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K2741

MHCTPYKLIUA NO NPUMEHEHUIO HABOPA PEATEHTOB
AN UMMYHO®EPMEHTHOIO ONPEAENEHUA IgG4
B CbIBOPOTKE (MJIASME) KPOBU «IgG4-UDA>»

1. HABHAYEHMUE

1.1. Habop peareHtoB <«IgG4-UDA» npeaHasHadyeH AN KOJMYECTBEHHOrO
onpegeneHns KoHueHTpauun IgG4 B cbiBOpoTke (MnnasMe) KpoBWM  METOAOM
TBEpAOda3HOro MMMyHO(EPMEHTHOIO aHanuns3a.

1.2. CopepxaHune IgG4 B CbIBOPOTKE KPOBW cocTasBnseT okono 3% ot obuwero
ypoBHs IgG.

1.3. AHTnTena noaknacca IgG4 BbipabaTbiBaldTCa MpU AUTENbBHOM KOHTaKTe
C @HTUIFEHOM, YTO XapaKTepHO AN XPOHUYECKUX FPUOBKOBbBIX MHMEKLMI, Napa3nTapHbIX
WHBA3MM, ayTOMMMYHHbIX 3aboneBaHui.

1.4. Ocobyto ponb IgG4 noaknacc vrpaet npu anneprun. MNoBbIEHHbIN YPOBEHb
IgG4 aHTUTen BbISIBNEH B CbIBOPOTKaxX MYenOBOAOB, MOABEPraBLUMXCA YKyCaM n4yen.
MNpeanonaraetcs, 4To BblpaboTka IgG4-aHTUTEN Npu feYyeHun MoAMULMPOBAHHBLIMU
annepreHamun (anneprovgamm) MOXET cuumTaTbCs 61aronpuATHLIM MPOrHOCTUYECKUM
npusHakoMm. Bmecte ¢ TeM, ypoBeHb IgG4 B CbIBOPOTKE 4acTo BCTpeyaeTcs Y 60/bHbIX
pasnNnuHbIMK annepruyecknMm 3aboneBaHusMu (B6poHXmManbHas actMa, aToONMUYEecKui
AepMaTuT), B TOM YMC/e N Y NauMeHTOB C HOpMasibHbIM YpoBHeM obuiero IgE.

1.5. Jedunumnt IgG4 noaknacca dacto conpsbkeH ¢ IgG2-pgedpuuntoMm m
conpoBoXxaaeTcs ocnabneHnemMm UMMYHHOro OTBETa.

2. MPUHUMN PABOTbl HABOPA

OnpegeneHne 1gG4 OCHOBaAHO Ha  UCMOMAb30BAHUW  «C3HABUY»-BapuaHTa
TBEpAOdasHoro WMMyHodepMeHTHOro aHanmsa. Ha BHYTpPeHHeln MnOoBEpPXHOCTU
NIYHOK nfaHweTa WMMMOOMNM30BaHbl MbIlWHbIE MOHOK/IOHaNbHble aHTuTena kK IgG4
yenoseka. B nyHkax nnaHweTta, npu gobasneHun nccnegyemoro obpasua, NpoMcxoamt
cBa3biBaHWe 1gG4, cogepxallerocs B uccregyemMom obpasue, ¢ aHTuTenamMmm Ha TBepaon
¢aze. O6pa3oBaBLUMIACS KOMMIEKC BbISBASIOT C MOMOLWbIO KOHbIOrata MbIWUHbBIX
MOHOKJIOHaNbHbIX aHTuTen Kk IgG4 c nepokcuaason xpeHa. B pesynbTaTe o6pasyertcs
CBSI3aHHbIN C MI1AaCTUKOM «C3HABUY», coaepKalimin nepokcmaasy. Bo BpemMs nHkybaumm
Cc pactBopoM cybcTpaTta TeTpametTunbeHsuauHa (TMB) npoucxoauT okpalinBaHue
pacTBOpOB B SlyHKaxX. MHTEHCMBHOCTb OKpPaCKu NPSMO NpOMnopLUMOHanbHa KOHUEHTpaLMn
IgG4 B wuccnegyemom obpasue. KoHueHTpauumto IgG4 B wuccnegyembix obpasuax
onpenenalT no KaaMbpoBOYHOMY rpaduKy 3aBUCMMOCTM OMTMYECKOW MIOTHOCTU
oT coaepxaHus IgG4 B kanmbpoBoYHbIX Npobax.
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3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundunUHOCTb. [lepekpecTHasi peakuusi MbIlWWHbIX MOHOKJIOHAbHbIX
aHtuTen k IgG4 c ApyrvMu aHanuTamMu npueeaeHa B Tabnuue:

AHanut MepekpecrHas peakuus, %
IgA <0.1
IgM <0.1
IgE <0.1

3.2. BocnpousBoanMOCTb.

KoadduuneHT Bapraumm pesynbtaToB onpeaeneHus cogepxanuns IgG4 B ogHOM K
TOM e obpasue CbiIBOPOTKM (Maa3Mbl) KPOBKU C UCMoSb30BaHMeM Habopa «IgG4-UdA»
He npeBbiwaeT 8,0%.

