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OcHogoli npu_nposedeHuUU aHanusa sensemcs opuauHasl
UHCMPYKUUU Ha_aHaulickoM si3blKe, 810XeHHoU 8 Habop.
Homep u OQama eepcuu opusuHana u rnepesgooda
e UHCMPYKUUU O0/IKHbI cogrnadame.

TonbKo Ans uccnenoBaTenbCKUX Lenen
He Ans ucnonb3oBaHusA B AMarHOCTUYECKMX UMK TepaneBTUYecKnxX
npoueaypax

1. HA3BHAYEHME UCMNOJIb3OBAHUA

HaHHbIl Habop npegHasHayeH ANS KONMMYECTBEHHOro onpeaeneHus
aKTUBHOW POPMbI YEenoBEeYECKOro BacKynosHAoTenuanbHoro dakropa
pocta A (VEGF-A) B cynepHaTaHTe KNeTOYHbIX KynbTyp, YerioBe4Yeckomn
CbIBOPOTKE, Nna3me u Apyrux bronornyeckmx XnaKocTsx.

Ha6op npegHa3HaveH ToNbKO ANA UCCefoBaTeNbCKUX Lieneni n He
AOIMDKEH  WUCNONMb30BaTbCsi B PYTUHHbIX  AWArHOCTUYECKUX
npoueaypax.

2. BBEAOEHME

HopmanbHoe yHKUMOHMPOBAHWE TKaHeW 3aBUCUT OT perynspHom
[0CTaBKW Kncnopoaa KPOBEHOCHLIMU CocyAamu. Ha noHmMaHmum Toro, kak
(OpPMMPYIOTCS KPOBEHOCHBbIE CcOCyAbl, CHOKycMpoBaHa Gonbluas vacTb
nccnefoBaTenbCKUX YyCUNn B MocneaHee AecatuneTme.

BackynoreHea y aMOGpMOHOB — 3TO Mpouecc, B pesynbraTte KOTOPOro
obpasylTca de novo KpOBEHOCHblE COCyAbl W3 NpefLeCTBEHHUKOB
3HAOTENManbHbIX KMeToK. AHrmoreHes — 37O npouecc obpa3oBaHuA
HOBbIX KPOBEHOCHBIX COCY[OB M3 YXe CyLecTBylolWen CocyancTown
cuctembl. OH UrpaeT BaxHyl0 ponb B pas3BUTUM, HOPManbHOM poOCTe
TKaHW, 3aXMBINEHUN paH, PEMPOAYKTUBHOM LMKIE Y XEHLUMH (pasButun
NnaueHTbl, OBYNALMK, XENTOro Tena) U Takke UrpaeT OCHOBHYIO pPosb B
pasnuyHbiX 3aboneBaHuax (1). Ocobbli MHTEepec cdoKycupoBaH Ha
pocTe onyxomnew, Tak Kak Oryxonu He MoryT pactu Gonee, yem Ha
HECKONMbKO MUNMMMeTpoB Mo pa3vepy 6e3 obpasoBaHWs HOBOroO
nocTaBLUMKa KpPOBW.. ITOT MNPOLECC, OMNUCaHHBIN Kak OMyXOoneBbli
aHrvoreHes, TaKkke  SABMSETCS  HEOTbEeMIIEMOW  4acTbilo  Mpu
pacnpocTpaHeHUn OnyxoneBblX KMeToK U pocTe metactasos. OaHon u3
KMIOYEBbIX MOMEKYN aHrMoreHe3a 1 BbKMBAEMOCTW SHAOTENNS SIBNSETCS
BacKynosHgoTenuaneHeli  daktop  pocta (VEGF-A) (2). 310
cneunduyecknini- MUTOreH SHAOTENManbHbIX KNEeTOK M CTpornin daktop
npoHuuaemoctn cocygos (VPF) (3). VEGF-A - 310 renapwvH-
CBSI3bIBAIOLLMIA TNIMKOMPOTENH, CEKpeTUpyeMbli B Buae romoaumepa C
MonekynapHon maccon 45 k [la MHOXeCTBOM KNETOK pPasfnyHbIX TUMOB.
VEGF-A Takke sBnsieTca npuunHon Basogunsumm 4vepe3d NO-
CMHTETA3HbI MyTb B SHAOTENUAnbHbIX KNeTkax U MOXeT aKTMBMpOBaTb
MWUrpaLmMio MOHOLMTOB. BbINMO onMcaHo MHOrO pasnMyHbIX BapuaHTOB
cnnavicuHra VEGF-A, Ho npeobnagatowmm 6enkom sinsietcss VEGF 165,
N CBA3BLIBAETCA  CBOMM  renapuH-CBA3bIBAOWMM  JOMEHOM  C
3KCTPaLeNIoNAPHbLIM MaTPUKCOM U C renapuH cynbdatom. B TeuveHue
nocnefHnx HEecKONbkUX neT Obinu KNOHMPOBaHbl HECKOMbKO ApPYrnx
uneHoB cemelictea VEGF, Bkniovaa VEGF-B, -C- n -D. B otnuuumn ot
COCyAWCTOro aHrvoreHesa, KOTopbii B OCHOBHOM perynupyetcs VEGF-A,
numdaHrnoreHes 6onbluen Yactoto perynupyetca VEGF-C u -D (4).
TpaHckpunumusa VEGF-A  cunbHO akTMBupyeTcs Mpu  TUNOKCUM U
pa3nuyHbiMi  OHKoreHamn (5), Takumum kak H-ras u  HekoTopble
TpaHcMeMbpaHHble TUPO3WHKMNHA3bI, Takvue Kak peuenTop
anuaepmMarnbHoro caktopa pocta u ErbB2 (6). CoBmecTHO 3Tv ABa nyTn
SABMSATCS NPUYMHON 3HAYUTENbHO NOBbIEHHOW perynsauun VEGF-A B
OMyXOnMn MO CPAaBHEHWIO C HOPMasbHbIMWM TKaHSIMW M 4YacTo umeeT
NPOrHOCTUYECKYI0 3HA4YUMMOCTb U akTyanbHocTb (7,8). VEGF-A moxet
onpefensiTbs U B Nna3Me 1 B CbIBOPOTKE NAaLMEHTOB, HO ero ypoBeHb B
CbIBOPOTKE 3HauMTENbHO Bbiwe (9). YpesBbl4aliHO BbLICOKME YPOBHMU
MOXHO OBHapyXuTb B COOEPXMMOM KWUCT, OOpasylolumMxcs B MO3re y
naumneHToB C onyxonsmu romnosHoro mo3sra (10,11) wnu B acumTHOWM
XWOKOCTM naumeHToB. TpomGoumnTbl BbicBoGoxXaawT VEGF-A npu
arperauMm 1 MOryT OblTb OPYrMM OCHOBHbIM WCTOYHUKOM [JOCTaBKU

