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TonbKo Ans uccnegoBaTenbCKUX Lienen
He Ans ucnonb3oBaHuA B AMArHOCTUYECKUX UMK TepaneBTUYECKUX
npoueaypax

1. HASBHAYEHUE

[aHHbin Habop Yenoseuveckuit sCD44std ELISA npeaHasHaveH ans
KOMMYECTBEHHOrO onpegernexHus ypoBHA 4enoBedeckoro sCD44std.
HaGop npeaHasHayeH TONMbLKO ANA AuAarHocTMKM in vitro. He
“cnonb3oBaThb B TepaneBTUYECKMX Liensix

2. BBEOAEHUE

CD44 (Pgp-1; Ly-24; ECMR llI; F10-44-2; H-CAM; HUTCH-I; In(Lu)-
nogo6Hein p80; hermes aHTWreH; peuenTop rManypoHOBOW KUCMNOTbI) —
3TO NONMMOPHLIN rnmkonpoTenH ¢ M.M. oT 85 k[a go 250 k[da. 3to
MOfieKyna, accouuMpoBaHHasi C KNeTOo4YHOW MembpaHou, umetowas
uutonnasMaTuyeckuii  XBOCT  (omocpeaylolimi  B3aMMogencTeMe C
LIMTOCKENETOM), KOPOTKUN rMAPOdOOHBIA TpaHCMeMOpaHHbIA pervoH u
NH2-KkoHLeBOW BHEKNETOYHbI (CBA3bIBAOLUMIA MaNypOHOBYH KUCIIOTY)
[OMEH.

M3ocopmbl CD44 yyacTBYIOT BO MHOXECTBE Pa3NUYHbIX MEXKIETOYHbIX

B3aUMOAENCTBUIA, KNEeTOYHO-MaTPUKCHOM B3aMMOOEWCTBMM  BKIOYast
XOYMUHI  nMMdoumToB, aktmBaumm T ©“ B  UMMYyHHbIX OTBETOB,
MEeTacTa3npoBaHMM  3IIOKAYECTBEHHbIX  OMyXOJieW, BOCMANUTENbHbIX
npoveccax.

M3BecTHbl 3 rpynnbl M3odopM Monekynbl CD44:

1) ocHoBHas rpynna ¢ m.M. 80-90 k[la, Takke Ha3biBaeMasi CTaHAaPTHbIM
CD44, ob6osHavyaemas CD44std, WMpoko pacnpocTpaHeHa BO MHOMMUX
remMaTornosTUYECKMX W HEreMaTornosTUYECKUX KreTkax, BKroyasi Bce

noaknacchbl NenKOUUTOB, MOHOLMTOB, 3SpPUTPOLUUTOB, MHOMME TWMbI
anuTenuanbHbiX  KMeToK, 3NeMeHTbl  Me3eHXMMbl, Takme  Kak
dubpobnacTtbl, rNagkoMbllUeYHble KNEeTKM W [MuanbHble  KNeTkn

LleHTparnbHON HEPBHOW CUCTEMBI,

2) npomexyToyHasi rpynna ¢ M.m. 110-160 k[a, cnabo akcnpeccupyemas
Ha SnNWTenuanbHbIX KIETKax, HO BbICOKO 3JKCrpeccupyemasi npu
HEKOTOpbIX KapLuuHOMaXx, u

3) rpynna, BkntovatoLwas o4eHb 6onbluve nsodopmel benka, ¢ M.m. 250
k[da, MoaMUUMPOBaHHbIE KOBANEHTHO CBsi3@aHHasi C XOHOPOWUTUH
cynbdaTom.

O™  Gonblume wn3ogopmbl CD44  nosiBnatoTCA B pesynbraTe
anbTepHaTMBHOIO CnrancuHra ogHoro unu 6onee «BapvMaHTOB» 3K30HOB
(v2-v10) BO BHEKIETOYHOW YacTW KOHCTAHTHOW YacTu MOMeKymnbl C
maccon 90 k[a. Mo cpaBHeHMO co cTanHgapTHbiM CD44, akcnpeccus
Bcex bonee KpynHbiX n3oopm B BonblLUen CTeneHn orpaHnyeHa TOSbKO
HECKONMbKMU  TUMaMW HOPMAarbHbIX KNEeTOK WM Ha MOBEPXHOCTU
onpeaeneHHbIX OnyxomneBbiX KneTok. HekoTopble BapuaHTbl crinancuHra
CD44 wvrpaloT BaxHyl0 pofb B MeTacTasupoBaHuu onyxonew. [aHHbIn
meTon sCD44std ELISA onpepensetr Bce wuupkynupytowme u1080

n30opMbl CD44, cogepxawue cTaHAapTHYLo 6enkoByto
nocnegoBaTenbHOCTb (YepHas 30Ha).
extracellular cytoplasmic

transmembrane

Benok CD44: - ctaHaapTHas nocrnefoBaTenbHOCTbL 6enka (YepHas 30Ha)

- BapnabenbHble 3k30Hbl (6rnoku ¢ Homepamu v2 - v10)
Onpepenenvne sCD44var(v5) pact 6Gonee petanbHOe MOHUMaHWE
pasnuyHbIX NATONOrMyeckux MoandukaLui Npy KaHueporeHese u Apyrnx
3aboneBaHusix
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- onyxonu mo3sra: CD44 ycuneHHO akcnpeccupyeTcs mpu rnuomax u
cnabo aKcrnpeccupyeTcs Mpu MEHWHrMomax, Megynnobnactomax u B
HOpMarbHbIX MO3roBbIX TKaHsX (11).

- KonopekTanbHasi KapuuMHOMA: Yy 4eroBeka Mpu 3rokavyeCTBEHHbIX
KOMopeKTanbHbIX Heonnasusix: pasnuyHble u3odopMbl Genka CD44
0BHapyX1BaloTCs MPY BCEX UHBA3MBHbBIX dhopMax paka npu obpasoBaHun
MeTacTasoB. M30opmbl 3KCMPECCUMPYIOTCA yXe Ha paHHen cragun
KOMnopeKTanbLHOro paka u B nporpeccupytoLen onyxonu (5).

- paK enypka: onyxonv NauueHToB, CTpajalolmx afeHoKapLMHOMOW
Xenyaka, — akcnpeccupyioT  BapuaHTbl  CD44.  AgeHokapuuHoma
KWLLEYHMKa cTporo nosutuBHa no CD44 v5 u v6, Toraa kak anddysHasi
afleHoKapLMHOMa B BOMbLUEN CTENEeHN AKCTPeccupyeT 9K30H V5.

- paK nerkux, pak MOJNOYHOM Kemne3bl: B OMyXONeBbIX TKaHSX
HabnopgaeTcs  cunbHas — CBEPXMPOAYKUMS  Gonmblvx — MOMekyn,
ABNAOLMXCA pe3ynbTaToM anbTepHaTMBHOTO CnnaicuHra BO BCEX
obpasuax, Toraa Kak B KOHTPOMbHbIX 06pa3uax obblMHO onpegensieTcs
TONBKO CTaHAapPTHbIX 6enok 1 KpalHe peako BbIABASIOTCA MUHMManNbHbIE
KOnmuyecTBa OfHOM Unn AByx HebonbLINMX N30HOPM.

- numcoma: npu racTpOUHTECTUHANBbHOW NMMEOME CBEPXIKCIPECCUs
CD44 «koppenupyeT ¢ HebnaronpusTHeIM MporHo3om u 6Gonee
OEeCCUMMHUPOBaHHLIM TUMom 3abonesaHus. [unepakcnpeccusi CD44
Takke OOHapyxeHa npW HEKOTOPbIX arpecCUBHbIX He-XOOKKUHCKUX
numdpomax, npu  numcomax XomKKMHA, o4varoBon, AvddysHon
numdomax (2).

- paKk MUHOANWH, KOXWU: BapuaHTbl akcnpeccun nsogopm CD44 moryt
HabnpaTbca Ha NnasMaTU4eckux MembpaHax MIOCKUX KMEeTOK KOXW 1
9HOOTENUS  MWHOANWH,  9KCMPEeccUst  CUMbHO  CHWXeHa  npwu
3/10Ka4eCTBEHHbIX OMYyXOMsX MMOCKOro aNUTenus.

