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«YTBEPXOEHA»
Mpwuka3 PocaapaBHagzopa N2 9362-Mp/09 oT 19 Hosi6ps 2009 r.
KP 68430 ot 24.09.2009 r.

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
anss AMMYHO®EPMEHTHOIO ONPEAEJIEHNA OBLLUEIO IgM
B BUOJTIOTMYECKUX XXNAKOCTAX «o6wmn IgM-UDA»

1. HABHAYEHMUE

1.1. Habop peareHToB «06wmnin IgM-UDA» npeaHasHayeH ANS KOJMYECTBEHHOro
onpeaeneHnst KoOHUeHTpaumm obuero IgM B 61Monornyeckunx xmakocrax (cm. Tabnuuy M)
MeToAOM TBepAoda3HOro MMMyHOdEepPMEHTHOIO aHanunsa.

1.2. mmyHornobynnH M (IgM) npucyTcTBYeT B KPOBM KakKk B MOHOMEPHOW,
Tak W B neHTaMepHol d¢opmax. [oBblweHHasa KoHueHTpauuss IgM B cbIBOpOTKe
KPOBU ABNSIETCH OCHOBHbIM MPU3HAKOM MNEPBUYHOrO WMMMYHHOrO OTBETa, a Takxe
MOXET CBMAETENbCTBOBATb O NEPCUCTUpYOWMX 6akTepuanbHbIX W BUPYCHbIX
UHpekumnsax. CHUMXKeHne KoHueHTpaumm IgM B CbiBOpPOTKe KpoBW Habnwpaetcs npu
HEeKOTOpbIX WMMyHoAeduuuTax. Pe3koe nosblleHWe YpoBHA IgM XxapakTepHo Ans
MakpornobynuHemumn (6onesHn BanbaeHcTtpema) n IgM mnenomel.

2. NPUHUMN PABOTblI HABOPA

OnpegeneHne obwero IgM OCHOBaHO Ha MCMNO/b30BaHUM <CIHABWUY»-BapuaHTa
TBEpAoda3zHOro MMMyHodepMeHTHOro aHanusa. Ha BHYTpeHHel MOBEPXHOCTM JIYHOK
nnaHwetra UMMOOWMIN30BaHbI MblWMHbIE MOHOK/OHANbHblE aHTUTena Kk obwemy IgM
yenoseka. B nyHkax nnaHwera, npu gobaeneHun nccnegyemoro obpasua, NnpoMcxoant
cBs3biBaHWe obuiero IgM, coaepxaluerocs B uccneayemom obpasue, ¢ aHTUTENaMM Ha
TBepAor pasze. O6pa3oBaBLUMACA KOMMIEKC BbISIBASIOT C MOMOLLBbIO KOHBIOraTa MblLWNHBIX
MOHOKJIOHaNbHbIX aHTMTeNn k obwemy IgM c nepokcuzason XpeHa. B pesynbtaTte
obpasyeTcs CBSA3aHHbIN C MAaCTUKOM <«C3HABWY», COAepXaliuMi nepokcmpasy. Bo
BpeMs MHKybauum c pactBopoMm cybcTtpata TeTpametunbeHsnanHa (TMB) npoucxoant
oKpaluMBaHWe pacTBOPOB B SlyHKax. IHTEHCMBHOCTb OKPacKuM NpsiMO NponopuMoHanbHa
KOHUeHTpaumn obuwero IgM B mnccnegyemom obpasue. KoHueHTpaumio obuwero IgM
B uccnenyemblx obpasuax onpenenstoT no KanmbpoBOYHOMY rpaduKy 3aBUCMMOCTU
ONTMYECKOM NIOTHOCTM OT coaepxaHusa obuwero IgM B kannbpoBoYHbIX Npobax.
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3. AHAJIUTUNYECKUE XAPAKTEPUCTUKH

3.1. CneundunUHOCTb. [lepekpecTHasi peakuusi MbIWWHbIX MOHOKJIOHAsbHbIX
aHTUTEn K obwemy IgM c apyrMmmn aHanutamu npveeaeHa B Tabnuue:

AHanut NepekpecTtHasa peakuus, %
IgA <0.1
IgG <0.1
IgE <0.1

3.2. Bocnpon3BoaUMOCTb.

KoacdduumeHT Bapuaumm pesynbTaToB OMNpeaeneHns cogepxaHus obuwero IgM
B OAHOM N TOM e obpa3sue 6Monormyeckux XuMAKoOCTen cC mcnonb3oBaHneMm Habopa
«obwmit IgM-NO®A» He npesbiwaeT 8,0%.

