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Y 5 D5 R Rk RPMI 1640+10% FBS+1% P.S

A ARG TR RPMI 1640+10% FBS+1% P.S+0.25 pg/mL Puromycin
A0 MR AR TR A 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+10% FBS+1% P.S

2. WFEMHER

R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Thermo/10099141
RPMI 1640 500 mL Viva Cell BIOSCIENCES/ C3010-0500
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene 96-well Corning/3912
Not Treated Microplate
GMTiter™ Luminescent Cell Viability / Genomeditech/GM-040504
Assay
Osimertinib (AZD9291) 10 mM (1 mL in DMSO)  Selleck.cn/S7297
Erlotinib (OSI-774) 10 mM (1 mL in DMSO)  Selleck.cn/S7786
Afatinib (BIBW2992) 10 mM (1 mL in DMSO)  Selleck.cn/S1011

EGFR-IN-7(TQB3804)

10 mg

BioChem Partner/BCP34208

EGF Receptor (C74B9) Rabbit mAb 100 pL

Cell Signaling/C74B9

VE: AR R4 Complete Growth Medium 7-P (Cat. GM-042176 B £% e 485 93, Hodh &4 1
WP RAERKE T, TFRASNEATERIN AT B v I $ 4 78 2 10 F AR AL 1 2

BB
Equipment Manufacturer/Catalogue No.
AT ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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1. H_EGFR(Del19-T790M-C797S) BaF3 Cell Line 20 & 75

a) 3TPCAKVRRTIAE TR, I TIHE 155 4 763 5 mL % 15 mL B0

b) AR A RO 37T KR, e AN RIS 25K T BA T AR
WA Sh Z AL

¢)  FH 70%Z. B RAE A S LU RIS Y J LR . 2E 2B 2 AR s £ oA 77
EHRARSREREPER o KNEOE T, BEIES, 1000 rpm, &0 3min, ff
PRIV, 3.

d) A | mL Se AR AR, ATER A R G I e L MR A

e) HEIHAME B 3-5 x 10° cells/mL, FFAMRERFEFNIE 1-2 /> T25 F1 (3-5 mL,

BEFRTHEIRA 25 om?), BRI
2. H_EGFR(Del19-T790M-C797S) BaF3 Cell Line 4 ff&4%,

Q) HEFFHMIE RN R BEAE 3.5-4.5 x 105 cells/mL, 4ZH MUK EEIA S 1-1.2 x 106 cells/mL i
BEATARA 1 AR 3-1 465, 2-3 RAG, ANZALHIKREH 1.4 < 10° cells/mL, HE#fE
F T25 MEATAAREE 5%, tnld s v B st A A AR5

b) ZYHNE N ETFAN, AU HEREA ) R HBGE ] XA HRSBOVE . AT
LB B2 I REFR IR T R I H i B R, AR AT S SR B NN T25 B53R i
Hh Ak SR IR .

C) ARG FAEE 5 A TR ERLE, —BAE 7-10 REA . HARIASE g 502
24+ 8 /NI, HARAE 20 RZ N RERE IR IF H ThBE . BYBHIN — R AHIEE 7E 95%.

3. H_EGFR(Del19-T790M-C797S) BaF3 Cell Line #1417

a) ] 1000 rpm, 3 min B O

b) A TRA NI4T (90% FBS + 10% DMSO) H B4, 4 E %N 5% 106
cells/mL, & 1 mL 7 %& EI40 M A7
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BRIl AL, BT A28, #EFE H_EGFR(Del19-T790M-C797S) BAF3 Cell Line
YN 1 = 10% cells/fL. AIKSZEGdF] Osimertinib (437 499.61) . Erlotinib (41
393.44) . Afatinib (715 485.94) . TQB3804 (4> T& 694.60) F NBHIEZ5%), Conc.01
ZIREES 10 uM, 4 fEEREERRRE, L Osimertinib 254 4151, Conc.01-Conc.9 43 I HEA £ B2-
B10, B11Jy 0 ¥kEEXSHE, JAHEfLINA 100 uL PBS, AR 1EFLAK .

BARARHAT R

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
Osimertinib PBS PBS
Erlotinib PBS PBS
Afatinib PBS PBS
TQB3804 PBS PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) nEeB R
a) TESEIGRT 1-2 h, KA IR, B CESE, AE R E e R
YN, A IAME SR, DA e IR AR R A R R 2 < 10° cells/mL.
PAFIFAE N 50 pL gaf/fLZE Al fL. J& EIFI4LI0 100 uL PBS. i BARR:, T-AE
mHEMH.
b) A 1ATCR 96 LV ERARAE R 2GRS .
c) EFEAMFMZY), 4T (W1 B2-B10) .
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d) BREERE
2R it R fic 8 7%
Osimertinib 10 mM 1 mM HY 2 pL fi##i+18 pL Assay Buffer
Erlotinib 10 mM 1 mM HY 2 pL fif#i+18 pL Assay Buffer
Afatinib 10 mM 1 mM HY 2 pL fif#i+18 pL Assay Buffer
TQB3804 10 mM 1 mM HY 2 uL fif#%+18 pL Assay Buffer
e) 96 7L VM, M Assay Buffer, #FLAFL FZ, 1 B2 FLIIA 71.87 uL Assay
Buffer, B3-B11 L, A 55 uL Assay Buffer.
) RECAFERR AR IRE G BRI BIEE — MR REAL T (G B2 Him 1.47 uL
Osimertinib) , J&%J.
S| BORERRETL, MU 1833 pl, IAIKTL | x|
1 2 3 4 5 6 7 8 9 10 11 12
1.47 uL
AR 0N
Osimertinib
71.87
1.47 uL Afatinib | fIA
1.47 uL
TQB3804
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LL Osimertinib i, MEE—ABAEEFIBEFL B2 FRIRAL 18.33 uL, HIAFIEE A/
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PLULRHE, HAH 9 MBEMFIL (B10. C10. D10. E10) .
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Fig 1. H_EGFR(Del19-T790M-C797S) BAF3 Cell Line 1i#iJfl Osimertinib. Erlotinib. Afatinib. TQB3804 #1ji
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Fig 2. H_EGFR(Del19-T790M-C797S) BAF3 Cell Line 1 # 41 EGF Receptor (C74B9) Rabbit mAb (Cell
Signaling/C74B9) ik WB 36iE45F . S1: BAF3; S2: H_EGFR(Del19-T790M-C797S) BAF3 Cell Line
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Fig 3. H_EGFR(Del19-T790M-C797S) BAF3 Cell Line il ¢ 45
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