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1. HRARER
MERES MO00141
(AN P2
MR BIR Ba/F3 EGFR- H773_V774insAH
EE D NM_005228.3
BEMER INER, BaF3 AR E
YRR KA JZ B 40ff
ik Ba/F3 mehg, TREFRIAEEN H773.V774insAH RERINEMEAN
EGFR &H& .
HE 5x107/KGFE
REM REEARAZLD 10K
A AYIHE, WAREFEE MR
KR 80% RPMI-1640+ 10%FBS + 10% DMSO
BERE RPMI 1640+10% FBS+1% Pen/Strep
23 ZHBEA. BREZMEE
ZRIERF 3R 1 10 EREEFH
B 37°C, 5% CO,
T4 FA 80uEEFR &L, 10%FBS F1 10%DMSO ZER R H 4%
RNl 29 20 /B
TRAIRS FR M
EYREER 1
&7z BEWESIRBIMANRAR
2. BR

EGFREBRAKE TR E—MARKAXZAR RN, FBRIEEEFRERER
E, MRREKEF (EGF) FEMEKEFo (TGF-a), FRANKSEERSFZEER
X, BIEImEMEGRE.

EGFRRIEARHNERNLEESH T AT HINAR BRTFEERKEER MEEE.
R&HZE (AZD9291) MEZEBA.

Ba/F3 #AEE/NR IL-3 RBAYIR B IR R, EMRMEBEREMNTIHN—MRITRS X
RN —EEBME Y UE Ba/F3 IR T BB ELMAR IL-3 B9 T, eI
BT R R M A K.

3. WMEEREWENE
Ba/F3 EGFR-H773_V774insAH #AfR & 21F A FRIA A EGFR B4 M9 R RS E A A B .

4. EAHBKENEE(Western Blot)5 PCR =¥ FXE
H773 V774insAH
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EGFR-H773_V774insAH

compound Abs.IC50(nM)

Rel.IC50(nM)

-e- Afatinib
-o- Osimertinib

120

Osimertinib 142.05

156.20

80

Afatinib 714.40

857.60

Log Conc. in nM

N

1 37°C/KBImPMEEFRE (RPMI-1640+10%FBS+1% P/S) ;

BAREERE 37°CKBmP R,

BAREEBIEYREETR, FH 70 BB RE,
KRR REBIEEMNIOML TEEHFEMN 15 m BOES,

;8 1000 rpm B> 5 min, X EER;

AESFRNTEEFARERMNE, THRAMBRESLE 125 B,

BIEHMEBT 37°CHE. 5% CO,ERAEHIZH,
3R 1 10 BRI,

MR RTF

MO AR ER T HEHS A FRE (80% RPMI-1640+ 10%FBS + 10% DMSO) ;

WA REFRERNKFETS,
¥EFRPEREZEECES, FitEApE
B =8 T &0 1000 rom 5 min, FEEFR;
FRAREREERE 1x10/ml 41k,

KRR RERIAFEY RABRFERR,
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7. #E-80°CKERIR, EHBIRRPKIPES.