3.3. JINHENHOCTD.

3aBMCUMOCTb KOHUeHTpauun IgG4 B obpa3suax cbiBOPOTKM (Maa3Mbl) KPOBU Mpwu
pa3BefeHNM UX CbIBOPOTKOM (Maa3Moii) KpoBu, He coaepxallen 1gG4, uMeeT IMHENHbIN
XapakTep B Avana3oHe KoHueHTpauuii 0.075-2.5 r/n n coctaBnsaet £10,0%.

3.4. TOYHOCTb.

[aHHbIA  aHaNUTMYeCKMIi napaMeTp MpoOBeEPSIeTCS TEeCTOM Ha <«OTKpbITME» -
COOTBETCTBME W3MEPEHHOM KOoHueHTpauuun IgG4 npeanncaHHOW, MOJSIyYEHHOW nyTeMm
CMeLIMBaHUA paBHbIX OHBBEMOB KOHTPOJIbHOM CbIBOPOTKM W KannbpoBOYHOW Mpobbl
0.25 r/n. MpoueHT «oTKpbITUS» cocTaBnseT 90-110%.

3.5. YUyBCTBUTENbHOCTbD.

MuHMManbHaa focToBepHO onpegensieMass Habopom «IgG4-UDA» koHUeHTpauus
IgG4 B cbiBOpOTKE (nasme) kpoBu He npeBbiwaeT 0.02 r/n.
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5. MEPbI MPEAOCTOPOXXHOCTHU

5.1. MNoTeHUManbHbIN pUck NnpuMeHeHns Habopa — knacc 1 (FTOCT 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

- (POTOMETp BEpTMKaNbHOM0 CKaHWPOBAHWS, MO3BONSKOWMA U3MEPATb OMNTUYECKYHO
NIOTHOCTb COAEPXXMMOTrO JIYHOK MaHLweTa npu anvHe BofHbl 450 HM;

- TepMocTaT, noaaepxuBarwmin Temnepatypy +37 °C £0,1 °C;

—  [03aTopbl CO CMEHHbIMW HaKOHEeYHWKaMu, Mo3Bosislowme oTéupaTb 06bEMbI
B AnanasoHe 5-250 mkn;

- UWAMHAP MepHbI BMecTuMocCTbio 500 mn;

- BOAa AUCTUNIMPOBaHHas;

- nep4yaTKu pe3nHOBble UM 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 meHee 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
1 XpaHuTb Npu Temnepatype +2...+8 °C B TeyeHue Bcero cpoka rogHoctu Habopa.

7.3. MpurotoBJsieHMEe OTMbIBOYHOI0 pacTtBopa.

B cnyuyae ppobHoro wucnonb3oBaHms Habopa cnepgyer oTtobpaTb Heobxoaumoe
KOMYECTBO KOHLIEHTpaTa OTMbIBOYHOIO pacTBopa W pasBecTy AUCTUAIMPOBAHHOW BOAOWM
B 21 pa3 (1 MAn KOHUeHTpaTa OTMbIBOYHOrO pactesopa + 20 M ANCTUANMPOBAHHON BOAbI).
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8. YC/IOBUA XPAHEHUSA U DKCNJTYATALUUN HABOPA

8.1. Habop peareHToB «IgG4-VDA» pOMKeH XpPaHUTbCS B YNakKoBKe MpeanpusiTus-
M3roToBuTens Npu TemMnepatype +2...+8 °C B TeyeHne Bcero cpoka rof4HOCTH, YKa3aHHOro
Ha ynakoske Habopa.

[onyckaeTcsi xpaHeHue (TpaHcrnopTupoBka) Habopa npwu TemnepaType ao +25 °C
He 6onee 5 cyTok. He gonyckaeTcs 3amopaxwuaHue Lenoro Habopa.

8.2. Habop paccuuTtaH Ha npoBeAeHue aHanusa B Aybnukatax 42 uccnenyembix
obpasuoB, 5 KannbpoBOYHbLIX Mpo6 M 1 Npobbl KOHTPOSIbHOM CbIBOPOTKM (BCEro
96 onpepeneHuni).