3.3. JInHeWHOCTb.

3aBMCUMOCTb KOHUeHTpauuun obuwero IgM B obpasuax 6Monormyecknx xXumakocren
npu pasBeaeHUn nx GUONOrMUYEeCKUMN XUAKOCTAMU, He coaepiallen obwmnin IgM, nmeet
JINHENHbI XapaKTep B Anana3oHe KoHueHTpaumin 0.5-10 r/n u coctaBnsiet £10,0%.

3.4. To4yHOCTDb.

[aHHbIA  aHaNUTMYeCKMi napaMeTp MpoBepsieTCa TEeCTOM Ha <«OTKpbITME» —
COOTBETCTBME WM3MEpPEHHOW KOHUeHTpauuu obuwero IgM npeanncaHHOM, NOnyYeHHON
NMyTEM CMELMBAHMUSA paBHbIX OH6bEMOB KOHTPOJSIBHOW CbIBOPOTKU WM KannbpoBOYHOMN
npo6bl 2 r/n. MpoueHT «oTKpbITUS» cocTaBnseT 90-110%.

3.5. UyBCTBUTEJ/IbHOCTD.

MuHuManbHaa  AOCTOBepHO onpegensemas Habopom  «obwuin  IgM-UOA»
KOHUeHTpaumsa obwero IgM B 6Monornyecknx Xunakoctsax He npesbiwaet 0.12 r/n.
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5. MEPbI MPEAOCTOPOXXHOCTHU

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

5.2. Bce koMmnoHeHTbl Habopa, 3a ucknwuyeHnem crton-peareHTta (5,0% pacTtsBop
CEPHOW KMUCNOTbI), B UCMOJIb3YyeMbIX KOHLEHTPaUNUSX ABNSIOTCA HETOKCUYHBIMMU.

PacTtBop cepHoW kucnoTbl obnagaeT pasgpaxawmowmm gernicteuem. MsberaTb
pa3bpbI3rMBaHUs M NoMaAaHus Ha KOXY U Cin3ncTble. Mpu nonagaHum Ha KOXY U CIM3UCTbIe
NopaKeHHbI y4acToK cnefyeT NpoMbITb 60MbLWINMM KOIMYECTBOM NPOTOYHOM BOAbI.

5.3. lNpu pabote c HabopoM cneayet cobniogate «lMpaBuna yCTpONCTBa, TEXHUKMU
6e30MacHOCTM, MPOM3BOACTBEHHOW CaHWTapuu, MNPOTMBOIMUAEMUYECKOrO pexuma Wt
NNYHOW rurmeHbl Npu pabote B nabopatopusix (OTAeNeHuax, oTaenax) CaHuTapHO-
3MNAEMUONIOTNYECKUX YUYPEXAEHUIA cucTeMbl MuHUCTEpCcTBa 3apaBooxpaHeHuss CCCP»
(MockBa, 1981 r.).

5.4. Npu pabote c Habopom cneayet HageBaTb OAHOPA30Bble PE3VMHOBLIE WU
Nna1acTMKOBble NepyaTKn, Tak kak 06pa3Lbl KPOBM YenoBeKa crieayeT pacCMaTpmBaTh Kak
NoTeHUManbHO MHOULMPOBAHHbIA MaTepuan, CNoCobHbIN ANUTENbHOE BPEMS COXPaHSTb
n nepegaBaTb BWY, Bupyc rematuta wunu nwboin apyron Bo36yauTenb BUPYCHOM
MHbeKUMN.

