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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

EGF Receptor (C74B9) Rabbit mAb 100 pL Cell Signaling/C74B9

vE: AR A Complete Growth Medium 7-P (Cat. GM-042176 )l f5 5 4355 5L, Hrh &6 i .
WA T4, TR FATR I B . 40 M B i 70 2 1078 7R A et 1 2% A

B
Equipment Manufacturer/Catalogue No.
AT ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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EGFR(T790M-L861Q) BaF3 Cell Line 40X 75
3TCCKIBATIAEE IR AL, IMANTIIAE 178 257748 S mL 2 15 mL B5.0% .

MR R R VA7 A M S SR RN 37°CIELIR /K T4, 4 4 BV T ¥R 25 /K T A R R
Wi ke 2h A .

H 70% SRR AE S0 LA RIS Qe J L% o TEAR e A BT & PR R A7
EHRARSREREPER o KNEOE T, BEIES, 1000 rpm, &0 3min, ff
ApyTiE, FF L.

A 1 mL S8R R A yiE, W HCH 8 & I S G- S A

T HTE A B B H) 3-5 x 10° cells/mL, K4 i &#%AN 2 1-2 4> T25 1 (3-5 mL,

BEFRIHAA 25 em?), RIS TR.
EGFR(T790M-L861Q) BaF3 Cell Line ZH AR

HERFAN AR 25 FEAE 3.5-4.5 % 10% cells/mL, 440K A #) 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

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 .

A AR e B TR BRRAE, —RAE 7-10 KA AT HALRIRRE 5 42
24+ 8 /NI, HAUAE 20 RZ N RERE ORI H ThBE . BYBHIN — RIS I7E 95%.

EGFR(T790M-L861Q) BaF3 Cell Line 4%

{1000 rpm, 3 min 250U LR .

i FRA NI AZ T (90% FBS +10% DMSO) k4L, 40 FEIHE N 5 % 10
cells/mL, & 1 mL 7 %& EI40 M A7

FFRET, EUhlE, MEAEETHERRET, -80°CTREZED 1R, R
PR EmE .

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

6 /11



I @ m m

@ SR

Genomeditech

Genomeditech (Shanghai) Co.,Ltd.
Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

5 F 545
R L5
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BN 1 x10% cells/FL . ARS8 A% FH Osimertinib (4> & 499.61) . Erlotinib (41 & 393.44) .
Afatinib (575 485.94) {EABHMEZY, Conc.0l ZKEEN 10 M, 4 fEEREERMRE, LA
Conc.01-Conc.9 43 HIHEA{E B2-B10, B11 Ay 0 iRkFEEXFIE, JEREFLN
A 100 uL PBS, LABfibiifLZE K .

Osimertinib 2547 41,

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
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) hnkeBER
a) fESKEORT 1-2 h, MMM, BRI, A SR e R IR
BN, AIAME IR R RASE AR IR R R R AN A B2 2 =< 10° cells/mL.
PAFEARG N 50 pL guffa/ AL afL. B RFLIN 100 pL PBS. % B, TR+
WEMH.
b) fEH 1ANTCH 96 ALV EARAE R 25 R .
c) EBEAMFMZY), 4T (W1 B2-B10) .
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d) BHERCE
LR fitl BER Wi & 77
Osimertinib 10 mM 1 mM HY 2 pL f##+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 uL f##i+18 pL Assay Buffer
e) 96 LV JEMRT, A Assay Buffer, & LR TR, a1 B2 fLIIA 71.87 uL Assay
Buffer, B3-B11 L, M 55 uL Assay Buffer.
) WRECR FERAR PR IURE B, IR — B M REAL T (1 B2 HiN 1.47 uL
Osimertinib) , &E%J.
ORI | BORERRETL, MU 1833 pL, IAIKTL | x|
1 2 3 4 5 6 7 8 9 10 11 12
1.47 uL
i u'. i jJ[])\
Osimertinib
71.87
L
1.47 uL Afatinib | A
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LA Osimertinib 9, ME—ANEAEEARESL B2 HHIRHEL 18.33 uL, AIAFIEE —/AMBHFE
Hifl. B3, IR

PABERHE, B2 9 MEREMBESL (B10. C10. D10) .

Wi D% a i A AL -

IR h 25 e (R FEAR R, 754 50 L.

i BT, T 37°C COx H5 M RIFR 72h.

f8 H GMTiter™ 4 Jfa i 7 il 12X s il .

TR (B HIRAR Genomeditech (Shanghai) Co.,Ltd
Ao m] AR, PEAER T N RR ST ! For research use only !

8 /11




Genomeditech (Shanghai) Co.,Ltd.

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

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

2) WHFLR

H EGFR(T790M-L861Q) BAF3 Cell Line
150+ IC50
-©- Afatinib 77.74
=&~ Osimertinib 3.703
Erlotinib

100+

50+

% of surviving cells

-2 -1 0 1 2 3 4 5
Log;g[Sample] (nM)
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Fig 2. H_EGFR(T790M-L861Q) BAF3 Cell Line {iH # 4 EGF Receptor (C74B9) Rabbit mAb (Cell
Signaling/C74B9) $ifk WB IRiF£E % S1: BAF3; S2: H_EGFR(T790M-L861Q) BAF3 Cell Line
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tgtgcagctcatcacgcagctcatgcccttc agattttgggctggccaaactgctgggtgcggaagagaaagaa
1 1 1 1 1 1 1 1 1 1 1 1 1 1 1

jcacgtcgagtagtgcgtcgagtacgggaa( tctaaaacccgaccggtttgacgacccacgccttctectttett
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tgtgcagctcatcacgcagctcatgcccttcagattttgggctggccaaactgctgggtgcggaagagaaagaa

)GTGCAGCTCATCGCAGCTCATGCCCTT( AGATTTTGGGCTGGCCAAAC@GCTGGGTGCGGAAGAGAAAGAA

Fig 3. H_EGFR(T790M-L861Q) BAF3 Cell Line Il /745 %
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