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K2401I

«YTBEPXOEHA»
Mpwuka3s Poc3apaBHaasopa N2 10510-Mp/10 ot 17 Hosi6psa 2010 r.
KPA N¢ 61701 ot 21.10.2010

MHCTPYKLUNA NO NPUMEHEHWNIO HABOPA PEATEHTOB
anss AMMYHO®EPMEHTHOIO ONPEQEJIEHNA
AJIbBEOMYLUMNHA B BUOJIOTMYECKUNX XXNAKOCTAX
«AJIbBEOMYLIMH-UDA »

1. HABHAYEHMUE

1.1. HaboppeareHTtoB «AJIbBEOMYLNH-NOA» npeaHa3HayeH Ans KOIMYEeCTBEHHOIO
onpeneneHnss KOHUEHTpauuu anbBeoMyumHa B OMONOrMYEecKMX XMAKOCTSAX (CM.
Tabnuuy M) meToaom TBepAodasHOro MMMyHo(pepMEHTHOIO aHanmsa.

1.2. AnbBeoMyuuH (AM), unu myumHoBblli aHTureH 3EG5, npoayumpyetcs B 6poHxax
anbBeosounTaMM 2-ro TMNa M B HOPME CeKpeTupyeTcs B OGpOHX0anbBeONAPHbIN
cekpeT. [oBblWeHNEe ero KOHLEeHTpauun B CbIBOPOTKE KPOBU OTMeYeHO Yy 60NbHbIX
C WHTepcTMumanbHbiMK 3abonesaHusmu nerkux (U3J1), npuyem cTeneHb NOBbIWEHUS
KOppenupyeT CO CTEMEeHbK BbIPAXEHHOCTU KMHUYECKOW KapTuHbl. OnpeaeneHue
ypoBH AM MoxeT ObiTb MOSIEe3HbIM AN AMArHOCTUKWM M3JT M OuEeHKM aKTUBHOCTU
N CTEMNEHN TAXEeCTU BOCNanuUTenbHOro npolecca.

2. MPUHUMN PABOTbl HABOPA

OnpepeneHne anbBeOMyLMHA OCHOBAHO Ha WMCMOSIb30BAHUN «C3HABUY»-BapuaHTa
TBEpAOda3HOro MMMyHodEpPMEHTHOro aHanuMsa. Ha BHYTPeHHel MOBEePXHOCTU JIYHOK
naaHweTa MMMO6UIN30BaHbl MbIWMHbIE MOHOK/IOHA/IbHbIE @aHTUTENA K albBEOMYLMHY
yenoseka. B nyHkax nnaHwera, npu gobasneHun nccnegyemoro obpasua, npoucxoant
CBSi3blBaHWe afibBEOMYLMHA, COoAepXallerocs B nccieayemMom obpasue, € aHTMTeNnamu
Ha TBepaol ¢ase. O6pa30BaBLUMIACA KOMMIEKC BbISBASAIOT C MOMOLLbID KOHbIOraTa
MbIWMHbBIX MOHOKJIOHANIbHbIX aHTUTEN K afibBEOMYLMHY 4YefloBeKa C MepoKcuMaasomn
xpeHa. B pesynbTaTe o6pasyeTcs CBA3aHHbIN C MAACTUKOM «CIHABMY», COAEP KaLLUMiA
nepokcuaasy. Bo Bpemsi mHKybaumm c pacTBopoM cybcTpaTta TeTpameTunbeHsuavHa
(TMB) npoucxoauT OKpalwuBaHWE pacTBOPOB B JiyHKaX. VIHTEHCMBHOCTb OKpacKu
npsiMO MpPOMoOpLMOHanbHa KOHLUEHTpauuu anbBeoMylLMHa B wuccnenyemom obpasue.
KoHueHTpauuio anbBeoMyumHa B  uccnegyemblx obpasuax onpeaenstoT Mo
KanMbpoBOYHOMY rpaduKky 3aBUCMMOCTU OMTMYECKOW MJIOTHOCTU OT COAEpXKaHUS
anbBeoOMyLMHa B KannbpoBoYHbIX npobax.
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3. AHAJTIUTUYECKUE XAPAKTEPUCTUKHA

3.1. CneundmUyHOCTb. MICNonb30BaHME MbIWKHBIX MOHOK/IOHAsNbHbIX aHTUTEnN
K anbBEOMYLMHY NO3BONSAET AOCTUYbL BbICOKOW CMeundUYHOCTN aHanmsa.

3.2. BocnpousBoauMOCTb.

KoadduruneHT Bapnaunm pesynbTaToB onpeaeneHns coaepXxaHus asibBeoMyLMHa
B OAHOM M TOM e obpa3ue CbiIBOPOTKM (Naa3Mbl) KPOBW C MCNOAb30BaHMeM Habopa
«AJIbBEOMYUWNH-UDA» He npeBbliwaeT 8,0%.