VEGF-A k onyxonam (12). Pa3nuyHble nccriefoBaHus nokasanu, 4To
accoumaumss Bbicokoro ypoBHs VEGF-A B CbiBOpOTKE C MAOXuMm
MPOrHO30M Y MauUMEHTOB CO 3IOKAYEeCTBEHHbIMM OMyXOnsMU MOXeT
KoppenupoBaTb  MOBbLILWEHHbIM — coaepxaHuem  TpomboumtoB  (13).
Onyxonu MOryT cekpeTupoBaTb LMTOKMHBI U (hakTopbl pocTa, KOTopble
CTUMYMUPYIOT  NPOAYKLMIO MerakapvouuMTOB B KOCTHOM MO3re W
MOBbLILLAIOT cofepXKaHne TpombouuToB. 3TO, B CBOK O4epedb, MOXEeT
npvBOAUTL K Apyromy, Henpsimomy ycunenuto poctaskm VEGF-A k
onyxonu (14). bonee Toro, VEGF-A BOBRMeYeH BO MHOXeCTBO Apyrnx
naToNorMyecknx  MNpoLeccoB,  aCCOLMMPOBAHHBLIX €  yCUIEHWEM
aHrvoreHesa unu yBenvMyeHnem npoHuLaemMocTu cocyaos. MNMpumepamu,
rae  VEGF-A wvrpaeT BaxHyl ponb, MOryT CAYXWTb Mcopuas u
peBMaTougHbeli apTput  (15), @ TaKk e CWUHAPOM rUNepCTUMYnALUN
AanyHnkoB (16). OuabeTnyeckas peTUHONATUS Tak e accouuvpoBaHa C
BbICOKMMW BHyTpurnasHeimn ypoBHamu VEGF-A, u wuHrubnposaHune
dyHkumn VEGF-A moxeT npuBecTu k Gecnnoguio us-za GrokMpoBKu
dyHKUuK xentoro Tena (17). BaxHocTe VEGF-A gns pocTta onyxomnu
Obima HarnNsgHO NPOAEMOHCTPMPOBaHa C  MOMOLBIO  AOMWHAHTHBIX
oTpuuaTtenbHbix VEGF peuentopoB gns 6nokuposku nponudepauun in
vivo (18), a Tarke 6nokupytowmx aHtuten kK VEGF unmn k ogHomy u3
VEGF peuentopos (19). Bcneacteue atoro nHTepdepeHums ¢ pyHKUnen
VEGF-A ctana oCHOBHbIM UHTEPECOM Afsi pa3paboTky NeKkapCTBEHHbIX
npenapatoB [Ans OnokMpOBKM aHrMoreHesa W MeTtactasupoBaHus. B
HacToAwmi MoMeHT 6ornee 110 chapmaLeBTUYECKMX KOMMaHWIA BO BCEM
MVpe BOBIeYeHbl B paspaboTky Takux aHTaroHuctoB. Wx nopxopdsl
BKItoYatoT aHTaroHuctel VEGF-A unu ero peuentopoB, cenekTMBHblIe
WMHMMOUTOPbLI TUPO3WHKMHA3, aApPecHOCTb JleKapCTB M TOKCMHOB MO
oTHoweHwio k VEGF peuenTtopam u reHoTepanuio, perynupyemylo Tem
Xe nyTem T[uMnoKcuMm U KOHTponupytowyo npoaykumio  VEGF-A,
ApgpecHocTb nepepauv curHanos VEGF mMoxeT MmeTb O4eHb BaxHoe
TepaneBTUYeckoe 3HayeHWe Ana MHorux 3abonesaHuit (20) v cnyxuTb
OCHOBOW Ansi pas3paboTkM Oyaylwmx (aHTW)-aHTMOreHHbIX MeTOAOB
neyYyeHus.

3. NPUHUMUN TECTA
AHTnyenoBeyveckme VEGF-A
aHTMTENna agcopbupoBaHbl B ssYerikax
nnadiweTa.
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onpepgensieTcsi No CTaHAapTHON
KPVBOWN, MOCTPOEHHON no 7
NPUroTOBMEHHBIM pa3BeAeHUsIM
cTaHgapTa.

4. NOCTABNAEMbIE PEATEHTbI
4.1 PeareHTbl B Habope Yenoseuyeckun VEGF-A ELISA BMS277/2
(96 TecToB)

MukponnaHuer, NOKPbIThIN NOMNMKINOHanNbHbIMM 1 NnaHweT
aHTUTEenamu k yenoseyveckomy VEGF-A

KoHbloraTt nonuknoHanbHbix aHtu— VEGF-A aHtuten 1 donakoH
1 6unoTtmnHa, 120 mkn

KoHbloraT cTpentaBupgmMHa C nepokcupasom xpeHa, 1 dpnakoH
150 mkn

Cranpapt VEGF-A, nnocunnmanpoBaHHbIi, 2 dnakoHa
2 Hr/Mn po passegeHusi

MpowmbiBatowmi pacTBop, koHueHTpaT 20x (PBS ¢ 1 conakoH
1% Tween 20), 50 mn

Pas6aBuTtenb o6pasuos, 12 mn 1 cpnakoH
KoHueHTpaTt Pabouero 6ydepa 20x (PBS c 1% 1 conakoH
Tween 20 1 10 % BSA), 5 mn

Cy6cTtpatHbin pacTtBop (TMB), 15 mn 1 conakoH
Crton-pacTtBop (1M docdopHas kucnota), 15 mn 1 conakoH
FonyGou kpacutens, 0,4 mn 1 conakoH
3enéHbin kpacutens, 0,4 Mmn 1 donakoH
KpacHbi kpacuTtensb, 0,4 mn 1 cdonakoH
MnéHku ans 3akneMBaHUs CTPUNOB 4

4.2 PeareHTbl B Habope Yenoseueckun VEGF-A ELISA

BMS277/2TEN (10x96 TecTtoB)

nonuknoHansHeimn 10
nnaHweToB

MukponnaHuwerT, NOKPbITbIN
aHTUTEenamu kK Yyenoseveckomy VEGF-A

KoHblorat nonuknoHanbHbix aHTu— VEGF-A aHTuTten
1 6uotuHa, 120 mMkn

KoHbloraT cTpentaBuaMHa C Nepokcupa3on XpeHa,
150 mkn

CraHpapt VEGF-A, nnohunmanpoBaHHbIi,

2 Hr/mMn po pa3BefeHust

MpombiBatowmm pacTeop, kKoHueHTpaT 20x (PBS ¢
1% Tween 20), 50 mn

Pas6aBuTtenb o6pasuos, 12 Mn

KoHueHnTpaTt Pabouero 6ycdepa 20x (PBS ¢ 1%
Tween 20 1 10 % BSA), 5 mn

Cy6cTpaTtHbin pactBop (TMB), 15 mn
Cron-pactBop (1M docdopHas kucnota), 15 mn

10 cpnakoHoB
10 cpnakoHoB
10 cpnakoHoB
10 cpnakoHoB

3 cnakoHa
8 hnakoHoB

10 cpnakoHoB
10 cpnakoHoB

Fony6omu kpacutens, 0,4 mn 6 dpnakoHoB
3enéHbin kpacutens, 0,4 mn 6 pnakoHoB
KpacHbi kpacuTens, 0,4 mn 6 chnakoHoB
MnéHku ans 3akneMBaHUsA CTPUNOB 30

5. MHCTPYKUMUU NO XPAHEHUIO - HABOP U®A

XpaHuTe KOMMOHeHTbI HaBopa mpu Temnepatype 2-8°C. Cpasy nocre
MCMONb30BaHUsA BEPHUTE peareHTbl B XonoaunbHuK (2-8°C). XpaHute 1o
[aTbl, yKasaHHOI Ha YraKoBKe peareHToB.

Tonbko Npu COOTBETCTBYIOLLEM XPaHEHWM 1, ecrniv Habop UCNonb3yeTcs
ANS1 HEeCKOMbKMUX MOCTAHOBOK, MCKIHOYEHWU KOHTaMuHaUMM BO BpeMst
npeOblayLero WUCMonb30oBaHUs, rapaHTUPyeTcs KadecTBeHHas pabota
peareHToB.

