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1. BRER

c-Kit /& 4 THAARKE XK (4911-4913) HH)—Fh IR IEDR, gRA%—Fh I B 5 2 A4
B TR (CD117), AN 186 FEANANES IR, — NS IR IE AT — > B S
JE (IM) £ M 3R — AN 40 5 425 W BB 4 . D117 S5 A T4 R 7 (SCF) Ja k& T —
AR, WOE A TE B R BREEE T, X 2 SO RBERRAG . WORMEIRE S INE S S
To oKit RV ZAMBEBIMIEIE . b SERFVE TR RIEIER, M. 41
MR RE R 3 AR A B AR AR L S NE R R & IER IR 1 c-Kit B & R
W (I R IK B YR FL A BRR), FIE ) R (T DNA S5 44 R 25O, ik P gk 2k, R AR 45
| R 2R H S 7 A 5 A S TSR R P ) A S R I R AR R R T oKt I R IA B L
W EFE S e R 4S5 E e . /NN o R4 R AT () R, R, c-Kit
WAHRIRTT Z P RAUEIE M B i — . €5 RIERILTIFZ Kit RAE R, I HAERFM
FERER AL FTANE, T RS SRR TS S B AR . b P A A
juxtamembranes, A7 TAMNEF 8, 9 LLRAME T 17, HOOf BT TEMEG S5 A I80m AL BR,  IX 25
IR T c-Kit [ EHH0HI B8 . c-kit KA RIEANFERAL SCF 455 MRTIR T, EHESH
c-Kit ) — SRR .

2. FENE

BHEAWHEH c-Kit WT (SCF1 Dependent)/BaF3 Z54E41 /L, JLIM I8 S 4L 7 k51N
WT (SCF1 Dependent )R A4S 1] c-Kit & K 2] BaF3 4l il &, Fa g ik NEFAE LA T c-Kit ZE[H

Ba/F3 (/NERJE B 4HMDD AUAEKAIIGTE TR 2 I1L-3 M4EHRE. SIS PhFRIB MG RER, X1k
KR BeF 0y Ba/F3 HIAKBNFE], ik Ba/F3 ANFRAKH IL-3 MG 5E, 2 1 2 R iy Ba/F3 4
SRR XN DR, F T3P Aili /N 20 20 e Tl )28 1 o0 1 1
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BA/F3 4 4 -
.f’/ \ : IL3 withdrawal
-'|,\. MR II.: #
XN (e SCF1 Dependent it

Gt WT (SCF1 Dependent) /

c-Kit WT (SCF1 Dependent)/BaF3

Lentivirus

& 1: c-Kit WT (SCF1 Dependent)/BaF3 4 il #4) 2 i F&

3. HREXER

BRI Ba/F3

FeILFE A c-Kit WT (SCF1 Dependent)

fEAR RS F7 2L RPMI-1640+10%FBS+0.25ug/ml SCF1

YR A7 I 90% FBS+10% DMSO

Mpps. BiF

SCIE AR B

FasEtE: 16 A4 CENINREE R, AR 16 AL EATEE)
TRAF A WA LRAF

4. ERMNEFRAFIFEM

B fin g Ui
Recombinant Human SCF Protein R&D BT-SCF-050
c-Kit WT (SCF1 Dependent)/BaF3 5 435 77 5k Cobioer CBP73269M
YR AF T Cobioer CBP50089
96 Well Assay Plate (White Plate, Clear Bottom Costar 3610

with Lid Tissue Culture Treated Polystyrene
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1/Pack)

i uRRayAR Rl RF il Cobioer CBPH0004

5. fHpaEEST

5.1 AAREH

1) {E 37°C KB P HUHAMLAIY) 60 . — BN (AT RELL 60 FORYRERRIIE) |
PUE R A E TP I ZEH 10 ml Fil#A c-Kit WT (SCF1 Dependent)/BaF3 5 & 15 7
B 15 ml BEOEH.

2) 1000 % 5 ZpEh BN, BRIEFREIFM AN EE T 5 ml T e e B SR AR .

3)  AEENAR A FEF) 3-6 x 105 cells/ml, JIN T25 BiFRJA, BN 37°C. 5% CO2 HiFRfh+ .