- BUY: CD44 npaktuyecks MOMHOCTbI OTCYTCTBYET Ha MOBEPXHOCTU
BUY-MHpMUMPOBAHHbIX KNETOK.

- BocnanurenbHble 3a6oneBaHus: akcrnpeccuss CD44 cHuxeHa B
CMHOBUWanbHOW XUAKOCTW y Bonbluel YacTu naunMeHToB.

Cnuvcok nuTepaTypbl 4OCTYMNEH HA MHTEPHET-CTPaHMULIE NPOU3BOANTENS:
www.bendermedsystems.com

3. MIPUHUUN METOOA
AHTUTENA K YerioBe4ecKoMmy Cop6upoBaHHble siuenku
sCD44std  apgcopbupoBaHbl B ]
MyHKaxX MUKpOrnaHLieTa.

YY Yy

T- MOHOKIOHalbHble aHTUTeNna

Yenoseyeckuit sCD44std, MNepBas MHKyGaLms
npucyTcTByloWwmMii B obpasuax,

cTaHgapTax " KOHTpPOMsiX,

BHECEHHbIX B JIyHKM MnaHLweTa,

CBAA3bIBAETCA C  aHTMTenamu, o
aacopbypoBaHHbLIMKM - B FyHKaXx.

AHTUTENA K sCD44std, ) Y
KOHBbIOrMpPOBaHHbIE [

nepokcmaason XpeHa (HRP- *-’:»'-CTaHaapT unu obpasey
KOHBbIOraT), CBS3bIBAOT MOJIEKYrbl E

YerioBeyeckoro sCD44std, - BMOTNHOBAIN KOHBIOraT
3axBayveHHble nepebIMU

aHTUTENaMu.

Mocne wHKyGauum Npu NPOMbIBKE
n3 NYHOK yaansioTcs He
cBsi3aBLUMICA HRP-KkoHblOrat oo o
aHTu-sCD44std  aHTMTEn, ©“ B = o
nyHkn pgobasnisieTcss cybcTpaTHbIN
pacTBop, KOTOPbIV \Tf
B3aumoaencTeyeT ¢ PepMeHTHbIM

KOMMrekcom c  obpasoBaHueMm
OKpalleHHoro pactBopa. Peakuwus
ocTaHaBnuBaeTcsl  AobaBneHvem
KUCMOTBI.

Bropas uHky6aumua

]
e CrpentaBuguH-HPR

MHTeHcMBHOCTD oKpacku, — —
n3MepeHHas Ha AnuHe BomnHbl 450 = E "51‘" N
HM, MpsSMO  MpoMopLUMoHanbHa

KOHLIeHTpauum 4YernoBeYeCcKoro $ é \TH
sCD44std, npucyTcTBylOlWlEero B

obpasuax. KoHueHTpauus
YernoBeyeckoro sCD44std B
obpasuax  onpepensieTcs no
KanmbpoBOYHOMN KpUBOWN,
NOCTPOEHHOM no 6

™™ - [popearupoBaBLLKiA cybcTpaT



NPUroTOBMNEHHbIM pa3BefeHusiM
cTaHgapTta 4YenoBeYecKoro
sCD44std.

4. NMOCTABNAEMbIE PEATFEHTbI
4.1 PeareHTbl B Habope YenoBeueckun sCD44std ELISA BMS209/2
(96 TecToB)

MukponnaHLweT,  MOKPbIThIA  MOHOKNOHaNbHbIMKM 1 NNaHweT
aHTUTEeNnamm K Yenoseveckomy sCD44std

HRP-KoHblorat aHTn—sCD44std MOHOKNoHanbHbIX 2 drakoHa
aHTMTen

CraHpgapt sCD44std, 8 Hr/mn, 230 mMkn 2 dnakoHa
Pas6aBuTtennb o6pasuos, 60 mn 1 cpnakoH
KoHueHTpaT Pabouero 6ydepa 20x (PBS ¢ 1% 1 donakoH
Tween 20u 10 % BSA), 5 mn

MpowmbiBatowmm pacTeop, koHueHTpaTt 20x (PBS ¢ 1 cpnakoH
1% Tween 20), 50 mn

Cy6cTtpatHbin pacTtBop (TMB), 15 mn 1 conakoH
Cron-pactBop (1M cdoccopHas kucnora), 15 mn 1 donakoH
FonyGou kpacutens, 0,4 mn 1 conakoH
3enéHbin kpacutens, 0,4 mn 1 conakoH
MnéHkn AnA 3aKknemBaHUA CTPUNOB 2

4.1 PeareHTbl B Habope YenoBeueckun sCD44std ELISA BMS209/2
TEN (10 x 96 TecToB)

MukponnaHweT, MOKPbITbI  MOHOKMOHanNbHbIMK 10
aHTUTENnamu k yenoseyeckomy sCD44std nnaHweToB
HRP-KoHblorat aHTn—sCD44std mMoHoknoHanbHbiX 10 donakoHoB
aHTUTEnN

CraHpapt sCD44std, 8 Hr/mn, 230 mMkn
Pas6aBuTtenb o6pasuos, 60 Mn

10 donakoHoB
10 conakoHoB

KoHueHnTpaTt Pabouero 6ycdepa 20x (PBS ¢ 1% 2 cnakoHa
Tween 20u 10 % BSA), 5 mn
MpombiBatowmit pacTBop, koHUeHTpaT 20x (PBS ¢ 3 dnakoHa

1% Tween 20), 50 mn
Cy6ceTpatHbin pactBop (TMB), 15 mn
Crton-pacTtBop (1M docdopHas kucnota), 15 mn

10 cpnakoHoB
10 donakoHoB

Fony6ou kpacutens, 0,4 Mmn 6 dpnakoHoB
3enéHbin kpacutens, 0,4 Mmn 6 pnakoHoB
MnéHku ans 3akneMBaHUsA CTPUNOB 10

5. UHCTPYKUMU NO XPAHEHUIO — HABOP NDA

XpaHuTe KOMMoHeHTbl HaBopa mpu Temnepatype 2-8°C. Cpasy nocre
MCMONb30BaHNA BEPHUTE peareHTbl B XONOAWUMbHUK. XpaHute 4o AaTbl,
yKasaHHOW Ha yNaKoBKE peareHToB.

CtabunbHoCTb Habopa KOMMOHEHTOB MOXeT OblTb rapaHTUpoBaHa
TONMbKO MpW  Hagfexawem XpaHeHuW, W, B Cny4ae MOBTOPHOro
MCMNONb30BaHNS OOHOTO KOMMOHEHTa, eCrny 3TOT KOMMOHEHT He Obin
3arpsisHeH Npu NepBoOM UCMONb30BaHNM.

6. 3ABOP U XPAHEHUE OBPA3LA

[na aHanu3a MOryT ucnonb3oBaTbCs CynepHaTaHT KNEeTOYHbIX KynbTyp,
YyernoBeyeckasi CbIBOPOTKa, nna3ma unu moya. OTAenuTe CbiIBOPOTKY OT
CrycTka 3puTPOLMTOB Kak MOXHO CKOpee Mocre CBEPTbIBAHWNS KPOBMU.
O6pasubl, cogepxalime BUAMMbIA MpeumnuTart, Heobxogumo oTAenuTb
OT Hero Ao aHanu3a. He ucnonb3yiiTe CUnbHO remMonu3vpoBaHHbIe Unu
nunemunyeckme obpasupl.

Ecnn aHanu3 6ygeT BbiNonHeH B Gnuxaiiwme 24 vaca, obpasupl MoryT

)
XpaHutbes npu 2-8 C. [ins xpaHeHus obpasuos bonee 24 yacos crniegyeT
o

ncnonb3oBaTtb Temnepatypy -20 C u Huxe.

