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' UHCMPYKUUU Ha aHa/ulcKOM S3biKe, 8/10XKeHHOU 8 Habop.

: Homep u Qama eepcuu opusuHana u rnepesoda
— uHcmpykuuu 8o/mkHbI cogrnadame.

Tonbko Ans MccrneaoBaTenbCKUX Lenein
He Ans ucnonb3oBaHMA B AMArHOCTUYECKUX UIN TepaneBTU4eCKUX
npoueaypax

1. HASBHAYEHUE

HaHHbli Habop npegHasHayeH ANsi KONMMYECTBEHHOrO onpeferneHus
YPOBHSA 4ernoBeveckoro TpaHcdopmumpytowlero cakrtopa pocta beta-1
(TGF-B1). Habop npepgHa3Ha4yeH TONbKO ANSA UccrepoBaTenbCKUX
uernen u He AOMMKEH UCMONMb30BaTbCA B PYTUHHbLIX ANArHOCTUYECKUX
npoueaypax.

2. BBEOEHUE
(CMm. opurMHan nHCTpyKuum).

Cnuvcok nuTepaTypbl AOCTYNEH HAa MHTEPHET-CTPaHWLEe NPOU3BOAUTENS:
www.bendermedsystems.com

3. IPUHUMN METOOA
AHTUTENA K  4YerloBe4Yeckomy
TGF- R1 agcopbupoBaHbl B
NyHKax MUKponnaHwerTa.

CopbupoBaHHbIe siYenkn

howd

- aHTutena

Yenoseyeckne TGF-i31,
npucyTcTByloWwmne B obpasue unm
CcTaHfapTax, CBs3blBATCA C
aHTUTEenamu,
ancopbypoBaHHbIMU B NyHKaXx.
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BTopas unHkyb6auus
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i -CranaapT unu obpasel|

AHTWTENA K aHTU4erIoBe4EeCKOMY
TGF-B1, KOHBIOrMPOBAHHbIE C
OuoTMHOM,  pobGaBnstoTca M
CBSA3bIBAOTCS C  4EN0BEYECKUM
TGF-R1, 3axBavyeHHbIM NepBbIMU
aHTUTEenamu.

- BMOTUHOBBLIN KOHBIOraT

Mocne nHKy6aummn npu NpoMbiBKe
M3 JYHOK  ydansioTcs  He
cBs3aBLUMECH aHTUTEna K -
aHTU4YenoBevYeCckomy TGF-R1, s
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[NobGaBnsieTcs CTpenTaBuguH-
i‘ - CtpentaBuagnH-HRP

TpeTbs MHKYOauusa

HRP, koTopbii cBA3bIBaeTca C
aHTUTENamMm K
aHTU4enoBeYvyeckomy TGF-R1,
KOHBIOrMpPOBaHHbLIMY c

BUOTMHOM.
YeTBepTas MHKyGauvm
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Mocne MHKyBaumm He =
CBsi3aBLUMIACSA CTpentaBuauH-
HRP yaanseTcs npn npombIBKe U
nobasnseTca cybcTpaTHbIN
pacTBop, peakTuBHbIi ¢ HRP.

|
&

-(}EI]O

[—1 - CybecTtpar

PopmupyeTcs OKpalleHHoe | [
BELleCTBO B  Mponopuum K =) E E =,
KOnmyecTBy YenoBeYyeckoro

TGF- R1, npucyTcTBylOLlero B $ $ Y
obpasue unm cTangapTe.

Peakuus ocTaHasnmBaeTcsl = -[popearnposasLuni
pobGaBneHvem KWUCIOTbI. cybeTpart
M3vepsieTcs  NNOTHOCTb — Mpw

anvHe BOJTHbI 450 HM.

KoHueHTpauusi  4enoBeyveckoro

TGF-R1 B ob6pasuax

onpeaensieTcs no

KanmbpoBOYHOMN KpuBon,

NOCTPOEHHOW no 7

NPUroTOBMEHHbIM  pa3BeaeHusaM
cTaHgapTa YenoBedveckoro TGF-
31.

4. NOCTABNAEMBIE PEATEHTbI
4.1 PeareHTbl B Ha6ope Yenoseyeckuin TGF-R1 ELISA BMS249/4 (96
TecToB)

MwukponnaHuerT, MOKPbITBI  MOHOKNOHanbHbIMK 1 MnaHweT
aHTUTEenamu K yenoseyeckomy TGF- 31
BuoTtuHoBbLIN KOHblOrat aHTnyenoBedeckoro 1 donakoH
nonuknoHanbHoro aHtutena k TGF- 31 (120 mkn)
CrtpantaBuguH-HRP (150 mkn) 1 donakoH
Crangapt TGF- 1, 4 Hr/Mn, NMOUNU3NPOBAHHBIN 2 cpnakoHa
KoHueHTpaTt Pabouero 6ydepa 20x (PBS ¢ 1% 1 conakoH
Tween 20 n 10 % BSA), 5 mn
MpombiBatowmm pacTeop, koHueHTpar 20x (PBS ¢ 1 donakoH
1% Tween 20), 50 mn
1 N HCI (3 mn) 1 donakoH
1 N NaOH (3 mn) 1 donakoH
Cy6eTpatHbin pactBop (TMB), 15 Mn 1 conakoH
Cron-pactBop (1M doccopHas kucnota), 15 mn 1 cbnakoH
Fony6on kpacutens, 0,4 mn 1 donakoH
3enéHbin kpacutenb, 0,4 mn 1 donakoH
KpacHbliin kpacuTensb, 0,4 mn 1 cbnakoH
MnéHku anAa 3akneMBaHUA CTPUNOB 6

4.2 PeareHTbl B Habope YenoBeueckun TGF-R1 ELISA

BMS249/4TEN (10x96 TecToB)

MuKkponnaHLweT, MOKPbITbIA  MOHOKMOHanbHbIMK 10
aHTuTenamu kK yenoseyeckomy TGF- 1 nnaHweToB
BuoTuHoOBbLIN KOHBblOrat  aHTuyenosedeckoro 10 dnakoHoB
nonuknoHanbHoro aHtutena k TGF- 31 (120 mkn)
CrpantaBuauH-HRP (150 mkn)

Cranpgapt TGF- 31, 4 Hr/Mn, NMOMUNU3NPOBaHHBIN

10 cpnakoHoB
10 cbrnakoHoB

KoHueHTpaTt Pabouero 6ydepa 20x (PBS ¢ 1% 5 cpnakoHoB
Tween 20 n 10 % BSA), 5 mn

MpombiBatowmn pacTeop, koHueHTpaTt 20x (PBS ¢ 7 donakoHoB
1% Tween 20), 50 mn

1 N HCI (3 mn) 6 dnakoHoB
1 N NaOH (3 mn) 6 cbnakoHoB

Cy6eTpaTtHbin pactBop (TMB), 15 mn
Cron-pactBop (1M doccopHas kucnora), 15 mn

10 donakoHoB
10 cpnakoHoB

Fony6on kpacutens, 0,4 mn 6 dnakoHoB
3enéHbin kpacutenb, 0,4 mn 6 dnakoHoB
KpacHbin kpacutens, 0,4 mn 6 dnakoHoB
MnéHku ana 3aknenBaHusa CTPUNoBs 30

5. MHCTPYKLUMU NO XPAHEHUIO — HABOP N®A

XpaHuTe KOMMOHeHTbl Habopa npu TemnepaType 2-8°C. Cpasy nocne
MCMONb30BaHNA BEPHUTE peareHTbl B XOnoawurbHUK. XpaHute A0 Aathbl,
yKa3aHHOW Ha ynakoBKe peareHToB.

