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FoREREIRET (CoA)

R A KeyTec® CDK4/CycD1, N-GST/N-GST;C-His
% =B PTHIO108S/P1HIOT08L b B 10 pg/ 100 pg
#t 5: K130809011 7 fE R 4 -80 °C

R & B BR: BEWzBHE, 1 FRARIETRERE (EEEFGTERE, BRREERR)
Z. Foiiiz
KeyTec® CDK4/CycD1, N-GST/N-GST;C-His EAEHT CDK4 B N iFiEE T GST %,

CycD1 89 N i%#0 C i 5EET GST # 6xHis t5%, {F/ GST EHERLEAFHET SEC Bi&H
WEARESNKS., &2 ADP-Glo AARKIE, %tk CDK4/CycD1 EHEBRSHIEEEM.,

=. YERSH

SEHERE: Uniprot: CDK4: P11802-1, M1-E303(end); CycD1: P24385, M1-1295(end)

CDK4: N-terminal GST tag; CycD1: N-terminal GST tag, C-terminal 6x

. g His tag

7 F E CDK4: 59.6 kDa; CycD1: 60.5 kDa

P == Human

®X & @A K Sf9

EBHRE 0.68 mg/mL by 0D280

EL ] E: >90% by SDS-PAGE

i & Liquid

£ W & 50 mM Tris, 150 mM NaCl, 20 mM reduced glutathione , 1T mM DTT,

0.1mM PMSF, 0.05% Brij35, 10% glycerol, pH7.5
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A: SDS-PAGE
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C: CDK4/CycD1 B§iERiE
CDK4/CycD1 £33 ADP-Glo FiERIFERESER S, ¥ CDK4/CycD1 &EH. ATP, JE¥ITE 25 °C §#5 60
min, $ABMIA ADP-Glo i HE AR N ER N ERIEEHN FLNES.

CDK4/CycD1 titration in ADP-Glo assay Palbociclib titration in CDK4/CycD1
ADP-Glo assay
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H. [BEFRY

4/CycD1 F3l

Green: GST; Black: CDK4

1 MSPILGYWKI KGLVQPTRLL LEYLEEKYEE HLYERDEGDK WRNKKFELGL EFPNLPYYID | 60
61 GDVKLTQSMA IIRYIADKHN MLGGCPKERA EISMLEGAVL DIRYGVSRIA YSKDFETLKV | 120
121 DFLSKLPEML KMFEDRLCHK TYLNGDHVTH PDFMLYDALD VVLYMDPMCL DAFPKLVCFK | 180
181 KRIEAIPQID KYLKSSKYIA WPLQGWQATF GGGDHPPKSD GSMATSRYEP VAEIGVGAYG | 240
241 | TVYKARDPHS GHFVALKSVR VPNGGGGGGG LPISTVREVA LLRRLEAFEH PNVVRLMDVC | 300
301 | ATSRTDREIK VTLVFEHVDQ DLRTYLDKAP PPGLPAETIK DLMRQFLRGL DFLHANCIVH | 360
361 | RDLKPENILV TSGGTVKLAD FGLARIYSYQ MALTPVVVTL WYRAPEVLLQ STYATPVDMW | 420
421 | SVGCIFAEMF RRKPLFCGNS EADQLGKIFD LIGLPPEDDW PRDVSLPRGA FPPRGPRPVQ | 480
481 | SVVPEMEESG AQLLLEMLTF NPHKRISAFR ALQHSYLHKD EGNPE 540
Green: GST; Red: 6xHis; Black: CycD1

1 MSPILGYWKI KGLVQPTRLL LEYLEEKYEE HLYERDEGDK WRNKKFELGL EFPNLPYYID | 60
61 GDVKLTQSMA IIRYIADKHN MLGGCPKERA EISMLEGAVL DIRYGVSRIA YSKDFETLKV | 120
121 | DFLSKLPEML KMFEDRLCHK TYLNGDHVTH PDFMLYDALD VVLYMDPMCL DAFPKLVCFK | 180
181 | KRIEAIPQID KYLKSSKYIA WPLQGWQATF GGGDHPPKSD GSMEHQLLCC EVETIRRAYP | 240
241 | DANLLNDRVL RAMLKAEETC APSVSYFKCV QKEVLPSMRK IVATWMLEVC EEQKCEEEVF | 300
301 | PLAMNYLDRF LSLEPVKKSR LQLLGATCMF VASKMKETIP LTAEKLCIYT DNSIRPEELL | 360
361 | QMELLLVNKL KWNLAAMTPH DFIEHFLSKM PEAEENKQII RKHAQTFVAL CATDVKFISN | 420
421 | PPSMVAAGSV VAAVQGLNLR SPNNFLSYYR LTRFLSRVIK CDPDCLRACQ EQIEALLESS | 480
481 | LRQAQQNMDP KAAEEEEEEE EEVDLACTPT DVRDVDIGSH HHHHH 540
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