6. OBOPYAOBAHUE U MATEPUAIJIbI,
HEOBXOAWUMBbBIE NPU PABOTE C HABOPOM

- (pOTOMETp BEpTUKANbHOI0 CKAHNPOBAHWS, MO3BOISAOLWNIA N3MEPATb ONTUYECKY IO
MAOTHOCTb COAEPXKMMOrO NIYHOK MjaHweTa nNpu AsiMHe BOSIHbI 450 HM;

- TepMocTaT, noaaepXxuBarwwmn temnepaTtypy +37+0,1 °C;

—  [03aTopbl CO CMEHHbIMW HaKOHEYHMKaMK, nossonswwme oTbmpatb 06bLEMBI
B AnanasoHe 25-250 Mkn;

- UWAMHAP MepHbI BMecTuMocCTbio 500 Mmn;

- BOAa AUCTUNNMPOBaHHas;

- rep4yaTku pe3nHOBble UKW NIacTUKOBbIE;

- 6ymara dunbTpoBanbHas.

7. NOArOTOBKA PEATEHTOB A/ AHAJIN3A

7.1. MNepep npoBefeHneM aHanm3a KoOMNoHeHTbl Habopa n nccneagyemele obpasubl
CbIBOPOTKM (MNNa3Mbl) KpPOBW crnefdyeT BblAepXaTb MNpW KOMHATHOW TeMmnepaType
(+18-25 °C) He MeHee 30 MUH.

7.2. MpurortosBneHve niaaHweTa.

BCKpbITb MakeT C MAaHWeTOM U YCTaHOBUTb Ha paMKy Heo6XoAMMoe KONM4ecTBO
cTpunoB. OcTaBLnecs HencnoabL30BaHHbIMK CTPUMbI, YTOObI NPeAoTBPaTUTL BO3AENCTBME
Ha HWUX BNaru, TWaTenbHO 3aKkneuTb 6yMaron ANns 3akfenmBaHUsa naaHweTa u XpaHuTb
npu Temnepatype +2-8 °C B TeyeHMe BCero cpoka rogHoctn Habopa.

7.3. MpuroTtoBsieHne OTMbIBOYHOIO pacTeBopa.

Coaepxumoe dhnakoHa € KOHLEHTPATOM OTMbIBOYHOIO pacTtsopa (22 M), nepeHectn
B MepHbIl uUMnAnHAp BMecTuMocTbio 500 mn, pobasutb 440 M AUCTUANIMPOBAHHOW
BOAbl M TWaTenbHO nepemewatb. B cnyyae apobHoro ucnonb3osaHua Habopa cnepyet
oTobpaTb HeEObX0AMMOE KOSIMYECTBO KOHLEHTpaTa OTMbIBOYHOrO pacTBopa W pa3BecTu
ANCTUNNNPOBaHHON Boaon B 21 pa3 (1 Mn KOHLEeHTpaTa OTMbIBOYHOIO pacteopa + 20 mn
OVCTUNIMPOBAHHOM BOAbI).
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8. YCNOBUSA XPAHEHNSA U SKCIMJTYATALIUMN HABOPA

8.1. Habop peareHTOoB «06Wwnii IgM-UDA» pomkeH XpaHUTbCS B yMakKoBKe
npeanpuaTUS-U3roToBMTENa Npy TemnepaTtype +2-8 °C B TeyeHue BCero Cpoka rogHocTy,
yKa3aHHOro Ha ynakoske Habopa.

[onyckaeTtcs xpaHeHune (TpaHcnopTupoBka) Habopa npu Temnepatype Ao +25 °C He
6onee 5 cyTok. He gonyckaeTcs 3amopa)kmBaHue uenoro Habopa.

8.2. Habop paccuutaH Ha npoBeaeHMe aHanusa B aybnukatax 42 uccnepyembix
obpasuoB, 5 kannbpoBoYHbIX Npo6 M 1 Npobbl KOHTPONILHOM CbIBOPOTKM (BCEro
96 onpepeneHuni).

