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K239

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
ana AMMYHO®EPMEHTHOIO ONPEAENIEHNA AHTUTEHA HE4
B CbIBOPOTKE (NMJIASME) KPOBU «HE4-UDA »

1. HASBHAYEHME

1.1. Habop peareHToB <«HE4-UDA» npeaHasHayeH AN KOJMYECTBEHHOrO
onpeaeneHns KoHUeHTpauuu aHTureHa HE4 B cbiBOpoTKe (nna3mMe) KpoBM METOAOM
TBEpAO0(asHOro MIMMyHO(EpPMEHTHOIO aHanmsa.

1.2. OxHkomapkep HE4 npeactaBnser cobo 6enoKk, acCOUMMPOBAHHbLIA C
a/IeHOKapLMHOMOM SWYHMKOB U HEKOTOPbIMWU APYrnuMuK onyxonsiMu. KonuuvectseHHoe
onpepeneHve aHtureHa HE4 B cbiBOpoTke (MfiasMe) KpOBW UCMONb3yeTcs Ans
MOHUTOPUHIa 60/bHbIX C afeHOKapLUMHOMaMU SUYHUKOB.

1.3. AHTureH HE4 (cornacHo 6uoxmmmyeckon HomeHknatype - 6enok WFDC2) -
npeactasutens 6enkosoro cemericteBa WAP, B KOTOpoe BXOAAT WHIMouTOpsbI
NPOTEONINTUYECKUX (EPMEHTOB, HaxoAsWMECs B 3NUTeNuanbHbiX TKaHAX. ToyHas
MonekynspHasi Macca ectectBeHHoro 6enka WFDC2 BapbupyeT B AnanasoHe 25-35 k/[a.
Mpoaykumna aHtureHa HE4 nosbiwaeTcs npy ageHoKapuMHOMax SUYHWKOB PasfiMyHOMN
ructonormn. Kpome Ttoro, aHtureH HE4 obHapyXmBaeTca B BbICOKOM KOHUEHTpauuu B
HOPMabHbIX CeKpeTax (CEMEHHOM N anbBEOISPHON XMAKOCTU, OTAENSEMOM U3 NOSOBbIX
OpraHoB, C/OHE)

1.4. lMoBbiWeHNe KOHUeHTpauun aHTureHa HE4 B cbiBOpoTke (Mnna3Me) KpoBWM
Habnogaetcs y 6onbwnHCTBA 60/bHBLIX C aAeHOKapuMHOMaMM SUYHUKOB — B TOM
yncre, Ha NepBON CTaauM M y NauUMEHTOK C HOPManbHbIM ypoBHeM aHTureHa CA125.
OnpepeneHve ypoBHs aHTUreHa HE4 nonesHo ana KOHTPonst 3heKTUBHOCTU TeyeHuns
N CNexXeHna 3a TeYEeHMEM a[eHOKapuUMHOM SANYHMKOB; BMECTE C TeM, pe3ysfbTaTbl
n3mepeHnsa aHtureHa HE4 Bcerga cneayetr WHTepnpeTupoBaTb B KOMMEKce C
pesyfnbTaTamMu ApYrnx MeToAoB UCCEA0BAaHNA N KIUHUYECKUMWU AaHHbIMU. 3HAa4YMMOCTb
onpeaeneHns aHtureHa HE4 npu onyxonsx Apyron nfokannsaunm nsyvyeHa HeAoCcTaTouHo,
€CTb YKa3aHMs Ha NOTEHLUMANbHYIO NOMb3Yy MPY MOHUTOPUHIE aAeHOKapLMHOMbI IeFKOro
W NOAXeNnyA04YHOM Xenesbl.