CtabunbHocTb Habopa KOMMOHEHTOB MOXEeT ObiTb rapaHTMpoBaHa
TONbKO MNpU  Haanexawem XpaHeHun, W, B Cryyae MNOBTOPHOro
MCMOMb30BaHNA OAHOTO KOMMOHEHTa, €CNM 3TOT KOMMOHEHT He 6bin
3arpsi3HEH Npy NEPBOM UCTONMb30BaHNUN.

6. 3ABOP U XPAHEHME OBPA3LA

CynepHaTaHT KynbTypbl KNeTOK*, cbiBOpoTka M nnasma (EDTA,
uuTpaTHas, renapuHoBasi) ObiMM MPOTECTUPOBaHbI C MOMOLLIO 3TOro
aHanu3a. [pyrue 6uonorudeckne obpasubl MOryT ObiTb MPUrOA4HbI AMS
ncrnonb3oBaHus B aHanuse. OTAenuTb CbIBOPOTKY UMM Mnasmy OT CrycTka
UMK KNeTOK, Kak MOXKHO CKOpee Mnocne CBepTbIBaHWNA U pa3aeneHus.
O6pasubl, cogepxaline BUANMbIN 0Cagok, HE06X0ANMO OYUCTUTL Nepes
MCMornb30BaHNEM B aHanwuse. He ncnonb3ynte CWINbHO
reMonu3npoBaHHbIe UNK NnemMmyeckme obpaspbl.

O6pasubl OOMKHbI ObiTb anMKBOTMPOBAHbI M OOMKHbI XPaHUTbCA B
3amopoxeHHoM Buge npu  -20 °C, u4Ttobbl uM3bexaTb noTepu
Guonornyeckn aktneHoro yenoseveckoro TGF-R1. Ecnu obpasubl 6yayt



TECTMPOBaTbCS B TeYeHue 24 4acoB, OHW MOTYyT XPaHWUTbLCS Mpu
Temnepartype oT 2 fo 8 °C (cTtabunbHocTb obpasua ykasaHa B pasgerne
13.5).

M3berante NOBTOPHbLIX LMKIOB 3aMopaxuBaHus-oTTanBaHus. [lepen
aHanM3oMm 3aMOpoOXeHHble obpasubl [0SKHbI OblTb  [OBeAeHbl [0
KOMHaTHOW TeMnepaTypbl MEANEHHO U OCTOPOXHO NepeMeLlaHbI.

7. TPEBYEMbIE, HO HE MOCTABNAEMbIE MATEPUATbI

. KannbpoBaHHble nunetkn Ha 5 mn un 10 mn

. KannbpoBaHHble NuneTkn ofHOKaHarbHble nepemMeHHoro obbema ¢
O[HOPa30BbIMW HaKoHeYHNKkamu Ha 5 — 1000 mkn

. MHorokaHanbHble NUNETKM C OAHOPa30BbIMU HaKOHEYHMKamu Ha 50
— 300 mkn

. BaHHOuYKa Ana peareHToB ANS MCMOMb30BaHWUSA C MHOroKaHarbHOWM
nuneTkown

. KannbpoBaHHble CTakaHbl U
NPUroTOBMNEHUS PEaKT1BOB

. Py4Hoe unun aBTomaTmyeckoe npoMbiBatoLLee YCTPOUCTBO

. MukponnaHweTHeln pugep € ¢unbtpoM Ha 450 HM U4, no
BO3MOXHOCTU, (OUMBLTPOM CpaBHEHNS = 620 HM

e [vcTvnnupoBaHHas UnNu EMOHU3MPOBaHHas BoAa

o  CTaTUCTMYECKWIA KarbKynaTop C NporpaMMHbIM obecnevyeHnemM ans
06paboTku pe3ynbTaToB (NMHEHas perpeccust)

UMNMHApPLI, Heobxodumble  Ans

8. NMPEOOCTEPEXEHUA NO UCNONb30OBAHUIO

1 Bce xumukaTbl cunTaTh NoTeHuManbHO onacHelMuU. PekomeHayeTcs
MCMONb30BaHME OaHHbIX PeareHTOB TOMbKO KBannUUMpPOBaHHbLIM
nepcoHanom B nabopaTopHbix ycrnosusix. cnonb3oBaTtb 3alUMTHYHO
ofexay, o4kv u nepyatku. N3beraTb KOHTaKTa C rmasamu U KOXem.
B cnyyae koHTakTa, NpOMbITb C 6OMbLUMM KONMMYECTBOM BOAbI.

2. Habop npegHasHaveH TONbKO ANS UccreaoBaTenbCkux Lenen u He

OOMKEH  WUCMOMb30BaTbCA B PYTUHHBIX  AWArHOCTUYECKMX

npoueaypax.

He cmelunBaiiTe pasHble MOThbl U peareHTbl U3 pasHbIX JIOTOB.

He vcnonbayiiTe peareHTbl C UCTEKLLUUM CPOKOM XPaHeEHWs!.

M3berante obnyyeHns peareHTOB CUMbHbIM MCTOYHUKOM CBEeTa BO

BPEMSI XpaHEHUs1 U UHKYGaLun.

He nuneTtupywTte pTtom.

Henb3s ecTb Wnu KypuTb B MecCTe, FAe XpaHsATCH peareHTbl U

0o6pasLbl Unu B MecTe, rae npoBOAUTCS aHanus.

8. W3beraiiTe KOHTaKTa peareHTOB C KOXEN U CIIM3NCTbIMU.

9. nMpu pyyHom MeTode aHanu3a MNOMb3yWTECh  NaTEKCHbIMU
nepyatkamu Ans 3almTbl pyk.

10. W3berante KoHTakTa cybCTpaTHOro pactBopa C MeTannamu u
OKUCIIUTENSIMUA.

11. W3beranTte pa3bpbi3rnBaHnsi 1 obpa3oBaHunsi aspo3onen.

12. Y106bl M3GEXaTb MUKPOOHOrO 3arpsA3HEeHVs WNKM  3arpsasHeHus
peakTMBamMu W  MOMyYeHWss B  pe3ynbTate HegoCTOBEPHbIX
pesynbTaToB, NONb3yWTECH OAHOPA30BLIMY HAKOHEYHUKAMU.

13. Wcnonb3ayiite uucTylo, cneuvanbHO BbIOEMEHHY nocyay Ans
KOHBIOraToB 1 cy6CTpaTHOro pacTeopa.

14. 3arpsi3HeHue KUCNOTON MHAKTUBUPYET KOHbIOraT.

15. [ns npuroToBNEHUsi peakTUBOB WCMOMb3yiTe AUCTUMNMPOBAHHYHO
UV EMOHU3NPOBaHHYIO BOAY.

16. Cy6CTpaTHbI pacTBOp AOIMKEH WMMETb KOMHAaTHyl Temnepatypy
nepef Ucnonb3oBaHMeM

17. Ob6e33apaxwuBante nocrie paboTbl o6pasubl, Tak Kak OHU MOryT
ObITb MHULMPOBaHbLI, NPEeaNOYTUTENBHO AaBTOKMABUPOBAHUEM HE

o

MeHee 1 vyaca npun 121.5 C

18. >Kupgkve oTxonbl, He coaepXaliue KUCMOTY, U HEWTpanu3oBaHHbIe
HeobxoAMMO cMellaTb C pacTBOPOM TMMOXMOpUTa HaTpUs Takum
obpasom, 4Tob6bl nonyunncs B utore 1% pacTBOp rMnoxnopuTa.
OcTaBbTe mnomnyyeHHyto cmecb Ha 30 MUHYT Ana 3ddEKTUBHOrO
obes3apaxuBaHns. Xugkve OTXoAbl, coAepXaliue  KWCMOoTY,
HeobxoouMo HelTpanusoBaTb [0 06e33apaxuBaHus pPacTBOPOM
rMnoxnopuTa HaTpusi.
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9. NMOArOTOBKA PEATEHTOB

BydepHble KOHUeHTpaTbl MPUMBECTU K KOMHATHOM Temnepartype u
pasBecTu nepepj Hayanom aHanusa.