MN3beraiTe NOBTOPHLIX LIMKMNOB 3aMOPaXWBaHUA - pas3MOpPaKMBaHUSA
obpasuoB. [lo Havyana aHanusa MeAneHHO pas3Mopo3bTe obpasubl U
OCTOPOXHO NepemeLuanTe.

7. TPEBYEMbIE, HO HE MOCTABIAEMbIE MATEPUAIDbI

. Kann6posaHHble nunetkn Ha 5 mn n 10 mn

. KannbpoBaHHble NUNeTkn ogHOKaHamnbHbIE NepeMeHHOro obbema ¢
OAHOPA30BbIMN HAKOHEYHUKaMu Ha 5 — 1000 mkn

. MHorokaHanbHble MUNETKM C OAHOPA30BbIMU HaKOHEYHMKaMu Ha 50
— 300 mkn

. BaHHOYka Onsi peareHTOB ANsi UCMOMb30BaHWUSA C MHOrOKaHarbHOM
nuneTkown

. KannbpoBaHHble CcTakaHbl U
NPUroTOBNEHNS peaKT1BOB

. Py4Hoe nnun aBTomatnyeckoe npomMbiBatoLLee YyCTPOUCTBO

. MwukponnaHweTHbln pugep € ¢unbTtpoM Ha 450 HM U4, no
BO3MOXHOCTU, (UNBTPOM CpaBHEHUSA = 620 HM

UMNUHApPLl, HeobxoauMmble  Ans

BMS 209/2, BMS 209/2TEN, Human sCD44std

OuctunnupoBaHHas Unu AeMoHU3MpoBaHHas Boaa
MwunnumetpoBass Gymara unu nporpammHoe obecneyeHve Ans
06paboTkun pe3ynbTaToB (NMMHENHasa perpeccus)

NPEOOCTEPEXEHUA NO UCMNOJNIb3OBAHUIO

1. Bce xvmukaTbl cuntaTh NOTEHUMANbLHO onacHbiMu. PekomeHayeTtcs
MCMOMb30BaHNe [aHHbIX PeareHToB TOMbKO KBannUUMPOBAHHbLIM
nepcoHanomM B nabopaTopHbiX ycrnoBusix. Micnonb3oBaTtb 3aLLMTHYO
ogexay, O4Yku 1 nepyatku. M3beratb KOHTakTa € rmasamu n Koxen.
B cnyyae koHTakTa, NpOMbITb C 6OMbLLUMM KONMYECTBOM BOAbI.

2. Habop npenHasHayeH TOnbKo ANst UCCNefoBaTeNbCKUX Lenen n He

JOMKEH  WUCMOMb30BaTbCH B PYTUHHBLIX  AMArHOCTUYECKMX

npoueanypax.

He cmeluunBaliTe pasHble NOThl U peareHTbl U3 pasHbIX NOTOB.

He ucnonb3yinTe peareHTbl C UCTEKLLIMM CPOKOM XPaHEHUS.

M3berante obnyyeHusi peareHToB CUITbHbIM UCTOYHMKOM CBETa BO

BpPEMS XpaHEHUS U MHKYGaLuu.

6. He nuneTtnpyinte pTom.

7. Henb3a ecTb unu KypuTb B MeCTe, FA€ XPaHATCH peareHTbl u
obpasLpl unu B MecTe, rae NpoBOAUTCS aHanms.

8. W3beravite KOHTaKTa peareHTOB C KOXeN 1 CAM3NCTbIMU.

9. Mpun pyyHom MeTode aHanmMsa MOMb3yNTECb  FaTEKCHbIMU
nepyaTkamu ons 3awmTbl pyK.

10. W3beranmte koHTakTa cybGCTpaTHOro pacTtBopa C MeTannamum u
OKUCINIUTENAMMU.

11. WsGeranTte pa3bpbi3rnBaHus 1 obpa3oBaHUs aspo30onen.

12. Yt06bl M36EeXaTb MUKPOOHOro 3arps3HeHUs WunuM  3arpsi3HeHust
peakTBamMu W TMNOMyYeHUs B  pe3ynbTate HeOOCTOBEPHbIX
pe3ynbTaToB, NONb3yWTECh OAHOPA30BLIMU HAKOHEYHMKaMW.

13. Wcnonb3ynTe 4ncTylo, cneuvanbHO BbIAEMNEHHY nocyay Ans
KOHBIOraToB 1 cybcTpaTHOro pacteopa.

14. 3arpsisHeHue KUCMOTON MHAKTUBUPYET KOHbIOrar.

15. [Ons NpuroToBreHWs1 peakTUBOB WCMOMb3yWTe AUCTUNNNPOBAHHYIO
UM AEVNOHN3NPOBAHHYIO BOAY.

16. CybcTpaTHbIl pacTBOp OOMMKEH MMETb KOMHAaTHYyK TemnepaTtypy
nepepn “cnonb3oBaHNEM

17. O6es3apaxuBavite nocne paboTbl 06pasupbl, Tak Kak OHW MOryT
ObITb MHULUMPOBaHbI, MPEANOYTUTENBHO aBTOKMNaBUMPOBaHMEM He

o

MeHee 1 4aca npu 121.5 C

18. 2Kupgkve oTxogpl, He codepxallne KUCMOTY, N HeWTpanuM3oBaHHbIE
HeobxoaMMOo cMellaTb C PacTBOPOM TUMOXMOpUTa HaTpUsi TakUM
obpasom, 4Tobbl monyunnca B utore 1% pacTBOp rMnoxnopuTa.
OcTaBbTe nonyyeHHyl cmecb Ha 30 MUHYT Ans 3ddEKTUBHOrO
obeszapaxuBaHusa. Kuakme OTXoAdbl, cogepxalime KWCMOTY,
HeobxoaMMo HenTpanusoBaTb 40 obe33apaxuBaHWsi PacTBOPOM
rmnoxnopuTa HaTpus.

ok

9. NOArOTOBKA PEATEHTOB

BydbepHble KOHUEHTpaTbl NPUBECTM K KOMHATHOW Temnepatype W
pa3BecTu nepej Ha4arnom aHanuaa.

Ecnn B BydepHbIx KOHUeHTpaTax obpa3soBanucb
aKKypaTHO NoAorpeTb MX 40 NOMHOr0 PacTBOPEHUSI.

Kpuctannbl,

9.1 MpomeiBatowmn pacteop (1 x)

Pas6asbte 50 Mn KOHUEeHTpaTa  AUCTUASINPOBAHHON unum
OEVOHM3NPOBaHHON BOAOW B MEPHOM UMAMHAPE A0 KOHEeYHOro obbéma
1,0 n. NepemeluanTe, n3deras BCNeHNBaHWS.

XpanwuTe NpombiBaloLLmMin pacTBOp Npu 2-2500. MpombiBatownii pacTeop
ctabvnen 30 gHen.

MpombiBatoLwmin pacTeop (1 x) Takke MOXeT ObITb NPUrOTOBIEH COrMacHoO
cnegywollen Tabnuue:

KomuuectBo Hcnmoas- | KovmeHTpeT ITpomel- | JHCTHIIHPOBAHHAA
IVEMBIX CTPHIIOB BAKIIETO PacTEOpPa, MI BOJa, M1

16 25 175

1-12 30 950

9.2 Pa6ouun 6ydep (1 x)

Xopolwuo nepemeluanTe koHueHTpaT PaGoyero 6ydepa. PasbasbTe 5,0
MIT KOHLUEHTpata OUCTUINIMPOBAHHOW BOAOW B MEPHOM LUMNUHApE A0
KOHeuyHoro obvéma 100,0 mn. MNepemelsanite, usberas BCNEHWBAHUS.

o
Xpanute PasbaButens obpasuoB npu 2-8 C. PasbasuTtens obpasuos
ctabunen 30 aHen.
Pabounn 6ydep (1 x) Takke MoxeT ObiTb NPUrOTOBMEH COrMacHO
cnegywllen Tabnuue:

Komauecreo mcnmons- | Koumentpar Pasbasurena | Huctunnmposas-
3YeMEIX CTPHIIOB 06pAa3IoE, M1 Hadg BOZA. MI

1-6 2.5 475

1-12 3.0 93,0




9.3 HPR-KoHnblorat

3ametbTe, 4To HPR-KOHBLlOrar gonxeH ObiTb MCMNONbL30OBaH B
TeyeHue 30 MMHYT nocne pa3BeAeHUA.

