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K2141I

«YTBEPXOAKO»
Mpukas Poc3apasHaasopa N° 3275-Mp/11 ot 09 uioHs 2011 r.
KPA N 14067 oT 21.04.2011 r.

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
ansa AMMYHO®EPMEHTHOIO ONPEAEJIEHNA CBOBOAHOIO
TUPOKCUHA B CbIBOPOTKE (MJIASME) KPOBWU «cBT4-NDA>»

PekoMeHAOBaHa K yTBEpXAeHWU0 HayyHo-3akcnepTHbIM COBETOM MO MEAULIMHCKUM U3AENNSM

1. HABHAYEHMUE

1.1. Habop peareHTtoB «CBT4-UDA» npegHasHayeH AN KOJMYECTBEHHOrO
onpefeneHns KOHLUeHTpauunm cBo6OAHOr0O TUPOKCMHA B CbIBOPOTKE (Ma3Me) KpoBU
MeToAOM TBepAOda3HOro MMMyHOMEPMEHTHOIO aHanunsa.

1.2. TupokcuH (T4) mn 3,5,3'TpumoaTnpoHnH (T3) — ropMoHbl, BblpabaTbiBaeMbie
LLMTOBUAHOWM XeNne3on 1 LMpKyIupytowme B KpOBU Kak B CBOBGOAHON, Tak U B CBA3aHHOM
dopMe — B OCHOBHOM, C TMPOKCUHCBS3bIBalOWMM rnobynnHoMm (TCI). FopMoHanbHowM
aKTUBHOCTbIO 06nagatoT Tonbko cBoboaHble T3 n T4, o4HAKO MX AONA OYeHb Mana:
0.03% ot obwero coaepxanua ans T4 n 0.3% - ana T3.

1.3. KoHueHTpauus T4 B CbIBOPOTKE KPOBU — HanboJsiee o6LWenpuHSTLIN NoKasaTesb
PYHKLUMN LUIMTOBUAHOM Xene3bl, N03BONAIOLLMA OBOIbHO YETKO pasrpaHuymBaTh rmnep-,
rMno- n 3yTupeos.

1.4. lMoBbileHNe coaepxaHus obwero T4 HabntogaeTcs Npu rMnepTMpeose, nNpu
onyxonsax runodusa, nNpu COCTOSAHUAX C MOBbIWEHHbIM ypoBHeM TCIT (6epeMeHHOCTb,
OCTPbIN WN XPOHUYECKUI aKTUBHbIA renaTuT, 3CTPOreHceKpeTupyoLme onyxonm uim
npuem 3CTPOreHoB, reHeTU4Yeckn obyCcnoBAeHHOE NOBbIWEHNE), NPW NpUeMe opasibHbIX
KOHTpauenTUBOB, reponHa, MeTaoHa, TUpPeonaHbIX npenapaTos, TTT, TupeonnbepuHa.

1.5. CHmxeHne coaepxaHus obwero T4 Habnwogaercs npu  rmnoTMpeose,
NaHrMNoONUTYnTapusMe, COCTOSHUSAX C MOHWXEHHbIM YypoBHem TCI (akpomeranwus,
HedpOTMYECKNI A CUHAPOM, TUMNONPOTENMHEMUS, XpOHUYeckme 3aboneBaHUs MNeyeHu,
aHApPOreHCeKpeTUpPYLLMEONyXONM I NpueMaHaporeHoB, reHeTu4eckmn obycrnosneHHoe
CHUWXeHune), remonunse, U3NYECKOW Harpyske, Npuv MNpueMe aMMHOCAIULMUIOBON WU
aueTuICannumMnoBO KMCIOT, MIOKOKOPTUKOMAOB, Cyib(aHnnamMmaos, XonectmpamumHa,
pesepnuHa, ioanaa Kanusa, TPUNOATUPOHMUHA.
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XEMA