Ecnn B bBydepHbix KoHUeHTpaTax ob6pa3oBanucb
aKKypaTHO NOAOrpeTb UX A0 MOJIHOFO PACTBOPEHUSI.

Kpuctannsbl,

9.1 MNpombiBatowmin pacteop (1 x)

PasbaBbTe 50 Mn KOHLUeHTpaTa ONCTUINIMPOBAHHOMN mnm
[EeVNOHN3NPOBaHHON BOAOW B MEPHOM LMNMHAPE OO0 KOHEYHOro obbéma
1,0 n. Nepemelwarite, nsberas BCneHNBaHus1.

o
XpanuTe NpombiBatowmii pacteop npu 2-25 C. MpombiBatowmin pacteop
ctabuneH 30 gHen.
MpombiBatownii pacTtsop (1 X) Takke MOXeT ObITb NPUrOTOBMEH COrMacHo
cnepytwolen Tabnuue:

Komuuecteo menmone- | Konuertpet Tlpomer- | JucTHAnHpoBaHHAS

IVEMEIX CTPHIIOR BAKITETO PACTEOpPA, MO BOIA, MI
1-6 25 475
1-12 50 950

9.2 Pa6ouun 6ydep (1 x)

Xopoluo nepemeluaiite KOHUeHTpaT Paboyero 6ycdepa. Pasz6asbTe 5,0
MI KOHUEHTpaTa AWUCTUMNUPOBAHHON BOAOW B MEPHOM UMNUHAPE [0
KOHeuHoro obvéma 100,0 mn. MNepemelsanite, usbderas BCMEHUBAHUSA.

o
XpaHute PasbaButenb obpasuos npu 2-8 C. Pasbasutenb o6pasuoB
ctabunen 30 gHen.
Pabounin B6ydep (1 x) Takke MoOXeT ObiTb MPUrOTOBMEH COrMacHo
cnegywolen tabnuue:

Komuuecteo mcmone- | Kommentpar Pasotasutena | JucTHaIHpOBaH-
IVEMEIX CTPHIIOB 06pasIoE, M1 Hadg BOIA, M

1-6 2.5 475

1-12 3.0 95.0

9.3 KoHblorar 6MotmHa
3ameTbTe, 4To KOHblOrat 6MoTMHa AOMKeH ObiTb UCMONbL30OBaH B
TeueHue 30 MMHYT nocne pa3BeaeHus.

PasbaBbTe KoHueHTpaT BuotuHoBoro Konblorata Pabounm 6ydepom
B COOTHOLIEeHMM 1:100 B UncTon NNacTUKoBOW nocyae.

BUOTUHOBLIN KOHBIOrAaT MOXET OblTb MNPUrOTOBMEH B HEO6X0OUMOM
KONMYeCTBE COrflacHO NPUBEAEHHOW HWe Tabnuue.

Kon-Bo ctpunos B1OTUHOBBIN KOHBIOraT (M) Pabouuii 6ydep(1x) (mn)

1-6 0.06 5.94

1-12 0.12 11.88

9.4 CtpentaBuauH-HRP

3ameTtbTe, yTo CrtpentaBuanH-HRP gomxeH OGbiTb MCNONbL30OBaH B
TeyeHune 30 MUHYT nocne pa3BeAeHUs.

MpoBecTtn pasbasneHue 1:100 ¢ pabounm Bydepom (1 x) Kak ykasaHo B
Tabnuue:

Kon-Bo cTpunos HRP-koHblorat (mMn) Pabounii 6ydep(1x) (mn)

1-6 0.06 5.94

1-12 0.12 11.88

9.5 CraHpapt yenoBe4eckoro TGF-R1

PactBopute nuodwunuampoBaHHbil cTaHaapT Pabouum Gydepom
(TOYHbIN 06BEM CTAaHAAPTHOrO pacTBOpa, KOTOPbIV AOIMKEH NOMYYUTLCS B
pe3ynbTaTe pacTBOPEHWsi, yka3aH Ha 3TukeTke dnakoHa). OcTaBuTb
CraHgapTt Ha 10-30 MuHyT. AkkypaTHO nepemeluaiite (KOHUEHTpauus
cTaHgapTa = 4 Hr/mn).

[Mocne ncnonb3oBaHUs OCTaBLUMACA CTaHAapPT HE MOXEeT ObITb OCTaBneH
Ha XpaHeHne 1 OO0JKeH ObITb YHUYTOXEH.

Pa3baBneHHble CtaHAaapTbl MOryT ObiTb MPUrOTOBMEHbI MPSAMO Ha
nnaHwerte (Cm. nyHkT 10d) nnu B npobupkax (9.5.1).

9.5.1 BHewHee pa3BegeHue CtaHpapTa

MomeTnTb 7 NPOBMPOK, O4HY ANst KaXKAOoW Todku cTaHgapTa. S1, S2, S3,
S4, S5, S6, S7.

3atemMm noAaroToBUTbL CepuiiHble pa3BedeHust 1:2 [na  cTaHZapTHOW
KPMBOW KaK yKka3aHO HUXe:

MunetuposaTtb 225 mkn Pa3baButens O6pasLoB B kaxayro Npobupky.
MuneTtupoBaTb 225 MKN BOCCTaHOBMEHHOrO CTaHAapTa (KOHUeHTpauus
cTaHgapTa = 4 Hr/mn) B nepByld nNpobupky, nomedeHHyo S1, wu
nepemeluatb (KOHUeHTpauust ctaHgapta 1 = 2 Hr/mn).

MunetupoBaTh 225 MKkN 3TOro pacTBopa BO BTOpYl NPOGUPKY,
noMeyeHHylo S2, M TWATenbHO nNepemMellatb MNepen creaylowmum
nepemeLleHnem.

MoBTOpuUTb cepuiiHble pa3BedeHus ewe 5 pa3, Takum ob6pa3om
dopMMpPYys TOUKM CTaHAAPTHOW KprBOM (CM. PUCYHOK HIDKE).
PasbaBuTens obpasuoB CrnyxuT B kadyecTBe brnaHka.

MepeHocuTb No 225 mkn
/I:\f:&f”‘\,/’\ N .f’;l"\
1

1

S1 S2 S3 S4 - S7

PasbasuTens
obpasuoB
225 mkn

HepasbaBneHHblit
CraHpapT Yenoseveckoro
TGF-R1

Ypanutb 225 mkn



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

Ona  wvcknoveHnss owmnbok B NWNeTMpoBaHWu npu  paboTe cC
MMMyHodepMeHTHbIMU Habopamn cdupma Bender MedSystems Tenepb
npegnaraeT SOMOMHUTENbHOE CPeACTBO AN KOHTPONA NUNEeTUMPOBaHUS
[axe o4YeHb MarneHbkux 0OBbEMOB peareHTOB — KaxAablii peareHT OyaeT
oTNNYaTbCA OT APYrMX LIBETOM.

OTa npouepypa Heobsi3aTenbHa, OHa He BMAET Ha pesynbTaThbl
aHanusa W npepgHasHayeHa pAna obnerdyeHns paboTel nabopaHTa,
NO3TOMY MOXHO 3TOT LUAr UHCTPYKLMUK NPONYCTUTb (HE BbINOSHATL).
AnbTepHaTUBHO, MOXHO MCNONb30BaTb OCHOBHbIE PACTBOPbLI KpacuTenen
(ronyboi, 3enéHbli, KpacHbi), [obaBnsis WX K COOTBETCTBYHOLLEMY
peareHTy cornacHo npotokony (cmMoTpu Tabnuupbl HUXe).

