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FoREREIRET (CoA)

R A KeyTec® CDK3/CycE1, N-GST/N-His
&% S: P1HI0022S/P1HI0022L # 1%: 10 pg/100 pg
#t s G130522011 7 F & #: -80 °C

R & B BR: BEWRzBEE, 1 FRARIETRERE (EFEEFGTRE, B8R2REARR)
Z. Foiiiz

KeyTec® CDK3/CycE1, N-GST/N-His EHEHT CDK3 # N imE#E T GST fr& K& TEV @'ew]
fiIsR, CycE1 B9 N imi&ERE T 6xHis 5%, R GST EMENAEAHET SEC BiENHELR

. SEC-HPLC £ R T/~ CDK3/CycE1 ERAEBRRDPASERIK, &3 ADP-Glo FEBKIE, ﬂtt
X CDK3/CycE1 EHEBREIEEFL,

=. YERSH

S E B F%l: Uniprot: CDK3: Q00526, M1-H305(end); CycE1: P24864,M1-A410(end)

7 & CDK3: N-terminal GST tag; CycE1: N-terminal 6xHis Tag

7 F E CDK3: 61.7 kDa; CycE1: 48.1 kDa

o I Human

x® X @A HK: sSf9

5 R E: 1.27 mg/mL by 0D280

“ E: > 85% by SDS-PAGE

i S Liquid

& & 50 mM Tris, 150 mM NacCl, 20 mM reduced glutathione , 1 mM DTT,

0.05% Brij35, 10% glycerol, pH 7.5
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https://www.uniprot.org/uniprotkb/Q00526/entry
https://www.uniprot.org/uniprotkb/P24864/entry
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A: SDS-PAGE
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B: SEC-HPLC
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C: CDK3/CycE1 B§;EIRAE

CDK3/CycE1 &3¢ ADP-Glo i WiE B REERS. % CDK3/CycE1 EH. ATP. [&R¥I7E 25 °C ¥E 60
min, RSN ADP-Glo i®FIH{E B EE TR AL F & AR HIEEUA X
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Staurosporine titration in CDK3/CycE1l
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Green: GST; Red: TEV; Black: CDK3
1| MSPILGYWKIK GLVQPTRLLL EYLEEKYEEH LYERDEGDKW RNKKFELGLE FPNLPYYIDG | 60
61 | DVKLTQSMAI IRYIADKHNM LGGCPKERAE ISMLEGAVLD IRYGVSRIAY SKDFETLKVD | 120
121 | FLSKLPEMLK MFEDRLCHKT YLNGDHVTHP DFMLYDALDV VLYMDPMCLD AFPKLVCFKK | 180
181 | RIEAIPQIDK YLKSSKYIAW PLOQGWQATFG GGDHPPKSDE NLYFQGSMDM FQKVEKIGEG | 240
241 | TYGVVYKAKN RETGQLVALK KIRLDLEMEG VPSTAIREIS LLKELKHPNI VRLLDVVHNE | 300
301 | RKLYLVFEFL SQDLKKYMDS TPGSELPLHL IKSYLFQLLQ GVSFCHSHRV [IHRDLKPQNL | 360
361 | LINELGAIKL ADFGLARAFG VPLRTYTHEV VTLWYRAPEI LLGSKFYTTA VDIWSIGCIF | 420
421 | AEMVTRKALF PGDSEIDQLF RIFRMLGTPS EDTWPGVTQL PDYKGSFPKW TRKGLEEIVP | 480
481 | NLEPEGRDLL MQLLQYDPSQ RITAKTALAH PYFSSPEPSP AARQYVLQRF RH 540
Green: 6xHis; Black: CycE1l
1| MGHHHHHHMP RERRERDAKE RDTMKEDGGA EFSARSRKRK ANVTVFLQDP DEEMAKIDRT | 60
61 | ARDQCGSQPW DNNAVCADPC SLIPTPDKED DDRVYPNSTC KPRIIAPSRG SPLPVLSWAN | 120
121 | REEVWKIMLN KEKTYLRDQH FLEQHPLLQP KMRAILLDWL MEVCEVYKLH RETFYLAQDF | 180
181 | FDRYMATQEN VVKTLLQLIG ISSLFIAAKL EEIYPPKLHQ FAYVTDGACS GDEILTMELM | 240
241 | IMKALKWRLS PLTIVSWLNV YMQVAYLNDL HEVLLPQYPQ QIFIQIAELL DLCVLDVDCL | 300
301 | EFPYGILAAS ALYHFSSSEL MQKVSGYQWC DIENCVKWMY PFAMVIRETG SSKLKHFRGV | 360
361 | ADEDAHNIQT HRDSLDLLDK ARAKKAMLSE QNRASPLPSG LLTPPQSGKK QSSGPEMA 420
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