2. IPUHUUN PABOTbl HABOPA

OnpeaeneHve cBO60AHOr0 TUPOKCMHA OCHOBAHO Ha MCMOb30BaHUN KOHKYPEHTHOMO
MMMYHOMEPMEHTHOrO aHanu3a. Ha BHyTpeHHel MOBEpXHOCTW JIYHOK MJaHLeTa
MMMOGMIN30BaHbl MbllUMHbIE MOHOKJIOHaJIbHblE aHTUTena Kk T4. CBO60AHbIA TUPOKCUH
13 obpasla KOHKYpUpYyeT C KOHbIOrMpoBaHHbIM T4 3a cCBA3blBaHWE C aHTUTeNnamu
Ha TMOBEPXHOCTM JNyHKW. B pesynbTate ob6pasyeTcs CBA3aHHbIA C  MAACTUKOM
«C3OHABUY», copepxalumii nepokcuaasy. Bo Bpemsi nHkybauum ¢ pactBopom cybcTpaTa
TeTpameTunbeHsmanHa (TMB) npoucxoAuT OKpallMBaHWE pacTBOPOB B JIYHKaXx.
MHTEHCMBHOCTb OKpacku o06paTHO MNpoMopuUMOHanbHa KOHLEHTpauun cBob6oAHOro
TUpPOKCMHA B uccnesyeMoM obpasue. KoHUeHTpauuto CBO60OAHOMO TUPOKCUHA
B uccnenyeMblx obpasuax onpeaensioT no KannbpoBOYHOMY rpadumKy 3aBUCUMMOCTU
ONTUYECKON MNMOTHOCTM OT COAEpXKaHUs CBOGOAHOrO TUPOKCUHA B KanMbpOBOYHbIX
npo6ax.

3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundmyHOCTb. [lepeKkpecTHas peakuus MbllUHBIX MOHOKJIOHANbHbIX
aHTUTEen K T4 C ApyrMMu aHanutamm npueeaeHa B Tabnuue:

Ananut TNepekpecTHas peakuus, %
L-TupokcuH 100
D-TnpokcuH 30
T3 0.5

3.2. Bocnpou3BoanMOCTb.

KoadduuneHT Bapuaumm pesynbTaToB onpeaeneHns coaepxaHus csT4 B OAHOM
1 TOM Xe obpa3sLe CbiIBOPOTKM (MasMbl) KpoBUM C ncnonb3oBaHneMm Habopa «ceT4-UDA»
He npeBblwaeT 8,0%.

3.3. JINHEeHAHOCTb.

3aBMCUMOCTb KOHUEeHTpauun cBT4 B obpasuax CbiIBOPOTKM (Maasmbl) KPOBW Mpwu
pa3BeAeHnn UX CbIBOPOTKOM (Ma1a3Moi) KpoBK, He coaepxkallei cBT4, UMEET JIMHEHbIN
XapakTep B Avana3oHe KoHueHTpauuii 5-100 nmonb/n u coctaBnset £10,0%.

3.4. TOYHOCTb.

[aHHbIA  aHaNUTMYeCKMIi napaMeTp MpOBEPSIETCA TECTOM Ha <«OTKpbITME» -
COOTBETCTBME W3MEPEeHHOM KOHUeHTpauuu cBT4 npeanncaHHOW, MOAYYEHHOW nyTem
CMeLNBaHNA paBHbIX OH6bEMOB KOHTPOJIbHOM CbIBOPOTKU WM KannbpoBOYHOW Mpobbl
10 nMonb/n. MpoueHT «oTKpbITUA» coctaBnsieT 90-110%.

3.5. YyBCTBUTENbHOCTbD.

MuHMManbHaa AOCTOBEpHO ornpegensiemass Habopom «cBT4-UDA» KOHLEHTpauus
cBT4 B cbiBOpOTKe (Mn1a3Me) KpoBW He npesblwaeTt 1.5 nMmonb/n.
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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 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...425 °C) He mMeHee 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
1N XpaHuTb Npu Temnepatype +2...+8 °C B TeyeHne Bcero cpoka rogHoctu Habopa.