3.3. JINHENHOCTD.

3aBMCUMOCTb KOHLIEHTpaLMn anbBeoOMyLIMHA B 06pa3suax CbiIBOPOTKM (M1a3Mbl) KPOBU
npv pa3sBeAeHun UxX 6MONIOrMYECKUMKN XKUAKOCTSAMU, He coepikalleil anbBeOoMyLMH,
MMeEeT NIMHENHbIN XapaKTep B AMana3oHe KOoHueHTpauuin 25-200 Ea/mn u coctaBnsiet
+10,0%.

3.4. TOYHOCTb.

[aHHbIA  aHaNUTMYeCKMIi napameTp MpOBEPSIeTCS TEeCTOM Ha <«OTKpbITME» —
COOTBETCTBME U3MEPEHHOW KOHLIEHTPaunn anbBeOMyLnHA NpeanMCcaHHON, NonyyYyeHHoM
NnyTeM CMeLWMBaHUS paBHbIX O6bEMOB KOHTPOJIbHOM CbIBOPOTKM U KannbpoBOYHOW
npobbl 50 Ea/mn. MpoueHT «oTKpbITUA» coctaBnseT 90-110%.

3.5. YyBCTBUTENbHOCTbD.

MuHuManbHaa [OCTOBepHO onpegensiemass Ha6opom «AJIbBEOMYLUH-UDA»
KOHLeHTpaums anbBeoMyLmnHa B GUoONoOrnyeckmnx Xnakoctax He npesbiwaet 20 Ea/mn.
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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.

PacTtBop cepHol kncnotel obnagaeT pasgpa)katowmm gencrtememM. Ms3beratb pasbpbis-
rMBaHUs ¥ nonajaHus Ha KOXY W CAn3ucTble. MNpu nonagaHum Ha KOXY U CIIM3UCTbIE MOo-
pa)X€HHbIM y4acToK criefyeT NpoMbiTb 60/bLUMM KOIMYECTBOM 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 BEPTMKANIbHOIrO CKaHMPOBaHWS, NO3BONSAIOLWNIN N3MEPATb ONTUYECKYIO
NAOTHOCTb COAEPXMMOIO JIYHOK MaHLWeTa Npu AnvHe BOAHbI 450 HM;

- opbuTanbHbIil Wwenkep (BCTpAXuBaTenb) ANS MWKPOMAHLLIET, CKOPOCTb
600-800 06./MUH.

- [03aTopbl CO CMEHHbIMW HaKOHeYHMKaMu, no3onswolme oTbupaTtb 06bLEMBI
B AnanasoHe 25-250 Mkn;

- UWIMHAP MepHbI BMecTuMocTbio 500 Mn;

- BOAa AUCTWASIMPOBaAHHas;

- nep4yaTKu pe3nHOBble UMY NIACTUKOBbIE;

- 6ymara dpunbTpoBasnbHas.

7. NOArOTOBKA PEATEHTOB AJ11 AHAJIU3A

7.1. lNepen npoBeaeHWeM aHanm3a KOMNoHeHTbl Habopa n nccneayemblie o6pasupbl
CbIBOPOTKM (NNasMbl) KpPOBM cneAyeT BblAepXaTb MNpuM KOMHATHOM TemnepaTtype
(+18...+25 °C) He meHee 30 MUH.

7.2. MpurotoBneHue njaHwWwerTa.

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...4+8 °C B TeueHuMe Bcero cpoka rogHoct Habopa.

7.3. MNMpurotoBneHne oTMbIBOYHOIO pacTBopa.

B cnyyae apobHoro ucnonb3oBaHus Habopa cnepgyeTt oTobpaTb Heobxoammoe KO-
JINYECTBO KOHLIeHTpaTa OTMbIBOYHOIO pacTtBopa M pasBecTu AUCTUINMPOBAHHON BOAOWM
B 21 pa3 (1 Mn KOHLUEeHTpaTa OTMbIBOYHOro pacteopa +20 Mn AUCTUANIMPOBAHHOW BOAbI).
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8. YCNOBUSA XPAHEHUSA U SKCIJTYATALIMUMN HABOPA

8.1. Habop peareHToB <«AJIbBEOMYLIMH-U®A» ponxeH XpaHUTbCS B yMakKoBKe
npeanpuaTUA-nU3roToBuTens npu Temnepatype +2...+8 °C B TeuyeHue BCero Cpoka
roAHOCTW, YKa3aHHOro Ha ynakoeke Hab6opa.

[onyckaeTcs xpaHeHue (TpaHcnopTupoBka) Habopa npu Temnepatype Ao +25 °C
He 6onee 5 cyToK.

