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K202I

MHCTPYKLUNA NO NPUMEHEHWUIO HABOPA PEATEHTOB Ans
MMMYHO®EPMEHTHOIO ONPEAEJIEHNA JIIOTEOTPOMHOIO
FTOPMOHA B CbiIBOPOTKE (MJIASME) KPOBWU «JIr-N®A>»

1. HABHAYEHMUE

1.1. Habop peareHtoB <«JIT-UDA» npepgHasHayeH AN  KOJIMYECTBEHHOrO
onpeaeneHns KOHLUEHTpauun NIoTEOTPOMHOro ropMoHa B CbiBOPOTKe (Masme) KpoBU
MeToAOM TBepAO0(da3HOro MMMYHO(EPMEHTHOro aHann3a.

1.2. JlloTeoTponHbii ropMoH (JIF) - rAvkonpoTeua C MOJIeKy/sISipHOM  Maccomn
okono 28000 [a. OH cekpeTupyeTcsa rOHaAOTPOMHbIMKM KIeTKaMW nepeaHen [onuv
rmnodusza. Y xeHwmuH JIT perynupyetr QyHKUMIO XeNnTtoro Tena W CTUMynAupyeT
buocmHTe3s nporectepoHa. Y MyxuumH JII cTumynmpyeT obpa3oBaHMe TeCTOCTEpOHa
B MHTEPCTMUMANbHbIX KneTkax Jlenanra. YpoBeHb ropMOHa B TeYEHWE MEHCTPYaslbHOro
LMK/1a OCTaeTCs HU3KMM, 3@ UCKTIIOYEHNEM CepeaMuHbl LIMKIa, KOraa ero KoHueHTpauns
MOXeT Bo3pacTtaTb B 5-10 pas. NpumepHo 3a 12 yacoB A0 BO3HUKHOBeHUs nuka JII emy
npeawecTesyeT MUK 3CTpaamona, a cama OBynsauusa npomcxoamT cnycts 12-20 yacos
nocne AOCTUXEHUS MaKCMManbHOW KOHUeHTpauuu JII. Y XeHLWMH ropMOH CTUMYMpyeT
pa3pbiB SMYHUKA M obpasoBaHMe XenToro Tefa, KOTopoe HayMHaeT CeKpeTupoBaTb
B KPOBb MPOrecTepoH, yBennymnsas Takmm obpasoM ero KOHUEeHTpauuio B JIIOTENHOBYO
¢azy. CoaepxaHue JII B KPOBU KaK y MY>XUMH, TaK U Y XEHLUNH 3aBUCUT OT CYTOYHOrO
puTMa, NMO3TOMY oOrnpefeneHne 3TOr0 ropMoHa cneayeT NpoBOAUTb B OAHO U TO Xe
BpeMs. lNepunoanueckme yBennyeHuns KoHueHTpauumn JII 6onee BbipaXeHbl Y XEeHLMH
(B 3aBMCMMOCTM OT CTaAMW MEHCTPyasnbHOro umnkna). Tak, konebaHusi ypoBHSA ropMmoHa
CT@HOBATCS MEHee YacTbIMU B KOHLLE TIOTEMHOBOW CTaAMU, @ UX BbIPAXXEHHOCTb — B KOHLE
GoNNNKyIMHOBOW. YBenuyeHne KoHueHTpauumn JIIT Habnogaetcs npu nNepBUYHON
ANCHYHKLUMN MOMOBbIX Xene3; aMeHopee, BbI3BAHHOW HeAOCTaTOYHOCTbIO SIMYHWUKOB;
cnHapoMme LternHa-JleBeHTans; meHonay3e. CHMXeHne KoHueHTpauuun JIIN HabnoaaeTtcs
npu HapyweHun ¢yHKUMKM runodusa uam runotanaMyca; CUHAPOME ranakTtopen-
aMeHoppeun; U301MpOBaHHOM AeduuuTe roHaZOoTPOMHbIX FOPMOHOB; W30/IMPOBaHHOM
aedunumte NI («depTunbHbIN €BHYX»); HEBPOTUYECKON aHOPEKCUN; 3a4epXKe pocTa 1
NoJIOBOr0 CO3peBaHuUsl; Npueme ANrokKCMHa, Merectpona, eHoTnasnHa, NporecTepoxa,
3CTPOreHoB.
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2. IPUHUUN PABOTbl HABOPA