Pas6asute HPR-KoHbloraTt nepen ncnons3oBaHmem gobasneHnem 490
Mkn Pabouero 6ycepa (1x) B npobupky ¢ HPR-KoHbloratom. TiwatensHo
nepemMeLlats.

MpoBecTn ganbHeliwee pa3basnenue 1:40 ¢ pabounm 6ydpepom (1 x).
Btopoe pa3basnenue (1:40) MOXHO NPOBOAWTL Kak ykazaHo B Tabnuue:

Kon-Bo cTpunoe MpenBaputensHo
pa3BeaeHHbIn HRP-koHbtoraT | Pabounn 6ydep(1x) (mn)
(mn)
1-6 0.075 2.925
1-12 0.150 5.850

9.4 CraHpapTt yenose4eckoro sCD44std

PacTtBopute nuocunusmpoBaHHbIl  cTaHaapT Pabouum Gydepom
(TOYHbIN 06bEM CTaHOAPTHOrO pacTBOpa, KOTOPbIA AOIMKEH NOMYYNTLCS B
pe3ynbTaTe pacTBOPEHUsl, yKa3aH Ha 3TUMKeTKe dnakoHa). OcTaBuTb
CraHpapT Ha 10-30 MuHyT. AkKypaTHO nepemeluanTe. (KOHLUEeHTpauus
ctaHgapta = 100 Hr/mm).

Pas6aBneHHble CTaHAapTbl MOryT ObiTb MPUrOTOBMEHbI MPSMO Ha
nnaHwete (Cm. nyHkT 10d) nnu B npobupkax.

9.4.1 BHeluHee pa3BeaeHue CtaHpapTta

MomeTnTb 6 NPOGUPOK, OAHY ANS KaXAow ToukM ctaHpapTa. S1, S2, S3,
S4, S5, S6.

3aTemM noOAroToBWUTbL CepuiiHble pasBedeHus 1:2 ans  cTaHgapTHOW
KPVBOW KaK yKkasaHO Huxe:

Munetuposatb 225 mkn Pa3basutens O6pasLoB B kaxayo Npodupky.
MunetupoBaTb 225 MKN BOCCTaHOBMEHHOrO CTaHAapTa (KOHLUEHTpauus
cTaHgapta = 8 Hr/mn) B nepByld Npobupky, nomMeyeHHyio S1, wn
nepemeluatb (KOHUeHTpauus ctaHgapta 1 = 4 Hr/mn).

MunetupoBatb 225 Mk 3TOro pacTtBopa BO BTOpylo Npobupky,
rnomeyeHHylo S2, u TwaTenbHO nepemellaTb Meped Creayowmnm
nepeMeLleHeM.

MoBTOpWTL CcepuiiHble pasBefdeHus elle 4 pasa, Takum obpasom
OpMUPYS TOYKN CTaHAAPTHOMN KpuBoh (CM. PUCYHOK HUXeE).

PasbaButenb 06pasLoB CryxuT B kayecTBe bnaHka.

MepeHocutb no 225 mkn

S1 S2 S3 S4 - S6

Pas6aBsuTenb
obpasuos
225 mkn

HepasbaBneHHblit
CrangapT YenoBeyeckoro
sCD44std

Ypanutb 225 mkn

9.6 [lo6aBneHue okpalMBaloLWMX peareHToB: rony6oro, 3efIeHOro
Ona  wvcknoveHnss owunbok B NuNeTMpoBaHWn npu  paboTe cC
MMMyHOEpMeHTHbIMKM Habopamn cdmpma Bender MedSystems Tenepb
npegnaraeT OOMOMHUTENbHOE CPeACTBO AN KOHTPONS NUNEeTUMPOBaHUS
[axe o4YeHb MarneHbkux 0OBbEMOB peareHTOB — KaxAablii peareHT OyaeT
oTNNYaTbCs OT APYrMX LIBETOM.

OTa npoueaypa HeobsizaTenbHa, OHa He BNMAET Ha pesynbTaThbl
aHanusa W npegHasHayeHa pAna obnerdyeHns paboTtel nabopaHTa,
NO3TOMY MOXHO 3TOT LUAr UHCTPYKLUW NPONYCTUTb (HE BbINOMHSATH).
AnbTepHaTUBHO, MOXHO MCNOMNb30BaTb OCHOBHbIE PACTBOPbLI KpacuTenen
(ronyboin, 3enéHblin,), OoGaBnsis UX K COOTBETCTBYILUEMY peareHTy
cornacHo npotokony (cMoTpu Tabnuupl HUXe).

1. Pas6aBuTtenb obpasuoB: nepen pasbasneHnem obpasLoB AobaBbTe
rony6on Kpacurtenb B cooTHowweHun 1:250 (Cm. Tabnuuy) B pabouui
pacteop Pa36aButenss o6pa3uoB (1x) ¥ BbINOMHAWTE Aanblue
vccnegoBaHue, cnegyst UHCTPYKLUMK.

5 mn Pasbasutens o6pasuoB 20 mkn Mony6ozo kpacumensi

12 mn Pas6aButens o6pasLoB 48 mkn Fony6o20 kpacumensi

50 mn Pa36aButens obpasuoB 200 mkn Fony6o20 kpacumensi

2. Konbrorat-HRP: nepep pasbasnenvem koHueHTpata HRP-koHBblorata
nobaBbTe 3enéHbiM KpacuTenb B cooTHoweHun 1:100 (cmoTpum
Tabnuuy) k Pabouyemy 6ydepy, wncnonb3yemomy ansi pasbasreHus
KOHblOraTa, oKpalleHHbI GUOTUHOBBIV KOHBbIOraT UCMOSb3YITE COrMacHoO
VHCTPYKLMW.

[ 3 mn Pabouero bydepa (1 x) [ 30 mkn 3esreHoz0 Kpacumensi

| 6 mn PaBouero 6ydepa (1 x) | 60 mkn 3enenozo kpacumens

BMS 209/2, BMS 209/2TEN, Human sCD44std

10. MPOTOKOIT AHANU3A

a. MNepeg Hayanom aHanu3a  BbLINOMHWTE  MNpeABapuUTENbHOE
pa3BefeHve o6pasLoB CbIBOPOTKU, Na3mel U Moun. PasseanTe atu
obpasupl B 60 pa3 6ycdepom ans pa3seneHus obpasuoB, CornacHo
npuefeHHon cxeme: 10 mkn obpasua + 590 mkn Gydepa ans
pa3BeaeHus obpasLoB.

b. [HoctaHbTe TpebGyemoe Ans npoBedeHWs aHanmsa 4ucno 8-
NYHOYHbIX cTpunoB. [MomecTute TpebyemMoe KONMMYECTBO CTPUMOB B
aepxartenb (K Heobxogumomy uucny nyHok pans  O6pasuos
pobasbTe nyHkm ans bnanwka u CraHpapToB). Bce CraHpapTl,
BnaHk u O6pa3ubl HeobxoauMo aHanusupoBaTb B Aybnsx.
Hewucnonb3oBaHHbIE CTPUNbI cpa3y yoepute B NakeT C OCyLUUTENEM,
3anevaTanTe nakeT u xpaHuTe ero npu 2-8°C.

c. Mpomoiite nyHkn 2 pasa, ucnonb3yss no 400 mkn 6ydepa ans
NPOMBLIBOK, Ha OAHY NYHKY Ha OAMH LMK MPOMbIBKM, MOMHOCTLHO
yoanss XuakocTb Mexay npombiBkamu. OctaBbTe Gydep B NyHKax
Ha 10 — 15 cekyHA npen yaaneHueMm («3amavuBaHue»). Nsberaiite
uapanuH Ha MOBEPXHOCTM IyHOK. [locne OKOHYaHWsi MPOMbIBKU
nepeBepHUTE MUKPOMMAHWET U  MOCTy4YnuT€ WM N0  YMCTOW
unbTpoBanbHo OGymare. Mcnonb3ynte CTpunbl HeMealleHHO
nocrie OKOHYaHWsl NMPOMbIBKM UMW He no3aHee YeM vepe3 15 MUHyT
npuv yCNoBUW, YTO CTPUNbI YIOXEHbI Ha unbTpoBanbHyo bymary B
nepesépHyToM Buae. He no3BonsinTe nyHkam BbiCbixaTb!