1.5. CoueTaHHoOe onpefeneHne ypoBHs aHTureHa HE4 v aHtureHa CA125 nossonsier
YAYYWNUTb YYBCTBUTENbHOCTb BbISIB/IEHUSI 3/10KQUYECTBEHHbIX OMyXOsnen suyHuka. Ans
OLEHKM CYMMapHOro pucka pekoMeHAyeM WCMosb30BaTb MporpaMmMHoe obecnevenue,
AOCTyrnHoe no 3anpocy B dupmMe «XEMA».
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XEMA

2. IPUHUUN PABOTbl HABOPA

OnpepeneHve aHTMreHa HE4 OCHOBaHO Ha MCMOb30BaHUW «CIHABUY»-BapuaHTa
TBepAodasHoOro WUMMyHOMEpMEHTHOro aHanusa. Ha BHyTpeHHel MOoBepxHOCTH
JIYHOK nJlaHweTa WMMOOUNN30BaHbl MbIWMWHbIE MOHOK/IOHANbHblE K MPUPOAHOMY
(ectectBeHHOMY) aHTUreHy HE4 (nonyyeHbl OO0 «XEMA»). B nyHkax nnaHweta, npu
nobasneHnn uccrieayeMmoro obpasua, npoucxoauT ceasbiBaHne HE4, copepixallerocs B
nccneayemom obpasue, ¢ aHTUTeNnamMm Ha TBepaol dase. O6pa3oBaBLUMACA KOMMIEKC
BbIABMSAOT C MOMOLWbIO KOHbOrata [pyroro 3nuTona MbIWWHBIX MOHOKJIOHANbHbIX
aHTUTeNn K HaTuBHOMY (npupogHoMmy) HE4 c nepokcumpason xpeHa. B pesynbtaTte
obpa3yeTcs CBA3aHHbIN C NIACTUKOM «CIHABUY», coAepXKallmii nepokcnaasy. Bo Bpems
MHKybaumn c pactBopoM cybcTpaTa TeTpameTunbeHsmanmHa (TMB) npoucxogut
OKpalumBaHMe pacTBOPOB B JlyHKax. IHTEHCMBHOCTb OKpacKu NpsiMo NponopLMoHanbHa
KOHLeHTpaumn aHTureHa HE4 B uccnegyemom obpasue. KoHueHTpaumto aHtureHa HE4
B uccnenyembix obpasuax onpenenstoT no KanubpoBo4YHOMY rpadumKy 3aBUCUMMOCTM
ONTUYECKON NIOTHOCTM OT coAepXaHusi aHTureHa HE4 B kannbpoBoyHbIX npobax.

3. AHAJTUTUNYECKUE XAPAKTEPUCTUKHA

3.1. CneuncUYHOCTD.
[MepekpecTHass peakums MbIWNHBIX MOHOKJ/IOHANIbHbIX aHTUTEN K HaTUBHOMY
(npupogHomMy) HE4 ¢ gpyrMMm aHanutamm npueeseHa B Tabnuue:

Ananut NepekpectHas peakuma, %
AHTUren CA125 meHee 0,1
AHTUrreH CA19-9 meHee 0,1
AHTUreH CA15-3 MeHee 0,1
AHTUreH CA72-4 MeHee 0,1
KapunHoaMbpuoHanbHbIi aHTUTeH MeHee 0,1
MCA meHee 0,1

3.2. BocnpousBoAgUMOCTb.

KoadduruneHT Bapnaunn pesynbtaToB onpeaeneHns cogepxanns HE4 B ogHoM u
TOM Xe obpa3ue CbiIBOPOTKM (Mna3Mbl) KpOBU C ncnonb3oBaHneMm Habopa «HE4-UDA»
He npesbiwaeT 8,0 %.

3.3. JINHENHOCTb.

3aBUCUMOCTb KOHUeHTpauun HE4 B obpa3uax CbiBOPOTKM (Mia3Mbl) KpPOBWU Mpwu
passBefeHun MX CbIBOPOTKON (nnasMoin) KpoBW, He copepxallen HE4, nmeer nuHenHbin
XapakTep B AnanasoHe KoHueHTpaumin 25-1000 nmonb/n n coctaenset £10,0 %.