8.3. B cnyyae apobHoro mcnonb3oBaHust Habopa KOMMOHEHTbI creayeT XpaHuTb
cneaytowmm obpasom:

- OCTaBLUMECH HEWUCNOsIb30BaHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb

bymaror Ans 3akneuBaHUs MnaHweTa M XpaHuTb Npu Temnepatype +2-8 °C
B TeYeHne Bcero cpoka rogHoctn Habopa;

-  WOA-bydep, koHblOraT, CybCcTpaT, CTOM-peareHT nocne BCKpbITUS (1akoHOB
cnenyeT XpaHuTb nNpu Temnepatype +2-8 °C B TeueHne BCero cpoka rogHocCTum
Habopa;

- KanubpoBOYHble NPObbI M KOHTPOJIbHYIO CbIBOPOTKY NOCNE BCKPbITUS (P/TaKOHOB
cnefyeT xpaHuTb Npu TemnepaType +2-8 °C He 6onee 2 MecsiLeB;

- OCTaBLUMINCA HENCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTBopa cneayet
XpaHuUTb Npu TemnepaType +2-8 °C B TeueHue BCero cpoka rogHoctn Habopa;

—  MPUrOTOB/IEHHbIA OTMbIBOYHbIN pPacTBOp CleAyeT XPaHWTb MpU KOMHaTHOWM
Temnepatype (+18-25 °C) He 6onee 5 cyTok unm npu Temnepatype +2-8 °C
He 6onee 30 cyToK;

MpumMeyaHue. Mocne MCNONb30BaHMUS peareHTa HeMealeHHO 3aKpbiBalTe KpPbIWKY

dnakoHa. 3akpbiBanTe Kaxablh h1akoH CBOEW KPbILLKOM.

8.4. 1na npoBeAeHWs aHanu3a He cneayeT WCMNOoSb30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYH CbIBOPOTKY (N/1a3My) KpOBM, @ Takxe CbIBOPOTKY (Maa3sMy) KpoBM, coaepiKallyo
asua HaTpus. Ecnu aHann3 Nnpon3BoanTCA He B AeHb B3ATUS KPOBU, CbIBOPOTKY (M1asmy)
cnepyet xpaHuTb npu Temnepartype -20 °C. [MoBTOpHOE 3aMopaXkMBaHue-oTTanBaHue
06pa3LoB CbIBOPOTKU (Ns1a3Mbl) KPOBU HE AoMycKaeTcs.

8.5. VcknouaeTtca ncnonb3oBaHMe Ana aHanusa o6pasuoB CbIBOPOTKM (MnasMmbl)
KpOBW NtoAewn, Nony4yaBlIMX B Lensax AMarHOCTUKU UM Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbIlMHbIE aHTUTENa.

8.6. Mpn wncnonb3oBaHun Habopa Ana npoBeAeHUS HECKONIbKMX He3aBUCUMMbIX
Ccepui aHanu30B cneayeT UMeTb B BUAY, YTO ANS KaXXA0ro He3aBUCMMOro onpeaeneHns
Heo6xoAMMO  MOCTPOEHME HOBOro  KanMbpoBOYHOro rpadumka; Kpome 3TOro,
pekoMeHAyeTCs onpeaeneHne KoHueHTpauum obuwero IgM B KOHTPOSIbHOWM CbIBOPOTKE.

8.7. ins nony4yeHus HagexXHbIX pe3ynbTaToB HeobxoauMo cTporoe cobnwoaeHue
WNHCTpYyKUMM Mo npuMeHeHuto Habopa.
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10. O)XKXMAAEMbIE 3HAHYEHMA N HOPMbI

10.1. OcHoBbIBasiCb Ha pe3ynbTaTtax nccnenoBaHui, npoBeAeHHbIX
000 «XEMA», pekoMeHAyeM MO/b30BaTbCA HOpMaMu, NpuBEAEHHbIMK HUMXe. BmecTe
C TeM, B COOTBETCTBUM C NpaBunamm GLP (Xopowei nabopaTopHOi NpakTUKn), Kaxaas
nabopatopua Ao/HKHA camMa onpefennTb MapaMeTpbl HOPMbl, XapakTepHble ANs
obcnenyemon nonynauuu.

