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GM-C28271 H_EGFR(L858R-T790M)BAF3 Cell Line 5E6 Cells/mL 1%  -196°C
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H. EGFR RAAEZFhHIR NI, FlIanAR Naitse . UM 25 A Sk SR 4
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20 B2 5 TR I RPMI 1640+10% FBS+1% P.S

A ARG TR RPMI 1640+10% FBS+1% P.S+0.25 pg/mL Puromycin

B R A 90% FBS+10% DMSO

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

2. WGRIREM HER
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
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
CellTiter-Glo Luminescent Cell / Promega/G7572
Viability Assay
Osimertinib (AZD9291) 10 mM (1 mL in DMSO) Selleck.cn/S7297
Erlotinib (OSI-774) 10 mM (1 mLin DMSO) Selleck.cn/S7786
Afatinib (BIBW2992) 10 mM (1 mL in DMSO)  Selleck.cn/S1011
40 Anti-EGFR HiA[E235] 40 pL Abcam/ab32077
EIRE

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L
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EGFR(L858R-T790M) BaF3 Cell Line ZH & 75

3TPCKI BTG FR3E, TR (56 A B 9538 S mL % 15 mL B0
R R A AT RSO 37°CHELIR K VYA, 464 R T2 5 K T LA TS
e et

P 70% 2. B KR AE R S LU 5 Y ) J U o 6 260 2 AR BRI £ TPl A7
EHARSREREPER O KHEOE T, BEIES, 1000 rpm, &0 3min, ff
PR, 7 L.

{56 1 mL SE Ak ARV, TTER #4460 et T A
VAT G i 5 2 3 3-5 x 10 cells/mL, KA 2 1-2 4> T25 1 (3-5 mL,

BEFRHAA 25 em?), RIS TE.
EGFR(L858R-T790M) BaF3 Cell Line AL

HEFFAN AR 25 FEAE 3.5-4.5 % 10% cells/mL, 440Kk A # 1-1.2 % 106 cells/mL
BEATARA 1 AR 3-1 465, 2-3 RAG, ANZLLHIREH 1.4 < 10° cells/mL, HEFAE
H T25 JEATAARKE 7%, o ml a5 ) A AR 2

ANy I, AN G (302 ] W RSB A . A A 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 .

ARG AR e B TR BRAE, —RAE 7-10 KA AT HALRIRRE (5 1 42
24+ 8 /NI, HARAE 20 RZ N RERE IR IF H ThBE . BYBHIN — R AHIEE 7E 95%.

EGFR(L858R-T790M) BaF3 Cell Line 4447

{1000 rpm, 3 min 250U LR .

i FRA NI AZ T (90% FBS + 10% DMSO) 4L, 40 % FEIHE N 5 % 10
cells/mL, & 1 mL 7 %& 40 M A7+

FRET, ENhdE, MEAEE THERRET, -80°CTRAEZED 1R, R
PR EmE .
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BEVE B R, T AR SE, #E# H_EGFR(L858R-T790M)BAF3 Cell Line 4
B4 1 x10%cells/fL.. Ayks256:44 Fi Osimertinib. Erlotinib. Afatinib /£ B 142454, Conc.01
WREN 15 uM, 8 fEbhERRE, LA Osimertinib 2547445, Conc.01-Conc.9 43 B HEAi £ B2-
B10, B11Jy 0 kXS, JAHEfLINA 100 uL PBS, AR 1EFLAK .

BARARHAT R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
3.66 457.76 57.22
Osimertinib PBS PBS
Erlotinib PBS PBS
Afatinib PBS PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) IoRES IR

a) SEIGHET 1-2h, HANMMER IR ECH, BRI, {FH Assay Buffer i )5
R, a2 B v T AL B LA Assay Buffer R4 Mgy B 2 <105 cells/mL.
PAFERGTN 50 pL guffe/fL= AL, I E RIFLIN 100 pL PBS. % B, Tisad

%6 o
b) A 1ANEE 96 LV RIRHE & 2R RE .
c) ANFE 2%, {EH—4T (40 B2-B10) . BHEECE
LB S fili il BEK ic, & 7542
Osimertinib 10 mM 1 mM HY 2 uL f##i+18 uL Assay Buffer
Erlotinib 10 mM 1 mM HY 2 uL f##i+18 uL Assay Buffer
Afatinib 10 mM 1 mM HY 2 pL fif#%+18 pL Assay Buffer
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d) 96 fL V JEtkH, MMA Assay Buffer, &AL TR, 1 B2 fLAIA 61 puL Assay
Buffer, B3-B11 L, M 55 uL Assay Buffer.
e) R FEMRR AR IIRE SRR, IR EE —MER R BEAL T (1 B2 Hii 1.89 uL
Osimertinib) , &%,
EL R | BRRERRREIL, HUOARITLII 7.9 uL , AL
1 2 3 4 5 6 7 8 9 10 11
1.89 uL
VN 61 L 55 uL 55 uL 55 uL 55 uL 55 uL 55 pL 55 uL 55 uL 55 uL
Osimertinib
1.89 pL Erlotinib | A
1.89 uL Afatinib | A

9)
h)
i)
)
k)

LA Osimertinib Jyfil, ME—ANBEEEFMRESL B2 HIRIEL 7.9 uL, DIAEIEE — B
1L B3, AR

PASLRHE, B2 9 MEEMRAL.

KPR a A LA

N B h #E 20 PR EERREI,  BE4L 50 pLo

# FMREE, T 37°C CO2 BiFrfh#Ea: 72 h,

fili 1 CellTiter-Glo i 5 2 PRSI &, A (e

2) WIFZS R

% of surviving cells

H_EGFR(L858R-T790M)BAF3 Cell Line 1C50

1201 - Osimertinib 0.009360
100- -&- Erlotinib 11.67
-~ Afatinib 1.052

Logyg[Sample] (M)

Fig 1. H_EGFR(L858R-T790M)BAF3 Cell Line {#ff] Osimertinib. Erlotinib. Afatinib 5G40 R . #E

e TEAME b= (hnZgfL-assay buffer L) / (AShnZg{L-assay buffer £1)
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Fig 3. H_EGFR(L858R-T790M)BAF3 Cell Line {5/ E 2 Anti-EGFR #i{&[E235] (Abcam/ab32077) WB &
L4,
S1: BAF3; S2: H_EGFR(L858R-T790M)BAF3 Cell Line

B3k 2: Sanger MF 4 HE

[tgcagctcatcacgcagctcatgcccttcgt gatcacagattttgggctggccaaactgctgggtyg
=+ } t } t } =+ - =+ } =+ } t
acgtcgagtagtgcgtcgagtacgggaagct ctagtgtctaaaacccgaccggtttgacgacccac
L 1 1 , 790 \ ) L 795 \ . 855 \ ! , 860 1 1
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400 390 380 0 200 190 180

Fig 4. H_EGFR(L858R-T790M)BAF3 Cell Line il FF 45 &

TR (B HIRAR Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

91710



Genomeditech (Shanghai) Co.,Ltd.

((/} Eﬁfﬂﬂﬁ Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

5 P AT TR

RV LV AT AR R T R, O R AN ELE RN TR T P AT RORCRI R T 4R AV T
N FEAEYR R EVERIAOR, AR, AL GRS R P YT AR BT AL

BT ARV RT 7 2 8], vl 7 AN e MR T B R . BOF R TR S, 2R
B A DAL T AR R R AR eI . BT BTAEHL . BRRE. K2sUEMIRG
AR w5 =7 AR T ANV T N BIWE T H BT A6

PRGBS 5 A R

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

10 / 10