6. 3ABOP U XPAHEHUE OBPA3LA
KynbTypa Kknetok cynepHaTaHTa, cbiBopoTka® u nnasma (EDTA,
uuTpaTHas, renapuHoBasi) OblnM MPOTECTUPOBAHbI C MOMOLLBI0 3TOro
aHanusa. Odpyrue 6Guonorudeckne obpasubl MOryT OblTb MPUrOAHbI ANs
MCMonb30oBaHus B aHanunse. OTAennTb CbIBOPOTKY UMK Mria3My OT CrycTka
UK KNETOK, KaK MOXHO CKOpee Nnocne CBepTbIBaHUSI U pa3feneHust.
O6pasupl, coaepxaline BUANMbIN 0Cagok, He0b6X0AMMO OYMCTUTL Nepes
MCMONb30BaHNEM B aHanuse. He ucronb3ynte CUINbHO
reMonu3npoBaHHbIE UMK NUNemMuyeckne obpasubl.
O6pasubl AOMKHbI ObiTb anMKBOTUPOBAHbI W AOMKHbl XPaHUTbLCA B
3amopoxxeHHom Buae npu  -20 °C, u4tobbl wM3Gexatb noTepu
Buonornyeckn aktmBHoro Yenoseveckoro VEGF-A. Ecnu obpasubl 6yayT
TECTMPOBATLCSl B TEYEHUE 24 4acoB, OHW MOTYyT XPaHWUTbCS Mpu
Temnepartype ot 2 go 8 °C (ctabunbHOCTb 0bpa3ua ykasaHa B pasgerne
5

M3berante NOBTOPHbLIX LMKIOB 3aMopaxuBaHusi-oTTanBaHus. [lepen
aHanmusoM 3aMOpOXeHHble 00pa3subl [AOSKHbl OblTb AOBeAeHbl A0
KOMHaTHOW TemnepaTypbl MEANEHHO N OCTOPOXHO NepemMeLLaHsbl.

7. TPEBYEMBIE, HO HE NOCTABNAEMBIE MATEPUATbI

. KannbpoBaHHble nunetkn Ha 5 mn un 10 mn

. KannbpoBaHHble NUNeTKN ofHOKaHamnbHbIe nepemMeHHoro obbema c
OAHOPAa30BbIMN HAKOHEYHUKaMu Ha 5—1000 mkn

. MHorokaHanbHble NUMNETKM C OAHOPa30BbIMU HaKoHeYHKkamMy Ha 50
—300 mkn

. BaHHOuYKa Ans peareHTOB Afsl UCMONb30BaHWS C MHOrOKaHarbHOM
nuneTkomn

. KanubpoBaHHble cTakaHbl 1
NPUroTOBMNEHUSI PEAKTUBOB

. Py4yHoe unu aBTOMaTuyeckoe nNpoMbIBaloLLEE YCTPOUCTBO

. MukponnaHweTHbli pugep ¢ dunbTpom Ha 450 HM wu, no
BO3MOXXHOCTU, PUNBTPOM CpaBHEHNS = 620 HM

e [luctunnupoBaHHas U AeVOHN3NMPOBaHHas Boda

. MunnumetpoBass Bymara wunu nporpammHoe obecnedeHve Ans
06paboTkun pe3ynbTaToB (NMMHEHasa perpeccus)

UMNUHApPLI, Heobxoaumble  Ans

NPEAOCTEPEXEHUA NO UCNOJNIb3OBAHUIO
Bce xumukaTbl cuntaTh NoTeHUManbHO onacHbiMU. PekomeHayeTcs
MCMOMNb30BaHNE [OaHHbIX peareHTOB TONbKO KBannUUMPOBAHHLIM
nepcoHanom B nabopaTopHbIX ycrnoBusix. Vicnonb3oBaTtb 3aLLMTHYIO
ogexay, o4kv u nepyatku. N3beraTb KOHTaKTa C rrnasamu U KOXeW.
B cnyyae koHTakTa, NPOMbITb C 6OMbLLINM KONMYECTBOM BOAbI.

2. Habop npegHasHayeH TONbKO ANs UCCNefoBaTeNlbCkUX Lenen n He

OOMKEH  WCMOMb30BaTbCH B PYTUHHBIX  AMArHOCTUYECKMX

npoueaypax.

He cmelumnBaiiTe pasHble NOTbl Y peareHTbl U3 pasHbIX NTOTOB.

He ncnonb3yiite peareHTbl C UCTEKLLIUM CPOKOM XpPaHEHWs!.

M3berante obnyyeHusi peareHToOB CUITbHbIM UCTOYHMKOM CBETa BO

BpPEMS XpaHeHUs 1 MHKybauuu.

6. He nuneTtnpynte pTom.

7. Henb3s ecTb unu KypuTb B MeCTe, FOe XPaHATCS peareHTbl U
obpasLpl unu B MecTe, rae NpoBOAUTCS aHanwms.

. WN3berainTte koHTaKTa peareHToB C KOXeN U CIU3UCTbIMU.

9. Tlpn py4yHOM MeTod4e aHanu3a MoNnb3yMTeCb FaTEKCHbIMU
nepyaTkamu ons 3awmTbl pyK.

10. Wa3beraiiTe KoHTakTa cybcTpaTHOro pacTBopa C MeTannamu u
OKUCINIUTENSAMMU.

11. W3GeranTte pa3bpbi3rnBaHus 1 obpa3oBaHUst aspo3onen.

12. Y106bI WU3GEXaTb MUKPOBHOrO 3arpsi3HEHWUsT WU 3arpsi3HeHUs
peakTBaMu U TMOMyYeHUss B pe3ynbTaTte HeOOCTOBEPHbIX
pe3ynbTaToB, NONb3yWTECh OAHOPA30BLIMU HAKOHEYHMKaMW.

13. Wcnonb3ywnte 4nCTylo, cneumanbHO BbIAEMNEHHYD nocyay Ans
KOHBIOraToB ¥ CyGCTpaTHOro pacTeopa.

14. 3arpsisHeHVe KUCMOTON MHAKTUBUPYET KOHbIOraT.

15. [Ons NpuroToBreHWs1 peakTUBOB WCMONb3yWTe AUCTUNNNPOBaHHYIO
UM JEVNOHN3UPOBAHHYHO BOAY.

16. CybcTpaTHbI pacTBOp OOMMKEH MMEeTb KOMHAaTHYyl TemnepaTtypy
nepen “cnonb3oBaHNEM.

17. Ob6es3apaxwuBarvite nocne paboTbl 006pasupl, Tak Kak OHW MOryT

ObITb MHULUMPOBaHbI, MPEANOYTUTENBHO aBTOKNaBUMPOBaAHMEM He

)

meHee 1 yaca npu 121.5 C.

18. 2Kupgkve oTxofpl, He codepxalime KUCMOTY, U HeWTpanu3oBaHHbIE
HeobxoaMMOo cMellaTb C PacTBOPOM TUMOXMOpUTa HaTpUsi TakUM
obpasom, 4Tobbl monyunnca B utore 1% pacTBOp rMnoxnopuTa.
OcTaBbTe nonyyeHHyl cmecb Ha 30 MUHYT Ans 3addeKTUBHOroO
obeszapaxuBaHusa. Kuakme OTXoAbl, cogepxalime KWCMOTY,
HeobxoAMMo HenTpanm3oBaTb [0 00e33apaxuBaHUs PacTBOPOM
runoxnopuTa HaTpusi.

- o
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9. NOArOTOBKA PEAEHTOB

BycbepHble KOHUEHTpaTbl NPUBECTM K KOMHATHOW Temnepatype W
pa3BecTu nepej Ha4anom aHanuaa.

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

Kpuctannbl,

9.1 MpomeiBatowmn pacTteop (1 x)

Pas6aBbte 50 Mn KOHUEeHTpaTa  AUCTUNNMPOBAHHON unm
[ENOHN3NPOBAHHON BOAOW B MEPHOM LMMMHAPE A0 KOHEYHOro obbeéma
1,0 n. NepemelarnTe, n3beras BCNeHNBaHWS.

o
Xpanute lNpombiBatowmin pacteop npu 2-25 C. MNpombiBaoLwmin pacTsop
ctabunen 30 gHen.
MpombiBatoLwmin pacTeop (1 x) Takke MOXeT ObITb NPUrOTOBIEH COrMacHoO
cnegywolen tabnuue:

Konuuecteo Hemoas- | KonoeHTpat TIpoMer- | JJHCTHITHPOBAHHAA
3VEMEIX CTPHIIOB BAKINETO PAcCTEOPAa, MIT BOIA, M
1-6 25 475
1-12 30 950

9.2 Pa6ouuu 6ydep (1 x)

XopoLo nepemellanTe koHueHTpaT Paboyero 6ydepa. PasbasbTe 5,0
MIT KOHUEeHTpata AWUCTUINMPOBAHHON BOAOW B MEPHOM UMNMHAPE A0
KOHe4yHoro obvéma 100,0 mn. MNepemelsaiTe, usberas BCNEHWBAHUS.
XpaHute PasbaButenb obpasuos npu 2-8 °C. Pasbasutenb obpasuos
ctabuneH 30 gHen.