1. Pas6aBuTtenb obpasuoB: nepes pasbasneHnem obpasLoB AobaBbTe
rony6on Kpacurtenb B cooTHoweHun 1:250 (Cm. Tabnuuy) B pabouui
pactBop Pa36aButenss o6pa3uyoB (1X) ¥ BbINOMHAWTE Aanblue
vccnegoBaHue, cnegyst UHCTPYKUMK.

5 mn Pas6asutens o6pasuoB 20 mkn _ony6oz2o kpacumensi

12 mn Pas6aButens o6pasLoB 48 mkn ony6o20 kpacumensi

50 mn Pa36aButens obpasuoB 200 mkn Fony6o20 kpacumensi

MepeHocuTb no 100 mMkn

S1 S2 S3 S4 - S7
Pas6asutennb
obpasuos
100 mkn

HepasbaBneHHbin
CraHgapT Yenoseyeckoro
TGF-B1

Yaanute 100 mkn

PucyHok 8. lNpuzomosneHue cepuliHbix passedeHuli CmaHOapma
TGF-B31

Ecnn pasBegeHve craHaapta 6bl10  BbIMOMHEHO B Mpobupkax
(cm.n.9.5.1), BHecuTe no 100 mkn passBegeHun n3 npobupok S1 — S7 B
TNYHKW MWKpOMMaHLieTa, npefHa3HaveHHble ANA CTaHO4apToB, COrMacHo
Tabnuue 1.

Tabnuua 1: Mpumep pacnonoxeHusi o6pasuos, bnaHka n cTaHaapToB Ha
nnaHwete

2. KoHblorat ©OuoTMHa: nepen pas3baBreHMEM  KOHLEHTpaTa
OMOTMHOBOrO  KOHbtoraTa [gob6aBbTe  3enéHblM  KpacuTenb B 1 2 3 4
cooTHoweHun 1:100 (cmoTpu Tabnuuy) k Pabouemy 6ydepy, N CT #1 01 01
ncrnonb3yemoMy  Ansg  pas3baBneHuss  KOHblorata,  OKpalUEeHHbIV (2000 nr/mn) (2000 nr/mn)
BUOTWMHOBBIV KOHbBIOraT UCMOMb3YNTE COrNMacHO UHCTPYKLMMU. B |[CTt#2 CT#2 02 02
3 mn Paboyero bydepa (1 x) 30 mkn 3esreHo20 Kpacumens (1000 nr/mn) (1000 nr/mn)
6 mn Pabouero 6ydepa (1 x) 60 mkn 3eneHo20 kpacumens C ||CT#3 CT#3 03 03
12 mn Pa6ouero 6ydepa (1 x) 120 mMkn 3esleH0z0 Kpacumensi (500 nr/mn) (500 nr/mn)
D |[CT#4 CT#4 04 04
3. CrtpentaBuamH-HRP: nepen pas6asneHnem KoHUEHTpaTa KoHbloraTa (250 nr/mn) (250 nr/mn)
CTpenTaBMAMHA C NEpPOKCUAA30i xpeHa AobaBbTe KpacHbIN KpacuTenb E [Cr#5 Cr #5 05 05
B cooTHoweHun 1:250 (cmoTtpu Tabnuuy) k Pabouemy 6ydepy, (125 nr/wn) (125 nr/wn)
° F CT #6 CT #6 06 06
ucrioneayemomy  Ans pa36aBneHM;l KOHbiOrata,  OKpaLLEHHbIN (63 nr/mn) (63 nr/mn)
CTPeNnTaBUAMHOBbLIV KOHBIOTaT NCNOMb3yWTe COMacHO MHCTPYKLIMM. G crer Cr#7 07 07
[ 6 mn Pa6ouero 6ydepa (1 x) [ 24 mkn KpacHozo kpacumens (31 nr/mn) (31 nrimn)
|12 mn Pa6ouero 6ycepa (1 x) | 48 mkn KpacHozo kpacumens H | Brank BrnaHK 08 08

10. NPOTOKOI AHAJIU3A
a. Bce peareHTbl 1 0bpasupbl nepes Havanom aHanv3a AOMKHbl OblTb
BblAepXaHbl Npy KoMHaTHOW Temnepatype (~25° C). Passeante

obpasubl CbIBOPOTKM, Mna3Mbl, CcyrnepHataHTa KynbTypbl 1:10
Pa6ounm 6ydhepom cornacHo cneaywouen cxeme
pa3BefeHus:

20 mkn obpasua +180 mkn Paboyero 6ydepa

HNo6aebte 20 mkn 1IN HCI k 200 mkn pasBefeHHbix 06pasLoB,
nepemMeLuanite n ocTaBbTe WHKYOMpoBaTbCsA B TeveHve 1 yaca npwu
KOMHaTHOI TemnepaType.

Hewtpanusyinte nobasnexnem 20 mkn 1N NaOH.

b. [HocTtaHbTe Tpebyemoe p[nsa npoBedeHWs aHanu3a 4ucno 8-
NYHOYHbIX cTpunoB. MNMomecTuTe Tpebyemoe KonMYecTBO CTPUMOB B
nepxatenb (kK Heobxogumomy umucny nyHok ans  O6pasuos
nobaebTe nyHkn ans Bnanka v CraHgapToB). Bce CtaHgapTthl,
Bnank un O6pa3ubl Heobxooumo aHanusupoBatTb B Aybnsx.
Heuncnonb3oBaHHbIe CTpunbl cpasy ybepute B NakeT C OCyLLUUTENEM,
3anevaTanTe nakeT u xpaHuTte ero npu 2-8°C.

c. lNpomonTte nyHkn 2 pasa, ucnone3dys no 400 mkn 6ydepa ans
NPOMbIBOK, Ha OAHY NYHKY Ha OOWH LMK NPOMbIBKW, MOMHOCTHIO
yAanss XuaKocTb Mexay npombiBkamu. OctaBbTe Gydep B nyHkax
Ha 10 — 15 cekyHA npen yaaneHvem («3amaumBaHue»). N3beravite
LuapanuH Ha MOBEPXHOCTW IyHOK. [locrne OKOHYaHWA NPOMbIBKU
nepeBepHUTE  MUKPOMMaHWeT W MOCTYy4YUTEe WM MO  YUCTOW
dunbTpoBanbHonm Oymare. Mcnonb3ymte CTpwnbl  HEMeAJIEHHO
rocrie OKOHYaHWs NPOMbIBKM UNW He No3aHee Yem yepe3 15 MUHYT
npy ycrnoBum, YTO CTPUMbI YIIOXeHbI Ha dunbTpoBanbsHylo bymary B
nepesépHyTom Buae. He no3sonsnTe nyHkam BbiCbIXaThb!

d. [purotosnexHue pasBefieHUM cTaHgapTa B nyHKax

MUKponnaHuweTa (anbTepHAaTVBHO pasBefeHust cTaHdapTa MoryT
ObITb NPUroTOBNEHbI B Mpobupkax — cm. 9.5.1):
Brecnte no 100 wmkn pabouvero Oydepa BO BCe MYHKM,
npegHasHadeHHble Onst ctaHgaptoB.  Buecute 100 mkn
NpuUroToBneHHoro craHgapta (cm. pasgen  «[llpurotoBnexue
peareHToB», N. 9.5, KoHueHTpauus = 4000 nr/mn), B Oybnsx, B
nyHkn A1 n A2 (cm. Tabnuuy 1). MNepemeluanTe cogepxnumoe fnyHOK
A1 1 A2 NOBTOpPHbLIM NUNETUPOBaHMEM (KOHLEHTpaums ctaHgapTa 1,
S1 = 2000 nr/mn), n nepeHecuTe no 100 mkn pacteopa u3 nyHok A1
1 A2 B nyHkun B1 n B2, cootBeTcTBEHHO (CM. puc. 8). Bo Bpemsi aTux
MaHMNynsuMn  nocrtapanWTecb He nouapanatb  BHYTPEHHIOK
NMoBEpPXHOCTb  MyHOK. [loBTOpUTE nNepeHoc 1  pasBedeHue
CTaHpapToB elwe 5 pas, nonyyvB B wutore 2 psga pasBefdeHui
CrangapTa yenoseyeckoro TGF-B1 B gnanasoHe 2000 - 31 nr/mn.
Ypanute no 100 MK >XWAKOCTU M3 MOCHEAHUX MCMOMb30BaHHbIX
nyHok (G1, G2).

