum npeacraBuTeneM TPOMOHMHOBOrO CeMencTBa
M3 rpynnbl MapkKepoB MopaxXeHws Muokapaa. Bmecte c Tem, 6bio nokasaHo (Adams
et al., Amer. Heart J, 1996; 131:308-12), 4yTOo B OTCYTCTBME KakKuUx-TMHO nposBneHni
nwemmyeckorn 6onesHn cepaua KoHueHTpaumm THT (paBHO kKak M ypoBHu CKMB)
B KPOBM HEpeaKo MOBbIWATCA Y 60MbHbIX, HAaXOASAWMXCA HA XPOHUYECKOM Auanuse,
a Takxe Yy MNauMeHTOB C XPOHWYECKUMW 3aboneBaHUAMUM CKeNeTHOW MyCKynaTypbl.
OTO 06bSICHSETCSA TeM, 4YTO Yy 60JbHbIX 3TOW rpynnbl Kapauocneundunyeckme ¢opmsbl
THT n CKMB MOryT skcrnpeccMpoBaTbCsl B CKeNETHOM MycKynaType. B To xe Bpems
aKkcnpeccum kapavocneumdundeckon dopmbl THI B CKeNeTHON MycKyaType 1 NoBbILWEeHNSA
KOHLIEHTPaLWUKn 3TOro Mapkepa B KpoBu 60/1bHbIX AaHHOW rpynnbl BbiIBEHO He 6bIo.
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2. IPUHUUN PABOTbl HABOPA

OnpepeneHve TpOMoOHWHa I OCHOBAHO Ha WCMOJIb30BaHMU <«CIHABUY»-BapuaHTa
TBepA0dasHOro MMMyHodbepMeHTHOro aHanmsa. Ha BHyTpeHHel MOBEepPXHOCTU JIYHOK
nnaHweTa MMMOOWIN30BaHbl MbIWWHbIE MOHOKJIOHA/IbHblE @HTUTENa K TPOMOHWUHY I
yenoseka. B nyHkax nnaHweta, npu gobasneHun nccneagyemoro obpasua, NpoMcxoant
cBsA3biBaHWe TponoHuHa I, coaepxalierocss B uccneayemMoMm obpasue, C aHTUTenamu
Ha TBepaoW ¢ase. O6pa30BaBLUIMACA KOMMIEKC BbIABASIOT C MOMOLbIO KOHbOraTa
MbILWWHBIX MOHOKJIOHA/IbHbIX aHTUTEN K TpomoHuMHy I 4enoseka C MNepoKcuAason
XpeHa. B pesynbTaTte obpasyeTcs CBA3aHHbIM C MIACTUKOM «CIHABUY», coaep Kaliumn
nepokcmaasy. Bo Bpemsi nHkybaumm c pactBopoM cybcTpaTa TeTpameTunbeH3uanHa
(TMB) nponcxoauT okpaluMBaHWe pacTBOPOB B SIyHKaX. MHTEHCMBHOCTb OKpPacKu NpsiMo
NponopunoHasnbHa KOHLEeHTpaumm TponoHuHa I B uccnegyemom obpasue. KoHueHTpauuio
TponoHuHa I B uccneayembix obpasuax onpeaensoT Nno KanmbpoBOYHOMY rpaduky
3aBMCMMOCTU OMNTUYECKOW MIOTHOCTU OT COAEPXaHUS TPomoHWHa I B KannbpoBOUYHbIX
npobax.

3. AHAJTUTUNYECKUE XAPAKTEPUCTUKHA

3.1. CneuncUYHOCTD.

Mcrnonb3oBaHME MbIWKHBIX MOHOK/IOHANIbHbIX aHTUTen K TponoHuHy I nossonser
AOCTUYb BbICOKOW CNeunduruyHOCTM aHanmsa

3.2. Bocnpon3sBoanMOCTb.

KoaddunumeHT Bapmaumm pesynbTaToB OnpefeneHus cogepxaHus TponoHuHa I
B OAHOM M TOM Xe obpa3sue CbiIBOPOTKM (Mna3Mbl) KPOBW C MCMOAb3oBaHMeM Habopa
«TPOMNOHWH I-NDA» He npesbiwaeT 8,0%.