MpumMmeuaHue. 3HayeHUss KOHUeHTpauui obwero IgM B uccneayembix obpasuax,
HaXoAsALWMEC HMXe TrpaHuLbl 4YyscTBuTEeNbHOCTM Habopa (0.12 r/n), a Takxe
npesblWatowme 3HayeHne BepxHern kanmbposoyHor npobel (10 r/n) cneayeT npuBoAnNTb
B cnepylowen gopme: B nccneayemMoMm obpasue X KoHueHTpauusa obuero IgM Huxe
0.12 r/n wnu Bbiwe 10 r/n.

D EaviHULbI
nVﬁ:aﬂ rpyn r/n
HwxHuiA npeaen BepxHu# npeaen
340poBbie 4OHOPbI 0.7 3.7
HOBOPOXAEHHbIE 0.1 0.35
1-3 mecsua 0.12 0.9
4-6 mecsaues 0.25 1.2
7-12 mecsues 0.35 1.0
1-6 net 0.55 2.2
7-11 net 0.65 1.7

11. JINTEPATYPA

1. Erik J. Wiersma, Cathy Collins, Shafie Fazel, and Marc J. Shulman Structural and
Functional Analysis of J Chain-Deficient IgM J. Immunol., Jun 1998; 160: 5979 -
5989.

Mo BonpocaM, kacatwmnmcs kadectsa Habopa «o6wmuii IgM-NDA >,
cnepyet obpauwatbes B OO0 «XEMA» no agpecy:

105043, Mocksa, a/a 58,

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

3NeKTpoHHas noyTa: info@xema.ru; rqc@xema.ru
MHTEPHET: www.Xxema.ru; www.xema-medica.com

PykoBoguTenb cnyx6bl knueHTckoro cepsnca OO0 «XEMA»,
K. 6. H. [. C. KOCTpUKUKH
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Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF TOTAL IgM IN HUMAN BIOLOGICAL FLUIDS

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of total IgM
in biological fluids.

This kit is designed for measurement of total IgM in biological fluids. 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

Immunoglobulin M (IgM) is secreted during primary immune response and exists
in monomeric and pentameric forms. Elevated serum IgM is observed in chronic
inflammation, macroglobulinemia and IgM myeloma. Decreased IgM level may occur in
some immunodeficiency syndromes.

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
total IgM-antibodies. Antigen from the specimen is captured by the antibodies coated
onto the microwell surface. Unbound material is removed by washing procedure. Second
antibodies — murine monocnoclonal to human total IgM, labelled with peroxidase
enzyme, are then added into the microwells. After subsequent 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.
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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% H2S04. 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 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.

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. Assay procedure
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9.4, Below is presented a typical example of a standard curve with the XEMA Co.
Not for calculations!

Calibrators Value Abs?;t;aon:;l)lmts - /////
CAL 1 0 g/l 0.08 g
CAL 2 1g/l 0.32
CAL 3 5 g/l 0.93
CAL 4 10 g/ 2.15
CAL 5 25 g/l 3.01

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 total IgM. 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
Sex, age g/l
Lower limit Upper limit
Healthy donors 0.7 3.7
newborn 0.1 0.35
1-3 month 0.12 0.9
4-6 month 0.25 1.2
7-12 month 0.35 1.0
1-6 yrs 0.55 2.2
7-11 yrs 0.65 1.7

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

Analyte Cross-reactivity, % wt/wt
IgA <0.1
I1gG <0.1
IgE <0.1

11.2. Analytical sensitivity. Sensitivity of the assay was assessed as being 0.12 g/I.

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

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

12. LITERATURE

1. Erik J. Wiersma, Cathy Collins, Shafie Fazel, and Marc J. Shulman Structural and Functional
Analysis of J Chain-Deficient IgM J. Immunol., Jun 1998; 160: 5979 - 5989.
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