7.3. MpurotoBJsieHMEe OTMbIBOYHOI0 pacTtBopa.

Coaepxumoe dhnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pactsopa (22 M), nepeHectn
B MEPHbIN LMAMHAP BMecTMMOoCTbto 500 Mn, Ao6aBuTb 440 MN AUCTUNNMPOBAHHOW BOAbI U
TWwaTenbHO nepeMelaTb. B cnyyae gpobHoro ncnonb3osaHmns Habopa cneayet otobpathb
HeobXxo0AMMOe KOIMYECTBO KOHLEHTpaTa OTMbIBOYHOrO pacTBopa M pas3BecTu AUCTUANN-
poBaHHOM BoAoM B 21 pa3 (1 MN KOHLEHTpaTa OTMbIBOYHOrO pacTteopa + 20 mn auctun-
NINPOBaHHOM BOAbI).
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8. YCNOBUSA XPAHEHUSA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB «CBT4-UDA» pomxeH XpaHWUTbCS B YMakKoBKEe MpeanpusTus-
M3roToBuTENS Npu TemnepaType +2...+8 °C B TeueHue BCero cpoka rogHOCTU, YKa3aHHOro
Ha ynakoBke Habopa. [onyckaeTcss XxpaHeHue (TpaHcrnopTupoBka) Habopa npwu
Temnepatype o +25 °C He 6onee 5 cyTtok. He pgonyckaeTcsi 3aMopaxuBaHWe LIEoro
Habopa.

[onyckaeTcAa opHOKpaTHoe 3aMopakuBaHue (-20 °C) kanMb6poOBOUYHbIX
Npo6 U KOHTPO/IbHOW CbIBOPOTKMU 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:

- OCTaBLUMECS HEeWCnosib30BaHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb

6ymaror Ans 3aknevBaHus NiaHLWweTa U XpaHUTb Npu TemnepaTtype +2...+8 °C
B TeYeHne Bcero cpoka rogHoctn Habopa;

- KOHbtoraTt, cybcTpaTt, cTon-peareHT Mocne BCKpbITUS (nakoHOB cneayet
XpaHuTb npu Temnepatype +2...+8 °C B TeyeHue BCEro Cpoka rOAHOCTU
Habopa;

- KanubpoBOYHble NPObbl N KOHTPOJIbHYIO CbIBOPOTKY MOC/AE BCKPbITUS (P/TaKOHOB
cnenyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He 6onee 2 Mecsues;

—  OCTaBLUMINCA HENCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTBopa cneayer
XpaHUTb Npu TemnepaTtype +2...+8 °C B TeueHue BCero cpoka rogHoOCTU
Habopa;

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

MpumMeyaHue. Mocne MCNONb30BaHMS peareHTa HeMea/IeHHO 3aKpbiBalTe KpPbIWKY

dnakoHa. 3akpblBanTe Kaxablh h1akoH CBOEW KPbILLKOM.

8.4. [Ins npoBefeHMs aHanu3a He creayeT WCMNosb30BaTb FEMOSIM3MPOBAHHYHO,
MYTHYH CbIBOPOTKY (N1a3My) KPOBM, @ Takxe CbIBOPOTKY (MnasMy) KpoBM, coaepikallyo
asua HaTpus. Ecnu aHann3 Npon3BoANTCSA He B AeHb B3ATUS KPOBWU, CbIBOPOTKY (Masmy)
cnepyeT xpaHuTb npu Temnepartype -20 °C. [MoBTOpHOE 3aMopaXkMBaHue-oTTanBaHue
06pa3LoB CbIBOPOTKU (MNs1a3Mbl) KPOBU He AOMycKaeTcs.

8.5. VcknouaeTca mcnonb3oBaHMe Ana aHanusa obpasuoB CbIBOPOTKM (Mna3Mmbl)
KpOBW NtoAew, Nony4yaBlIMX B Lensax AMarHOCTUKK UM Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOASAT MbIlUMHbIE aHTUTENa.

8.6. Mpn wncnonbloBaHun Habopa Ana npoBeAeHUS HECKONIbKUX He3aBUCUMMbIX
Cepuili aHanu3oB cneayeT UMeTb B BUAY, YTO AN KaXA0ro HE3aBUCMMOro onpeaesieHus
Heob6xoAMMO  MOCTPOEHME HOBOro  KanMbpoBOYHOro rpaduka; Kpome 3Toro,
pekoMeHAyeTCs onpeaeneHne KOHUeHTpaumm cBT4 B KOHTPOJIbHOW CbIBOPOTKE.

8.7. [Ins nony4yeHus HaAexXHbIX pe3ysbTaToB HeobXoaMMo CcTporoe cobniwoaeHve
WNHCTpyKUMM No npumMmeHeHunto Habopa.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasicb 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.

