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1. BRER

EGFR (Epidermal Growth Factor Receptor) #& b A& K7 (EGF) 4 ME 516 S
M2 Ak, EGFRZ2—FiBid A, B TRAMRMEERIZ Ak, L THMmERT, #5RALEES
Wod. EGFR SR AR IgsE . M AR MR, B A T A HI A %, EGFR
HE IR RAZ 2 FH NSCLC i85 1 F EGFR-TKIs 7 %1 B AL FR . EGFR P 2l IR [X ) 8 48 =
FERAEAE 18-21 M7, Horh 19 M 21 S4B 1 RATE 75 RALH] 90% . EGFR KA L EALFE 4
PR AP T 19 BURRAR. AR T 21 mURAR MR T 18 RURAFISNE T 20 AR
Ao R LI EGFR RASNAME T 19 ELREA SRCHISME T 211858R A, —H B3
B A TR B A IR A . EGFR JEDR AR T DL N R, — MRAGMBURRAS, iR
A5 JE ] DU SRR R 25 (0 19 R, L8S8R RAF) , H—AMRINZRA, RIRA G
SRR R 25 2 Cln T790M RAE) .

2. FENE

FHEA4)HEH EGFR L858R-T790M-C797S/BaF3 2y #L4i i, JLIM I8 5 5 YL i 7 ik 51N
SRR RADIRAS L858R-T790M-C797S [) EGFR FE[H £ BaF3 4l R, FaERIEANRAEL
AT EGFR A .

Ba/F3 (/NERJE B 4HMD) AR KAIGTE T 2 IL-3 (4EFE. SIS FhFRIB AR, Xk
FEIRIBEE N Ba/F3 HUBKBNEEA, 1l Ba/F3 ANFRAKAS IL-3 G581 W 5L 5 iy Ba/F3 1
FAMCRURI RN FER, T VAl /N 23 2 10 0 880t PO 28 1 105k £

IL3 withdrawal
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EGFR L858R-T790M-C7975/BaF3

Lentivirus
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3. HMREXER

BRI Ba/F3

FILF [N : EGFR L858R-T790M-C7975S

FEAR K% 97 55 :RPMI-1640+10%FBS

YA A7 90% FBS+10% DMSO

MRS BiF

SCIEAAATI: B AE

FesEE: 16 1 (CENINALIR, Ao 16 L EATE)
TRAF S5 AT IR RATF

4. FENEFRAFFES

e st )

EGFR L858R-T790M-C797S/BaF3 5¢ 4= 5 37 3k Cobioer CBP730495M
PRI Cobioer CBP50089
96 Well Assay Plate (White Plate, Clear Bottom with | Costar 3610

Lid Tissue Culture Treated Polystyrene 1/Pack)

e uRRayAR Rl RF il Cobioer CBPH0004

5. {MpEEFF

5.1 AAREH

1) fE 37°C KPP ARy 60 #b. — HAUMIMEYR (ATRELL 60 DA IREANIZ) |
PR RS TP IR 10 ml TiF4 EGFR L858R-T790M-C797S/BaF3 58 445 77
B 15 ml EOE T

2) 1000 . 5 ZpRPECLANM, BREFFREIPHAMEST 5 ml B g TR

3) AN S FE #) 3-6 x 105 cells/ml, I T25 B398, N 37°C. 5% CO2 Biiefhth.
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5.2 ZHHAEAR

1-2 REVAM B TEL M E KT 2x 10%cells/ml B],iE A B AR B AN N et 58 4 1%
FREE. (R 25 EEAE 3x 105 - 2x 106 cells/ml 2 [d] .

5.3 JIMLEFF

HY 8x108 41 &0 J5 7 b3 - N 1ml 40 %R A7 (90% FBS+10%DMSO), MRFTH%], A
MIEAFAE . SCENON %A (Nalgene 5100-0001) , N I 3% 2k, Jit-80°C VK
Fo 24 /NI SR RAEE I B A KA AT

6. YHpRSCILARIE

6.1 Anti-proliferation Assay

S FH 245 B 40 g EGFR L858R-T790M-C797S/BaF3 #fififl,Cat. #CBP73049 JTJ&, A Szidfii

FH Gefitinib. Afatinib. AZD9291. TQB3804 AMIRFEA, IGIFAHL R (KA T fE .

EGFR L858R-T790M-

C797S/BaF3 o Reagent
inhibitor

Read on plate-reading

! ! . luminometer

Pl 2: EGFR L858R-T790M-C797S/BaF3 i 5t 411 ] S 6 it FE 7 7 P&l
1) BOSHCEKIgIE, BEOFRIE B, RO TR R TR RPMI1640 iR
Ferpr, 4% N 5%10%/ml
2) G E RN R A REE WK1 96 FLANMIES IR, 100ul/FLANARETR, BERl IR
EFRMR, TCE 37 BEAHMIGE FRAE 4 /NI .
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3)

4)

5)

6)

7)

HYH e — B R4 ) 96 FLBR, AN 100ul/FLANRRIE SRR A R 30 204, R
BfE, &SN Go Hifi .

