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1. BRER

KRAS H:[X g fih—Fh GTPase A4S SR 1, "B T RAS B EE I 5% . %88 I LABSFIAS[F] 14
JEAAAE: FEBETIRE T GDP S5 AT AMBIHIRE T 6TP 4557, IEH [ KRAS A I
TR AL B VRS 5 R BTG, 5 GTP 456 5 /KM% GTP BRI B GDP, SRV 2RIE. 4
KRAS R4 A KR F B SRR (i EGFR) FLENEAL, WAL JS 1K KRAS W] LBGE il s
240 B A Y PIBK-AKT-mTOR {5 5l , DAL P A MU G JE Y RAS-RAF-MEK-ERK 15 5l i,
RAZH] KRAS BIMETC EGFR S5 BBHAGE TS 0L T 8 2 K AEFFBAG 1L, KRAS B I FFER IR K7 5 GTP
SEEWIEIRA, AU EZUE SR, SBUNE MAPK,  PI3K A INK {5 5 I8 B8 7 5 5 IR
M RF S IE T I 2 R AS . KRAS SR N IAE e, &5 B, R, B RfEH
B BOUE. BPUR. R SR A P . KRAS AR EUR AR 12, 13
F61 A7 2 IR , KRAS WG H W7 2 mURAS . B LR JUAP SR AL Jik/D GTP /KR I R A2 (G12,
Q61 75D 5 MU GTP INEGEKMRAE (G13, K117 7)) ; HHERCHRAE (A146 fif

D, A GDP Ml GTP Fa i -4

2. FENE

FHEAHEL KRAS G12D/BaF3 25440, Ll 8 H 3R QL7755 N G120 KRR
K KRAS £ A # BaF3 4l R, FaE RiE N RAZILA T KRAS G12D F[H

Ba/F3 (/NERJR B 4HM) FILERKAIGIE TR 2 1L-3 (4. SIS FhRIBWBERER, Xk
KR BeF 0y Ba/F3 HIAKBNFE], it Ba/F3 ANFRAKH IL-3 T HG5E, 52 1 2k R i Ba/F3 4
TR XN DR, -3 Aili /N 0 240 e ol )28 1 o0 1
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Lentivirus

& 1: KRAS G12D/BaF3 4 o it i i

3. HREXER

BRI Ba/F3

Fik LA KRAS G12D

fEAR RS FR 2L RPMI-1640+10%FBS+1ug/ml puromycin
YR A7 I 90% FBS+10% DMSO

M. BT

SCIE AR B

FasEtE: 16 A4 CEWNINREE R, AR 16 AL EATEE)
TRAF 26 WA LRATF

4. ERMNEFRAFIFEM

2R i igs)
KRAS G12D/BaF3 584> 8% 553k Cobioer CBP73228M
20 R AT Cobioer CBP50089

96 Well Assay Plate (White Plate, Clear Bottom with
Lid Tissue Culture Treated Polystyrene 1/Pack)

Costar 3610
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5. fHpaEEST

5.1 AAREH

1) {F 37°C KBrPPul b 60 . — B4 (ATRELL 60 FPRYPREAYIE)
PR A E DR 10 ml Til# KRAS G12D/BaF3 58 & Ri 77 5 15 ml &
LEH.

2) 1000 % 5 pEh RN, BRIEEFREIFM AN EE T 5 ml T e e B SRR .

3) IR EEFE F 3-6 x 105 cells/ml, BN T25 3EIEHH, BN 37°C. 5% CO2 HiFRfH.

5.2 ZHHAEAR

1-2 REUAHML SR EL, 2% B R T 2x 10% cells/ml N, 17 R IR A% AREICRR Do fF 56 42 55

Fekk . {RFERYH ML AE 3x 105 - 2x 106 cells/ml Z.[H] .

5.3 G

HY 8x10° i i &0 J5 3% _Bid o I Aml 4H LR 477 (90% FBS+10%DMSO), MFT#4%), A
IHMIELEE . SERDTRON M%7 & (Nalgene 5100-0001) , IS B S %I Lk, 75-80°C UK

Hi. 24 /N TR R R AR A B SR K A7
6. HAASCINIRTE

6.1 Anti-proliferation Assay

IS i 24 #E. 40 KRAS G12D /BaF3 41, Cat. # CBP73228 JFJ&, ZASLLGf# FH AMGS510.