d. [MpuroTtoBnexHue pasBegeHun cTaHgapTa B NyHKax
MUKponaHiieTa (anbTepHaTMBHO pa3BefdeHus cTaHgapTa MoryT
GbITb NPUrOTOBNEHBLI B Npobupkax — cm. 9.4.1):

BHecute no 100 wmkn pabodvero Oydepa BO Bce NyHKH,
npegHasHayeHHble  Ans cTaHgaptoB.  BHecute 100 mkn
Hepa3BefdeHHoro cTaHgapta (cMm. pasgen «[lpurotoBnexue

peareHToB», M. 9.4, KOHUEeHTpauus = 8 Hr/mn), B y6nsx, B nyHku A1
n A2 (cm. Tabrnuuy 1). MNepemelwante cogepxunmoe nyHok A1 n A2
MOBTOPHLIM NWNETUPOBaHWEM (KOHLeHTpauus cTaHpgapta 1, S1 =
4.00 Hr/mn), u nepeHecute no 100 mkn pactBopa 13 nyHok A1 n A2
B nyHkn B1 n B2, cootBetctBeHHO (cM. puc. 6). Bo Bpemsi atux
MaHWNynsumMin -~ noctapaniTecb He nouapanatb  BHYTPEHHIOW
NMOBEPXHOCTb  NyHOK. [oBTOpWTE nepeHoc W  pasBedeHue
cTaHaapToB ewe 4 pasa, MONyuYnB B uTore 2 psiaa pasBedeHuvin
CraHpapTta 4denoBedveckoro sCD44std B guanasoHe 4.00 - 0.13

Hr/Mn.  Ypanute no 100 MKN  KWUOKOCTM M3  NOCReaHux
MCMonb30BaHHbIX NyHOK (F1, F2).
IlepenocHTE Mo 100 MKT
. W e D TP B |
—H u u —J
S1 32 33 S4 - S6
PacTeopenntiii PaGoumit 6ydep. VIAIHTE
cTaHZapT mo 100 mEx 100 »Ex

gemopedeckoro sCD44std
PucyHok 6. lNpuzomosneHue cepuliHbix passedeHuli CmaHOapma
sCD44std
Ecnn pasBegenve craHaapTa 6bino  BbIMONHEHO B Mpobupkax
(cm.n.9.4.1), BHecute no 100 mkn pasBegeHuit M3 npobupok S1 — S6 B
NYHKM MUKpONMaHLLeTa, NpegHa3HavYeHHble Ans CTaHO4apToB, COMMacHoO
Tabnuue 1.

Tabnuua 1: Mpumep pacnonoxeHusi o6pasuos, bnaHka n cTaHaAapToB Ha
nnaHweTe

1 2 3 4

A Cr#l Cr#l 02 02
(4.0 5r/vm) (4.0 5r/mm)

B Ct#2 Cr#2 03 03
(2.0 ur/mm) (2.0 mr/mm)

C Cr#3 Cr#3 04 04
(1.0 uar/ma) (1.0 mr/mm)

D Cr#4 Cr#4 03 05
(0.5 mr/mm) (0.5 mr/mm)

E Cr#3 Ct#5 06 06
(0.25 Br/vmm) (0.25 mr/mm)

F Cr#6 Cr#6 07 o7
(0.13 mr/vmm) (0.13 mr/mm)

G Enanx Enanx 08 08

H 01 01 09 09

Ct — CraHpgapT, O — o6pasen



BHecuTe no 100 mkn 6ydepa ans pasBegeHus obpasuoB B MyHKM
«BnaHk».

BHecute no 80 mkn 6ydepa ansa passBepeHuss obpasLoB B MyHKK,
npeaHasHaveHHble Ans obpasLoB.

BHecute no 20 mkn o6pasuoB B NyHKW, MpegHasHayeHHble ANs
o6pasLoB.
[MpurotoBbTE
peareHToB» 9.3).
[o6aebTe no 50 mkn rotoBoro pactBopa HRP-kKoHbloraTta Bo Bce
NYHKW.

3akponTe nnaHwWeT NNEHKOW 1 MHKYOMpyNTe 3 Yaca npu KOMHaTHOM
Temnepatype (18-25°C), ecnu BO3MOXHO, TO Ha opb6uTanbHOM
Lenkepe, yctaHoBneHHoM Ha 400 06/MuH.

CHumuTe nneHky. [lonHOCTBIO yaanuTe COAEpPXUMOE  JTYHOK
acnvpauuen unu aekaHtuposaHueMm (cnveom). MNpomoriTe nyHku 3
pa3a Kak ykasaHo B Luare «C» HacTosiero npoTtokona. Nepexoante
HeMeaneHHo K crneayloLiemy wary.

Brecute no 100 mkn TMB cy6cTpaTa Bo BCe NyHKM.

MHkybupynte npu koMHaTHoM Temnepatype (18° to 25°C) B TeueHne
npubnuantensHo 10 MuHyT. N3berante BO3AENCTBUSA CONMHEYHOrO
cBeTa. 3a pas3BMTMEM oOKpackv Heobxogumo Habnojate W
cybcTpaTHasi peakumsi AOMMKHa OblTb OCTAaHOBMEHA (CM. criegyoLwuin
NYHKT NPOTOKOMa) A0 TOro, KaK 3Ha4YeHWe OMNTUYECKOW MIOTHOCTU B
NoNoXMTENbHbIX NMyHKaxX NPeBbICAT npeaen onpeaernexus npubopa.
PekomeHayeTcs ocTaHaBnuBaTh peakumio fobasrneHuem cron-
pactBopa Toraa, KOrga camblii BbICOKUWA CTaHAapT OKpacuTcs B
TeMHo-ronyboi uUBeT. AnbTepHaTMBHO, pasBUTUE OKpaLUMBaHWSA
MOXHO Habniogatb ¢ nomouwp VPA aHanusaTopa npu AnvHe
BOnHbl 620 HM. CybcTpaTHas peakums OOSKHa ObiTb OCTaHOBMEHa
kak Tonbko Ol S1 gocturHet 0.9 — 0.95.

HobaebTe no 100 mMkn cTom-pacTBOpa BO BCE JIyHKM, BKIOYasi
«BbnaHk», 4yTobObl NOMHOCTBIO MHAKTUBMPOBAaTb (PEPMEHT B FyHKax.
BaxkHoO BHOCUTb CTOM-peareHT BbICTPO U C TOW Ke CKOPOCTbIO, YTO 1
cybctpatHbii - pactBop.  OnTuyeckylo  MAOTHOCTb  cyMTaTb
HeMeaneHHO Nocne BHeCEHUs CTomM-peareHTa unm B TedeHve 1 vaca
npy YCnoBuW, YTO CTPUNblI HaxogownWCb BCE ITO Bpems Mnpwu
Temnepartype 2-8°C B TEMHOTe.

Onpepenvte ONTUYECKYIO NIIOTHOCTbL BO BCEX NyHKax npu 450 HM
npotves «bnaHka», >xenaTenbHO WCNONbL30BaTb AMIMHY BOIMHbI
cpaBHeHuss 620 HM (gonycTumMa pAnuHa BOSHbI CPaBHEHUS B
AvanasoHe 610-650 HM). BrnaHkvpyiiTe MUKpONNaHWeTHbIV pUaep
Tak, Kak 9TO OMNUCaHO B WHCTPYKUMW MPOU3BOAUTENSA, C
MCNonb30oBaHNEM NyHoK «bnaHk». Abcopbuuio onpegensnTe Kak B
TecTMpyembix obpasuax, Tak U B CTaHgapTax 4erloBe4ecKoro
sCD44std.

