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20 B2 5 TR I RPMI 1640+10% FBS+1% P.S
A K TR AL RPMI 1640+10% FBS+1% P.S+0.25 pg/mL Puromycin
L R A 1 R 2 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+10% FBS+1% P.S
2. BFIFEMHEE
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 gibco/C11875500BT
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 (I 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
# 2l Anti-EGFR $i1&[E235] 40 pL Abcam/ab32077
Anti-H_EGFR hlgG1 Antibody / Genomeditech/GM-49155AB
(Necitumumab)

VE: AR R4 Complete Growth Medium 7-P (Cat. GM-042176 B £% e 485 93, Hodh &4 1
WHRAEKE TR, TFRAINEATERN T B v $2 478 2 10 F AR AL i 2 1
B

Equipment Manufacturer/Catalogue No.
AHH A ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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BRSBTS, T AR SE, #E# H_EGFR(L858R-L718V)BAF3 Cell Line 40
B 3 %103 cells/FL. Ak SLEd FH Osimertinib. Erlotinib. Afatinib /£ AFH 142454, Conc.01

WEEN 10 uM, 3 586 LR, LA Osimertinib 2654241, Conc.01-Conc.9 737l A £ B2-B10,
B11 A 0 I FEXTHR, JEREIFLANA 100 uL PBS, LABH - FL# K .

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
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1) nEeB R
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M, ARSI R P A IR AR R AR B O 6 < 10 cells/mL.
PAFEARG N 50 pL guffa/fL 2 a L. B RLIN 100 pL PBS. % B, TR+
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b) AEH 1 DTCH 96 LV IRARAER 2R
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d) BFHAERCHE

LY RN it B e & 7
Osimertinib 10 mM 1 mM B 2 uL fi#+18 pL Assay Buffer

Erlotinib 10 mM 1 mM HY 2 uL fif#%+18 pL Assay Buffer

Afatinib 10 mM 1 mM HY 2 uL f##i+18 uL Assay Buffer
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Fig 2. H_EGFR(L858R-L718V)BAF3 Cell Line {#f] Anti-H_EGFR hlgG1 Antibody(Necitumumab)
(Genomeditech/GM-49155AB) it ?\IG1IF &%

- <— 170kDa

<— 130kDa
EGFR
<«— 93kDa

, - «— 70kDa
Actin g

S1 S2

Fig 3. H_EGFR(L858R-L718V)BAF3 Cell Line 1 HE 41 Anti-EGFR #1{A[E235] (Abcam/ab32077) WB %;
IE45 5. S1: BAF3; S2: H_EGFR(L858R-L718V)BAF3
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