Pabounin B6ydep (1 x) Takke MOXeT ObiTb MPUrOTOBMEH COrMacHo
cnegywolen Tabnuue:



Komuuecteo ucmoas- | Koumentpar PastaButena | Huctunmuposan- S wn Pasbasyrens obpasiios 20 min Fony6020 wpacumens
SRR e - 12 mn Pasbaswutensi o6pasuos 48 mkn MNony6ozo kpacumensi
3VEMEIX CTPIHIIOR 00pA3IIOB, M1 Hai BOZA, MI 50 mn PasbaButens obpasuos 200 mkn Fony6o20 kpacumens
1-6 2.5 47,5
1-12 5.0 95.0 2. Koublorat ©OuoTMHa: nepeg pasbaBneHnem  KOHUEHTpaTta
OMOTMHOBOrO  KOHblorata JobaBbTe  3enéHbIM  Kpacutenb B
9.3 KoHLIoraT 6MoTHHA cooTHoweHun 1:100 (cmoTpu Tabnuuy) k Pabouemy 6yq)epy:
3ameTbTe, uTo KoHblorat 6MoTHHa [OMKEH GbITb UCNOMbL3OBaH B ucronbsyemomy AN pasbaBneHns  KoWbiorata,  OKpalleHHbli

TeyeHue 30 MUHYT Nocne pa3BeAeHuUs.

Pas6aBbTe KoHueHTpaTt BuotnHoBoro Konblorarta Pabounm 6ydpepom
(PeareHT B) B cooTHowweHun 1:100 B YACTOW NNacTUKOBOM Nocyae.
BMOTWHOBLIN KOHBIOraT MOXET ObITb MPUrOTOBMEH B HeobXoAUMOM
KOMMYECTBE COrnacHO NPUBEAEHHON Hke Tabnuue.

Kon-Bo ctpunos BuoTrHoBbIN KoHblorat (Mn) Pa6ounin 6ycep(1x) (mn)
1-6 0.06 5.94

1-12 0.12 11.88

9.4 CrpentaBuguH-HRP

3ameTtbTe, 4To CTpentaBUANH-HRP pomkeH ObiTb UCNoONb3oBaH B
TeuyeHue 30 MUHYT nocne pa3BeAeHUs.

Pas6aBbTe koHueHTpaT KoHblorata Pabounm 6ycdepom B COOTHOLLIEHNUM
1:100 B YncTom nocyae.

Kon-Bo ctpunos CrpentaBngui-HRP (mn) | Pabounin 6ycep(1x) (Mn)

1-6 0.06 5.94
1-12 0.12 11.88
9.5 CraHpapTt yenoBe4yeckoro VEGF-A
PactBopute  nunodpunusmpoBaHHbii  CtaHpapt  VEGF-A B

OUCTUNNMPOBaHHOM Boge. Heobxogumbil 06bemM [AnNsi pacTBOPEHUsI
yKa3aH Ha aTukeTke cpnakoHa, cogepxaliero ctangapT. OctaBuTb Ha 10-
30 muHyT. OCTOpPOXHO nepemellnBaiTe OO MOMHOr0 PacTBOPEHMS.
KoHeuHast KoHUeHTpaums Nofy4YeHHOro pacTBopa CoCTaBuT 2 Hr/Mr.
Pa3BepgeHuss ctaHgapTa MOryT MpOU3BOAMTLCA HEMOCPEACTBEHHO Ha
nnaHwete (cMm. nyHKT 10Cc) unu anbTepHaTMBHO B Npobupkax (cm. MyHKT
9.5.1).

9.5.1 BHewHee pa3BegeHue CtaHgapTta

MomeTnTb 7 NpoBUpPOK, OOHY AN KaXAOoW TOYkM cTaHgapTta. S1, S2, S3,
S4, S5, S6, S7.

3aTemM noaroToBWTbL CepuiiHble pasBedeHus 1:2 ans  cTaHgapTHOW
KPUBOW KaK yka3aHo HUXe:

MunetuposaTtb 225 mkn Pa3basutenst O6pasuoB B kaxayto Npobupky.
MunetupoBaTtb 225 MK BOCCTAHOBMEHHOro CTaHgapTta (KOHUeHTpauus
cTaHgapta = 2 Hr/mm) B MepByld Npobupky, nomMeyeHHyio S1, wn
nepemMeLuarhb (KOHUeHTpauusa ctaHgapTa 1 = 1 Hr/mn).

MunetupoBatb 225 mMKI 3TOrO pacTtBopa BO BTOPYK MPOOMPKY,
NMoMeYeHHyl0 S2, W TlaTenbHO nepemellaTb nepen  CrneayLwmm
nepemMeLLeHneM.

MoBTOpWUTb cepuiiHble pasBefeHust ewe 5 pas, Takum obGpasom
dOopMMPYS TOYKM CTaHAAPTHOM KpnBOM (CM. PUCYHOK HIXE).

Pa3baBnTens 06pa3LoB crnyxuT B kadyecTBe brnaHka.
[MepeHocutb no 225 mkn
/’I"_“\./”:&_f’“\,/’\ NN _f_l’\
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1

S1 S2 S3 S4 - S7
BoccTaHOBMEHHbIV Pasbasutenb Ypanutb 225 mkn
CraHgapT YenoBeyeckoro obpasuos
VEGF-A 225 mkn

9.6 [Jo6GaBneHue okpalMBalOLWMX peareHToB: ronyboro, 3eneHoro
W KpacHoro

Ona  wvcknoveHnss owunbok B NWNeTMpoBaHWu npu  paboTe cC
MMMyHodEepMeHTHbIMKM Habopamn cdmpma Bender MedSystems Tenepb
npegnaraeT OOMOMHUTENbHOE CPeACTBO AN KOHTPONA NUNEeTUMPOBaHUS
[axe o4YeHb MarneHbkux 0OBbEMOB peareHTOB — KaxAablii peareHT OyaeT
oTNNYaTbCs OT APYrMX LBETOM.

OTta npoueaypa Heobs3aTenbHa, OHa He BNUsieT Ha pe3ynbTaThbl
aHanu3a W npepgHasHayeHa pAna obnerdyeHns paboTel nabopaHTa,
NO3TOMY MOXHO 3TOT LUAr UHCTPYKLUW NPONYCTUTb (HE BbINOMHSATH).
AnbTepHaTVBHO, MOXHO MCMOMb30BaTb OCHOBHbIE PACTBOPbLI Kpacutenemn
(ronyboin, 3enéHbli, KpacHbi), [obaBnsis WX K COOTBETCTBYHOLLEMY
peareHTy cornacHo npotokony (cMoTpu Tabnuupbl HUXe).

1. Pas6aBuTtenb obpasuoB: nepen pasbasneHnem obpasLoB AobaBbTe
rony6on Kpacurtenb B cooTHoweHun 1:250 (Cm. Tabnuuy) B pabouui
pactBop Pasb6aButens ob6pasuoB (1x) U BbINOMHAWTE Jdanblue
uccnegoBaHue, cnegys UHCTPYKUUK.

OMOTMHOBBIN KOHBIOTaT I/ICFIOI'II:GyVITe COrMMacHO MHCTPYKUUN.