3.3. JINHENHOCTb.

3aBMCUMOCTb KOHLEeHTpauum TponoHuHa I B o6pa3suax cbiBOPOTKKN (Nn1a3Mbl) KPOBU
npv pasBefeHn UX CbIBOPOTKOM (Ma1a3MOn) KPOBK, He codepikallein TponoHuH I, nmeer
JIMHEMHbIN XapaKTep B AMana3oHe KoHueHTpaunii 0.3-10 Hr/mMn un coctasnseT £10,0%.

3.4. TOYHOCTDb.

[aHHbI  aHaNUTMYeCKM napaMeTp MpPOBEPSETCA TECTOM Ha <«OTKpbITME» -
COOTBETCTBME M3MEPEHHON KOHLUeHTpauuu TponoHuHa I npeAnncaHHOW, MOay4YeHHOMN
nyTeM CMeLWMBaHUS paBHbIX O6bEMOB KOHTPOSbHOMW CbIBOPOTKM WM KannbpoBOYHOW
npobbl 1 Hr/mMn. MpoueHT «oTKpbITUS» coctaBnseT 90-110%.

3.5. UyBCTBUTEJIbHOCTD.

MuHuManbHaa pgocTtoBepHO onpegensemas Habopom «TPOMOHUH  I-OA»
KOHLeHTpaums TponoHuHa I B cbiBOpoTKe (nna3Me) Kposu He npesbiwaeT 0.25 Hr/mi.
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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
CEPHOWN KNUCNOTbl), B UCMOJIb3YEMbIX KOHLEHTPaLMAX SABASAIOTCA HETOKCUYHbBIMU.

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 c Habopom cneayer HageBaTb OAHOPA30Bble PE3VHOBbIE WM MJia-
CTMKOBble MepyaTky, Tak Kak obpasLbl KpOBWU YenoBeKka creayeT paccMaTpuBaTb Kak Mo-
TeHUMaNbHO MHMULMPOBaHHbIN MaTepuan, CNoCcobHbIN ANNTENbHOE BpeMs COXPaHSATb U ne-
penasatb BMY, BMpyc renatuta wnmn niobow Apyron Bo3byanTenb BUPYCHON MHMEKLMN.

6. OBOPYAQOBAHUE N MATEPUAIJDI,
HEOBXOAWMUMBIE NPU PABOTE C HABOPOM
- ¢oTOMeTp BEPTMKANbHOIO CKaHMPOBAHWS, MO3BOISIIOLLNI M3MEPATL ONTUYECKYIO
NIOTHOCTb COAEPXXMMOTrO JIYHOK MiaHLweTa npu AnvHe BofHbl 450 HM;
- TepMocCTaT, nogaepXxuBarmwmin Temnepatypy +37 °C £0,1 °C;
—  [03aTopbl CO CMEHHbIMW HaKOHEYHMKaMW, Mno3Bofstowme oTbmpatb 06bEMbI
B AmanasoHe 25-250 Mkn;
- UWIMHAP MepHbI BMecTuMocTbio 500 mn;
- BOAa AUCTUNNIMPOBaHHas;
- nepyaTKu pe3nHOBble UK NNACTUKOBbIE;
- bymara ¢wunbTpoBanbHas.

7. NOArOTOBKA PEATEHTOB AJ11 AHAJIU3A

7.1. MNepen npoBeaeHMEM aHannsa KOMMoHeHTbl Habopa v nccneayembie o6pasubl
CbIBOpPOTKM (MNasMbl) KpPOBM cCneayeT BblAepXaTb Mpu KOMHATHOM TemnepaTtype
(+18...425 °C) He meHee 30 MUH.

7.2. MpuroTtoBneHMne naaHweTa. BckpbiTb NakeT C NIAHLWETOM U YCTaHOBUTb Ha
pamMKy HeobxoanMMoe KoNn4ecTso cTpmnoB. OCTaBLUMECS HEUCMNOSIb30BaHHbIMWU CTPUMbI,
4YTO6bI NPEefoTBPaTUTL BO3AENCTBUE Ha HWUX BNaru, TWaTenNbHO 3aKnenTb bymaron ans
3aKfeMBaHMs MnaHweTa u XpaHuTb npu Temnepatype +2...+8 °C B TeuyeHue BCero
cpoka rogHoctu Habopa.

