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MUKPOTPYOOUeK

BBeaeHue

MeTtoAabl U MaTepuanbl

Cenyac Ona xuMmmoTepanuum paka u4alle BCEero MCcnonb3yTcs
BelleCcTBa, CBA3bIBAKOLWMECH C MUKPOTPYOOUKamMn 1 nogasnsarolme
NX OMHAMUKY. OTO BbI3bIBAET CUNbHbIE NOOOYHbIE 3P EKTBI, TaK Kak
nepecTpomka MUKPOTPYOOYEK HYXHA HE TOMbKO ANA AeneHus
KINETOK, HO U, Hanpumep, Ans paboTbl HEUMPOHOB. YTOOLI N3bexaTb
OaHHbIX NOBOYHbIX 3adpeKkToB, Mbl Npeanaraem 6nokmpoBaTb He
OVHAMUKY MUKPOTPYOO4YeK, a TONbKO WX B3aUMOOEWUCTBUE C
XpoOMOCOMaMn MNpu  OeneHMn KreTok. 3a 3To0  OoTBeYaeT
KNHETOXOpPHbIM  BernkoBbin  kKomnnekc NDC80, cocrtosawmn wu3
yeTbIpex cyobeanHuu: Ndc80, Nuf2, Spc24, Spc25.

[ Ndc80 (642 aa)

Nuf2 (464 aa)

Bl Spc25 (224 aa)

[ Spc 24 (197 @a)  Giferri et al., Cell 2008

MeTogomM MONEKynaApHoOro AokuHra 6birio npoBepeHo okono 60
TbiCAY BellecTB U3 6a3bl HaunoHanbHoro nHctmutyTta paka CLUA. U3
HUX OblNno oTobpaHo 40, KoTopble, COrnNacHO pacyeTam, OOIMKHbI
cBa3biBaTbcd ¢ NDC80 B MecTe ero coeguvHeHuss C
MUKPOTPYBHOUKON.

JKcnepuMeHTanbHas npoBepKa CNoCcobHOCTU HEKOTOPbIX
OTOOpaHHbIX HaMK BelwecTB OnokupoBaTb B3aMMOOEWNCTBUE
NDC80 n MukpoTpybou4ex.

Ona pgoctuxkeHnsa 9Tonm uenu Obiv  NoCcTaBrfeHbl  crieaylowne

3aauu:

1. Bbigenutb pekomobuHaHTHbi Komnnekc NDC80-GFP un3 kneTtok
E.coll.

2. Metogom  TIRF-mukpockonun npoBepuTb  CBSA3bIBaHUE
MUKPOTPYHOUKON B NPUCYTCTBUN N OTCYTCTBUN MHIMOUTOPOB.

NMNony4yeHune NDC80

TpaHcdopmMmupoBanu E. coli nnasmmaon,
cogepxaluen reHbl xumepHoro benka NDC80-GFP-
oHis (panee - ueneBoW) NO4 KOHTPONEM
npomoTopa Lac - onepoHa M reH yCctou4mBOCTU K
aHTUONOTUKY.

BoipawmBann ©0aktepun B XKWOKOW cpede cC
aHTUbMoTnKkomM ansa otbopa TpaHCHPOPMUPOBAHHLIX
baktepun u c IPTG pgna akcnpeccun uUeneBbIX
benkos.

Insanposanu 6aktepuin u BeIAENNIN CMECH
PacTBOPUMBIX BESIKOB.

Bbiaenunu uenesble

Oenku ¢ NoOMoLL b

adpPprHHOU

XpomaTtorpadgpuu

Ha KOJIOHKe

c Ni-NTA-araposoun.

AuHHas
Xpomamoezpaus

Onpegenunu coaep)aHne ueneBbiX OenkoB B
NONYyYEeHHbIX dopakumax C MOMOLLbIO
cnekTpodoToMeTpun Ha AanuHax BOMH 280 HM
(COOTBETCTBYET apoMaTUYECKUM aMMHOKUCIIOTaMm)
n 488 Hm (cooTBeTcTByeT GFP).