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

- OCTaBLUMECS HEWCrnosib30BaHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKNenTb

6ymarorn ansa 3aknevMBaHus MiaaHweTa u XpaHuTb npu TemnepaTtype +2..+8 °C
B TeYeHne Bcero cpoka rogHoctn Habopa;

-  WOA-bydep, KoHblOraT, cybCcTpaT, CTOM-peareHT nocne BCKpbITUS (1akoHOB
cnenyeT XxpaHuTb Npu TemnepaTtype +2...+8 °C B TeyeHne BCero cpoka roaHoCTH
Habopa;

- KanubpoBOYHble NPO6bl M KOHTPOJIbHYHO CbIBOPOTKY MOC/AE BCKPbITUS (P/IaKOHOB
cnenyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He 6onee 2 mMecsues;

- OCTaBLUMINCA HENCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOrO pacTBopa cneayer
XpaHuTb Npu TemnepaTtype +2...4+8 °C B TeuyeHne Bcero cpoka rogHoctT Habopa;

-  TMPUrOTOB/IEHHbI OTMbIBOYHbIN PacTBOp CrefyeT XPaHWUTb MpuU KOMHaTHOWM
Temnepatype (+18..+25°C) He 6onee 5 cyTok wnuM npu TemnepaType
+2...48 °C He 6bonee 30 cyToK;

MpumMeyaHue. Mocne MCNoNb30BaHMS peareHTa HeMeA/leHHO 3aKpbiBalTe KpbILKY

dnakoHa. 3akpblBanTe Kaxablih (h1akoH CBOEW KPbILLKOM.

8.4. 1ns npoBeAeHWs aHanuM3a He cneayeT WCMNofb30BaTb FEMOSIM3MPOBAHHYIO,
MYTHYIO CbIBOPOTKY (M/1a3My) KPOBM, @ TakxXe CbIBOPOTKY (Mna3My) KpoBM, CoAepaLlyo
asua HaTpus. Ecnu aHann3 Npon3BoANTCSA He B AeHb B3STUS KPOBW, CbIBOPOTKY (M1asmy)
cnepyet xpaHuTb npu Temnepatype -20 °C. [oBTOpHOe 3aMOpaXuBaHue-oTTauBaHue
06pa3L0oB CbIBOPOTKU (NS1a3Mbl) KPOBU He AOMyCKaeTcs.

8.5. VckntoyaeTcs nMcnosnb3oBaHMe Ana aHanu3a obpasuoB CbIBOPOTKM (MasMmbl)
KPOBW NtoAen, NonyyasBlmMX B LensxX AMarHOCTUKM UAW Tepanuu npenapaTtbl, B COCTaB
KOTOPbIX BXOASAT MbIWWHbIE aHTUTENa.

8.6. Mpn wucnonbloBaHun Habopa ana npoBeAeHUS HECKONIbKUX He3aBUCUMMbIX
Cepui aHanuM3oB cneayeT UMeTb B BUAY, YTO ANS KaXA0ro He3aBUCMMOro onpeaeneHuns
Heo6XxoAMMO  MOCTPOEHME HOBOro  KanuMbpoBOYHOro rpaduka; Kpome 3TOoro,
pekoMeHAyeTCsl onpeaeneHne KoHueHTpauum IgG4 B KOHTPOJIbHOM CbIBOPOTKE.

8.7. [Ins nony4yeHns HadeXHbIX pe3ynbTaToB HeobxoaAnMmo cTporoe cobnwoaeHune
NHCTpyKUMK no npumeHeHuto Habopa.
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10. O)XXMAAEMbIE 3HAYEHNA N HOPMbI

10.1. OcHoBbIBasiCb Ha pe3ysbTaTax uccnenoBaHwuii, npoBefAeHHbIX 000 «XEMA»,
peKkoMeHAyeM MOoSb30BaTbCA HOpMaMu, MNpUBEAEHHbIMM HWxe. Bmecte ¢ Tew,
B COOTBETCTBUM C npaBunamm GLP (Xopowei nabopaTopHOM MpaKTUKKW), Kaxaas
nabopatopua A[o/HKHA camMa onpefenuTb MapaMeTpbl HOPMbl, XapakTepHble ANs
obcnenyemon nonynauuu.

MpuMmeuaHue. 3HaudeHuss KoHueHTpauu IgG4 B wuccneayembix obpasuax,
HaXxoAsWMeCs HUXe rpaHuubl 4YyecTBuUTEeNbHOCTM Habopa (0.02 r/n), a Takxke
rnpesbllatoWwme 3Ha4YeHne BepxHen kannbposoyvHon npobebl (2.5 r/n) cneayeT npuBoanTb
B criegytowen gopme: B nccnegyemMom obpasue X koHueHTpaumnsa IgG4 Hmxe 0.02 r/n
“nu Bbiwe 2.5 r/n.