OnpeaeneHve NOTEOTPOMHOrO FOPMOHa OCHOBAHO Ha WCMOJIb30BaHWUN «CIHABUY» -
BapuaHTa TBepAaodasHoro MMMyHoMepMeHTHOro aHanun3a. Ha BHyTpeHHel NoBEepXHOCTH
JIYHOK NjaHLWeTa MMMOBMIN30BaHbl MbIWNMHbIE MOHOKJ/IOHA/bHbIE aHTUTeNa K 6eTa-uenu
JIr yenoseka. B nyHkax nnaHweTa, npu aobasneHnn nccnenyemoro obpasua, npomcxoant
cBsA3bIiBaHWe JIIT, coaepxallerocsi B uccneayemom obpasue, ¢ aHTUTeNaMu Ha TBepaon
¢daze. O6pa30BaBLUNIACS KOMMIEKC BbISBASIOT C MOMOLLb KOHblOraTta MbIWMHbBIX
MOHOKJIOHasNbHbIX aHTUTen kK anbda-uenu JI/OCI/XI 4yenoBeka C nepokcuaason
XpeHa. B pe3synbtate obpasyeTcs CBA3aHHbIA C MNACTUKOM «C3IHABUY», COAEpPXKaLUUN
nepokcmaasy. Bo Bpemsi nHkybaumm c pactBopoM cybcTpaTa TeTpameTunbeH3nanHa
(TMB) nponcxoauT okpallmBaHWe pacTBOPOB B JIyHKaX. MHTEHCMBHOCTb OKpacKu NpsiMo
nponopuMoHanbHa KOHUEHTpaLuMM NOTEOTPONHOr0 ropMoOHa B uccrieayeMoM obpasue.
KoHLEeHTpaunio nTEOTPONHOrO rOpMOHa B wccnedyeMblx obpasuax onpeaenstoT
no KannbpoBo4yHOMY rpacduKy 3aBUMCMMOCTM OMNTUYECKOW MOTHOCTU OT COAEepXaHus
NIOTEOTPOMNHOr0 rOPMOHa B KanimbpoBOYHbIX Npobax.

3. AHAJTUTUNYECKUE XAPAKTEPUCTUKHA

3.1. CneumndUYHOCTD.
[MepekpecTHass peakuusi MbIWMHbLIX MOHOKJ/IOHaNIbHbIX aHTMTen K 6eTta-uenu JII
C APYrMMU aHanMTamMn npvBeeHa B Tabnuue:

Ananut MepekpecrHas peakuua, %
Xr <0.1
oCr <0.1
T <0.1

3.2. Bocnpou3BoanMOCTb.

KoacdduruneHT Bapnaumm pesynbTaToB onpeneneHnsa cogepxanus J1I B 04HOM wn
TOM >xe obpasue CbiIBOPOoTKM (M1a3mbl) KPOBU C MCNoSb30BaHMeM Habopa «JIT-UDA» He
npesbiwaeT 8.0%.

3.3. JINHENHOCTD.

3aBUCUMOCTb KOHUeHTpauuu JII B obpasuax cbiBOPOTKU (MnasMbl) KPOBU MNpu
pa3BeAeHUM MX CbIBOPOTKOM (Mia3mMoii) KpoBu, He coaepxauwen JII, uMeeT NIMHEHbIN
XapakTep B Avana3oHe KoHueHTpauuii 5-100 ME/n n coctasnset £10.0%.

3.4. TOYHOCTb.

[aHHbIA  aHaNUTMYeCKMIi napaMeTp MpoOBeEpPSieTCA TEeCTOM Ha <«OTKpbITME» —
COOTBETCTBME W3MEPEHHON KOHUeHTpaumn JII npeanucaHHoOn, MNONyYeHHOW nyTem
CMEeLMBaHUA paBHbIX OHBBEMOB KOHTPOJIbHOM CbIBOPOTKM WM KannbpoBOYHOW Mpobbl
25 ME/n. MpoueHT «oTKpbITUa» coctasnsier 90-110%.

3.5. YyBCTBUTENbHOCTbD.

MuHuUManbHas goctoBepHoO onpegensemas Habopom «JIM-UDA» koHueHTpauwms JII
B CbiBOpOTKe (MnsasamMe) KpoBu He npesbiwaeT 0.15 ME/n.
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN pUck NpuMeHeHns Habopa — knacc 1 (FTOCT P 51609-2000).