MRTX849. MRTX-1133 JNMAFEAR, I0UEARA K A=Y TR
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Reagent
KRAS G12D/BaF3 inhibitor
= - g::

Read on plate-reading

. ' ‘ luminometer

K 2: KRAS G12D/BaF3 $ 5 4l il S 4 i F s i ]

1) BOSECE R, BO0FREIR B, RO ORIVIR E 2 T8 i RPMI1640 Hi TR 4k
4R E LN 5x10%/mls

2) K ER A MR B 1 BEIE IR 96 FLANRRIEFRITR,  100ul/FLANMLETR, BRI
BERAR, TUE 37 FEAUMLES FRAE 4 /A

3)  HUH R R A 96 FLAR, I 100ul/FLEH RIS RN TRECE 30 sr4h, REY
BUE, &N Go Hi

4) B —ePATHG IABEEERRER 104K AL &Y 1.1 ul/4L, WAV 10uMm (96 FLIR
W IR ZRIZ) TR, 3 f5HRE 9 MIRFERREE, I 535t B DMSO XTI AL, 4K4E4E 37°C
M B TR ARG IR 72 /NS

5) Kfb A 72 /NI 96 FLARAEE FRAE U, AN 100ul/FLAR IS 7 Pl 75
B30 b, BRECHUE, 20N 63 HidfE .

6) AR AT AR EAA L R 4RI Proliferation% = (FRI{L AL G3 - GO
SFHIMED / (DMSO XHRFL G3 “FHIME - Go “F¥IfE) *100 .

7) AR B EEVREE FUKS LK G A AR, FIF Prism Graphpad #FHUL £ 4 D 484 5
bR 2k, I AL A GIS0 (GIS0 & SR I BE 5y 50% X6t BL 4k 45 4)
WEED

b
IN
p=il
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7. HiERR
7.1 WEMH|LRIESE R

CTG Proliferation Assay of BaF3 KRAS G12D Celis (C6)

it o AMGSH10, GIS0 > 10000 AM
a ’ & MRTX849 GI50= 72292 9 i
S 75 - MRTX-1133 GI50 =23 19 nM
ud
& 50
nE_ 25 -
=
0 T T R X
=10 8 5 -4
-25- Log[CPDsM

Kl 3. f#i] AMG510. MRTX849. MRTX-1133 14 11| S2i6 45 B

7.2 WB KFE 4 5

I 2
35KDa
25KDa " Ras (G12D Mutant Specific)
17KDa
1. BA/F3 40ug

2. KRAS G12D/BaF3  40ug

< 4: WB of KRAS G12D/BaF3 expression

#
o)
p=il
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7.3 Sanger YIRS R

.SIG....I....4Iﬂ....I....SIU._...I.. .Glﬂ....l....Tlﬂ... |
TATAARARCTTIGIGGTAGTTGGAGCIGIGIIGGECGITITAGGCAAGAGTGCCTITGACSG
TAIAE‘,ACITG]‘GGTAGTTGGE‘,GC GIGITGGCGTAGGCALGAGTIGCCTTGACSG
(i /ww\ﬂm AWM lnpnas)

LTAAACTIGIGGHEIAGIIGGAGC GrIGGC‘GI;—GGC.‘LEGP— S i il L C G
Kl 5. —ARIFIAESE R AT (KRAS G12D)
8. XM~ m

E4S T

KRAS G12C/BaF3 CBP73227
KRAS G12C-A595/BaF3 CBP73373
KRAS G12C-A59T/BaF3 CBP73380
KRAS G12C-R68M/BaF3 CBP73372
KRAS G12C-R68S/BaF3 CBP73344
KRAS G12C-H95D/BaF3 CBP73338
KRAS G12C-H95Q/BaF3 CBP73345
KRAS G12C-H95R/BaF3 CBP73347
KRAS G12C-Y96C/BaF3 CBP73337
KRAS G12C-Y96D/BaF3 CBP73346
KRAS G12C-Y96S/BaF3 CBP73376
KRAS G12C-Q99L/BaF3 CBP73374
KRAS G12D/BaF3 CBP73228
KRAS G12V/BaF3 CBP73230
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