Equnnupl, r/n
Huxuuii npepen | Bepxuuii npepen
340pOoBble AOHOPbI 0.1 1.2

11. INTEPATYPA

1. RG Hamilton - Human IgG subclass measurements in the clinical laboratory. Clin.
Chem., Oct 1987; 33: 1707-1725.

2. V. A. Semenova, E. Steward-Clark, K. L. Stamey, T. H. Taylor, Jr.,, D. S. Schmidt,

S. K. Martin, N. Marano, and C. P. Quinn - Mass Value Assignment of Total and Subclass
Immunoglobulin G in @ Human Standard Anthrax Reference Serum. Clin. Diagn. Lab.
Immunol., Sep 2004; 11: 919-923.

Nccnepyemasn rpynna

Mo BonpocaM, Kacatowmmcsa kayectsa Habopa «IgG4-UDA»,

cneayet obpauaTtbes B OO0 «XEMA» no agpecy:

105043, MockBa, a/a 58,

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

3MEeKTPOHHasa noyTa: info@xema.ru; rqc@xema.ru
MHTEpHET: WWW.Xxema.ru; www.xema-medica.com

PykoBoauTenb cnyx6bl knueHTckoro cepsuca OO0 «XEMA»,
K. 6. H. [. C. KOCTpUKUMH

Document: K2741 Instruction version: 111 Format version: 111

9



K2741

Instruction for use

A SOLID-PHASE ENZYME IMMUNOASSAY
FOR THE QUANTITATIVE DETERMINATION
OF IGG4 IN HUMAN BLOOD SERUM OR PLASMA

1. INTENDED USE

A solid-phase enzyme immunoassay for the quantitative determination of 1gG4
in blood serum or plasma.

This kit is designed for measurement of IgG4 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

IgG4 subclass represents ca. 3% of total serum IgG.

IgG4-antibodies are developed after long term antigen stimulation, eg in chronic
fungal infections, parasitic invasions and autoimmunity.

IgG4 plays a special role in atopic allergy. Elevated serum total and venom
specific IgG4 is observed in honey bee keepers. The development of IgG4 response
is suggested to correlate with successful treatment of allergy patients by modified
allergens (immunotherapy). Serum IgG4 is also elevated in atopic diseases (atopic
asthma, atopic dermatitis) even in the patients showing normal serum IgE.

IgG4 deficiency is frequently associated with IgG2 deficiency and lead to decreased
immune response to bacterial antigens.

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
IgG4-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 IgG4, 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% 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 5-250 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...+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.

7. TEST PROCEDURE

7.1. Reagent Preparation

All reagents (including unsealed microstrips) should be allowed to reach room
temperature (+18...4+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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7.5. Sample processing

. Notes on material A EIA buffer Sample .
Material h Sample dilution q 5 Calculation
collection, into the well, into the
type storage and handling example pl well, pl factor
blood | Grossly hemolytic, 10 pl of sample + 0 100 1
serum | lipemic, or turbid 990 pl of diluent =
or samples should DILUTION 1.
plasma |be avoided and 10 pl of DILUTION1
should be treated + 490 pl of diluent
by centrifugation = DILUTION 2
before testing. (1:5000)

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 total IgG4 concentration.

9.3. Determine the corresponding concentration of total IgG4 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 Absof:’;:)“;:'l)’"'ts Wl B F
CAL 1 0 g/l 0.17
CAL 2 0.075 g/l 0.42 : )
CAL 3 0.25 g/l 0.90
CAL 4 0.75 g/l 1.91 e : )
CAL 5 2.5 g/l 250 | e
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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
IgG4. 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, g/l
Lower limit Upper limit
Healthy donors 0.1 1.2

Sex, age

11. PERFORMANCE CHARACTERISTICS
11.1. Analytical specificity / Cross reactivity

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

11.2. Analytical sensitivity.

Sensitivity of the assay was assessed as being 0.02 g/I.

11.3. Linearity.

Linearity was checked by assaying dilution series of 5 samples with different 1gG4
concentrations. Linearity percentages obtained ranged within 90 to 110%.

11.4. Recovery.

Recovery was estimated by assaying 5 mixed samples with known IgG4
concentrations. The recovery percentages ranged from 90 to 110%.

12. LITERATURE

1. RG Hamilton - Human IgG subclass measurements in the clinical laboratory. Clin. Chem.,
Oct 1987; 33: 1707-1725.

2. V. A. Semenova, E. Steward-Clark, K. L. Stamey, T. H. Taylor, Jr.,, D. S. Schmidt, S. K. Martin,
N. Marano, and C. P. Quinn - Mass Value Assignment of Total and Subclass Immunoglobulin G
in @ Human Standard Anthrax Reference Serum. Clin. Diagn. Lab. Immunol.,, Sep 2004; 11:
919-923
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