Ct1 — CraHpgapT, O — o6pasen

e. Bnecute no 100 mkn 6ydhepa ans pa3BeaeHUss o6pasLOB B NyHKN
«BbnaHk», B oy6nsx.

f. BHecuTe no 60 mkn 6ydepa ansa pasBeaeHUs oOpasLOB B MyHKH,
npegHasHayeHHble Ans o6pasLoB.

g. [HobaBbTe no 40 MkN Ka4oro NoAroToBreHHOro obpasua B oy6nsax
B NyHKW, NpefHa3Ha4YeHHble 4ns obpasLoB.

h.  3akpoWiTe nnaHwWeT NNEHKOW 1 MHKYOMpyITe 2 Yyaca Npy KOMHaTHOM
Temnepartype (18-25°C) Ha opbutansHom Luenkepe,
yctaHoBneHHoMm Ha 400 o6/muH. (LlenkupoBaHue sBnsieTcs
obsizaTenbHbIM ANsi ONTMManbHON paboThkl TecTa).

i MpurotoBbTe BUOTUHOBBLIM KOHBIOraT (pasgen «[lpurotoBneHune
peareHToB» 9.3).

j. CHumuTe nnedky. [lonHOCTbIO yAanuTe COOEPXUMOE  JYHOK

acnupauven unu aekaHtTupoaHueM (cnveom). MNpomonTe nyHku 5
pa3a Kak ykasaHo B Luare «C» HacTosiero npotokona. MNepexoante
HemeAneHHo K crneayoLiemy Luary.

k. [Ho6aBbTe no 100 mkn BMOTMHOBOro KOHBLIOraTa BO BCE JyHKU.

|.  3akpoviTe nrnaHwWeT NIEHKON N NHKYOUpynTe 1 Yac nNpu KOMHaTHOM
Temnepartype (18-25°C) Ha opbutanbHom Luenkepe,
ycTaHoBneHHom Ha 400 o6/muH. (LlekupoBaHue sBnseTcA
obs3aTenbHbIM ANsi ONTMManbHON paboThkl TecTa).

m. [purotoBbTe CtpentaBuauH-HRP (pasgen «[llpurotoBnexune
peareHToB» 9.4).

n. CHumute nneHky. [lonmHOCTBIO y#ganuTe COAEpPXUMOEe  JyHOK
acnupauvein unu aekaHtTupoaHuem (cnveom). MNpomonTe nyHku 5
pa3a Kak ykasaHo B Luare «C» HacTosiero npotokona. [Nepexognte
HeMeZanNeHHo K creayloLlemy ary.

0. [o6aebte no 100 mkn passegeHHoro CtpentaBuanH-HRP BO BCce
NYHKW, BKINoYas NyHku Gnakk.

p. 3akpoviTe nraHLWeT NIEHKOM N MHKYOUpynTe 1 Yac nNpu KOMHaTHOM
Temnepartype (18-25°C) Ha opbutansHom Luenkepe,
ycTaHoBneHHom Ha 400 o6/muH. (LlekupoBaHue sBnseTcA
obs3aTenbHbIM ANsi ONTMManbHON paboThkl TecTa).

q. CHumute nneHky. [lonmHOCTbIO yAanuTe COAEPXUMOe  NYHOK
acnupauven unu aekaHtTupoaHueM (cnveom). MNpomonTe nyHku 5
pasa Kak ykasaHo B Luare «C» HacTosilero npotokona. MNepexoante
HemeAneHHo K crneayoLiemy Luary.

r.  BHecute no 100 mkn TMB cy6cTpaTta BO BCe MyHKM.

s.  WNHkyGupyiite npyu komHaTHoOM TemnepaTtype (18° - 25°C) B TeueHue
npubnuauntenbHo 30 MUHYT. V36eraiiTe BO3AENCTBUSI CONHEYHOTO
cBerTa.
3a pa3BuTMEM OKpackM Heobxogumo Habnwgatb W
cy6cTpaTHaA peakuus [ofkHa ObiTb oOcTaHoBneHa (cm.



crieAylOWUM MYyHKT MPOTOKONa) A[O TOro, Kak 3HavyeHue
OMNTMYECKOW MIOTHOCTU B MOMOXUTENbHbIX NIyHKaxX NpeBbICAT
npepgen onpepeneHus npubopa.

PekomeHgyeTca ocTaHaBnuBaTb peakumio fgobaBneHvwem cron-
pacTBopa Toraa, KOorga camblii BbICOKUWA CTaHgapT OKpacuTcst B
TeMHo-ronybon uBeT. AnbTepHaTUBHO, pa3BUTME OKpaLUMBaHUSA
MOXHO Habniogatb ¢ nomowpk VPA aHanusaTopa npu AnvHe
BonHbl 620 HM. CyBcTpaTHas peakuns AormkHa O6biTb OCTaHOBIEHa,
kak Tonbko Ol S1 gocturHet 0.9 — 0.95.

t.  [dobaBbTe nmo 100 mkn cTon-pactBopa BO BCE IyHKW, 4YTOOBI
NONMHOCTBI0 MHAKTUBUPOBaTb (EPMEHT B fyHkax. BaxHo BHOCUTb
CToM-peareHT GbICTPO U C TOW e CKOPOCTbIO, YTO U cybcTpaTHbIN
pactBop. ONTUYECKYd MMOTHOCTb CYMTaTb HEMEANEHHO rocre
BHECEHWSA CTOM-peareHTa unm B TedyeHue 1 yaca npu ycrnoBuu, 4YTo
CTpWMbl Haxoaunucb BCE 3TO BpeMmsi npu Temnepatype 2-8°C B
TEMHOTE.

u. Onpepenute ONTUYECKylD MIOTHOCTb BO BCeX fyHKax npu 450 HM
npotmB «bnaHkay, »enaTenbHO WUCMONb30BaTb AJIMHY BOJHbI
cpaBHeHuss 620 HM (gonycTuma [AfMHA BOMHbI CpPaBHEHUSI B
AvanasoHe 610-650 Hm). BrnaHkupyiTe MUKponnaHWeTHbIA puaep
Tak, Kak 3TO ONWCaHO B WHCTPYKUUWM MpOM3BOAMUTENS, C
MCnonb30oBaHNEM NyHoK «bnaHk». Abcopbuuio onpepensinTe Kak B
TecTupyembix obpasuax, Tak U B cTaHgapTax yenoseyeckoro TGF-
R1.

11. PACYET PE3YJNIbTATOB

. Paccuutante pesynbTatbl. [nsa 9TOro paccuuTanTe cpegHee
3HayeHVe MOrMoLWEHUss Ans Kakgoro cTaHgapta u  obpasua.
OTKNOHEHWE OT CpefHero He JoMmkHO BbiTh 6onee 20%.

L] Wcnonb3ysi rpadumueckyto Bymary, OTMETbTE TOYKM CYUTaHHbIX
3Ha4YeHW MOrMoLLEHUsI CTaHOApPTOB Ha BepTUKanbHyl ocb Y, a
cooTBeTCTBylOWME KoHUueHTpaumn TGF-R1 Ha ropnsoHTanbHy ocb
X. MNpoBeauTe onTUManbHy KPUBYHO MO TOYKaM.