7.3. MpurotoBneHme OTMbIBOYHOro pacrBopa. Coaepxumoe dnakoHa C
KOHLEHTPATOM OTMbIBOYHOro pacteopa (22 MA), MNepeHecT B MEpPHbIA LUUANHAP
BMecTuMocTbio 500 mn, pobasutb 440 MA AWCTUANIMPOBAHHOW BOAbI W TLlATENbHO
nepeMeluaTtb. B cnyyae gpobHoro ncnonb3osaHua Habopa cnenyet otobpaTtb Heob6xoanmoe
KOJINYECTBO KOHLIEHTpaTa OTMbIBOYHOIO pacTBoOpa M pa3BecTy ANCTUNNIMPOBAHHON BOAOW
B 21 pa3 (1 M KOHUeHTpaTa OTMbIBOYHOrO pacteopa + 20 M ANCTUNNMPOBAHHON BOAbI).

7.4. NoparotoBka KasiM6poBoUHbIX Npo6. MpuroTosbTe KanNMbpoBoYHble NPobbI
U KOHTPOJIbHYK CbIBOPOTKY: Aob6aBbTe 1 M/ 6MAUCTUNNMPOBAHHONM BOAbI B KaXAbll
nakoH 1 TWwaTenbHo NepemMellanTe. XXuakme kannbpaTopbl 40MXKHbI 6bITb UCMOMb30BaHbI
B TeyeHWe 1 yaca; ANS NMOBTOPHOrO MCMONb30BAHUSA UX PEKOMEHAYETCS 3aMOpO3UTb
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B anMKBOTax npu Temnepatype Hmxe 15 °C. [Onsa 6onee A/MTENbHOrO0 XpaHeHUs
KanubpaTopbl MOXHO a/IMKBOTUPOBaTb M XPaHUTb 3aMOPOXXEHHbLIMU MPU TeMmnepaType
Hmxe -15 °C. BHUMAHMUE: ponyckaeTcsi He 6onee 1 unkna 3aMmopaxuBaHus-oTTransBaHms!

8. YCNOBUA XPAHEHNA U SKCIMJTYATALUUN HABOPA

8.1. Habop peareHtoB «TPOMOHWH I-UDA» pomKeH XpaHUTbCS B yMNakoBKe
npeanpusaTMa-U3roToBuTens npu TemnepaTtype +2...+8 °C B TeuyeHue BCero cpoka
roAHOCTW, YKa3aHHoOro Ha ynakoeke Hab6opa.
[onyckaeTtcs xpaHeHue (TpaHcnopTupoBka) Habopa npu Temnepatype no +25 °C
He 6onee 5 cyTok. He gonyckaeTcs 3aMopaxuaHue Lenoro Habopa.
[AonyckaeTtcs ogHOKpaTHoe 3aMopa)xmBaHue (-20 °C) kanmMb6poBoO4YHbIX NPo6
M KOHTPOJIbHOW CbIBOPOTKMU B aJ/IMKBOTaX.
8.2. Habop paccuutaH Ha npoBeaeHMe aHanusa B aybnukatax 42 uccnenyembix
obpasuoB, 5 kKanMbpoBOYHbLIX Mpo6 M 1 Npobbl KOHTPONIbHOM CbIBOPOTKM (BCEro
96 onpepeneHunii).
8.3. B cnyvae ApobHOro mcnonb3oBaHUs Habopa KOMMOHEHTbI CleAyeT XpaHuUTb
cneayowmnm obpasom:
- OCTaBLUMECS HEeUCMOsSIb30BaHHbIMU CTPUMbl HEO6XOAMMO TLATENbHO 3aK/enTb
bymaror Ans 3akneMBaHus niaHweTa U XpaHUTb Npu TemnepaType +2...+8 °C
B TeYeHne BCero cpoka rogHoctn Habopa;

- KOHbBblOraT, cybCcTpaT, CTOMn-peareHT Mocie BCKPbITUA (IaKOHOB crefyeT Xpa-
HUTb Npu TemnepaTtype +2...+8 °C B TeueHne BCero cpoka roaHoctn Habopa;

- NNMOMUIBHO BbICYLLIEHHbIE KanMHpoBOYHbIE NPObbl U KOHTPOSIbHYIO CbIBOPOTKY
cnenyeT xpaHuTb npu TemnepaTtype +2...+8 °C B TeueHue BCero cpoka roa-
HocTn Habopa;