3 mn Pabouyero 6ydepa (1 x) 30 mkn 3enneHo20 kpacumensi

6 mn Paboyero 6ydepa (1 x) 60 mkn 3esreHo2o Kkpacumens

12 mn Pabouyero bydepa (1 x) 120 mkn 3eneHoz2o kpacumensi

3. KoHblorat cTpentaBuauHa: nepen pasbaBreHuMeM KOHLEeHTpaTa
KOHblOraTa cTpenTaBuauHa C Nepokcuaason xpeHa fobaBbTe KpacHbIN
Kpacutenb B cooTHoweHun 1:250 (cmoTpu Tabnuuy) k Paboyemy
Gycdepy, ucrnonbayeMomy Ans pa3baBneHWsi KoHbloraTta, OKpalleHHbIN
CTpPENTaBUAVMHOBLIV KOHBIOraT UCMONb3YNTE COTMACcHO MHCTPYKLMM.

6 mn Pa6oyero 6ydepa (1 x) [ 24 mkn KpacHozo kpacumens

12 mn Paboyero 6ydepa (1 x) | 48 mkn KpacHozo kpacumens

10. MPOTOKOIT AHANU3A

a. Bce peareHTbl 1 0b6pa3ubl nepes Havanom aHanvaa AOMKHbI ObiTb

BblAEepXaHbl MpW KOMHATHON Temnepatype. >Xuakue peareHTbl
TLaTenbHO NepeMelLaiiTe OCTOPOXHbLIM NepeBOpaYnBaHUEM Nepeq
ncrnonb3oBaHneM, nsberasi 06pa3oBaHNs NeHbI.
OocTtaHbTe Tpebyemoe Ans npoBedeHWs aHanmusa 4ucrno 8-
NYHOYHbIX cTpunoB. MomecTute TpebyemMoe KONMMYECTBO CTPUMOB B
fepxatenb (k Heobxogumomy uucny sdeek pans  O6pasuos
pobasbTe svenkn ans bnaHka, CtaHgaptoB u KoHTpons). Bce
Ctangaptbl, bnavk n O6pasubl HeobxoAMMO aHanu3npoBaTb B
aybnsx. Hemcnonb3oBaHHble cTpunbl cpa3dy ybepute B nakeT C
ocylumMTeneM n XxpaHute noTHO 3akpbiTbiM npu 2-8°C.

b. Tlpomovite syeinkn 2 pasa 400 mkn lMpombiBouyHOro Bydepa,
NMONHOCTBIO yAanss XWAKOCTb Mexay npombiBkamu. OcTaBUTb Ha
10-15 cekyHpn. W3beraiiTe uUapanuH Ha MOBEPXHOCTU SIYEEK.
CTpsixHWTEe nnaHweT Ha unbTpoBanbHOW Oymare nocne
nocnefgHen nNpombiBKW. Mcnonb3yinte CTpunbl HEMeANeHHO nocne
CTPSIXMBAHUSI UNW MakcuMym 4epe3 15 MUHYT npu ycrnosuu, YTO
CTPUMbl  YNOXEHbl Ha BRaxHylw UNbTpoBanbHyto 6Oymary B
nepeBépHyTOM Buae. He no3BonsnTe s4yenkam BbiCbiXaTb!

c. PasBegeHue cTaHpgapTta Ha nnaHweTte (anbTepHaTUMBHO
pasbaBneHve cTaHgapTa MOXeT ObITb MPUIOTOBMEHO B NPOOMpKax):
[o6asuTb 100 mkn Pasbasutenst ons ob6pasuoB B Ay6nsx ko BcemM
cTaHaapTam. MpurotoBbTe cTaHaapTHble pa3BefeHus
pobasneHnem no 100 mkn pasbasneHHoro CrtaHpgapTta (pasgen
«MpurotoBnenne peareHToB» 9.5) B auerikn A1 n A2 B gy6nsax (Cwm.
Tabn. 1). NMepemewarnTe cogepxumoe svyeek A1 n A2 n nepeHecute
no 100 mkn pactBopa u3 syeek A1 n A2 B suvenkn B1 n B2
COOTBETCTBEHHO. Bo Bpems 3Tux MaHunNynsuuin nocrapawtecb He
nouapanaTtb BHYTPEHHIOK MOBEPXHOCTb si4eek. [MoBTOpUTE NepeHoc
N pasBegeHve cTaHgaptoB 5 pas, nonyysB B uTore 2 psga
pa3BefeHuii ctangapta VEGF-A B guanasoHe ot 1000 po 15.6
nr/mn. Yaanute u Bblbpocnte 100 MKN XMAKOCTM M3 MOCReaHuUX
aveek (G1, G2).

MepeHocutb no 100 mkn
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S1 S2 S3 S4 - s7

BoccTaHoBMNEHHbIN Pasbasutens Yaanute 100 Mkn
CraHgapT YenoBeyeckoro obpasuoB
VEGF-A 100 mkn

[Mpv BHelWHeM pa3BegeHUM cTaHgapTa nuneTupoatb 100 Mk aTUX
pa3BefeHui ctaHaapToB (S1-S2) B NyHKM AnNst CTaHAapTOB COrNacHo
Tabnuue 1.

Tabnuua 1: Cxema pacnonoxeHusi obpasuos, 6naHka u ctaHaapToB
Ha nnaHweTe.

1 2 3 4

A |CT#1 Ct#1 01 01
(1000.0 nr/mn) (1000.0 nr/mn)

B |[Cr#2 Ct#2 02 02
(500.0 nr/mn) (500.0 nr/mn)

C |[CT#3 CT#3 03 03
(250.0 nr/mn) (250.0 nr/mn)

D |[CT#4 Cr#4 04 04
(125.0 nr/mn) (125.0 nr/mn)

E [[CT#5 CT#5 05 05
(62.5 nr/mn) (62.5 nr/mn)

F || CT#6 CT #6 06 06




(31.3 nr/mn) (31.3 nr/mn)

G |CT#7 CT#7 o7 o7
(15.6 nr/mn) (15.6 nr/mn)

H Bnank Bnank 08 08

Ct1 — CraHgapT, O — obpasen

Brecute no 100 mkn PasbaButenss obpasuoB B Aybnukate B
sa4enkm «bnanky.

BHecute no 50 wmkn PasbaButensa o06pa3uoB B AYelKu,
npegHasHayYeHHble Ans o6pasLos.
Brecute no 50 wmkn kakpgoro o6pasuya B Aybnax B

COOTBETCTBYIOLLMNE SAYEWNKU.

3akpoiTe nnaHLWeT NNEHKOW N MHKYOUPYNTe 2 Yyaca npy KOMHaTHON
Temnepatype  (18-25°C), ecnuM  BO3MOXHO,  WCMOSb3YiiTE
opbuTanbHbIf BCTPSIXMBaTENb, YCTAHOBMNEHHbIW Ha 400 06/MUH.
MpurotoBbTe GUMOTMHOBBLIM KOHBHOraT (pasgen «[lpurotoBnexve
peareHToBY).

CHumnTe nneHky. [onHOCTbIO yaanuTe COAEPXUMOe  siveek
acnvpaunen unu gekaHtuposaHuem (crvBom). Mpomovite syeinkn 6
pa3 Kak ykasaHo B wware «b.» HacToswero npotokona. Nepexoaute
HeMeAJIeHHO K crefytoLlemy Liary.

[No6aBbTe no 100 MK GUOTMHOBOrO KOHbLIOraTa BO BCE SYENKM.
3akpoinTe nnaHLweT NNEHKOW 1 MHKYOMpyWiTe 1 Yac Npu KOMHATHOM
Temnepatype  (18-25°C), ecnuM  BO3MOXHO,  WCMOIb3yiiTe
opbuTanbHbI BCTPSIXMBATENb, YCTaHOBMEHHbIN Ha 400 06/MuH.

MpurotoBbTe cTpenTaBMaMHOBbLIN KOHBbIOraT (paspen
«MpuroToBneHne peareHToB»).
CHumuTe nneHky. [lonHOCTBIO yAanuTe COAEpXUMOe  s4eek

acnvpauuen unu gekaHtupoBaHuem (crnvesom). Mpomoiite syeinkn 6
pas3 kak ykasaHo B wware «b.» HacToswero npotokona. MNepexogute
HeMeaneHHo K crneayloLiemy wary.