5.2. Bce koMmmnoHeHTbl Habopa, 3a ucknwueHnem cron-peareHta (5.0% pacTtBop
CEPHOW KUCNOTbI), B UCMOJIb3YyEMbIX KOHLIEHTPaUUAX SABASIOTCA HETOKCUYHBIMMU.

PactBop cepHO kucnoTbl ob6bnagaer pasgpaxarowmMm agenctemeM. MWsberatb
pasbpbi3rMBaHnsa M nomnagaHust Ha KOXY W CAv3ucTble. Mpu nonagaHum Ha KOXy M
C/IN3UCTbIE MOPaXKEHHbI Y4acTOK cieflyeT NPOMbITb 60/bLUNMM KOMMYECTBOM NMPOTOYHOM
BOAbI.

5.3. MNpu pabote ¢ Habopom cneayet cobnogate «lMpaBuna yCTpONCTBa, TEXHUKMU
6e30MacHOCTN, MNPOU3BOACTBEHHOW CaHWUTapuu, MNPOTUBOIMUAEMUYECKOTO pexuma u
JINYHOWN rurneHbl npu paboTte B nabopaTopusx (oTaeneHusiX, oTAenax) CaHUTapHO-
3NUAEMUNONONMYECKNX YUPEXAEHUI CUCTEMbl MUHUCTEpCTBa 3a4paBooxpaHeHus CCCP»
(MockBa, 1981 r.).

5.4. Npu pabote c Habopom cneayet HazeBaTb OAHOPA30Bble PE3VMHOBbIE WU
nnacTMKoBblE MepyaTKy, Tak Kak obpasubl KPOBWM 4YenoBeka cliefyeT paccMaTpuBaTbh
Kak noTeHuMasnbHO WHMUUMPOBAHHbLIA MaTepuasn, CnocobHbIi AnUTeNbHOE Bpems
coxpaHaTb W nepepasatb BWY, Bupyc renatuta unm nwobon apyrov Bosbyautenb
BUPYCHOM MHGEKLMN.

6. OBOPYAOBAHUE U MATEPUAJbI,
HEOBXOAWMMbIE NMPU PABOTE C HABOPOM

- doTOMEeTp BEpPTUKANBHOIO CKAaHMPOBaHMWSA, MO3BOJISAOLNA N3MEPSATb ONTUYECKYO
MIOTHOCTb COAEPXXMMOTrO JIYHOK MaHLwWeTa npu AnvHe BOAHbI 450 HM;

- TepMocTaT, nogaepxusatrowmni temnepatypy +37 °C 0.1 °C;

- [03aTopbl CO CMEHHbIMM HaKOHeYHMKamu, nossonsowme oTbupaTb 06beMbI
B Anana3soHe 25-250 Mkn;

- UWIMHAP MepHbI BMecTMMocTbio 1000 mn;

- BOJa AUCTUINIMPOBaHHas;

- nep4yaTku pe3nHOBble UMY NIACTUKOBbIE;

- 6ymara ¢unbTpoBasnbHas.

7. NOArOTOBKA PEATEHTOB AJ11 AHAJIU3A

7.1. Nepen npoBeaeHWeM aHanm3a KOMNOHeHTbl Habopa n nccneayemble o6pasupbl
CbIBOPOTKM (NNasMbl) KpPOBM cCneAyeT BblAepXaTb MNpuM KOMHATHOM TemnepaTtype
(+18...+25 °C) He meHee 30 MUH.

7.2. MpuroTtoBnieHMe njaHwWwerTa.

BCKpbITb MakeT C NaaHWeTOM M YCTaHOBWUTb Ha paMKy HeobxoAuMoe KOM4yecTBO
ctpynosB. OcTaBWKMecs  HEWCNONb30BaHHbIMW  CTpUMbl, 4YTOObI  NpeaoTBpaTUTb
BO34ENCTBME Ha HUX BNaru, TWwaTenbHO 3ak1enTb 6ymMaron Ana 3aknensaHms niaHweTa
N XpaHuUTb Npu TemnepaTtype +2...+8 °C B TeueHne Bcero cpoka rogHoctn Habopa.