3.4. TOYHOCTDb.

[aHHbI  aHaNUTMYeCKM napameTp MPOBEPSETCA TECTOM Ha <«OTKpbITME» -
COOTBETCTBME W3MEPEHHOW KOHUeHTpaumm HE4 npeanncaHHOW, MOMy4YeHHOW nyTeMm
CMeLNBaHUA paBHbIX OH6BEMOB KOHTPOJIbHOM CbIBOPOTKW W KannbpoBOYHOW Npobbl
100 nmonb/n. MNpoueHT «oTKpbITMA» cocTasnseT 90-110 %.

3.5. UyBCTBUTEJIbHOCTD.

MuHuManbHaa AocToBepHO onpepensemas Habopom «HE4-UOA» koHUeHTpauus
HE4 B cbiBOpOTKE (Nna3Me) KpoBu He npesbliwaeT 10 nMonb/n.
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XEMA

5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHuUManbHbIN pUck NpuMmeHeHns Habopa - knacc 2a (FOCT P 51609-2000).

5.2. Bce komnoHeHTbl Habopa, 3a mncknw4veHnem cron-peareHta (5,0 % pacTtBop
CEPHOW KMUCNOTbI), B UCMOJIb3YyEMbIX KOHLIEHTPaUUSAX ABASOTCA HETOKCUYHBIMMU.

PactBop cepHO kucnoTbl ob6bnagaer pasgpaxawowmMm agenctemeM. Msberatb
pasbpbI3rMBaHna M MonagaHus Ha KOXy W ciusucTble. MNpu nonagaHun Ha KOXy W
C/IN3UCTbIE MOPaXKeHHbI Y4acTOK cieflyeT NPOMbITb 60/bWMM KOSIMYECTBOM MPOTOYHOM
BOAbI.

5.3. lNpu pabote ¢ Habopom cnepyet cobniogate «lMpaBuna yCTpONCTBa, TEXHUKMU
6e30MacHOCTN, NPOU3BOACTBEHHOW CaHWUTapuu, NPOTUBOIMUAEMMYECKOrO pexuMma U
JINYHOWN rurneHbl npu paboTte B nabopaTtopusx (oTaeneHusX, oTaesnax) CaHUTapHO-
3NNAEMUNONONMYECKUX YUPEXAEHUI cucTeMbl MUHUCTEpCcTBa 34paBooxpaHeHnss CCCP»
(MockBa, 1981 r.).

5.4. Npu pabote ¢ Habopom cneayetT HaaeBaTb OAHOPA30Bble PE3VMHOBbLIE WU
N1acTMKOBbIE MepyaTky, Tak Kak obpasubl KpOBW 4YenoBeka cnefyeT paccMaTpuBaTb
KaK MoTeHuManbHO WHMUUMPOBAHHbLIA MaTepuasn, CrnocobHbI ANUTebHOE BpeMs
coxpaHaTb M nepepasatb BWY, Bupyc renatuta wnu nwobon apyrovi Bo3byautenb
BUPYCHOW MHMEKLNN.

6. OBOPYAOBAHUE U MATEPWUAJbI,
HEOBXOAWMUMBbIE NP PABOTE C HABOPOM

- (OTOMETp BEpTMKaNbHOM0 CKaHMPOBAHMWSA, MO3BOASIOWMIA U3MEPSATb ONTUYECKYHO
NAOTHOCTb COAEPXMMOrO JIYHOK MaHLweTa npu AnvHe BoAHbl 450 HM;

- TepMocTaT, noadepxusarowmi Temnepatypy +37 °C £0,1 °C

- [03aTopbl CO CMEHHbIMWM HaKOHEeYHWKaMu, Mno3BofswWmne oTdbupatb 06bLEMDI
B Anana3soHe 20-250 mkn;

- UWIMHAP MepHbIN BMecTuMocTbio 500 Mn;

- BOJa AUCTUINIMPOBaHHas;

- nepyaTku pe3nHOBble UM NIACTUKOBbIE;

- 6ymara dunbTpoBasnbHas.