HRP-koHblorar (pasgen «lMpurotoBnexue

3amevaHue: ecnu MHKY6auusi npoBoaunacb 6e3 BCTpsiXMBaHUA,
3Ha4YeHUs MOryT GbITb HUXEe, YeM B npumMepe, NpUBeAEHHOM HUXe.
Tem He MeHee, 3TN pe3ynbTaTbl TaKXe CYATAITCA AOCTOBEPHbLIMU.

PACYET PE3YINIbTATOB

Paccuntante pesynbtatel. [ns 3TOro paccuvTtante cpepHee
3HayeHVWe MOrMoLWEeHNss AN Kakgoro cTaHgapta u  obpasua.
OTKMOHEHWE OT cpeaHero He JoMmkHO bbiTb 6onee 20%.

Wcnonb3ys rpadguueckyto Bymary, OTMETbTE TOYKM CYUTaHHbIX
3HaYeHW MOrnoLeHNst CTaH4ApTOB Ha BepTuKanbHyl ocb Y, a
cooTBeTCTByOWMNE KOHUeHTpauun sCD44std Ha ropusoHTanbHyto
ocb X. [MpoBeauTe onTMMarnbHylo KpUBYIO MO TOYKaM.

OnpepenuTte koHueHTpaumn sCD44std B oGpasuax 13 ctaHgapTHOWM
KpvBOW. [na 3TOro Hamgute 3HaveHve Ha ocu opguHat (Y)
COOTBETCTBYIOLLEE CPEAHEMY 3HAYEHUIO MOJTyYEHHOW ANS Kax[oro
obpasua Ol u npoBeauTe rOPWU3OHTAmNbHYK FUHWIO [0
nepecevyeHuss Cco CTaHAapTHOM KpuBoW. 3aTeM U3 TOYKU
nepeceyveHusi NPoBeAUTE BEPTUKANbHYI NMHUIO [0 NepeceyeHns c
ocblo abecumce (X). 3HadeHue Ha ocu X B TOYKe MNepeceveHust u
6ynet COOTBETCTBOBATb KOHLIEHTpauumn sCD44std B
COOTBETCTBYHOLLEN Npobe.

[ns o6pa3uoB, pa3BeAeHHbIX COrNacHo MHCTpyKuun B 300 pa3
(npeaBapuTenbHoe pa3BedeHve B 60 pas3, M pa3BegeHue B
nyHke B 5 pa3: 20 mkn obpasua + 80 mkn Oydepa ansa
pa3BeAeHUsi 00Opa3LoB), KOHLEHTpauuk, MNOJNyYeHHYl U3
KanMbpoBOYHON  KPUBOW, HeobXoAMMO  YMHOXWUTb  Ha
cooTBeTCTBYHOLWMIA KoadhduumeHT pasBeaeHus (300).
3ameyaHue: pacyéT KOHUeHTpauuum B npeaBapuTenbHO
pa3BedeHHbIx B 60 pa3 o6Gpasuax, Ol koTopbix Bbiwe OIl
camoro BbICOKOro ctaHaapta S1 MoXeT ObiTb HEKOPPEKTEH —
pe3ynbTatbl OyAyT 3aHuMXkaTbeA. [Ans nopoGHbIX o6pa3uoB
HeoGxoaMMoO BbINONHUTb NOBTOPHbIN aHanus c
ncnonb3oBaHWeM OornbLIEro npeaBapuTENbHOrO pas3BeAeHus
6ycdepom pansa pasBedeHMss ob6pa3uoB, ANA  Nony4YeHus

BMS 209/2, BMS 209/2TEN, Human sCD44std

pe3ynbTara, oTpaxaroLiero
yenoBe4yeckoro sCD44std.

MogpasymeBaeTcs, YTO B KaXayld Cepuio aHanusa BKIoYaeTcs
KOHTPOINbHbIV 06paseL, C M3BECTHOWN KOHLEHTpaLMen YernoBeyYeckomn

TOUHYIO KOHLEHTpauuo

sCD44std. Ecnu 3HayeHns KOHTpons He yknagbiBalTcs B
oXugaembli  AuanasoH, pesynbTaTbl aHanu3a MoryT  6bITb
HeOCTOBEPHBI.

Mpumep kanMbpoBOYHOW KpMBOW Moka3aH Ha PwucyHke 7. He
MCronb3ynTe 3Ty KanMOpPOBOYHYK KPWBYH ANsi pacyéra Balumx
obpasuyoB. KanubpoBoyHas kpuBasi OOfmkHa ObiTb BKMA4YEeHa B
KaXKgyto MocTaHOBKY.

PucyHok. MNpumep ctaHgapTHon kpuBon Ans sCD44std. sCD44std 6bin
pa3baBneH B cepvu ABYKpaTHbIX NOCneAoBaTeNbHbIX LAaroB TUTPOBAHUS
PasbaBnTenem obpasuos. 3aecb NpeAcTaBneHbl CpefHne 3HaYeHus u3
Tpex napannesnbHbiX TUTPOBaHWIA.

He wcnonb3ynte aTy cTaHOapTHYIO KpuBYKHO AnA  pacyéra Bawuvx
obpasuoB. CtaHaapTHasi KpuBas [OMKHa ObITb BKMOYEHa B Kaxayio
NMOCTaHOBKY.

Abscorption 450 nm

001 T
01 1 0

Fuonuen panuy seopegecion o sCDEs 00 (g

TunuyHble pe3ynbTaThbl, NONyYeHHbIE C Ncnonb3oBaHnem Habopa human
sCD44std ELISA:
MamepeHune Ha 450 HM, AnvHA BOMNHbI CpaBHEHNS 620 HM.

KoHOeHTpALINA OII o, CV, %
Cranzapr | TCIOBCICCROTO (450 mng) cpeanee
sCD44std,
HI/MA

1 4.00 1.901 1.876 1.9
1.851

2 2.00 1.080 1.095 L9
1.109

3 1.00 0.608 0.581 6.7
0.553

4 0.50 0.330 0.312 8.4
0.293

3 0.25 0.160 0.164 3.4
0.168

6 0.13 0.081 0.083 2.6
0.084

baaHK 4.00 0.008 0.008 6.7
0.007

Orl, nony4yeHHble ANS CTaHAAPTOB, MOTYT MEHSITbCA B 3aBUCUMOCTU OT
YCrOBWUIA BLIMONHEHUST aHanu3a (Hanpumep, TeMNepaTypHbIN Pexum).
Kpome TOro, Ha MpoOTSPKEHUM CpoKa rogHoCTM Habopa aH3nMaTudeckas
aKTUBHOCTb, W, CrefoBaTeslbHO, MHTEHCMBHOCTb OKpaluMBaHWUs, MOryT

N3MEHATbLCA.

Mpu aTom pesynbTaTbl TECTUPOBaHUS  OCTAOTCS

OOCTOBEPHbLIMU.

12. OrPAHUYEHUA METOOA

Tak kak ycnosua MOrytT MeEHATbCA OT aHanm3a K aHanuay,
CTaHOapTHaA KpuBasa [OOJSIKHa ObITb BKMOYEHA B KaXXayr ceputo
aHanusa.

EaKTepMaanoe nnn rpI/I6KOBOG 3arpAa3HeHune O6pa3Ll,0B nnu
PeakTMBOB MOXET NPMBECTU K HEQOCTOBEPHbLIM pe3ynbTaTaMm.
I'IpeunhoMTeano ncnonb3oBaHMe OOHOPasoBblX HAKOHEYHUKOB,
q)J'IaKOHOB, MHOropasoBasa CTeKndHHaa nocyda [OOJKHa ObITb
TWaTenbHO BbiMbITa U Cneabl AeTepreHTa AOMMKHbI ObITb NMOMHOCTbLIO
yAaneHbl nepea ncnosib3oBaHNeM.

