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FoREREIRET (CoA)

& Z: KeyTec® BTK[T474S], N-GST
iy =% PTHI0012S/P1HI0012L # 1% 10 pg/ 100 pg
fit = K130506011 F i F & -80 °C

* B 8 MR: BEWRZAE, 1 FRARIEFREE (EFEEFETRE, BRREKR)

—. Foiibi

KeyTec® BTK [T474S], N-GST EHE RN N ixiEE T GST 5%, EA GST EMER/LFHE
T SEC BIEMHEAREIRT, SEC-HPLC R B/R BTK [T474S|EREBRRP A _RIK, &3
TR-FRET /3&5MIE, iZ#itik BTK [T474S|SHEG RSN EM,

=. YERSH

SEBES5: Uniprot: Q06187-1, A2-5659(end), T4745

5 N-terminal GST tag

S
-

7 F B 101.9 kDa

o I Human

X E AR Sf9

5 R E: 0.44 mg/mL by 0D280

EL ] E: >90% by SDS-PAGE

i S Liquid

PR 20 mM Hepes, 300 mM NacCl, T mM DTT, 0.1 mM PMSF, 10% Glycerol,

0.05% Brij-35, pH7.5
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A: SDS-PAGE
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B: BTK [T474S] E&§;EIRiE
BTK [T474S]232 TR-FRET A EWiF B RESEIRS . 48 BTK [T474S]EH. ATP. JE¥ITE 25 °C 8 60 min, %
JEIA TR-FRET it# 25 °C #5E 60 min, {ERERXE) TR-FRET #2321%EH 665/620 tLiE.,
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BTK [T474S] F5

Green: GST; : Mutant site; Black: BTK [T4745]

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 GAAVILESIF LKRSQQKKKT | 240
241 | SPLNFKKRLF LLTVHKLSYY EYDFERGRRG SKKGSIDVEK ITCVETVVPE KNPPPERQIP | 300
301 | RRGEESSEME QISIIERFPY PFQVVYDEGP LYVFSPTEEL RKRWIHQLKN VIRYNSDLVQ | 360
361 | KYHPCFWIDG QYLCCSQTAK NAMGCQILEN RNGSLKPGSS HRKTKKPLPP TPEEDQILKK | 420
421 | PLPPEPAAAP VSTSELKKVV ALYDYMPMNA NDLQLRKGDE YFILEESNLP WWRARDKNGQ | 480
481 | EGYIPSNYVT EAEDSIEMYE WYSKHMTRSQ AEQLLKQEGK EGGFIVRDSS KAGKYTVSVF | 540
541 | AKSTGDPQGV IRHYVVCSTP QSQYYLAEKH LFSTIPELIN YHQHNSAGLI SRLKYPVSQQ | 600
601l | NKNAPSTAGL GYGSWEIDPK DLTFLKELGT GQFGVVKYGK WRGQYDVAIK MIKEGSMSED | 660
661 | EFIEEAKVMM NLSHEKLVQL YGVCTKQRPI FIIIEYMANG CLLNYLREMR HRFQTQQLLE | 720
721 | MCKDVCEAME YLESKQFLHR DLAARNCLVN DQGVVKVSDF GLSRYVLDDE YTSSVGSKFP | 780
781 | VRWSPPEVLM YSKFSSKSDI WAFGVLMWEI YSLGKMPYER FTNSETAEHI AQGLRLYRPH | 840
841 | LASEKVYTIM YSCWHEKADE RPTFKILLSN ILDVMDEES 900
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