- OCTaBLUMICS HEUCNOoJSIb30BaHHbIM KOHLIEHTpaT OTMbIBOYHOrO pacTsopa cneayer
XpaHUTb Npu Temnepatype +2...4+8 °C B TeueHune Bcero cpoka rogHoctn Habopa;

—  TPUrOTOB/IEHHbI OTMbIBOYHbIN pPacTBOp CleAyeT XPaHWUTb MpuU KOMHaTHOWM
Temnepatype (+18...425°C) He 6onee 5 cyTok wunu npum TemnepaType
+2...4+8 °C He 6onee 30 cyToK;

MpuMeyaHune. MNocne NCNoNb30BaHUA peareHTa HeMeasleHHO 3aKpblBalTe KpbILWKY
dnakoHa. 3akpbliBanTe Kaxablh h1akoH CBOEW KPbILLKOM.

8.4. [Ins npoBefeHMs aHanu3a He creayeT WCMosb30BaTb FEMOSIM3MPOBAHHYIO,
MYTHY CbIBOPOTKY (M/1a3My) KPOBM, @ Takxe CbIBOPOTKY (MaasMy) KpoBM, coaepiKallyo
asuna HaTpus. Ecnn aHann3 npon3BoANTCS He B AeHb B3ATUS KPOBU, CbIBOPOTKY (Maasmy)
cnepyet xpaHuTb npu Temnepartype -20 °C. [MoBTOpHOe 3aMopaXvBaHue-oTTanBaHue
06pa3L0oB CbIBOPOTKU (Ns1a3Mbl) KPOBU He AOMycKaeTcs.

8.5. VcknoyaeTtca ucnonb3oBaHMe AN aHanmsa o6pasLoB CbIBOPOTKM (nna3mbl)
KpOBW NtoAewn, Nony4yaBlIMX B Lensax AMarHOCTUKM UK Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbIlNHbIE aHTUTENa.

8.6. Mpn ucnonb3oBaHuM Habopa AN NpPoBEeAEHUSA HECKOSbKUX He3aBUCUMbIX
Ccepuil aHanu3oB cneayeT UMeTb B BUAY, YTO A/ KaXA0ro HE3aBMCMMOro onpeaesieHus
Heob6xoAMMO  MOCTPOEHMEe HOBOro  KanuMbpoBOYHOro rpaduka; Kpome 3TOro,
peKoMeHAyeTCa onpeAenieHne KOHUEeHTpaLumm TponoHWHa I B KOHTPOSIbHOWM CbIBOPOTKE.

8.7. Ins nonyyeHns HadexXHbIX pe3ynbTaToB HeobxoAnMo cTporoe cobnwoaeHune
NHCTpyKUMM No npuMmeHeHunto Habopa.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasiCcb Ha pe3ynbTaTtax uccnenoBaHuin, nposeaeHHbix OO0 «XEMA»,
pekoMeHAyeM Mofb30BaTbCs HOpPMaMu, MpuUBEAEHHbIMW Huxe. Bmecte ¢ TeMm, B
COOTBETCTBUM C npaBunamu GLP (Xopowel nabopaToOpHON MpakTUKK), Kaxxaas
nabopatopusi Jo/MKHa camMa onpeaenuTb NapaMeTpbl HOPMbl, XapaKTepHble Ans
obcrnegyemMon nonynsaunn.

MpumeuaHue. 3HayeHs KOHUEHTpauui TpornoHuHa I B uccneayemolx obpasuax,
HaxoasWmMecss HwXe rpaHuubl 4YyBcTBUTENbHOCTM Habopa (0.25 Hr/mn), a Takxe
npeBbillalOWme 3HavyeHne BepxHen KanmbposouyHoW npobbl (10 Hr/mn) crneapyert
npuBOAMTbL B cneaytowen popme: B uccnengyemom obpasue X KOHUeHTpaums TponoHMHa
I Huke 0.25 Hr/Mn vnu Bbiwe 10 Hr/MA.