BHecute no 100 wmkn pasbaBrneHHOro
KOHblOraTa Bo BCe si4eliku, BkIovas 6naHk.
3akpoiTe NnaHLweT NNEHKOW 1 MHKYOMpyWiTe 1 Yac Npu KOMHATHON
Temnepatype  (18-25°C), ecnuM  BO3MOXHO,  WCMOSb3YiiTE
opbuTanbHbI BCTPsiXMBaTeSb, YyCTaHOBMNEHHbIN Ha 400 06/MUH.
CHumuTe nneHky. [lonHOCTBIO yaanuTe COAEpXUMOe —sueek
acnvpauuen unu gekaHTupoBaHueMm (crnveom). Mpomoiite syeinkn 6
pas3 kak ykasaHo B wware «b.» HacToswero npotokona. MNepexogute
HeMeaneHHo K crneayloLiemy wary.

Bruecute no 100 mkn Cy6ctpatHoro pactBopa TMB Bo Bce
AYENKN.

WHKyOVpyVviTe nNpu KOMHaTHOW TemnepaType B TEMHOTE B TeYeHue
npumepHo 30 MUHYT. Bpemsi uHkyGauum ¢ cybecTpaTHbIM
pacTBOpoMm onpegensieTcs TMMNOM MCMob3yemoro
MUKpONnaHweTHoro pugepa. MHorve puaepbl cnocobHbl cuntatb
ONTUYECKYIO MIIOTHOCTL TOMbKO A0 2,0 EA onTuYecKkon NnoTHOCTH.

cTpenTaBManHoOBOro

OnAa nomoGHbiIXx ¢oTOMETPOB peakuuss [OoOMmkHa ObITb
OCTaHOBfieHAa A0 AOCTWXEHUsi HanGoree SIPKO OKpalleHHbIMU
siYekamMu npegena M3MepeHUs UHCTPYMeHTa.

PekomeHpyeTca pobaBneHue crton pacTBopa, Koraa HauBbICLLMWIA
cTaHgapT OOCTUr TeMHO-CMHero uBeTa. Peakuusi gormkHa ObiTb
ocTaHoBreHa kak Tonbko CtaHgapT 1 goctur 3HadveHus Ol 0.9 —
0.95.

[o6aBbTe no 100 MKN cTon-pacTBoOpa BO BCe SYEWKM, BKIoYas
«BnaHk», 4TOObI MONHOCTBIO NHAKTUBMPOBATbL (PEPMEHT B siYEMKaxX.
BaxHO BHOCWTb CTOM-peareHT GbICTPO M C TOW e CKOPOCTbIO, YTO U
cybcTpaTHbil - pactBop.  OnTUYeckyld  MNOTHOCTb  cyMTaTb
HeMeZNeHHO Nnocne BHECEHUs CTOMN-peareHTa unu B TedeHne 1 yaca
npu YCNoOBWMW, YTO CTPWUMNbl HaxoOWNUCb BCE 3TO BpeMs npu
Temnepatype 2-8 °C B TeMHOTE.

Onpegenute ONTUYECKYHD MIIOTHOCTb Bcex sdeek npu 450 HM
npotmB «bnaHka», »enaTenbHO WCMONb30BaTb AJIMHY BOJHbI
cpaBHeHuss 620 HM (monycTuMa [AnuHa BOMHbl CpPaBHEHWUS B
ananasoHe 610-650 HM). BnaHknpynTe MUKpONMAaHLWETHbLIM puaep
COrmacHO  PYKOBOACTBY MPOWU3BOAWTENS,  UCMONb3ys  SYENKM
«Bnank». Onpegenute Ol kak B svelikax, coaepxalux obpasubl,
Tak 1 B sveikax, cogepxawmx passegeHus ctaHgapta VEGF-A.

PACYET PE3YJIbTATOB

Paccuutante pesynbTatbl. [ns 3TOr0 paccuuTanTe cpegHee
3Ha4YeHVe TMOrnoLweHns Ans Kaxaoro craHgapta v obpasua.
OTKNOHEHWE OT cpeaHero He JoMmkHO bbiTh 6onee 20%.

Mcnonb3ysa rpadguyeckyto BGymary, OTMETbTE TOYKM CHMUTAHHbIX
3HaYeHW MOrnoLeHNss CTaH4apTOB Ha BepTuKanbHyl ocb Y, a
cooTBeTCTBYyOLWMe KoHUeHTpauum VEGF-A Ha ropusoHTanbHylo oCb
X. MpoBegute oNTUManbHY KPUBYHO NO TOYKaM.

Onpepenute koHueHTpaumn VEGF-A B obpasuax 13 cTaHaapTHON
KpuBoW. [Ons 3toro HanWgute 3HadeHne Ha ocu opguHat (Y)
COOTBETCTBYIOLLEE CPEAHEMY 3HAYEHUIO MOSYYEHHOW OIS KaXOoro
obpasua Ofl un npoBeauTe rOPU3OHTamNbHYKD JUHWIO [0
nepeceyeHnst Cco CTaHOapTHOM KpuBoW. 3aTeM M3  TOYKU
nepeceyveHusi NpoBeaAUTE BEPTUKANbHYIO NIMHUIO [0 NEepeceyeHns ¢

ocbto abecumce (X). 3HaveHue Ha ocum X B TOYKE MepeceyeHusr u
Oyner COOTBETCTBOBATb KOHUeHTpauum VEGF-A B
COOTBETCTBYHOLLEV Npobe.

B xopme aHanusa, cornacHo AaHHOW WHCTPYKUuKM, o6pasubl
ObinuM pa3BedeHbl 1:2, cnepoBaTeNbHO  KOHLEHTpauum,
nonyvyeHHble W3 KanuMbpoOBOYHOM KPUBOW, [OOMKHbI ObITb
YMHOX€eHbI Ha k03 runeHT pa3BegeHus (x2).

3ameyaHue: pacyéT ob6pa3uoB C OMTUYECKOW MIIOTHOCTbLIO
Bbiwe 2.0 MOXeT ObiTb HEKOPPEKTeH — pe3ynbTaTbl OyayT
3aHMKaTbcA. Takue o6pas3ubl Heo6Xxo4uMO [OMONHUTENbLHO
pa3BecTu b6ychepom ans pasBeneHUsi U NPoOTeCTMPOBaTh eLlle
pa3, AnA TMONy4YeHUs pe3ynbTaTta, OTpPaXarowero TOYHYHO
KOHUeHTpauuio VEGF-A.

MogpasymeBaeTcsi, YTO B KakAyld Cepuio aHanusa BKIoYaeTcs
KOHTPOIbHbIA 06paseL, ¢ M3BecTHOM KoHueHTpauuen VEGF-A. Ecnn
3HaYeHUs1 KOHTPOMS He YKnaAblBalTCsl B OXWAAEMbIA AManasoH,
pe3yrnbTaTbl aHanusa MoryT OblTb HEJOCTOBEPHbI.

Mpumep cTaHgapTHOM KpuBOW nokasaH Ha PucyHke Hwke. He
ucrnonb3ynte 9Ty CTaHOAPTHYI KPWBYK ANst pacyéra Baluux
o6pasuoB. CTaHaapTHas KpuBas AOMMKHA ObITb BKIHOYEHA B KaXayto
NMOCTaHOBKY.

PucyHok. TMpumep craHgaptHown kpuBonm ans VEGF-A. VEGF-A 6bin
pa3baBneH B cepuu ABYKpaTHbIX NOCrneAoBaTerbHbIX LaroB TUTPOBAHUS
Pa3baBnTenem obpasuos. 3aecb NpeAcTaBneHbl CpefHne 3Ha4YeHus u3
Tpex napannesnbHbiX TUTPOBaHWA.