8.2. Habop paccuutaH Ha npoBeaeHMe aHanusa B aybnukatax 42 uccnenyembix
obpasuoB, 5 kKannbpoBOYHbIX MpPo6 M 1 Npobbl KOHTPOSIbHOM CbIBOPOTKM (BCEro
96 onpepeneHui).

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

- OCTaBLUMECH HEWUCNOsIb30BAHHbIMW CTPUMbl HEOOXOAMMO TLLATENbHO 3aKlenTb

bymaror Ans 3akneMBaHus niaHweTa U XpaHUTb nNpu TemnepaType +2...+8 °C
B TeYeHne BCero cpoka rogHoctn Habopa;

- bydep ang passeaseHns obpasuos, KOHbloraTt, cybcTpaT, CTon-peareHT nocne
BCKPbITUS PTaKOHOB CneayeT XpaHUTb Npu TemnepaTtype +2...+8 °C B TeyeHune
BCEro cpoka rogHoctu Habopa;

- KanubpoBOYHble NPObbl N KOHTPOJIbHYHO CbIBOPOTKY MOC/AE BCKPbITUS (P/TaKOHOB
cnefyeT xpaHuTb Npu TemnepaTtype +2...+8 °C He bonee 2 MecsiLeB;

- OCTaBLUMIACA HEMCMOJIb30BaHHbIM KOHLIEHTPAT OTMbIBOYHOIO pacTeopa cneayert
XpaHuTb Npu Temnepatype +2...+8 °C B TeuyeHue BCero cpoka rOAHOCTU
Habopa;

- MNPUrOTOBJIEHHbIN OTMbIBOYHbIA PacTBOp clefyeT XpaHWTb MpU KOMHATHOWN
Temnepatype (+18...+25°C) He 6onee 5 cyTok wnau 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,
MYTHYO CbIBOPOTKY (Ni1a3My) KpOBM, a Takxe CbIBOPOTKY (MaasMy) KpoBK, CoAepxallyto
asua HaTpus. Ecnu aHann3 npon3BoANTCA HeE B A€Hb B3ATUSA KPOBU, CbIBOPOTKY (M1asmy)
cnepyet xpaHuTb npu Temnepartype -20 °C. [MoBTOpHOE 3aMopaxvBaHWe-oTTanBaHue
o6pasLoB CbIBOPOTKM (M1a3Mbl) KPOBU HE JOMycKaeTcs.

8.5. VcknovaeTca ncnonb3oBaHMe Ana aHanu3a o6pasuoB CbIBOPOTKM (Mna3Mmbl)
KpOBW NtoAeN, Nony4vaBlIMX B Lensax ANarHOCTUKM UK Tepanuu npenapaTbl, B COCTaB
KOTOPbIX BXOAAT MbILUNHbIE aHTUTENa.

8.6. lNMpn wncnonb3oBaHnn Habopa Ana nNpoBeAeHUS HECKONbKUMX HEe3aBUCUMMbIX
Cepuil aHann3o0B cneayeT UMEeTb B BUAY, YTO A/ KaXA0ro HE3aBMCMMOro OnpeaesieHuns
HeobxoAMMO MOCTPOEHME HOBOro KanaMbpoBOYHOro rpaduka; KpoMe 3TOro, peko-
MeHAYyeTCs onpeaefieHne KOHLUEHTpaunn anbBeOMYyLIMHA B KOHTPO/IbHOWM CbIBOPOTKE.

8.7. [Ins nony4yeHus HadexXHbIX pe3ysbTaToB HeobXxoamMMmo cTporoe cobniogeHve
NHCTpYKUMK No npuMeHeHuto Habopa.
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Instruction for use

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

1. INTENDED USE

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

This kit is designed for measurement of alveomucin 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

Alveomucin (AM) or mucin antigen 3EGS5 is produced by alveolocytes of type 2.
Elevated serum levels of AM were found in patients with interstitial lung diseases (ILD),
the degree of elevation correlating to the severity of clinical symptoms.

AM determination may be of use for ILD diagnostics and monitoring.

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
alveomucin-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 monoclonal to human alveomucin, 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 25-250 pl;
Microtiter plate shaker. Shaking should be medium to vigorous. Longitudinal
shaking approximately 200 strokes/min, oscillations 600-800/min

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...+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...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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Calibrators Value Abs°';b5%";fnl)’“'ts N P
CAL 1 0 U/ml 0.15
CAL2 25 U/ml 0.49 il e
CAL 3 50 U/ml 0.76 Tl e
CAL 4 100 U/ml 1.24 s
CALS 200 U/ml 2.16 s T

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 Alveomucin. 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.

s Units, U/ml
€x, age Lower limit Upper limit

Healthy donors - 70.0
Pregnancy:

1st trimester - 90
2nd trimester - 140
3rd trimester - 130
Lactation - 130

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical sensitivity Sensitivity of the assay was assessed as being 20 U/ml.

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

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