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BBEOEHUNE

Kpuctannorpadgusa 6enka — metof pacluMdpPoOBKN TPEXMEPHOU CTPYKTYPbI MakKpOMOSEKYIT, TaKUX Kak Oenkm n HyknemHosble KNCIoTbl. OH
NO3BOSIAET NOHATb MEXaHN3M OENUCTBUSA MOSIEKYIbI HA aTOMHOM ypoBHe. Kpuctannorpadus BKIOYaeT HECKOMbKO 3TarnoB:
KnoHupoBaHue > 3Jkcnpeccus benka OuuncTka berika Kpuctannusauuns 6enka PeHTreHOCTPYKTYPHbIN aHanu3 berka

PE3YJIBTATDbI

TecToBbl € DEnKu:
EIAV RT - obpaTtHasa TpaHckpunTasa peTpo-Bupyca XUBOTHbIX
SUMO protease — BbicokocneundpunyHaga npoteasa 4acto Ucnonb3yemasi npm O4YNCTKN DESKOB

TpaHcopmMaunua KOMMNETEHTHbI X OuuncTtka 6enkoB ¢ nomoLbto Ni-NTA KONMOHOK
knetok E. coli, RIL n Magic

M — mapkepbl M eKynﬂpHorcxaeca benkos
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' =57 L1 — cyMMapHbIi KNETOYHbIV Nnsar
~ kO L2 — pacTBopumas thpakuus 6enkos

NB — dopakyma 6enkoB He CBA3ABLLNXCS C KONTOHKOM

W2 — npombiBKa 6

ll " o E — antonposaHune

— p— 3 300mM pacTBopoil
RIL SUMO nporeasa SUMO Protease EIAV EIAV(SL)RT ~ SUMO ‘
(FL) RT Protease

Kpnctannunsauma 6enkoB Oblna npoBeaeHa ¢ nomouwsbto Hampton
screens “Crystal screen”, “Crystal cryo” u “Index1”:

JInzounm, RNAse H(otgenbHo 1 B komnnekce ¢ rubpunagom PHK-OHK)
Jlnsoumnm

RNAse H/

pa

M MMugasona

loCTpOoeHne TpexmepHou CTPYKTypbl RNA
rubpuaom PHK-OHK c I/ICI'IOJ'Ib30’%8HI/IGM

PaHee He nccnegoBaHHble Denkun:

UvrC — rnaBHas Hykneasa cuctembl penapauumn OHK y baktepun

TnsB — katanutnyeckasa cyobeguHuya dakrepruansHOU TRaHcno3asb! F

PAN2-PAN3 — HyKkneasHbIli KOMMMEKC YernoBeka perynnpyr %ﬁ aKkcrnpeccuto bernkos, yaanas nonn-A koHely mPHK
7

Blv — obpaTHaga TpaHcKkpunTasa Obl4bero Bupyca fiemke OumcTka 6enKkoB ¢ MOMOLLbI0 KOMO TA arapo3oif
TpaHcchopmauusa KOMNETEeHTHbIX KNeTOK : MLTL2ZNBW1W2E L1.L2 NBWT W25 |2 M| L1L2 NB W1 W2
E. coli, RIL, BL21 n STAR. klal =&+ . Ee
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Re (RIL)

Kpuctannsl 21)

(1,5 M cynbdat ammOH
pH 8.5 20% rnuue

Denkamu

BbiBOAbI : A) no pa6ote ¢
)BIITN TPAHCOPMUPOBAHbLI B KNETKU

. [lnasmuabl TECTUPYEMBIX D€
knetkn E. Coli BL21* n RIL.
2 dKcnpeccus bbina nonyveHa np
npoTeasa He SKCcnpeccupyeTcsd B
. EIAV 1 SUMO 6binu ounLeHbl Ha Hi
«.  Kpuctannsl nusounma n RNAse H oIl
YyCMOBUIA ANdA KpUcTannuaaumm 6enkos
. Mopenb RNAse H Obina nony4yeHa ¢ noMOLLIE
N30bpaxxeHnsa CTPYKTYypbl 6enka obinu caenaxsbl

37°C c uHgykumnen 0,1 mM IPTG.
&IH 1 O4NLLEH Ha HUKENeBOW KOMOHKE.
I 9KCnpeccmpoBaH, HO oka3sarncs

SMPEeCCUpPOBaAH B KIeTKax U pe3yrbral O4YUCTKA

NPECCMPOBaH, HO OKa3arncsi HePacTBOPUMbIM.
OblN 9KCNPECCUMPOBaH.

PCTa 7 dLLNA HOBbBbIX OeJIKOB DBeJlada K MOPMNPOBAHUIO
ikpokpuctannos Pan3 u kpuctanna EIAV RT.
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