7.3. MNMpuroroBneHne OTMbIBOYHOIO pacTBopa.

Copepxumoe dnakoHa € KOHLEHTPAaTOM OTMbIBOYHOrO pacTsopa (22 MN1), nepeHecTn
B MEpHbI UMAMHApP BMecTuMocTbio 1000 mn, pobasutb 550 Mn aAncTMnnMpoBaHHOWN
BOAbl W TWaTeNbHO nepemewartb. B cnyyae apobHoro ucnonb3osaHua Habopa cnepyet
oTobpaTb Heo6xoAMMOe KOMMYECTBO KOHLEHTpaTa OTMbIBOYHOIO pacTBOpa W pasBecTy
ANCTUNNNPOBAHHON BOAOW B 26 pa3 (1 Mn KOHLEHTpaTa OTMbIBOYHOrO pacteopa + 25 mn
ANCTUNNNPOBAHHON BOAbI).

Document: K202I Instruction version: 1706 Format version: 610

5



K202I

8. YCNOBUSA XPAHEHUA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB «JI-UDA» [OMKEH XPaHUTLCS B YyMNakoBKe MpeanpusTus-
M3roToBuTENS Npu TemnepaType +2...+8 °C B TeueHune BCero cpoka rogHOCTH, yKa3aHHOro
Ha ynakoBke Habopa.

[onyckaeTcs xpaHeHue (TpaHcnopTupoBka) Habopa npu Temnepatype fo +25 °C
He 6onee 15 cyTok. He ponyckaeTcsa 3aMmopaxuBaHue Lenoro Habopa.

[AonyckaeTca ogHOKpaTHoe 3aMopa)xuBaHue (-20 °C) kann6poBOUHbIX NPo6
M KOHTPOJIbHOW CbIBOPOTKMU B aJ/IMKBOTAaX.

8.2. Habop paccumTaH Ha npoBeAeHue aHanusa B Aybnukatax 42 uccnenyembix
o6pa3uoB, 5 kanmMbpoBOYHbIX Mpob6 M 1 nNpobbl KOHTPOSLHOM CbIBOPOTKM (BCEro
96 onpeneneHui).

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

- OCTaBLUMECS HEeWCrnosib30BaHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb

6ymaron Ans 3aknevBaHusA NiaHLwWweTa U XpaHUTb Npu TemnepaType +2...+8 °C
B TeYeHne Bcero cpoka rogHoctn Habopa;

- KOHbtoraT, cybcTpaTt, cTon-peareHT Mocne BCKpbITUS (nakoHOB cneayer
XpaHuTb npu Temnepatype +2...+8 °C B TeyeHue BCero Cpoka roAHOCTU
Habopa;

- KanubpoBOYHble NPO6bl N KOHTPOJIbHYIO CbIBOPOTKY NMOCAE BCKPbITUS (P/TaKOHOB
cnenyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He 6onee 2 MecsueB;

—  OCTaBLUMINCA HENCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTBopa cneayer
XpaHUTb Npu TemnepaType +2...+8 °C B TeueHne BCero cpoka rogHoctn Habopa.
MpUroTOBAEHHbIN OTMbIBOYHbIN pPacTBOp CreAyeT XpPaHuTb MpPU KOMHATHOW
Temnepatype (+18..+25 °C) He 6onee 15 cyTtok wnu npu TemnepaType
+2...4+8 °C He 6onee 45 cyTok.

MpumMeyaHue. Mocne MCNoNb30BaHMS peareHTa HeMeA/IeHHO 3aKpbiBalTe KPbILWKY

¢nakoHa. 3akpblBaliTe Kaxabli hfakoH CBOEN KpPbILLIKON.

8.4. 1ns npoBeAeHWs aHanuM3a He cneayeT MCMNoJfb30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYH CbIBOPOTKY (M/1a3My) KPOBM, a TakxKe CbIBOPOTKY (Ms1iasMy) KpoBU, CoAepIKalLLyto
asua HaTpus. Ecnu aHann3 npon3BoaMTCS HE B AeHb B3STUS KPOBU, CbIBOPOTKY (M1asmy)
cnepyet xpaHuTb Npu Temnepatype -20 °C. [MoBTOpHOe 3aMopa)kMBaHue-oTTanBaHue
06pa3LoB CbIBOPOTKU (Ns1a3Mbl) KPOBU HE AOMyCKaeTcs.