B —HOPATAR, IMONBREERRRE K 104 BEAL 54 10,1 ul/fL, A&\ 10uM (96 FLIR
W IR AIRIE) TG, 3 5MRE 9 MIRIERRE, JF 34N E DMSO XIESL, 488:1E 37°C
A IR IRFERE IR 72 IR

KA E P Ab BT 72 /N 96 FLAR IS FRAE T I, AN 100ul/FLEH I o Kl k7 ik
B 30 70, BRECEE, € N G3 K.

AR LR A sUH S AN FLXE LA 41 34 58 26 - %Proliferation = (FRIIAL AL G3 - GO
FMED / (DMSO XFHEAL G3 “F¥MH - GO “F#fH) *100 .

R RFAN R LR B SR R I T 2R AN R, FIF Prism Graphpad #{F0& 40 14 5
MBEEEI 2, H HAtEAA YT GIS0 (GIS0 & N4 M TE 2y 509 % M. (1 4k &)
W .

. BRI

7.1 WFHINGSLR USSR

120 - ;¢
-o- Gefitinib
. 100+ -e- Afatinib
L g0- -~ AZD9291
®
1™
& 60
-
o 401
S
20+ k'
0 1 1 1 1
-3 -2 -1 0 1 2
Log[Compound]uM
Compound GiS0(ulMI)
Gefitinib >10
Afatinib 4.256
AZD9291 4.581

K 3. i Gefitinib. Afatinib. AZD92971 5 HIH| SZI 45 5L

#
D
=
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CTG Proliferation Assay of BaF3 EGFR L858R/T790M/C797S cells

125+
-~ TQB3804, GISO0 =11 nM

L -# AZD9291, GI50 = 1354 nM

100+
754
50+
25+

%Proliferation

0

10 8 -6 -4
-25- Log[CPDs]M

Kl 4: {# ] TQB3804. AZD9291 % itk Sizid 4k

7.2 WB IFE 45 B

1 2 3 4
260KDa
130KDa . . ' .
100K Da
Kl 5: WB of EGFR Expression
Lane 1: Negative control
Lane 2: EGFR-WT

Lane 3: EGFR-L858R/T790M

Lane 4: EGFR-L858R/T790M/C797S
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7.3 Sanger YIRS R

47 490 §70 S §20
P T A 1 e - ) | R el PR P A PRI IR e by BT, P
CTCATCAYIGCAGBCTC CITCGGCWECCTCCcT TITIGGGMEIGECCADLA
ctcatcaclgcagete cttcggeltlgecetx ct ttttgggjctiggececaaa

WA AN AT
f\/‘f\’n\/ﬂ. \ “j\* AN U\U\/\/\/\f‘ q[\/\ f\w YATAY, i Al
CICATCATGBCAGCTIC 'eTTC6G6CclABCcCTICET ITTTGGEGAGIGEGCCAAR
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p-T790M ¢.2369C>T p-C7975 ¢.2389T=A p.L858R ¢.2572 2573CT=AG

B 6: — AU gL R R A

8. X/~

HK L)

EGFR A763_Y764insFQEA/BaF3 CBP73182
EGFR C797S/BaF3 CBP73167
EGFR D770_N771insG/BaF3 CBP73178
EGFR D770_N771insNPG/BaF3 CBP73180
EGFR D770_N771insSVD/BaF3 CBP73175
EGFR D770_N771insY/BaF3 CBP73218
EGFR D770>GY/BaF3 CBP73183
EGFR Del19/BaF3 CBP73045
EGFR Del19-C797S/BaF3 CBP73172
EGFR Del19-T790M/BaF3 CBP73046
EGFR Del19-T790M-C797S/BaF3 CBP73173
EGFR G719A/BaF3 CBP73170
EGFR G719D/BaF3 CBP73168
EGFR G719S/BaF3 CBP73169
EGFR H773_V774insAH/BaF3 CBP73220
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EGFR H773_V774insH/BaF3 CBP73224
EGFR H773_V774insNPH/BaF3 CBP73177
EGFR H773_V774insPH/BaF3 CBP73219
EGFR H773_V774insPHPH/BaF3 CBP73223
EGFR L858R/BaF3 CBP73040
EGFR L858R-C797S/BaF3 CBP73047
EGFR L858R-T790M/BaF3 CBP73048
EGFR L858R-T790M-C797S/BaF3 CBP73049
EGFR L861Q/BaF3 CBP73050
EGFR P772_H773insDNP/BaF3 CBP73179
EGFR S768_V769delinsIL(S7681&V769L)/BaF3 CBP73181
EGFR S768l/BaF3 CBP73171
EGFR V769_D770insASV/BaF3 CBP73176
EGFR V769_D770insGSV/BaF3 CBP73217
EGFR V769_D770insGVV/BaF3 CBP73222
EGFR V769_D770insSFL/BaF3 CBP73221
EGFR VIII/BaF3 CBP73226
EGFR WT (EGF Dependent)/BaF3 CBP73166
EGFR L858R-T790M-C797S/NCI-H1975 CBP73213
EGFR Del19-T790M-C797S/PC9 CBP73212
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