. Onpepenute koHueHTpauun TGF-B1 B obpasuax n3 craHgapTHOWM
KpuBoW. [ns atoro HanwguTe 3HadyeHne Ha ocu opguHat (Y)
COOTBETCTBYHOLLEE CPEAHEMY 3HAYEHUIO MONYYEHHOW AN KaXOoro
obpasua OIFl 1 npoBeauTe rOpU3OHTalNbHYD JIUMHWIO A0
nepeceyeHMss CO CTaHZapTHOM KpuBOW. 3aTeM U3  TOYKU
nepeceyeHusi NpoBeauTe BEPTUKANbHYI NNHUIO [0 NepeceyeHns ¢
ocbto abcumce (X). 3HaveHne Ha ocu X B TOYKe nepeceveHus u
oynet COOTBETCTBOBATb KOHLEeHTpauum TGF-R1 B
cooTBeTCTBYHLLEN Npobe.

. Onsa obpa3uoB, KOTOpble GblNU pa3BefeHbl COrnacHoO AaHHOMU
VHCTPYKUuun B cooTHoweHun 1:30 nepep wuccrepoBaHuem,
KOHLIeHTpauuA, nony4yeHHass uCxoasi U3 CTaHAApPTHOW KPUBOW,
OOJKHa ObITb YMHOXeHa Ha chakTop pa3BeaeHus, (x30).

- Pacuet koHueHTpauum B o6pasuax, rge O.l. npeBbiwaet Ol
CtaHpapta 1 MoOXeT NpMBEeCTUM K HeBepHbIM pe3ynbTaTam,
3aHmxeHuo ypoBHA TGF-B1. Takue ob6pa3subl OOMKHbI ObITb
npeaBapuTenbHO pa3BefeHbl B COOTBETCTBUM C OXUAAEMbIMU
3HavyeHusimu PaszbaButenem o6pasuoB U NpoaHanv3vpoBaHbl
elwle pa3 AnA  nonyyvYeHUA Gonee TOYHOroO  3HauYeHUs
akTyanbHoro ypoBHsa TGF-R1.

L] MogpasymeBaeTcsi, YTO B KaXAyl Cepuio aHanusa BKI0YaeTcs
KOHTPOrnbHbIV obpa3seL, ¢ n3BecTHon koHueHTpauvnen TGF-R1. Ecnn
3HaYeHVs KOHTPOMA He YKNaAblBalTCs B OXWAAEMbIN AManasoH,
pesynbTaTbl aHanuaa MoryT 6blTb HEAOCTOBEPHbI.

. lMpumep cTaHgapTHOM KpuBOM nokasaH Ha PucyHke 9. He
MCMonb3ynTe 3Ty CTaAHOAPTHYIO KPMBYKD AN pacyéTa Baluux
o6pasuoB. CTaHAapTHas KpuBas AormkHa ObiTb BKMHOYEHA B Kaxayo
NMOCTaHOBKY.

PucyHok. lMpumep craHpaptHon kpumson anst TGF-B1. TGF-B1 6bin
pa3baBrneH B cepumn ABYKpaTHbLIX NMOCNefoBaTeNbHbIX LWaroB TUTPOBaHUS
PasbaButenem obpasuoB. He ucnonb3yinte 3Ty CTaHOapTHYH KPUBYHO
ons pacuyéta Bawwux obpasuoB. CTaHgapTHas KpuBasi OOMMKHA OblTb
BKIIIOYEHA B KaXXYH NOCTaHOBKY.

Absorpticn 450nm
w

___,ﬂ-""

L] T

100 1000
Concentration [pafml]

Tabnuua 2: TunuyHble pes3ynbTaTbl, MOJNyYEHHbIE C WUCMONb30BaHWEM
Habopa Human TGF-31 ELISA:
N3mepeHune Ha 450 HM, ANnHA BOSHbI CpaBHEHMSA 620 HM.

CraHpapt TGF-R1, nr/mn ( 45%2"') cp:e):r’lee CV, %

3.227

1 2000 3,068 3.148 25

2 1000 1.373 1.387 1.0
1.402

3 500 0.587 0.590 04
0.592

4 250 0.300 0.313 41
0.326

5 125 0.178 0.172 35
0.166

6 63 0.109 0.112 2.0
0.114

7 31 0.078 0.082 47
0.086

Bnank 0 8825 0.051 2.0

Orl, nonyyeHHble ANsi CTaHAAPTOB, MOFYT MEHSITbCS B 3aBUCMMOCTU OT YCMOBWIA
BbIMNOMHEHUS aHanu3a (HanpuMep, TeMNepaTypHbIA PEXUM).

Kpome Toro, Ha NpoTsiXeHUM cpoka rogHOCTM Habopa 3H3MMaTU4eckasi akTUBHOCTb,
W, CNneaoBaTenbHO, WHTEHCUBHOCTb OKPALUMBAHWS, MOTYT M3MeHsTbes. Mpu 3ToM
pesynbTaTbl TECTUPOBAHUSI OCTAOTCS AOCTOBEPHBIMU.

12. OFPAHUYEHUA METOOA

] Tak Kak ycnoBusi MOIYT MEHATbCS OT aHanu3a K aHanuay,
cTaHgapTHast KpuBasi JOIkHa ObiTb BKIOYEHA B Kaxayl cepuio
aHanwusa.

] BaktepuanbHoe uWnu rpubkoBoe 3arpsisHeHne obpasuoB  unu
peakT1BOB MOXET NPUBECTM K HeJOCTOBEPHBLIM pe3dynbTaTaMm.

. MpeanoyTUTENBLHO MCMONb30BaHWE OOHOPa30BbIX HAKOHEYHUKOB,
bnakoHOB, MHOropasoBasl CTEKMsHHasA Mocyaa QJofkHa ObiTb
TWaTenbHO BbIMbITA U Criefbl AeTepreHTa AOMKHbI ObITb MOMHOCTbLIO
yaaneHbl nepes UCrnosb30BaHEM.

] HenonHas npombiBka Ha noOOM 3Tane HeratMBHO BNUSET Ha
TOYHOCTb pe3ynbTaToB " MOoXeT npuBecTu Kak K
TNOXHOMOMNOXUTENBHLIM, Tak U K  NOXHOOTpUUATENbHBIM
pesynbTtatam. [lonHocTbio ypansanTe [poMbIBOYHbIN Oydep u3
syeek Mexay uMKnamu npoMbiBKM. HanonHsnte nyHku Gydhepom
[Ans NPOMBIBOK Kak 3TO yKa3aHo, Ans KaXaoro Uukna npomblsku. He
No3BOMANTE SYekaMm BbICbIXaTb MM OCTaBaTbCsl HE3aKPbITbIMU
[OnNrin NepUOA BPEMEHM.

. Mcnonb3oBaHne pagMoMMMyHOTEpPanMu 3HaYUTENbHO YBENUYMIO
YMCIO NALMEHTOB C YENOBEYECKUMM aHTUMbIWMHBIMK IgG (HAMA).
HAMA MoryT BNuMaTb Ha pesynbTaTbl aHanu3a, WCMonb3yloLero

MbILLUMHbIE  MOHOKIMOHanbHble aHTUTena, npuBoaA K  JIOXKHO
NONOXUTENbHbIM ~ UMK NIOXKHO  OTpuuaTeslbHbIM  pe3ynbTaTaM.
O6pa3u,b| CbIBOPOTKU, cofepxawune aHTutena K MbIlWUHBbIM

MMMYyHOrNoGynmMHam, MoryT ObiTb MpoaHanusupoBaHbl B cllyvae,
Korda MblWWHbIE  MMMYHOrNOGYNMHBLI  (CbIBOPOTKA,  acuuTHas
KNOKOCTb UM MOHOKIIOHASbHbIE aHTUTENa ApYrol cneumnduUyHOCTH)
pobaensitoTes k 6ydepy Ans passeneHust o6pasLoB.