MpumMmeuaHne. 3HayeHMs KOHUeHTpaumin cBT4 B wuccneayembix obpasuax,
HaxoAslmMecss HWxXe rpaHuubl 4YyBCcTBUTENnbHOCTM Habopa (1.5 nmonb/n), a Takxke
npeBbillaloWme 3HadYeHne BepxHen kanubposouyHoM npobbl (100 nmonb/n) crnepyet
nNpuBOAUTbL B creaytoLllenn popme: B uccnegyemom obpasue X KoHueHTpaums cBT4 Huxe
1.5 nMonb/n wnn Beiwe 100 nMonb/n.

Wcenepyemasn Epuuuubl, nmonb/n
rpynna Hwknmii npepen BepxHuii npepen
3[0pOBbl€ AOHOPbI
no 60 net 10.0 25
ctapwe 60 net 10.0 21
BepemeHHbI€e:
1-1 TpumecTp 9.0 26
2- TpuMecTp 6.0 21
3-11 TpuMecTp 6.0 21
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3. Sati, C., Chattor, A. J., Watts, N. Fundamentals of Clinical Chemistry. Ed. Tietz, N. W.
3rd Ed., pg. 586. Saunders press Phila. 1987.

4. Lundberg, P. A., Jagenburg, R., Lindstedt, G., Nystrom, E., Clin. Chem. 1982,
28:1241.
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Mo Bonpocam, kacatowmmcsa kayectsa Habopa «cBT4-UDA>»,

cnenyet obpawaTtbcs B 000 «XEMA» no agpecy:

105043, MockBa, a/s 58,

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

3/1eKTPOHHas noyta: info@xema.ru; rgc@xema.ru
VHTEpHET: www.xema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl 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 THYROXIN IN HUMAN BLOOD SERUM OR PLASMA

1. INTENDED USE

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

This kit is designed for measurement of free thyroxin 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

Thyroid hormones thyroxin (T4) and 3,5,3'-triiodothyronine (T3) exert regulatory
influences on growth, differentiation, cellular metabolism and development of skeletal
and organ systems. T4 and T3 in blood are found both in free and bound form - mostly,
they are bound to thyroxin binding globulin (TBG). Only free forms of T3 and T4 exert
hormonal activity also their percentage is very low - 0.3% for T3 and 0.03% for T4.

The concentration of T4 is generally accepted as an index of thyroid function which
provide enough information to differentiate between hyper-, hypo- and euthyroidism.

Elevation of total T4 is found in hyperthyroidism, in patients with tumours
of pituitary gland, in subjects with elevated TBG level (pregnancy, acute or chronic
active hepatitis, estrogen-secreting tumours or estrogen intake, hereditary elevation of
TBG), in patients taking oral contraceptives, heroin, methadone, thyroid preparations,
TSH, thyroliberin.

Low total T4 is found in hypothyroidism, in patients with panhypopituitarism, in
subjects with low TBG level (acromegaly, nephritic syndrome, hypoproteinemia, chronic
liver diseases, androgen-secreting tumours, hereditary reduction), in patients taking
aminosalicylic and acetylsalicylic acids, cholestyramine, reserpine, potassium iodide,
trilodothyronine.
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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 T4-antibodies
simultaneously with conjugated fT4-peroxidase. fT4 from the specimen competes with
the conjugated fT4 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;
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.

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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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

1. Calculate the mean absorbance values (OD450) for each pair of calibrators and
samples.

2. Plot a calibration curve on graph paper: OD versus free thyroxin concentration.

3. Determine the corresponding concentration of free thyroxin 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.

4. Below is presented a typical example of a standard curve with the XEMA Co. Not
for calculations!

Calibrators Value A(l;sst:)r:mc;:l‘;:)l‘t)s
CAL 1 0 pmol/I 2539 . T
CAL 2 5 pmol/I 2080
CAL3 | 10 pmol/I 1602 .,
CAL 4 25 pmol/I 993 o | \z'
CAL 5 50 pmol/I 541 N
CAL 6 100 pmol/I 161 R

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
fT4. 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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Units, pmol/l
Sex, age — —
Lower limit | Upper limit
Healthy donors
<60 yrs 10.0 25
>60 yrs 10.0 21
Pregnancy week:
1st trimester 9.0 26
2nd trimester 6.0 21
3rd trimester 6.0 21

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
L-Thyroxin 100
D-Thyroxin 30
T3 0.5

11.2. Analytical sensitivity

Sensitivity of the assay was assessed as being 1.5 pmol/I.

11.3. Linearity

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

11.4. Recovery

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