Onpeoenunn  4YUCTOTY  MOMYYEHHbLIX  LENeEBbIX
6enkoB C NOMOLLLID AeHaTypupyrowero 6enkoBoro
renb-anektpodopesa (SDS-PAGE)

Pe3ynbTaTthbl

N3yyeHue BNNAHNUA NOTEeHUNaNbHbIX MHFTMOUTOPOB Ha
cBsA3biBaHue NDC80 ¢ mukpotpydoukamm

e Cobpanu kamepbl NPOTOYHOW MUKPOCKONUN. Kamepa NMMEET TOHKYIO

MPSAMOYTrOSbHYHO MOSTIOCTb U TPYDOUKM AS1 OTTOKA U MPUTOKA XUOKOCTMU.
[TOKpOBHOE CTEKIO

MOKPbLITO CNOeM

rmgpodobHoro BellecTsa. P

[lbomoyHas Kamepa

[logrotoBunM Kamepbl AOns1  MWUKPOCKOMUM  MOJSIHOrO  BHYTPEHHErO
oTpaxeHuss (TIRF). Ons aTtoro wWHKYOuMpoBanu Kamepbl CHavarna ¢
PacTBOPOM aHTUTEN K MUKpPOTpybouykam, 3aTeMm C Onokatopom Ang
3allUMThl y4aCTKOB, Ha KOTOpble He cenu aHTuTena. locne atoro noganu
B Kamepy bydep ¢ MUKPOTPYyDOoUYKamMun, KOTOpPbIE CENU HA aHTUTeNa.

® |El,J'IFI KaxXgoro u3 ndtm norteHunaribHbIX I/IHFI/I6I/ITOpOB npoBesin

9KCNEPUMEHT:

o Kamepy npombiBanun dydepomMm Ans CbEMKK, MNOCe 4Yero B Kamepy
nogaBanu pactBop 6enka NDC80-GFP. ®wukcupoBanun spkocTb
MUKpoTpybouek. Yem dpuye - Tem Oornblle 6enka cBA3anocb C
MUKPOTPYybOoUKamu.

o CHoBa npombiBanuM Kamepy, U B Hee CHOBa nopdaBanu pacTBOpP
benka NDC80-GFP, Ho ¢ pobaBneHuem pacTBopa WUCCeayemMoro
BewlecTBa. PmkcupoBann ApKOCTb MUKPOTPYOOUEK.

o [lony4yeHHble poTorpadum obpabaTtbiBanu B nporpamme Fiji Imaged.
Ha ocHoBaHMM cCcpaBHEHUSI CpPedHEN SIPKOCTU MUKPOTPYybo4eKk C
MHIMOUTOPOM N 6e3 HEro caenanu BblIBOA O BNUAHUN UHIMOUTOpPA Ha
cBasbiBaHne NDC80 ¢ mukpoTpyboukamum

@ Bbiaenunu 6enok NDC80-GFP un3 knetok E.Coli.

@ Onpegoenunn KoHuUeHTpauuto OenkoB B npobe 3
MeToaoM crnektpodotomeTpum no dopmyne: C=A/LE, 5 /=
roe. C-koHueHTpauus 6ernkos, L-nyTb ny4dya B KIOBETE Ny

(L=1 cm), E-koadppumumeHT IKCTUHKUMN (E,5,=95285 M-
lem'n E 44=44000 M-"cm™' ), A-nornowenne. [nga Genka
TpeTben  pakunm  A,5,=0.087, A,53=0.021, yTO
COOTBETCTBYET KOHUeHTpauuu ¢ = 1.14MkM

¥

@ MccneooBanu nonydeHHble Qpakuun MeTtogom arnektpodoopesa (MonekynapHasd

Macca cyobeaunHuy, uenesoro denka 73 n 29 k[a)
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KOHMposb  uHaubumop

@ C nomowpbto  TIRF-mukpockonuu  npoBepunin - 5
nHrmbmntTopos wn3 Ton-40 BeuwecTB-kaHangaToB ©06asbl NCI,
npeackasaHHbIX JOKUHIOM.

KonnyectBeHHO obpaboTtanu curHanbl WUHTEHCUBHOCTU
ceevyeHnss NDC80-GFP Ha mukpoTpyboykax B MPUCYTCTBUU U
OTCYTCTBUN UHTMONTOPOB.
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BbiBOAObLI

1. BewecTtBa nog Homepamu 1, 2, 4 n 6 He NoKasanu AOCTOBEPHOro BJIMSAHUA Ha CBSA3biBaHUe
MUKpoTpyoouek u NDC80.

2. BewectBOo HOMep 3 nunbo ycunuBaeT cBAA3biBaHMe MUKpoTpybouek m NDC80, nubGo MHbIM
ob6pa3omMm ¢ HUMU B3aumoaeucTeyeT. Ero cBoucTtea TpedbyroT 6onee noapoObHOro n3yyeHus.

3. BoaM0OXHO, Ha OCHOBe BelwecTBa HOMep 3 MOXeT ObiTb CO34aHO CpPeaACTBO XUMMUOTepanuu
paka bornee 6e3onacHoe, YeM TPaaAULMOHHbDbIE.
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