13. XAPAKTEPUCTUKN AHATTU3A

13.1. YYBCTBUTENIbHOCTb AHANU3A

Mpepen uysBcTtBUTENbHOCTM Ansa Human TGF-B1 onpegensnca kak
KOHLeHTpauusa aHanuta, agnsa kotopon O.[1., nonyyaemas B pesynbraTe
aHanusa, 3HauuTenbHo Bbiwe, 4em O.. cpegpl, ucnonb3lyemon Ans
pas3BefeHus (cpedHee Nnic 2 CTaHOAPTHBIX OTKIOHEHWS) U COCTaBnsieT
8.6 nr/mn.

13.2. BOCNPOU3BOOUMOCTb

13.2.1 BocnpoussoaMmocTb BHYTPU cepun

BocnpoussoguMocTb BHYTpU OfHOW cepuu onpegensnac B 3
He3aBMCUMbIX Ccepusax aHanmsa. B kaxgbii cepum aHanmsa Obino
BbINMONMHEHO 6 onpegeneHuin kaxagoro m3 8 o06pasuoB  ChbIBOPOTKM,
codepXawmx pasnuuHble KoHUeHTpauumm denoseyeckoro TGF-R1. B
KaXabli nnaHweT ObiMM BKMIOYEHbl NO ABe CTaH4apTHble KpuBble. B
Tabnuue npvBedeHbl cpefHue 3HadeHus 4dernoBeuveckoro TGF-R1 um
KoadppMUMEHT Bapuaumm ans  kaxgoro obpasua.  KoadduumeHt
Bapuauuu coctasun B cpegHeM 3.2%.



Tabnuya 3. CpegHue KoHUeHTpauuu denosedeckoro TGF-B1 wu
K03phULMEHT Bapuaumm Ansi kaxaoro obpasua

O6pasey AHanus CpegHee 3HayeHue Koadhdpmument
KoHueHTpauun TGF-R1 (nr/mn) Bapuaumu, (%)
1 38237.8 3.6
1 2 39660.8 26
3 39216.3 0.8
1 20394.0 14
2 2 21289.3 3.0
3 21513.2 25
1 22408.0 21
3 2 23957.9 34
3 242324 1.8
1 18901.8 1.7
4 2 19649.6 3.0
3 21305.9 8.3
1 4428.0 29
5 2 47233 2.8
3 4670.0 71
1 4764.2 32
6 2 5063.1 25
3 4703.2 4.6
1 3357.8 2.2
7 2 3887.2 32
3 32124 55
1 4159.7 25
8 2 44553 21
3 3924.2 45

13.2.2 Bocnpon3BoaAMMOCTbL MeXAy cepusimm

BocnpousBogMmocTb  Mexay cepusiMyM - onpegensnacb B OA4HOM
nabopaTtopun B 3-X HE3aBMCUMMbIX Cepusix aHanusa. B kaxgow cepum
aHanusa Obino BLINOMHEHO 6 onpedeneHuid kaxagoro u3 8 obpasuos
CbIBOPOTKM, COAEepXaluuMx pasfnyHble KOHLEHTpauun 4enoBeyvyeckoro
TGF-R1. B kaxabii nnaHweT Obinn BKMOYEHbl MO ABE CTaHOapTHble
KpvBble. B Tabnuue npuBeneHbl cpegHue 3HadeHnst yenoseveckoro TGF-
31 n koadbpmumneHTsl Bapuauum Ans kaxagoro obpasua. KoadduumeHTt
Bapuauumn Obin paccumTtaH n3 18 onpegeneHun kaxgoro obpasua wu
coctaBun B cpegHem 4.9 %.

Tabnuya 6
BoccraHoBneHue
O6pasel Pa3BegeHue CpegHee, % [uana3oH, %
CblBOpOTKa 1:60 103 93-108
1:120 112 81-128
1:240 97 75-113
Mnaama (3OTK) 1:60 119 114-128
1:120 129 118-142
1:240 138 127-150
lMnasma 1:60 108 102-113
(UnTpatHas) 1:120 119 110-128
1:240 130 112-139
lMnasma 1:60 121 112-134
(renapwHoBasi) 1:120 130 119-150
1:240 126 120-131
CynepHaTaHT 1:60 95 -
KyrnbTypbl KNETOK 1:120 103 -
1:240 118 -

13.5. CTABUIIbHOCTb OEPA3LIOB

13.5.1 CTabunbHOCTb NpU 3aMOpaXMBaHUU- OTTauBaHUM

AnNMKBOTbLI CbIBOPOTKM (OboralleHHble M He oboralleHHbIe) XpaHUICh
npu Ttemnepatype —20°C n pasmopaxuBanucb Ao 5 pas, nocne 4ero
onpegensnucb ypoBHM 4YenoBedeckoro TGF-B1. He Habnoganocb
3Ha4MTENbHOM NOTEpU akTMBHOCTU 4enoseveckoro TGF-R1 nocne
Ka)goro Lykna NoBTOPHOrO 3amMopaXvBaHWUsA-0TTanBaHus.

13.5.2 CtabunbHOCTb NpU XpaHEeHUU

AnVKBOTBLI CbIBOPOTKU (0boralleHHble U He oboralleHHble) XpaHUICh
npu Temnepartype —20°C, 2-8°C, komHaTHON Temnepatype v npu 37°C B
TeyeHue 24 4yacos, Nocre Yero ONpeaensnncb ypoBHU YErOoBEYECKOro
TGF-R1. He Habntoganacb 3HaunTenbHasi NnoTepsi MUMMYHOPEaKTUBHOCTU
yenoseyeckoro TGF-R1 npu XxpaHeHWM Npu BblENEepPEeUMUCEHHbIX
YCIOBUSIX.

13.6 CNEUNDPUYHOCTb

AHanus obHapyxwuBaeT 06a, ECTECTBEHHbIA U PEKOMOVHAHTHBIN
yenoBeyveckui TGF-R1. MNMepekpectHasn peaktuBHocTb TGF-R2 n TGF-R3,
n TNF-B, IL-8, IL-6, IL-2, TNF-a, IL-18, IL-4, IFN-y, IL12p70, IL-5 n IL-10
Obina oueHeHa nyTem gobaBneHns kK obpasuam CbIBOPOTOK C M3BECTHOW
KOHLeHTpaumen U3nonormyeckn 3HaydMMblX KOMUYECTB WCCreayembix
dakTopoB. He Gbina BbisiBNieHa NepekpecTHas peakTUBHOCTb.

13.7 OXXKUOAEMbIE 3HAYEHUA

MaHenb 06pa3sLoB MPaKTUYECKM 3[0POBbLIX NOAEN (MYXYMH U XKEHLLWH)
Obina npoTecTMpoBaHa Ha copepxaHue 4enoeveckoro TGF-R1.
MonyyeHHble ypoBHU Yenoseyeckoro TGF-B1 npueeaeHsl B Tabnuue 7.

Tabnuua 4
O6pazsey, CpeaHee 3Ha4YeHue KoadhdpmumneHt
koHueHTpaumn TGF-B1 (nr/mn) Bapuaumm, (%)
1 39038.3 1.9
2 21065.5 2.8
3 23532.8 4.2
4 19952.4 6.2
5 46071 34
6 4843.5 4.0
7 3485.8 10.2
8 4179.7 6.4
13.3. U3BJIEMYEHUE
M3BneveHne oueHuBanu, TecTupys nynupoBaHHble o6pasupl

YerioBEYECKOW CbIBOPOTKM, NMasmbl M cyrnepHaTaHTa KyfbTypbl KNEToK,
oboralleHHble 3  pas3nuyHbIMU  YpOBHAMK 4enoBedveckoro TGF-R1.
M3BnedeHne onpegensnu B 4 noBTopax kaxagoro obpasua. Konnyectso
aHAoreHHoro uyenoseveckoro TGF-B1 B He oborauwieHHbix obpasuax
BbluMTanNM n3 aHayeHuni oboraieHusi. Cm. Tabnuuy 5.