5.2 ZHHAEAR

1-2 REUAMR ST 2, 9% B KT 2x 108 cells/ml I, 1 B I A% ARBCKIMIN 37 8 56 42 1%

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

5.3 G

HY 8x108 41 &0 J5 7 b3 - N 1ml 404 A7 (90% FBS+10%DMSO), MRFT#%), A
NI AFE . SERDRONGIMI A7 & (Nalgene 5100-0001) , NS A EE S| ZIFE LR, Ji-80°C UK
Fho 24 /NI JE R RATE 3 B R KA ORAE

6. YHpRSCILARIE

6.1 Anti-proliferation Assay

LGS0 H 25 ¥4 P c-Kit WT (SCF1 Dependent) /BaF3 4ii/iid,Cat. # CBP73269 JFJ&, AL

i AC710. Avapritinib Sunitinib NIRAFEAS, IGUEAKE Y 1) AE P ThRE o
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Reagent
c-Kit WT (SCF1 Dependent)/BaF3 inhibitor

Read on plate-reading

‘ ' ’ luminometer

K& 2: c-Kit WT (SCF1 Dependent)/BaF3 145 4111] S 56 i F o 7 1K

1) BOSBUEKIIANM, B0 B, KBS0 TR A4 E R TR
RPMI-1640+10%FBS+0.25ug/ml SCF1 K577/, 4IH % 5x10%/ml.

2) R R4 R B BEE R 96 FLANMRE IR P, 100ul/FLANRER, HeRh B
BEIEAR, B 37 BEAUMET TG 4 /NS

3)  HUHHH P e it 96 FLAR, N 100ul/ALAN RIS SRS R BCE 30 43P, SR
i, & SCH Go Hidli

4)  HU—HePATHG MR EERER R 109K EZALE) 111 ul/4L, (B YIIN 10uM (96 FLIR
W I ERZIRIZ) TR, 3 MR 9 MIKEEREE, JF 54 & DMSO X SL, 4k%EfE 37°C
YR FRFAEE TR 72 /AT

5) KL BRI 72 /N 96 FLAR S FRAE L, 0N 100ul/FL4H IS eI
& 30 7%, U, ESCN G3 HidlE.

6)  ARHE LU A HSAEA LR R 4G 5 2. Proliferation% = (FRillfb &9l G3 - GO
SF¥ME) / (DMSO XHHESL G3 “F¥9fH - GO “F¥yfEH) *100 .

7)  HRABREANER LR BE LN REFR YA A R R, FIH Prism Graphpad #0045 240t 43 5
bR 2, IF B RAEI0 GIS0 (GIS0 & SCAYNIEFE Rl 50% K %t B (1 4k 54
WED

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

CTG Proliferation Assay of c-Kit BaF3 Cells (C1)

125 -
"y w -4~ Snutinib, Gi50=2.6nM
o= ; -n - Avapritinib, Gi50=25 6nl\
% @ AC710. Gi50=4.5nM
(e
5 7o
[&
L 50
>
2 25=
0 , : ,
-10 6 5
-25- Log(CPDs

K 3: fdiF AC710. Avapritinib. Sunitinib J8%5E 3% S2 86 25 5L

7.2 WB BiF4E R

L70KDg el el \nti-c-KITHIIE
. nti—c—
130KDa 1:1000

90KDa

72KDa

55KDa

ey (D

35KDa

1. Ba/F3 20ug
2.c-Kit WT' (SCF1 Dependent)/BaF3 20ug
3.c-Kit D820Y/BaF3 20ug

K 4: WB of c-Kit WT (SCF1 Dependent)/BaF3 Expression

%5
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8. HHx~m

c-Kit D816H/BaF3 CBP73282
c-Kit D816V/BaF3 CBP73206
c-Kit D816Y/BaF3 CBP73276
c-Kit K642E/BaF3 CBP73332
c-Kit K642E-D816A/BaF3 CBP73294
c-Kit L576P/BaF3 CBP73298
c-Kit A502_Y503dup/BaF3 CBP73296
c-Kit W557G/BaF3 CBP73293
c-Kit W557_K558del/BaF3 CBP73233
c-Kit W557_K558del-D816V/BaF3 CBP73285
c-Kit W557_K558del-T6701/BaF3 CBP73284
c-Kit W557_K558del-V654A/BaF3 CBP73283
c-Kit V559A/BaF3 CBP73286
c-Kit V559D/BaF3 CBP73234
c-Kit V560D/BaF3 CBP73235
c-Kit V560Del/BaF3 CBP73314
c-Kit D820Y/BaF3 CBP73236
c-Kit N822K/BaF3 CBP73279
c-Kit Y823D/BaF3 CBP73208
c-Kit WT (SCF1 Dependent)/BaF3 CBP73269
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