8.5. VckntoyaeTcs Mcnosb3oBaHMe Ana aHanu3a o6pasuoB CbIBOPOTKM (Ma3Mmbl)
KPOBW NtoAen, Nony4yasBlwmMx B Lensx AMarHOCTUKM UNKW Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOAAT MbILUNHbIE aHTUTENa.

8.6. Mpn wucnonb3loBaHun Habopa Ana nNpoBeAeHUS HECKOSIbKUX HEe3aBUCUMMbIX
cepuil aHanu30B cneayeT UMeTb B BUAY, YTO ANS KaXXA0ro He3aBUCMMOro onpeaeneHms
Heob6XxoAMMO  MOCTPOEHME HOBOro  KanuMbpoBOYHOro rpaduka; Kpome 3TOro,
pekoMeHAyeTCsl onpeaesieHne KOHLEeHTpaunn NioTeOTPONHOr0 rOpMOHa B KOHTPOJIbHOM
CbIBOPOTKE.

8.7. Ins nony4yeHns HadeXHbIX pe3ynbTaToB HeobxoaAnMo cTporoe cobnwaeHue
WNHCTpyKUMM No npuMmeHeHuto Habopa.

8.8. He wucnosnb3yiite KOMMOHEHTbI M3 ApPYyrux HabopoB WM M3 aHaNOrMUHbIX
HabopoB Apyrmnx cepui.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OOcHoBbIBasiCb Ha pe3yfbTaTaxX uccnenoBaHuin, npoeeaeHHbix 000 «XEMA»,
pekoMeHAyeM Mosb30BaTbCs HOpMaMu, NpuBeAEeHHbIMM HWxe. Bmecte ¢ TeMm, B
cooTBeTCcTBMUM C npaBunamu GLP (Xopowen nabopaTopHOM NpakTUKK), Kaxxaas
nabopatopusi [o/MKHa camMa onpefenuTb NapaMeTpbl HOPMbl, XapaKTepHble Ans
obcrnenyemon nonynsaunn.

NMpumeuaHue. 3HauyeHus KoHueHTpauuii JII B wuccneagyembix obpasuax,
HaxoAsilMecs HUXKe TrpaHuubl 4yBCTBUTENbHOCTM Habopa (0.15 ME/n), a Takxe
rnpeBbillalOWMe 3Ha4YeHne BepxHer kanubposouHoW npobbl (100 ME/n) cnepyert
npuBOAMTL B crieaytowen gopme: B nccnegyemom obpasue X koHueHTpauus JII Huxe
0.15 ME/n wnu Bbiwe 100 ME/n.

Epunuupbi: MEg/n

Wcecnepyemas rpynna ” "

HwxHuit npegen Bepxuwuii npegen
Oetv po 11 net 1.0 5.0
My>X4YNHBbI 1.5 9.0

XKeHWwmnHbI

®a3bl unkna:
donnmkynapHas 2.0 9.5
OBY/1ALMSA 10.0 45
NIOTENHOBASA 0.5 17
MeHonay3a 5.0 57

11. INTEPATYPA

1. Pierce, J.G. and Parsons, T.F. Glycoprotein hormones: Structure and Function, Annual
Rev. Biochem., 50, 465-495 (1981).

2. Harris, G.W. and Naftolinf., The Hypothalamus and Control of Ovulation, Brit. Med.
Bullet., 26, 1-9 (1970).

3. Knobil, E., The Neuroendocrine Control of the Menstrual Cycle, Rec. Prog. Horm Res.,
36, 52...+88 (1980).

4. Jeffcoate, S.L., Clinics in Endocrinol. Metab., 4, 521-543 (1975).

5. Whitely, R.]J., Keutmann, H.T. and Ryan, R.J., Endocrinology, 102, 1874 (1978).

Mo Bonpocam, kacarwmumcsa kadyectsa Habopa «JIFr-UDA>,

cneayet obpawaTtbecs B OO0 «XEMA» no aapecy:

105043, r. MockBa, a/a 58

105264, r. MockBa, yn. 9-s MNapkosas, 4. 48, 1- noa., 5 atax,
Ten/dakc (495) 737-39-36, 737-00-40, 510-57-07 (MHOrokaHanbHbI)

3M1eKTPOHHAasa noyta: info@xema.ru; rgc@xema.ru
MHTEPHET: Www.Xema.ru; www.xema-medica.com

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

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

1. INTENDED USE

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

This kit is designed for measurement of LH 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

Luteinizing hormone (LH) is produced in both men and women by the anterior
pituitary gland in response to Iuteinizing hormone-releasing hormone (LH-RH
or Gn-RH), which is released by the hypothalamus. LH, also called interstitial cell-
stimulating hormone (ICSH) in men, is a glycoprotein with a molecular weight
of approximately 30,000 daltons. It is composed of two noncovalently associated amino
acid chains: alpha and beta.