7. NOArOTOBKA PEATEHTOB AJ11 AHAJIU3A

7.1. lNepen npoBeaeHWeM aHanm3a KOMNoHeHTbl Habopa n nccneayemble o6pasupl
CbIBOPOTKM (NNasMbl) KpPOBM cneAyeT BblAepXaTb MNpuM KOMHATHOM TemnepaTtype
(+18...+25 °C) He meHee 30 MUH.

7.2. MpurotoBneHue njaHwera.

BCKpbITb MakeT C NAaHWeTOM W YCTaHOBWUTb Ha paMKy HeobxoAmMoe KOMYecTBO
ctpynosB. OcTaBlWwKMecs  HEWCNONb30BaHHbIMW  CTpUMbl, 4YTOBbI  NpeaoTBpaTUTb
BO3JENCTBME Ha HUX Bfaru, TwaTenbHO 3aknenTb ByMaron Ans 3akieMBaHns NaaHLWeTa
M XpaHuTb Npu Temnepatype +2...+8 °C B TeyeHuMe BCeEro cpoka rogHocTn Habopa.

7.3. MNMpuroroBneHne oTMbIBOYHOIO pacTBopa.

B cnyyae gpobHoro ucnonb3oBaHus Habopa cneayeTr otobpaTb Heobxoaumoe
KOJINYeCTBO KOHLleHTpaTa OTMbIBOYHOIO pacTBOpa M pa3BecTn AUCTUISIMPOBAHHOW
BoAon B 21 pa3 (1 Mn KOHLUEeHTpaTa OTMbIBOYHOIO pacTesopa + 20 MA ANCTUNIMPOBAHHOWM
BOAbI).
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8. YCNOBUSA XPAHEHUSA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB «HE4-UDA» [OMKEH XPaHUTLCSA B YNAKOBKE MpeanpusiTus-
M3roToBUTENS Npu TemnepaTtype +2-8 °C B Te4eHue BCero cpoka rogHoCTu, yKa3aHHOro
Ha ynakoBke Habopa.

[onyckaeTcs xpaHeHue (TpaHcrnopTupoBka) Habopa npu Temnepatype go +25 °C
He 6onee 5 cyTok. He gonyckaeTtcs 3aMmopaxuBaHue Lenoro Habopa. .

8.2. Habop paccuutaH Ha npoBeaeHue aHanusa B aybnukatax 40 mccnepyembix
obpasuoB, 6 KanMbpOBOYHLIX MpPo6 M 2 Npobbl KOHTPOJIbHOM CbIBOPOTKM (BCEro
96 onpepeneHui).

8.3. B cnyvae apobHOro mcnonb3oBaHns Habopa KOMMOHEHTbI CleAyeT XpaHuTb
cneayowmnm obpasom:

- OCTaBLUMECS HEeWCnOJb30BaHHbIMU CTPUMbl HEO6XOANMMO TLLATENIbHO 3aKNenTb

6yMaron Ans 3aknenBaHusa niaaHweTa u XxpaHuTb Npu Temnepatype +2...+8 °C
B TeYeHWe BCero cpoka rogHoctn Habopa;

- KOHbBbtoraTt, cybcTpaT, CTOnm-peareHT mfocne BCKPbITUA (NakoHOB cneayeTt
XpaHuUTb npu Temnepatype +2...+8 °C B TeyeHue BCEro cpoka rOAHOCTU
Habopa;

- KanmbpoBOYHble NPO6bl M KOHTPOJIbHbIE CbIBOPOTKM MOCAE BCKPbITUS (DIakKOHOB
cnefyeT xpaHuTb Npu Temnepatype +2...+8 °C He 6onee 2 MecsiLeB

- OCTaBLUMIACA HENCMOJIb30BaHHbIM KOHLEHTPaT OTMbIBOYHOIO pacTBopa creayer
XpaHuTb Npu Temnepatype +2...+8 °C B TeueHuWe BCero cpoka roAHOCTU
Habopa.