EQuHNLbI, HF/MA
HwxHuii npepen Bepxnuit npeaen
340poBble AOHOPbI - 0.5

11. INTEPATYPA

1. David C Gaze and Paul O Collinson - Multiple molecular forms of circulating cardiac
troponin: analytical and clinical significance. Ann Clin Biochem, Jul 2008; 45: 349 - 355.
2. Laura Coudrey - The Troponins. Arch Intern Med, Jun 1998; 158: 1173 - 1180.

Wccnepyemas rpynna

Mo BonpocaM, kacatwmnmcs kadectsa Habopa «TPOMOHUH I-UDA»,
cnepyet obpawaTtbcs B OO0 «XEMA» no aapecy:

105043, MockBa, a/sa 58,

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

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

PykoBoauTenb cnyx6bl knneHTckoro cepnca OO0 «XEMA»,
K. 6. H. []. C. KocTpuknH
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Instruction for use

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

1. INTENDED USE

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

This kit is designed for measurement of Troponin I 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

During the last decade cardiac Tnl has been proved to be one of the most specific
and sensitive markers of acute myocardial infarction (AMI), perioperative myocardial
infarction, and other types of myocardial tissue damage.

TnI is a protein with MW 22.5 kDa and comprises a component of troponin
complex, or simply troponin. Troponin plays an important role in the regulation of
striated and cardiac muscle contraction and consists of three components — troponin
C (TnC), troponin I (TnI) and troponin T (TnT), each of them performing specific
roles. Three isoforms of Tnl are known for human muscular tissue - two isoforms
are characteristic for skeletal muscles and one isoform is strictly cardiac-specific. The
structural differences enable to discriminate between skeletal and cardiac isoforms of
Tnl by immunological methods.

Tnl appears in the bloodstream within 4-6 hours after onset of the chest pain
attack and reaches its peak level during the first 16—-20 hours. Within the first day after
AMI cardiac Tnl is released from necrotic myocardial tissue showing similar pattern
to CKMB - the 'golden' AMI marker of the 1990s. However, while CKMB remains
elevated for two-three days after onset of the chest pain, Tnl can be detected in serum
or plasma for up to one week after the first symptoms of the AMI. Therefore, Tnl can be
used not only for rapid diagnostics of AMI, but also for late evaluation, if serum testing
was non-available during the acute phase.

This property of Tnl assay makes Tnl to resemble TnT - another representative
of the troponin family among cardiac markers. However, it has been demonstrated that
TnT (as well as CKMB) concentrations may be increased in chronic dialysis patients
and in patients with chronic skeletal muscle disease even in the absence of ischaemic
heart disease. This fact is explained by expression of cardiac isoform of TnT and CKMB
in abnormal skeletal muscle in such groups of patients. On the contrary, no expression
of cardiac Tnl was detected in skeletal muscles of the patients with chronic renal and
skeletal muscle diseases and the concentration of this analyte in such groups of patients
mostly remains within the cut-off level.
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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
Troponin I-antibodies. Antigen from the specimen is captured by the antibodies
coated onto the microwell surface. Second antibodies — murine monoclonal to human
Troponin I, 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.

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...4+8 °C upon receipt until the expiration date.

For long term storage it is recommended to freeze the calibrators in aliquoted
portions and store below -15 °C. ATTENTION: AVOID REPEATED FREEZE-THAW CYCLES.

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.

N

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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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: OD versus Troponin I concentration.

9.3. Determine the corresponding concentration of Troponin I 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 Abs"('z;%“;:‘l)'“'ts ]
CAL 1 0 ng/ml 0.05 g Ll
CAL 2 0.3 ng/ml 0.11
CAL 3 1 ng/ml 0.26 7
CAL 4 3 ng/ml 0.75
CALS 10 ng/ml 2.37 o
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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 Troponin I. 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.

Units, ng/ml
Lower limit Upper limit
Healthy donors - 0.5

Sex, age

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical sensitivity

Sensitivity of the assay was assessed as being 0.25 ng/ml.

11.2. Linearity

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

11.3. Recovery

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

12, LITERATURE

1. David C Gaze and Paul O Collinson - Multiple molecular forms of circulating cardiac
troponin: analytical and clinical significance. Ann Clin Biochem, Jul 2008; 45: 349 - 355.
2. Laura Coudrey - The Troponins. Arch Intern Med, Jun 1998; 158: 1173 - 1180.
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