HenonHas NnpoOMbIBKa Ha noboM 3Tane HeratMBHO BNUSET Ha
TOYHOCTb pe3ynbTaTtoB n MOXeT npueecTtun KaK K



NOXHOMOMOXUTENbHBIM,  Tak W K  NOXHOOTpULATENbHbIM
pesynbTtatam. [lonHocTblo ypansanTe [pombiBOYHbIN Oydep 13
syeek Mexay uuknamu npombiBkM. HanonHsiite nyHkum 6ydepom
st NPOMBIBOK KaK 3TO yKa3aHo, Ans KaX4oro Lukna npombisku. He
no3BonsanTe s4eiikaM BbICbIXaTb WNM OCTaBaTbCs HE3aKpPbITbIMU
Oonrvii Nepuo BpEMEHM.

L] Mcnonb3oBaHve paguMoMMMyHOTEpPanun 3HAYUTENBHO YBENUYMIIO
4YMCIO NALMEHTOB C YENOBEYECKUMU aHTUMbILWLNHBIMKU IgG (HAMA).
HAMA MoryT BnuATb Ha pesynbTaTbl aHanusa, WCMonb3yloLwero

MbIlWWNHBIE  MOHOKIOHanbHble aHTUTena, npuBoAs K  JIOXKHO
NOJNIOKUTENIbHBIM TN JIOXKHO  OTpUUaTesibHbIM  pe3dyfibTaTaM.
O6pa3leI CbIBOPOTKM, coaepxawue aHtutena K MblWNHbIM

MMMYyHOrno6ynmMHam, MoryT ObiTb MpoaHanM3vpoBaHbl B Cryyae,
Korda MblWVHbIE  MMMYHOrNOOYNMHBI  (CbIBOPOTKA,  acuuTHas
XNOKOCTb UMM MOHOKIIOHAsbHbIE aHTUTeNa Apyron cneunduyHoOCTI)
nobasnsitoTces kK Oydepy Ansa passegeHus 06pasLoB.

13. XAPAKTEPUCTUKU AHATTU3A

13.1. YYBCTBUTENIbHOCTb AHAITU3A

Mpenen yvyBcTBUTENBLHOCTM AN human sCD44std ELISA onpegensancs
KaK KOHUeHTpauus aHanuta, ans kotopon O.M., nonyyaemas B
pesynbTaTte aHanusa, 3HauuTenbHo Bbiwe, 4em O.l. cpeabl,
Mcnonb3yeMon [ansi pasBefeHus (cpegHee nNnioc 2 CTaHAapTHbIX
OTKINOHEHUs1, BHE3aBUCUMbIX MOCTAHOBOK) U cocTaBnsieT 0.02 Hr/mn.

13.2. BOCNPOU3BOOAUMOCTb

13.2.1 Bocnpou3BoanMmMocTb BHYTpU cepun

BocnponssogumocTb BHYTPpU OAHOW cepuu onpegensinace B 3
HE3aBUCUMbIX Cepusix aHanusa. B kaxgbii cepum aHanmsa 6bino
BbINOSTHEHO 6 onpedeneHuii Kaxgoro M3 8 006pasuoB  CbIBOPOTKYU,
coAepXaluMx pasnuyHble KOHUeHTpauun yenosedeckoro sCD44std. B
KaXkObli NraHweT Obiny BKMOYEHbl NO ABe CTaHAapTHble KpuBble. B
Tabnuue npuBedeHbl cpegHuWe 3HadveHusi yenoseveckoro sCD44std un
KoadpdMUMeHT Bapuaumm AN Kaxgoro obpasua.  KoaddpuumeHt
Bapuaumu coctaeun B cpeaHeM 4.8%.

Tabnuua 3. CpegHue KoHueHTpauum denoseyeckoro sCD44std un
KO3 DULMEHT Bapraummn Ans Kaxgoro obpasua

Cpennan
Odpasen | 3KCIEPHMEHT KOHHeHma{mH RONP@HHHE},H
HeI0BEYCKOI 0 BapHAIHH (%)
sCD44std (Ex/ym)
1 1 292 44
2 343 3.8
s 1 332 5.9
- 2 361 1.4
3 1 295 24
] 2 291 8.3
1 1 318 9.6
2 345 3.7
< 1 177 3.7
3 2 173 1.1
6 1 437 4.1
2 427 4.1
- 1 370 8.1
2 370 3.3
8 1 297 11.3
2 278 1.2

13.2.2 Bocnpou3BoaMMOCTb MEXAY CepuUsimm

BocnpousBogMmocTs  Mexay cepusMy  onpejensnacb B Of4HOM
nabopatopun B 3-X He3aBUCUMbIX Cepusix aHanusa. B kaxabii cepuu
aHanusa Obino BbLINOMHEHO 6 onpefeneHuit kaxagoro n3 8 obpasuos
CbIBOPOTKM, COAEpXallMx pasfuyHble KOHLEHTpauuu 4YernoBeyecKoro
sCD44std. B kaxpgblii nnaHweT Obiny BKMHOYEHblI MO ABe CTaHOapTHble
KpuBble. B Tabnuue npuBedeHbl CpegHWe 3HAYEHUs] YErIOBEYECKOro
sCD44std un «koadbcpmumeHT Bapuaumm gns kaxgoro  obpasua.
KoachpmumeHT Bapuaumm 6bin paccuntaH u3 18 onpegeneHuin Kaxgoro
obpasua n coctasun B cpeaHem 4.1 %.

CpeOHad KOHIIEHTPALHH Kosprmment
Ofpazerr | denoBedeckoro sCD44std HHeR
. BapHalHH (%o)
(HT/MIT)
1 318 11.3
2 297 6.9
3 293 1.1
4 332 5.8
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5 175 1.4
6 432 1.5
7 370 0.1
8 288 4.5
13.3. USBBNIEYEHUE
M3BneyeHne  oueHuBanu  TeCcTUpys  MynupoBaHHble  o6pasubl

4YeroBeYeCKON CbIBOPOTKW, ObGOralleHHble 4 pasnuyHbIMU  YPOBHSIMU
yenoBeyeckoro sCD44std. V3BneyeHne onpegensnu B TpéX
HE3aBMCUMbIX 3KCMepUMeHTax B 6 noBTOpax kKaxgoro obpasua.
KonunyectBo aHAaoreHHoro yernosedeckoro sCD44std B He oGoralleHHoun
CblBOPOTKE BblMMTanNU u3 ABYX 3HaveHun oboralleHusi. M3BneyeHue
nexano B ananasoHe 76% - 101% coctaBuno B cpeaHem 89%.

13.4 IMHEMHOCTb PA3BEQEHUA
4 obpasua CbIBOPOTKM C pasHbiMU ypoBHSAMYK YenoBeyeckoro sCD44std
ObINMM NpoaHanuavMpoBaHbl B Cepuu [OBYKpaTHbIX pasBegeHuin B 4

pennukax kaxgasd. Hwxe B Tabnuue (tabnuua 5) npuBeaeHbl
pesynbTaThl. M3BneveHne coctaBunno 91% - 99% wnu B cpegHem 94%.
Oxupgaemas Ha6niogaemas
KOHLEHTpauust | KoHUeHTpauus | W3sneyeHue
O6pasey PasBeneHne YernoBEeYecKkoro | 4YernoBevyeckoro oT
sCD44std sCD44std oXnagaemoro
(Hr/mn) (Hr/mn) (%)
1 1:300 - 347 --
1:600 173 160 92
1:1200 87 80 92
1:2400 43 42 96
2 1:300 - 402 --
1:600 201 186 92
1:1200 100 94 94
1:2400 50 46 91
3 1:300 - 292 -
1:600 146 145 99
1:1200 73 72 99
1:2400 37 34 92
4 1:300 - 368 -
1:600 184 173 94
1:1200 92 89 96
1:2400 46 43 94
13.5. CTABUJIIbHOCTb OBPA3LIOB
13.5.1 CtabunbHOCTb NpU 3amMopaxXuBaHUU- OTTauBaHUM
ANUKBOTbI ~ CbIBOPOTKM  XpaHwunuce npu  TemnepaType —20°C u

pasmopaxwuBanucb A0 5 pas, nocrie Yero onpeaensnucb YpoBHU
yernoBeyeckoro sCD44std. He Habnioganocb 3HauMTenbHOW noTepu
aKTUBHOCTU YenoBeyeckoro sCD44std nocne kaxaoro Lykna noBTOPHOrO
3amMopaxvBaHVS-0TTanBaHusl.