—  MPWrOTOBMIEHHbIA OTMbIBOYHbIA pacTBOP CheayeT XpaHWTb MNpW  KOMHATHOW
Temnepatype (+18...+25 °C) He 6onee 5 cyTok unu 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,
MYTHYIO CbIBOPOTKY (Mna3My) KpoBM.

3amopaxuBaHue-oTTanBaHne 06pa3uoB  CbIBOPOTKM  (MnasMbl) KPOBU  He
ponyckaetcs!

8.5. VcknoyaeTtca ucnonb3oBaHue AN aHanmsa o6pasLoB CbIBOPOTKM (nna3mbl)
KPOBW NIOAEN, NONy4YaBLWMX B LensxX AUAarHOCTUKM UAW Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOAAT MbIlNHbIE aHTUTENa.

8.6. Mpu ucnonb3oBaHuM Habopa AN NpPoBeAEHUS HECKOSIbKMX He3aBUCUMbIX
Cepui aHanu30B cneayeT UMeTb B BUAY, YTO ANS KaXA0ro He3aBUCMMOro onpeaeneHns
Heob6xoAMMO  MOCTPOEHME HOBOro  KanMbpoBOYHOro rpaduka; Kpome 3Toro,
peKoMeHAyeTCs onpeaeneHne KoHUeHTpaunm aHTureHa HE4 B KOHTPONLHOM CbIBOPOTKE.

8.7. Ins nonyyeHns HageXHbIX pe3ynbTaToB HeobxoaAnMo cTporoe cobnwaeHune
WNHCTpyKUMM No npuMmeHeHuto Habopa.
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10. OOXKMAAEMbIE 3HAYEHUA N HOPMbI

10.1. OcHoBbIBasACb Ha pesynbTaTax uccrenoBaHui, nposefeHHbIXx 000 «XEMA»,
peKoMeHAyeM N0/b30BaTbCsl HOPMaMu, NPUBEAEHHBIMU HXKE. BMecTe C TeM, B COOTBETCTBMU
c npasunamu GLP (Xopolleli nabopaTopHOlM MNpaKTWMKK), Kaxaas nabopaTopus LO/HKHA
cama ornpefenuTb napameTpbl HOPMbI, XapakKTepHble Ans obcneayeMon nonynsumm.

MpumeyaHune.

3HayeHunsa KoHueHTpaunin HE4 B nccneayembix obpasuax, Haxoaswmnecs HuxKe rpaHunLbl
yyBCTBMTENbHOCTM Habopa (10 nmonb/n), a Takxke MpeBblllaloWMe 3HayeHne BepxHen
Kannbposo4yHor npobbl (1000 nmonb/n) cneayer NpuBOAUTL B Creaytowen Qopme:
B nccneayemom obpasue X koHueHTpauns HE4 Huxe 10 nMonb/n unu Beiwe 1000 nMonb/n.

Enuuuupbl, nmonb/n
Wccnepyemas rpynna ” "
HwxHui npepen Bepxuuii npepen
340poBble JOHOPbI - 150.0

Mo BonpocaM, kacawwmmcs kadectsa Habopa «HE4-UDA>»,
cnepyet obpawaTtbcs B OO0 «XEMA» no agpecy:

105043, Mocksa, a/s 58, Ten./dakc: (495) 737-39-36, 737-00-40,
510-57-07 (MHOrokaHasibHbIn)

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

PykoBoauTenb cnyx6bl knueHTckoro cepenca OO0 «XEMA»,
K. 6. H. . C. KoCTpukuH
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A solid-phase enzyme immunoassay
for the quantitative determination of antigen HE4
in human blood serum or plasma

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of antigen
HE4 in blood serum or plasma.

This kit is designed for measurement of antigen HE4 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

HE4 antigen is tumor marker associated with ovarian adenocarcinoma and,
probably, with other adenocarcinomas. Serial measurement of HE4 antigen in serum
(plasma) is used for monitoring of ovarian carcinoma.