Tabnuua 7
O6pasey Kon-Bo Owuana3oH, CpeaHee, CraHpgapTHoOe
o6pasuoB % % OTKINOHEeHue, nrimn
ChblBOpOTKa 16 5222-13731 6723 1978
Mnasma 40 0-2644 729 389
(30TK)
Mnasva 40 908-3378 1726 578
(LintpatHas)
Mnasva 40 0-377 46 96
(renapvHoBas)

Tabnuya 5 15. NOArOTOBKA PEAIEHTOB (KPATKOE U3JTOXXEHMUE)
Bbicokoe CpenHee Huskoe 15.1 MpombiBouHLIN Gydep (1 x)
O6pasey HachbllWeHne HachblleHne HachblleHne [o6asnTb KoHueHTpaT MpombiBouHOro 6ycepa 20x (50 mn) B 950 mn
Cpen- Ownana- Cpen- Ouana- Cpen- Awnana- AVUCTUNNMPOBAHHON BOAbI.
Hee, % | 30H,% | Hee,% | 30H,% | Hee,% | 30H, % Konuuectso KoHueHTpaT Pa6ouero OWcTURNUpoBaHHas BoAa,
CbiBOpOTKa 85 83-87 97 96-99 96 92-101 cTpunos 6ydepa, mn Mn

Mnasma 90 80-114 84 74-97 82 78-85 1-6 25 475

(24TK) 1-12 50 950

Mnasma 108 96-122 92 88-95 92 88-96

(Unrpatas) 15.2 Pa6ounii 6ycpep (1 x)

Mnasma 110 98-119 87 87-110 93 87-100 KonuuecTso KoHueHTpaT PaGouero OncTunnupoBaHHas Boaa,
(renaputiosas) cTpunos Gydepa, Mn mn
CynepHaTtaHT 16 25 475

KynbTypbl 87 85-89 85 84-85 95 92-98 112 5’0 95’0

KNeTok * -

13.4 IMHEMHOCTb PA3BEQEHUA
O6pa3ubl CbIBOPOTKM, Nnas3Mbl W CynepHaTaHTa KynbTypbl KNeTok ¢
pasHbIMK YPOBHAMM YenoBeyeckoro TGF-R1 6binv npoaHannanpoBaHbl B
cepun ABYKpaTHbIX pa3BeAeHuin B 4 pennukax kaxaas. Hwke B Tabnuue
(Tabnuua 6) npuBeAeHbl pe3ynbTaThl.

15.3 BUOTUMHOBbLIN KOHbIOraT

KonuyecTtBo BVOTUHOBLIN KOHbIOTaT, MN Pa6ouun 6ycpep,
CcTpunoB Mn
1-6 0,06 5.94
1-12 0,12 11.88

15. 4 CtpentaBngnH-HRP

KonuuecTtBo KoHueHTpat HRP-kOoHBblorara, mn Pa6ouun 6ydep,
CcTpunos mn
1-6 0,06 5.94

1-12 0,12 11.88




15.5 CtaHgapT yenoBeyveckoro TGF-81

PasBectun NNOUNIM3NPOBAHHbIN yenoBe4vecKum TGF-R1 c
OVCTUNIpoBaHHon Bogdoi. (O6bEMbI pasBedeHUs ykadaHbl Ha TUKeTKe
cnakoHa co CTaHOAPTOM).
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MPOTOKOI TECTA (KPATKOE U3NTOXEHUE)

MoarotoBka: npoBecTu pa3segeHve 1:10 (20 mkn obpasua + 180
Mkn Pabouero 6ydepa), gobasuts 20 mkn 1N HCI k 200 mkn
npeaBapuTenbHO  pas3BefeHHoOro  obpasua, nepemewartb WU
MHKybupoBaTb 1 yac npu KoMHaTHOM TemnepaType, AobasButb 20
mkn 1N NaOH.

OnpepenntbCA C HEOOXOAUMBIM  KONMYECTBOM  MUKPOSTYHOUHbIX
NOMOCOK.

[MpombITb A4erikn nnaHweTa ABaxabl [poMbIBOUYHbIM Gydepom
PasbaBneHve ctaHoaptoB Ha nnaduweTte: Jlo6aBbte no 100 mkn
Pa36aButenss o6pa3uoB B s4eiiku, npegHa3HayeHHble [Ans
CraHgapToB (B aybnsix). MNunetnpoatb 100 MK NpUroToBNEHHOrO
cTaHgapTa B nMepBble JYHKM W NPUroTOBUTb pas3BedeHHble
cTaHgapTel nepemelyeHvem 100 MKN M3 NYHKW B NyHKY. YAanutb
100 MK 13 NocneaHux NyHoK.

AnbTepHaTMBHOE  pasBefeHve  cTanHgapTa B npobupkax:
nunetuposaTtb 100 MKN 3TUX pa3BefeHUin cTaHgapTa B NyHKN.
BHecute no 100 mkn Pa3zbaBuTtensi o6pasyoB B syerikn «bnaHk»,
B AyOnsx.

BHecute no 60 wmkn Pas6aButena o6pa3uoB B SYeNKu,
npegHasHauYeHHble Ans obpa3LoB.

Oobaeute 40 wMkn  ob6pasuoB B Aybnsx B s4elku,
npegHasHayeHHble Ans o6pas3LoB.

3akponte nnaHweT NNEHKOM U MHKYOMpynTe 2 Yyaca npu KOMHaTHON
Temnepatype (18 — 25°C).

MpurotoBbTe BUOTUHOBBLIN KOHbIOTaT.

Ypanute cogepxumoe s4eek W MpomowTe sderikn 5 pas
MpombiBO4YHBIM Gydhepom.

No6aebTe 100 Mkn BUOTMHOBOrO KOHBIOraTa BO BCE NYHKM.
3akpoinTe nnaHLWweT NNEHKOW U MHKYOUpynTe 1 Yac npu KOMHaTHOM
Temnepatype (18 — 25°C).

MpurotoBbTe CTpentaBuanH-HRP.

[MonHoCTLIO yaanuTe cogepXxumoe siyeek n npomonTe syerkn 5 pas
MpombiBO4YHBIM Gydepom.

[No6aBbTe no 100 mkn pasbasneHHoro CtpentaBuauH-HRP BO
BCE AYENKN.

3akpoinTe nnaHwWweT NNEHKOW 1 MHKYOMpynTe 1 4yac npu KOMHaTHOWM
Temnepatype (18 — 25°C).

[MonHoCTLIO yaanuTe coaepXxumoe siyeek 1 npomonTe sverkn 5 pas
MpombiBO4YHBIM Gycdhepom.

Brecute no 100 mkn TMB cybcTpaTta BO BCe SUENKM.

WHKkyOupy#iTe Nnpu kKOMHaTHON Temnepatype npumepHo 30 MUHYT.
No6aebTe no 100 Mk cTon-pacTBOpa BO BCE AYENKN.

OnpepenvTe oNTUYECKYHO NITOTHOCTb A4Yeek npu 450 HM.

3ameyanue: [ins o6pa3lyoB CbIBOPOTKM U KOHTPOIbHbIX 0Opas3LoB,
pa3BeAeHHbIX cornacHo MHcTpykuumn 1:30 (20 mkn o6pasua + 180
MKn 6ycbepa ansA pasBeaeHus o6pasuyos + 20 mkn 1N HCI + 20 mkn 1
N NaOH u 40 Mkn noarotoBreHHoro obpasua + 60 mkn pa6ouero
6ydepa), KOHLEHTpPaLu1Io, NONy4YeHHYI U3 KanMbpoBOYHON KPUBOM,
Heo6X0AMMO YMHOXUTb Ha COOTBeTCTByHOLWMNA Ko3acdduumneHt
pa3BepneHus (x30).
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