He wcnonb3ynte aTy CcTaHOapTHYIO KpuBYKlO AnA  pacyéra Baluvx
obpasuyoB. CtaHaapTHas KpuBas AOMKHA ObiTb BKMIOYEHA B Kaxayto
MOCTaHOBKY.

Tabnuua: TunuyHble pesynbTaThl,

Abscrption 450 nm
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Concantration (pg/mi}

nony4yeHHble C WUCNoNb3oBaHNEM

AaHHoro Habopa.
MN3mepeHue Ha 450 HM, ANWHA BOSHbI CpaBHEHUS 620 HM.

Crawgapr | VEGF-Amiwn | 4500"HM) cpg:';ee eV, %

1000.0 o 2.254 24

5000 o 1286 32

2500 g 0.771 06

1250 R

625 0258 0.258 01

3 I I

156 b | 02 | o4

Brat 0 o008 0.069 49

Orl, nonyyeHHble ANs CTaHAApTOB, MOTYT MEHATLCH B 3aBUCMMOCTM OT YCIOBUM
BbINOMHEHVSI aHanu3a (Hanpumep, TeMnepaTypHbIN Pexum).

Kpome TOro, Ha NpoTSHKEHUM CpOKa roAHOCTM Habopa SH3MMaTUYecKasi akTUBHOCTb,
W, criepoBaTesibHO, MHTEHCUMBHOCTb OKpaLUMBaHWsl, MOTYT M3MeHsTbes. MMpy aTom
pesyrnbTaTbl TECTUPOBaHWS OCTaTCS [JOCTOBEPHBLIMM.

12. OrPAHMYEHMA

Tak Kak YcrnoBMsi MOTYyT MEHATbCH OT aHanusa K aHanuay,
cTaHAapTHas KpuBas OOIKHA ObiTb BKIOYEHA B KaXayl cepuio
aHanuaa.

BaktepnanbHoe unu rpubkoBoe 3arpsisHeHue 06pasLoB MK
peakTVBOB MOXET NPUBECTM K HeJOCTOBEPHBLIM pe3ynbTaTam.
Mcnonbsyiite ogHopasoBble HakoHevHWkn. CTeknsHHas nocyaa
A0MKHa ObITh TLWATENBbHO BbIMbITA.

HenonHas npombiBKka HeraTVBHO BMUSIET HA TOYHOCTb PE3YrbTaTOB.
MonHocTblo ypansnte [MpombiBouHbIA Oydep u3 g4yeek mMexay
LuMKnaMu npombiBkA. He nossonsainiTe sivyerikam BbICbIXaTb Mexay
Liaramy aHanmaa.



13. PABOYUE XAPAKTEPUCTUKU

13.1 YyBCTBUTENBLHOCTb

MuvHumanbHO onpegensiemas koHueHTpaums VEGF-A, onpepeneHHas
KaK KOHUeHTpauus aHanuta, gaowas Ofll 3HauMTenbHO Bbllle 4em
Oydep aonsa passegeHuss (cpegHee NMOC 2 CTaHAAPTHLIX OTKIOHEHUS),
coctasuna 7.9 nr/mn (cpegHee 6 He3aBUCUMBIX ONpeaeneHnii).

13.2 BocnpousBoauMocTb

13.2.1 Bocnpou3BOAMMOCTb BHYTPY OOHOW cepumn
BocnpousBogMmocTb BHYTPM OAHOW cepun onpegensnacs B 3
HE3aBUCUMbIX Cepusix aHanusa. B kaxgbwi cepum aHanmsa 6bino
BbINOMHEHO NO 6 onpegeneHun Kaxaoro M3 6 obpasuoB CbIBOPOTOK,
coaepxalumx pasnuyHble koHueHTpauun VEGF-A. B kaxagblii nnaHwet
ObIny BKMOYeHbl MO ABe CTaHAapTHble KpuBble. B Tabnuue npuBegeHsb!
cpegHve 3HayeHuss VEGF-A n koahduUMeHT Bapuauum Ans KaXaoro
obpasua. KoacdurumeHT Bapuauum coctasun B cpegHeM 6.2 %.

Tabnuua 3: CpegHee 3HayeHue
Bapuaumu ans kaxgoro obpasua

KOHLUEeHTpauum un KoadhdUUNEHT

O6pasey Cepus KoHueHTpaums
aHanusa VEGF-A, (nr/mn)

Koadhdpmument
Bapuaumu, (%)

3HaueHUst CM. OPUTMHAM UHCTPYKLWM.

13.2.2 Bocnpou3BoAUMOCTb Mexay cepusmmu
BocnpoussogumocTtb  Mexay cepusiMu - onpefgensnace B OA4HOM
nabopatopum B 3-X HE3ABUCUMbIX CEpPUSIX aHanumsa, pasnnyHbIMU

nabopaHtamu. B kaxgbli cepum aHanu3a ObiI0  BbIMNONIHEHO 6
onpegeneHun kaxgoro u3 8 o06pasuoB CbIBOPOTKM, coaepXalinx
pasnuyHble KoHueHTpauunm VEGF-A. B  «kaxgbii nnaHweT 6binn

BKIOYEHbl MO [Be CcTaHAapTHble KpuBble. B Tabnuue npuBeaeHbl
cpegHve 3HadveHuss VEGF-A n koapduumMeHT Bapuauum Ans Kaxagoro
obpasua. KoadpduuneHt Bapuaumm 6bin paccuntan u3 18 onpeaenexun
Kaxxgoro obpasua n coctaBun B cpegHem 4,3 %.

O6pasey |  KoHuewtpauws, (nrimn) [ KoadbdpuumeHt Bapuaumm, (%)

3HaUeHIs! CM. OPUTMHAM UHCTPYKLMMN

13.3 U3BneueHune

M3BneyeHne oueHuBanu TecTupys pasnuyHble 06pasupbl YernoBeyeckom
CbIBOPOTKM, oboraieHHble pekombuHaHTHeiM  VEGF-A  yernoBeka.
M3BrneyeHne onpedensnn B TpPex HE3aBUCUMMbIX 3JKCrepumeHTax B 4
obpasuax cbiBopoTok. KomuuectBo aHporeHHoro VEGF-A B He
oboralleHHOM CbIBOPOTKE BbIMMTaANM U3 ABYX 3HA4YeHW oboralleHus.
[aHHble: cMm Tabnuuy B opurMHane MHCTPYKLUUK.

13.4. JluHenHOCTBL

O6pa3ubl CbIBOPOTKWU, MNa3mbl, CyrnepHaTaHTa KNeTOMHOW KynbTypbl C
pasHbiMn  ypoBHsSMM VEGF-A 6binn npoaHanusmpoBaHbl B Cepusix
OBYKpaTHbIX pa3BefeHuii B 4 pennukax Kaxaas.

[aHHble: cm. Tabnuuy B opurnHane MHCTPYKLUUK.

13.5 CrabunbHoCTb Ob6pasuoB

13.5.1 CTabunbHOCTbL NpU 3amMOpaXnBaHMU-Pa3MOpPaXKMBaHUN
AnMKBOTBI CbIBOPOTKM (OboOraleHHble U He oboralleHHble) XpPaHWIuchb
npu Temnepatype —20°C n pasmopaxueanucb 00 5 pas, nocrie 4ero
onpegensanucb ypoeHu VEGF-A. Habniopganace 3HauMmas  noteps
nmmyHopeakTmBHocTn VEGF-A. Takum obpa3om, obpasubl HaAo XpaHnUTb
B anvksoTax npu -20 °C 1 pasmopausaTh TONbKO pas.