Antigen HE4 (or WFDC2 protein) represents a wide family of WAP proteins, mostly
containing serine protease inhibitors from epithelial tissues. However, WFDC2 itself
does not show protease inhibitory activity and its biological role is now unclear. The
exact MW of natural HE4 is not yet known, and may vary between 25 and 35 kDa.
WFDC2 is a normal component of human secretions — seminal and alveolar fluids,
vaginal mucus, saliva, but in blood this protein is mostly derived from tumor tissue,
especially from ovarian adenocarcinoma. This elevation is observed in early stages
of tumor progression (including 1st stage) and in the patients with normal levels of
another marker of ovarian cancer — CA125. Concentration of WFDC2 (antigen HE4)
may be also elevated in other localization of adenocarcinomas, eg lung and pancreatic.

Combined determination of serum HE4 and CA125, in conjunction with non-
laboratory methods, enables to increase the sensitivity of early diagnosis of ovarian
cancer. Combined risk of ovarian cancer may be calculated after determination of both
parameters using special software available by request at XEMA company. Combined
detection of HE4 and CA125 is also valuable for monitoring of treatment in ovarian
carcinoma.

XEMA HE4 ELISA kit is a single step two-site immunoassay. To construct this assay,
we use two high affinity antibodies and directed towards different epitope groups I and
IT of natural WFDC2 protein.
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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 antibody
to natural HE4-antibodies. Antigen from the specimen is captured by the antibodies
coated onto the microwell surface. Second antibodies - murine monoclonal antibody
to another epitope of natural HE4, 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 20-250 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 to 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. 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 to +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:
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7.5. Assay procedure

1 |Put the desired number of microstrips into the frame; allocate 16 wells for the
calibrators CAL 1-6 and control samples CONTROL, CONTROL 2 and two wells
for each unknown sample. DO NOT REMOVE ADHESIVE SEALING TAPE FROM
UNUSED STRIPS.

2 |Pipet 20 pl of calibrators CAL 1-6 and unknown samples into the wells.

3 |Dispense 100 pl of CONJ HRP into the wells. Cover the wells by plate adhesive
tape.

4 |Incubate 60 minutes at 37 °C .

5 | Prepare washing solution by 21x dilution of washing solution concentrate (BUF
WASH 21X) by distilled water. Wash the strips 5 times.

6 |Dispense 100 pl of SUBS TMB into the wells

7 |Incubate 10-20 minutes at +18...+25 °C

8 |Dispense 100 pl of STOP into the wells.

9 | Measure OD (optical density) at 450 nm.

10 | Set photometer blank on first calibrator

11 | Apply point-by-point method for data reduction.

12 | Apply point-by-point method for data reduction.

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.
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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 antigen HE4 concentration.
9.3. Determine the corresponding concentration of antigen HE4 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 Absczzl:se:)n;:‘l)lmts
CAL 1 0 pM 0.04 .
CAL 2 25 pM 0.31
CAL 3 100 pM 0.96
CAL 4 250 pM 1.50
CAL 5 500 pM 1.94
CAL 6 1000 pM 2.20
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10. EXPECTED VALUES

XEMA

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
HE4. 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, pM

Sex, age

Lower limit

Upper limit

Healthy donors

150.0

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte | Cross-reactivity, % wt/wt
CA125 <0,1
CA19-9 <0,1
CA15-3 <0,1
CA72-4 <0,1
CEA <0,1
PSA <0,1

11.2. Analytical sensitivity

Sensitivity of the assay was assessed as being 10 pM.

11.4. Linearity

Linearity was checked by assaying dilution series of 5 samples with different
antigen HE4 concentrations. Linearity percentages obtained ranged within 90 to 110 %.

11.5. Recovery

Recovery was estimated by assaying 5 mixed samples with known antigen HE4

concentrations. The recovery percentages ranged from 90 to 110 %.
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