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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

BHEAHEL c-Kit W557_K558del/BaF3 Z#EHM, i 12 # 54 G HI 7L SN
W557_K558del FEARIRZS 1) c-Kit FE[X 2] BaF3 4l &, Faig Rik NRBLES T c-Kit JEA

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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1 (% . e

OO Py =
e-Kit W357_K558del

c-Kit W557_K558del/BaF3

Lentivirus

& 1: c-Kit W557_K558del/BaF3 4 ff i) 23 i Fs

3. HREXER

BRI Ba/F3

FIEFEA: c-Kit W557_K558del

fEAREE 772 RPMI-1640+10%FBS

YR A7 I 90% FBS+10% DMSO

M. BT

SCIE AR B

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

4. ERMNEFRAFIFEM

Ry fit i )

c-Kit W557_K558del /BaF3 584> 1% 37 ik Cobioer CBP73233M
A R A Cobioer CBP50089
96 Well Assay Plate (White Plate, Clear Bottom with | ~tar 3610

Lid Tissue Culture Treated Polystyrene 1/Pack)

2 3 R ) Cobioer CBPH0004
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5. fHpaEEST

5.1 AAE 5

1) fE 37°C KBPPEBCAIY) 60 #. — HANMAMA (FTRELL 60 FOAHIRELRIE)
PR B P GBS 10 ml Fii# c-Kit W557_K558del /BaF3 5E &= K% 7 L 1)
15ml ELEH.

2) 1000 % 5 ZpEh RN, BREEFREIFM AN EE T 5 ml T e e B IR AR .

3)  AEEYN M5 B 3-6 x 105 cells/ml, AN T25 335, AN 37°C. 5% CO2 ¥:7:fhd.

5.2 ZHHAEAR

1-2 REUA ST 2, %R T 2x 108 cells/ml I, 185 A IS A% ARBCHIMIN 37 6 76 4 55

FEHEL . RIS BEAE 3x 105 - 2x 10° cells/ml 22 [H] .

5.3 JIMIEFF

HY 8x10° 40 &0 J5 3¢ B3l o 0 1ml 4R A7 7 (90% FBS+10%DMSO), WXFT3%5), HIA
NG AFE . SCRDRONAIMI A A7 & (Nalgene 5100-0001) , NS A EE S| ZIFE LR, Ji-80°C VK

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

6.1 Anti-proliferation Assay

sz i 25 ¥E 40 c-Kit W557_K558del /BaF3 4 fif,Cat. # CBP73233 JT &, ASSzibfdi

AC710. Avapritinib~ Sunitinib NIIAFEA, IS UEARB A 1LY ThRE
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Reagent
c-Kit W557_K558del/BaF3 inhibitor
N
> -

Read on plate-reading

' ‘ ‘ luminometer

P 2: c-Kit W557_K558del /BaF3 1 5 111 i S 46 Vi FE 7~ i 1

1) BOSECE R, BOFREIR B, RO ORIVAIE E 2 T8 i RPMI1640 Hi TR 4t
th, gAEE LN 5x10%/mls

2) K ER AR B 1 BEE R 96 FLANRRIEFRIUR,  100ul/FLANMLETR, BRI
BEIRAR, TE 37 FEAUMLES FRAE 4 /A

3)  HUH R R A 96 FLAR, AN 100ul/FLEH RIS SR I TRECE 30 s, RER
BUE, &SN Go Hii

4) B —BPATHG IABEEERRER) 104K AL &Y 1.1 ul/4L, WAV 10uMm (96 FLIR
W IR 2R L) TR, 3 f5HRE 9 MIRFERREE, I35t B DMSO XTI AL, 4K4E4E 37°C
M B R ARG TR 72 /NS

5) Kfb AT 72 /NI 96 FLAR MBS FRAE U, AN 100ul/FLEAR IS 7 P75
B30 b, BRECHUE, 20N 63 HidfE .

6) AR LA AT EAA L R 4RI T 2 : Proliferation% = (FRIAL &AWL G3 - GO
SFHIMED / (DMSO XHRFL G3 “F¥IME - Go “F¥IfE) *100 .

7) AR B EEVR EE FURS LK A AR EE, FIUF Prism Graphpad #R1AHUL £ 4 D 484 5
s 2k, I B A GIS0 (GIS0 & AU I 5E 5y 50% X6t BL i 4k 45 4)
WEED

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

CTG Proliferation Assay of BaF3 c-KIT W557_K558del (C2)

1254 o AC710, GI50 < 1.52 nM
-& Avapritinib, GIS0 = 23.7 nM
— Sunitinib, GI50 = 1.72 nM

1004

%Proliferation
(4,
<

-23- Log[CPDs]M

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

7.2 WB BiF4E R

1 _2 3
OKS  antci
95KDa
72KDa
1. BaF3 20ug
2. BaF3-c-kit W557-K558del 20ug
3. BaF3-c-kit Y823D 20ug

K 4: WB of c-Kit W557_K558del /BaF3 Expression

b
o)
p=il
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7.3 Sanger YIRS R

1?0 l'ITG 1?0 1?0 2?0 210

ITTACAGAARAACCCATGIATGAAGTITACRAGITIGGRALGGTTITGITGAGGAGRATARRTGGAARCRAT

tttacagaaacccatgtatgaagtacagitggaag|lgttgttgaggagataaatggaaacaat

e L T

ITTTACERGRERNECENTGITRATEADGTRCAEG|- mims 5 GITTGITGEAGGEAGATARAATGGAAACRIHAAT

Kl 5. — QI EFE R 9848 (c-Kit W557_K558del /BaF3)

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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