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FoREREIRET (CoA)

& Z: KeyTec® EGFR[d746-750/T790M/C797S], N-GST
iy =% PTHIOT21S/P1HIOT21L # 1% 10 pg/ 100 pg
fit = G131010021 F i F & -80 °C

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

Z. Fomifid
KeyTec® EGFR[d746-750/T790M/C797S], N-GST EHZEHHI N IHiEET GST 5, FH

GST EMAO B, &3 TR-FRET /55A89303E, % #tik EGFR[d746-750/T790M/C797S|&H
BAERSHEEEN.

=. YERSH

S E B RFE Uniprot: P00533-1; R669-A1210(end), d746-750, T790M, C797S

7 5. N-terminal GST tag

9 F B 87.2 kDa

b B: Human

® & @A K 59

= xR E: 0.42 mg/mL by 0D280
“ E: >90% by SDS-PAGE

i = Liquid

i & 50 mM Hepes, 150 mM NaCl, T mM DTT, 10% Glycerol, 0.05% Brij35, pH7.5
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60— ™= 1 1 g EGFR[dT46-T50,TT90MCT975]
45— = 2 3 pg EGFR[AT46-750/TT90M/CTETS]
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B: EGFR[d746-750/T790M/C797S] B§iERiE

EGFR[d746-750/T790M/C797S] £ TR-FRET /535 KIE B/RE6ERS . & EGFR[d746-750/T790M/C7979]
EH. ATP. JE¥ITE 25 °C 58 60 min, #AEAMA TR-FRET %I 25 °C §¥E 60 min, {EHEIRE TR-FRET
FEHRIEEY 665/620 LL1E,

EGFR[d746-750/T790M/CT97S] titration Afatinib titration in
in TR-FRET assay EGFR[d746-750/T790M/C797S] TR-FRET assay
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EGFR[d746-7

/T790M/C797S] %l

Green: GST; Red: TEV; : Mutant site; Black: EGFR[d746-750/T790M/C797S]

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 ENLYFQGSRR RHIVRKRTLR | 240
241 | RLLQERELVE PLTPSGEAPN QALLRILKET EFKKIKVLGS GAFGTVYKGL WIPEGEKVKI | 300
301 | PVAIKTSPKA NKEILDEAYV MASVDNPHVC RLLGICLTST VQLIIQLMPF GILLDYVREH 360
361 | KDNIGSQYLL NWCVQIAKGM NYLEDRRLVH RDLAARNVLV KTPQHVKITD FGLAKLLGAE | 420
4217 | EKEYHAEGGK VPIKWMALES ILHRIYTHQS DVWSYGVTVW ELMTFGSKPY DGIPASEISS | 480
481 | ILEKGERLPQ PPICTIDVYM IMVKCWMIDA DSRPKFRELI IEFSKMARDP QRYLVIQGDE | 540
541 | RMHLPSPTDS NFYRALMDEE DMDDVVDADE YLIPQQGFFS SPSTSRTPLL SSLSATSNNS | 600
601 | TVACIDRNGL QSCPIKEDSF LQRYSSDPTG ALTEDSIDDT FLPVPEYINQ SVPKRPAGSV | 660
661 | QNPVYHNQPL NPAPSRDPHY QDPHSTAVGN PEYLNTVQPT CVNSTFDSPA HWAQKGSHQI | 720
721 | SLDNPDYQQD FFPKEAKPNG IFKGSTAENA EYLRVAPQSS EFIGA 780
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