The basal secretion of LH in men is episodic and has the primary function
of stimulating the interstitial cells (Leydig cells) to produce testosterone. The variation
in LH concentrations in women is subject to the complex ovulatory cycle of healthy
menstruating women, and depends on sequence of hormonal events along the gonado-
hypothalamus-pituitary axis. During the cycle, LH level is low except for the middle
of the cycle when its concentration may increase up to 5-10 fold. LH peak is preceeded
by a peak of Estradiol which occurs approximately 12 hours earlier. Ovulation occurs
12-120 hrs after LH peak. When the ovum is released, the corpus luteum is formed
which secretes progesterone and estradiol, these latter exerting negative feedback
effects on LH and FSH levels through hypothalamo-pituitary axis.

LH concentration in blood is subject to circadian rhythms; therefore blood sample
for LH assay should always be taken at the same time of the day. Circadian variations
of LH level are more pronounced in women depending of the stage of menstrual cycle:
they become less frequent at the end of luteinic phase and less pronounced - at the
end of follicular stage. Increased LH levels are found in primary dysfunction of gonadal
glands, in amenorrhea caused by ovarian insufficiency, in Stein-Leventhal syndrome,
after menopause. Increased concentrations of LH are also present during renal failure,
cirrhosis, hyperthyroidism, and severe starvation.

Decreased LH concentrations are seen in dysfunction of hypophysis or hypothalamus,
in galactorrhea-amenorrhea syndrome, in isolated decrease of gonadotropins,
in isolated LH decrease; in neurotic anorexia, in patients with retardation of growth and
sexual development, after intake of digoxin, phenotiazine, progesterone, estrogens.

In the differential diagnosis of hypothalamic, pituitary, or gonadal dysfunction,
assays of LH concentration are routinely performed in conjugation with FSH assays
since their roles are closely interrelated. Furthermore, the hormone levels are used
to determine menopause, pinpoint ovulation, and monitor endocrine therapy.
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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 B chain human LH-antibodies. Antigen from the specimen is captured by the antibodies
coated onto the microwell surface. Second antibodies - murine monocnoclonal
to a chain human LH/FSH/HCG, 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. Material Safety Data Sheet for this product is available upon request directly
from XEMA Co., Ltd.

4.15. The Material 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 ul, 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...4+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

.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 26X by 26 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 LH concentration.
9.3. Determine the corresponding concentration of LH 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 Abso(r4bsaon;:‘l)lmts Wl T
CAL 1 0 1U/I 0.09
CAL 2 5 10/I 0.24 P E//
CAL 3 25 1U/I 0.85 W
CAL 4 50 I1U/I 1.57 N
CAL 5 100 IU/I 2.39 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 LH. 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.

e Units, 1IU/1
' Lower limit Upper limit
Children under 11 yrs 1.0 5.0
Males 1.5 9.0
Females
Menstrual cycle:
follicular phase 2.0 9.5
luteinic phase 0.5 17
ovulation 10.0 45
post menopausal 5.0 57
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11. PERFORMANCE CHARACTERISTIC
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt

HCG <0.1
FSH <0.1
TSH <0.1

11.2. Analytical sensitivity

Sensitivity of the assay was assessed as being 0.15 IU/I.

11.3. Linearity

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

11.4. Recovery

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

12, LITERATURE

1. Pierce, J.G. and Parsons, T.F. Glycoprotein hormones: Structure and Function, Annual
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2. Harris, G.W. and Naftolinf., The Hypothalamus and Control of Ovulation, Brit. Med.
Bullet., 26, 1-9 (1970).

3. Knobil, E., The Neuroendocrine Control of the Menstrual Cycle, Rec. Prog. Horm Res.,
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