13.5.2 CTabunbHOCTb NpPY XpaHeHUU

AnVKBOTbI CbIBOPOTKMN (OboraLieHHble U He oboralleHHble) XpaHuncb
npu Temnepatype —20°C, 2-8°C, koMHaTHOI Temnepatype 1 npu 37°C B
TeyeHne 24 wvacos, nocne 4ero onpepensanucs yposuun VEGF-A.
Habnioganace 3HauuTenbHas notepst MMMyHopeaktuBHocTn VEGF-A
Npu XpaHeHUn Npu KOMHaTHOM Temnepatype u npu Temnepatype 37°C,
noatomy cnepgyeTt usberatb XpaHeHVUs NPV Takux Temnepatypax npwu
paboTe ¢ obpasuamu.

13.6 CneuunduryHoCTb

Habop onpepensieT kak HaTypanbHbli, Tak 1 pekoMOuHaHTHbIN VEGF-A.
MepekpecTHasi pPeaKkTUBHOCTb M BRAUSIHAE LMPKYNUPYIOLIKMX (haKTOpoB
VMMYHHOW cucTembl Bbina nccnegoBaHa AobaBneHMemM 3TUX MPOTEUHOB
B (pu3nonormyeckux KoHueHTpaumsx B 4enosedeckyto VEGF-A
NO3UTMBHYID  CbIBOPOTKY. He  Obino  3amMeyeHO  NepekpecTHOW
peakTuBHOCTU C yenoBeyeckumn VEGF-B, VEGF-C, VEGF-D n PfGF.
WHTepdepeHumsa obHapyxeHa ans VEGF-R1 npu koHueHTpauusx > 200
nr/mn Ho He ans VEGF- R2.

13.7 Oxupaemble 3Ha4YeHUs

MaHenb n3 40 cbiBopoToK, EOTA, uUMTpaTHOM M renapuvHU3MpPOBaHHOM
nnasmbl MPaKTUY4ECKU 3[A0POBbIX ToAer (MYXYUMH W KeHLMH) Obina
npoTtecTMpoBaHa Ha copepxaHue VEGF-A. N3amepsiemble HOpmarbHble

YPOBHM MOTYT BapbupoBaTb B 3aBMCUMOCTM OT MCMoOfb3yemoro Habopa
06pasLoB.

15. NOArOTOBKA PEAIEHTOB (KPATKOE U3NTOXXEHUE)

15.1 MpomMbIBOYHbIN Bydep (1 x)

[o6aenTe KoHueHTpaTt MpombiBoyHOro 6ycdepa 20x (50 mn) B 950 mn
ANCTUNNVPOBAHHOW BOAbI.

KonuyecTtBo KoHueHTpaT PaGoyero OucTunnupoBaHHas BoAaa,
CTpUNoB b6ydepa, mn mn
1-6 25 475
1-12 50 950

15.2 Pa6ouuin 6ydcpep (1 x)

KonuuecTtBo KoHueHTpaT Pa6oyero OuctunnupoBaHHas BoAaa,
CTpUNoB b6ydepa, mn mn
1-6 2,5 47,5
1-12 5,0 95,0

15.3 KoHwblorat 6uoTnHoOBbIN (1 X)
MpurotoeuTb passederve 1:100 cornacHo Tabnuue:

KonuyectBo KoHueHTpat BuotuHosoro Pa6ouun 6ycpbep,
cTpunoB KOHblorara, mn mn
1-6 0,06 5,94
1-12 0,12 11,88

15. 4 KoHblorat cTtpentaBuanHoBbin (1 x)

KonuyectBo KoHueHTpaT cTpenTaBMaANHOBOro Pa6ouun 6ycep,
CcTpunoB KOHbloraTa, Mn Mn
1-6 0,06 5.94
1-12 0,12 11.88

15.5 CraHpapTt

PactBopute nuodununsmposaHHbin cTtaHgapT Pabouum 6ydcdepom
(TOYHBI 06BbEM CTaHAAPTHOrO pacTBopa, KOTOPbIN AOIHKEH NOMy4nTbhCs B
pesynbTaTe pacTBOPEHWS, YKa3aH Ha aTMKeTKe (hriakoHa).

6. MPOTOKOI TECTA (KPATKOE U3JTOXXEHMUE)
. Onpegenute Heo6XxoAMMOE YMCIO CTPUMOB
. MNpombiTh s4enkun nnaHweTa gsaxabl MpomMbIBoYHbIM 6ydepom
. NMpurotoBbTe cTaHpapTHble pa3BedeHus pobasneHnem 100 Mkn
pasbaBneHHoro CtaHpapTa VEGF-A B sueiikn A1 n A2, cosgaiTe
pasBegeHus ctaHgapta VEGF-A B avanasoHe ot 1000 pgo 15,6
nr/mn nepeHocom no 100 MKN M3 AYerikn B sUerKy. Yganurte wu
BblbpocuTe 100 MKN XMOKOCTU U3 nocnefgHux sveek (G1, G2). — nnu
MCMonb3ynTe anbTepHaTUBHOE BHELLHEE pa3BedeHNe U nepeHecuTe
no 100 Mkn cTaHgapTa B COOTBETCTBYOLLME MYHKM MUKpONMaHLleTa
4. Bxecute no 100 mkn Bydepa ans pasBegeHusi obpas3uoB B
averkm «bnaHky», B oy6nsix
5. Bnecute no 50 mkn Bydepa ansa pa3segeHusi o6pa3sLoB BO Bce
AYelikv, NpeaHa3HayeHHble ans obpasuos
6. BHecute no 50 wmkn kaxgoro o6pasua B
COOTBETCTBYIOLLUNE SAHENKN.
7. 3BakponTe nnaHLeT NNEHKON 1 MHKYOUpynTe 2 yaca npu KOMHaTHOW
Temnepatype (18 — 25°C) co BCTpsixMBaHUeEM
8. TlpurotoBbTEe GUOTMHOBLIN KOHBLIOraT.
9. T[lonHoCTbIO yaanuTe CoaepXMMoe siYeeKk U NPOMoNTe s4enkn 6 pas
Bydepom ans npoMbIBOK.
10. [Hob6aebTte no 100 MKn roToBOoro 6GMOTMHOBOrO KOHbLHOraTa, BO BCe
AYenKku, Bkoyas bnaHk.
11. 3akpoiTe nnaHwWweT NNEHKOW MU MHKYOUpyTe 1 Yac Npu KOMHATHOM
Temnepatype (18 — 25°C) co BCTpsixMBaHUEM
12. MpuroTtoBbTe CTpentaBuauH-HRP
13. TMonHocTblo yaanuTe coaepXxunmoe siveek  NnpomonTe s4erkn 6 pas
Bydepom ans npombIBOK.
14. Bxecute no 100 mkn passeneHHoro CtpentaBuauH-HRP BO BCe
AYENKN.
15. 3akpowiTe nnaHwWweT NNEHKOM M UHKYOUpynTe 1 Yyac Npu KOMHaTHOMN
Temnepatype (18 — 25°C) co BCTpAXMBAHUEM.
16. [MonHoCTbIO yaanuTe CoaepXnmoe siyeek 1 NpomonTe s4erkn 6 pas
Bydepom ons npombIBOK.
17. BHecute no 100 mkn Cy6cTpaTHOro pactBopa BO Bce
AYenku, Bkoyas bnaHk.
18. WHKyBupyiTe npu komHaTHOM Temnepatype (18 — 25°C) npumepHo
30 MuHYT
19. [ob6aBbTe no 100 Mkn cTon-pacTBOpa BO BCE SYEliKW, BKItoYasi
BnaHk.
20. BnaHkvpyWiTe MUKpPOMNMaHLWETHbIA PUAEp 1 onpeaenuTe OnTUYecKyio
NAOTHOCTb BCEX fi4eek Npu AnuHe BOSHbl 450 HM.
3ameyvaHue: [ina o6pa3uoB, pa3BeAEHHbIX COrfacHO MHCTPYKUUU B
cooTHoweHun 1:2 (50 mkn o6pa3ua + 50 mkn pacTBOopuTens
obpa3LoB), YMHOXbTe pe3ynbTaT Ha COOTBeTCTBYHLWMIA dakTop
pa3BeaeHus (x2).
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