13.5.2 CTabunbHOCTb NpU XpaHEHUU

ANUKBOTbI CbIBOPOTKM (OGoralleHHble U He oboralleHHble) XpaHWUnuch
npu Temnepartype —20°C, 2-8°C, komHaTHON Temnepatype v npu 37°C B
TeyeHue 24 vacos, nocrie Yero onpefensnncb YpoBHW YENOBEYECKOro
sCD44std. He Habnganocb 3HaYMTENbHOMN norepu
MMMYHOpeaKTUBHOCTU YenoBeyeckoro sCD44std npu xpaHeHun npu Bcex
nepeyvmCreHHbIX YCNOBUSIX.

13.6. CpaBHeHMne o6pa3LoB CbLIBOPOTKU U Nna3mbl

O6pasLbl cbiBOpOTkM 1 SOTA, UMTPATHOM M renapMHOBOW Nna3mbl Obinu
B3Tbl OHOMOMEHTHO Yy 22 nauMeHTOB W NpPOTECTUPOBaHbl AaHHbIM
MeTogom. Bce nepeuucneHHble MaTpukcbl 06pa3uoB  MOryT ObiTb
MCMOnb30BaHbl A4NA aHanu3a AaHHbIM MeTofoM onpeaeneHus sCD44std,
XOTSl MOKa3aHo, YTO 3HayeHusi, nonyyaemble B obpasuax UuTpaTHOW K
OOTA nnasmbl HECKOMbKO HWXE, YeM 3Ha4yeHusl, MOoNyveHHble Ans
obpasLoB cbIBOpOTKM. PekomeHdyeTcs cobniogatb eauHbll MPOTOKOM
noaroToBku 06pasLoB Ans aHanusa.

13.7. CneuncuyHocTb

BnusiHwe umpkynupytoLmx hakTopoB UMMYHHOW CUCTEMbI BbINo oLeHeHo
nytemMm gobasrneHus kK obpasLam CbIBOPOTOK C U3BECTHOM KOHLUEHTpaumen
sCD44std  dmavonornyeckm 3Ha4YMMbIX  KONMUYECTB  UCCredyeMblX
dakTopoB. He 6bina BbisSiBNEHa nepekpecTHas pPeakTUBHOCTb C
nccrnegoBaHHbIMU dakTtopamu, B Tom vmcne TNF-a, TNF-b, TNF-R, IFN-
a2c, IFNg, IL-8, Annexin, sELAM-1, sL-selectin, sSICAM-1 n HER-2.

13.8. OXKWOAEMBIE 3HAYEHUA

22 obpasua CbIBOPOTOK W Mfa3mbl NPaKTUYECKU 340POBbIX JOAen
(MYXXYMH M XEeHWMH) OblNM  NPOTECTUPOBaHbl Ha copepXaHue
yenoBeyeckoro sCD44std. [lonyyeHHble YpOBHW  4erioBE4ECKOro
sCD44std nexanu B avana3oHe oT 251 go 925 Hr/mmn, n B cpeaHem
coctaBunu 443 Hr/mMn, co cTaHgapTHbIM OTKIMOHeHuem 125 Hr/mn.
YpoBeHb yenoseyeckoro sCD44std moxeT BapbupoBaTb B 3aBUCUMOCTU
OT M3y4aemow Nonynsauum 1 UMMYHOSIOTMYECKON NaToNornun.




14. NOArOTOBKA PEAEHTOB (KPATKOE U3JTOXXEHUE)

14.1 NMpombIBoYHbIN Gydep (1 x)

[ob6asuTtb KoHueHTpaTt MpomMbiBoYHOro 6ydepa 20x (50 mn) B 950 mn
ANCTUMNNPOBAHHOW BOAbI.

Konu4yectBO KoHueHTpaTt Pa6oyero OucTtunnupoBaHHasa BoAaa,
CTpUnoB 6ydepa, mn mn
1-6 25 475
1-12 50 950

14.2 Pa6ouuni 6ycbep (1 x)

Konuuyectso KoHueHTpaTt Pa6ouyero OucTunnupoBaHHas BoAaa,
cTpunoB 6ydepa, mn mn
1-6 25 47,5
1-12 5,0 95,0

14. 3. Konbrorat-HRP

KonuyectBo KoHueHTpaTt HRP-koHBlOraTa, mn Pa6ouui 6ydep,
cTpunoB Mn
1-6 0,075 2.925
1-12 0,150 5/850

16. MPOTOKOJ TECTA (KPATKOE U3NOXEHUE)

1. TNpenBaputenbHoO pa3BecTy 06pasLibl CbIBOPOTKM, Ma3Mbl U MOYM C
Pas6asutenem ans o6pasuos 1:60.

2. OnpepennTbCa C HeOBXOAUMBIM KONMMYECTBOM  MUKPOSTYHOYHbIX
MOJI0COK.

3. TpombiTb siueiikv NnaHweTa asaxabl MpomMbIBoYHbIM Gydepom

4. PasbaBneHve CTaHOapToB Ha nnaHuwete: [lo6aebTe no 100 mkn
Pa36aButens o6pa3uyoB B sS4eiiku, npegHa3HayeHHble [Ans
CraHpapToB (B oybnsx). MuneTtuposate 100 Mkn Hepa3baBneHHOro
CTaHgapTa B nNepBble JYHKM W MNPUrOTOBUTb pa3BefdeHHble
cTaHpapTel nepemelleHvem 100 MK U3 NyHKM B MyHKY. YAanuTb
100 MKn 13 NocneaHUX NyHoK.
AnbTepHaTMBHOEe  pasBefeHve  CTaHAapTa B npobupkax:
nunetnposatb 100 MKN 3TUX pasBedeHnin CTaHaapTa B MYHKU.

5. BHecute no 100 mkn Pas6aBuTens o6pa3uoB B sueikn «bnaHky,
B Aybnsix.

6. BHecute no 80 wmkn PasbaButenss o6pa3UoOB B SYENKM,
npeaHasHavyeHHble Ans obpasLoB.

7. BHecute no 20 Mkn npeaBapuTenbHO pa3baBneHHOro obpasua B
COOTBETCTBYIOLLMNE AYENKN, B AyONsAX

8. TpurotoBbTe HRP- KOHBblOraT.

9. [o6asbTe no 50 mkn HRP- kOHBbIOraTa Bo BCe SA4YENKN.

10. 3akponTe nnaHLWeT NMEHKON U MHKYOupynTe 3 Yaca npyv KOMHATHOM
Temnepatype (18 — 25°C).

11. TonHoCTblO yganute COAEPXMMOE siYeeK U MPOMOonTe siYenku 3
pasa NMpombIBOYHbIM Bycdepom.

12. Bnecwute no 100 mkn TMB cy6cTpaTta Bo BCe siHeliku.

13. WHkyBupywiTe npu kOMHaTHOM TeMmnepatype npumepHo 10 MUHYT.

14. [Oob6asbTe no 100 Mk cTonN-pacTBOpa BO BCE SAYENKU.

15. OnpepenvTe onTUYECKYHO MNOTHOCTL siueek npu 450 HM.

3ameyanue: [ina o6pa3uoB, pa3BeAeHHbIX COrMacHO UHCTPYKUUU B
300 pa3 (npepgBapuTenbHoe pa3BefeHue B 60 pa3, u pa3BeaeHue B
nyHke B 5 pa3: 20 mkn obpa3sua + 80 mkn 6ydepa ans pasBeaeHUs
obpa3LoB), KOHLIEHTpPaLMIO, MONYYEeHHY U3 KanubpoBoYHOM
KpuBon, HeobXoAMMO  YMHOXWUTb Ha COOTBETCTBYHOLUNN
ko3adcpuumeHT passeageHus (300).

NIUTEPATYPA
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