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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
juxtamembrane, 7 T4MET 8, 9 BLRAME T 17, HOOF LT 7EWEE S5 M0G0 2R, I 4L
IR T c-Kit [ EHH0HI B8 . c-kit KA RIEANFERAL SCF 455 MRTIR T, EHESH
c-Kit ) — SRR .

2. FENE

FHEEYHEH cKit W557G/BaF3 Z54E200,  Hod i 1895 25 54 Jeit )5 251 N W557G RAZ
R c-Kit ZEF 2 Bar3 4L R, FaERIENRATLE T kit FE[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



Your Intimate Partner in Biosciences!

e TSR PR AT AT

*¢  COBIOER BIOSCIENCES O, LTD

COBIOER

Y IL3
p= .
/ ) <= s
L
o A ™
BA/F3 7 &
p= N n
y \1 IL3 withdrawal
{1 o) ). —
L 4
j |\'a ___,z/ T
it WS576 /
‘ c-Kit W557G/BaF3

Lentivirus

K| 1: c-Kit W557G/BaF3 4 ifl #4 22 i fs

3. HREXER

BRI Ba/F3

FILEEA: c-Kit W557G

FARES 322, RPMI-1640+10%FBS

YR A7 I 90% FBS+10% DMSO

M. BT

SCIE AR B

FasE P 16 A0 (CEAMALE R, SRR 16 RN EATE)
TRAF 26 WA LRATF

4. ERMNEFRAFIFEM

B fit i )

c-Kit W557G/BaF3 5¢ &3 77 5k Cobioer CBP73293M
L R A Cobioer CBP50089
96 Well Assay Plate (White Plate, Clear Bottom with | ~tar 3610

Lid Tissue Culture Treated Polystyrene 1/Pack)
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5. fHpaEEST

5.1 AAREH

1) {F 37°C KBrPPul b 60 . — B4 (ATRELL 60 FPRYPREAYIE)
PR E AR 10 ml FFA c-Kit W557G/BaF3 58 &3 FR 2L 1) 15 ml &
LEH.

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

3) RN E R 3-6 x 10°cells/ml, A T25 £5FMH, BN 37°C. 5% CO2 BiFfE .

5.2 ZHHAEAR

1-2 REUAMR ST 2, % B R T 2x 108 cells/ml I, 1 B IS A ARBICKIMIN 37 8 56 4= 1%

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

bS5 h 24840 c-Kit W557G /BaF3 41, Cat. # CBP73293 JFJ&, ASSLEG{# A AC710.

Avapritinib. Sunitinib JYIllFEAS,  GRAE AR AL AP D RE
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c-Kit W557G/BaF3 inhibitor

Read on plate-reading

' ‘ . luminometer

Bl 2: c-Kit W557G/BaF3 348 il s 36 i A 2= 1

1) BOSECE R, BO0FREIR B, RO ORIVIIR E 2 TR i RPMI1640 B TR 4t
4R E LN 5x10%/mls

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

3)  HUH R R A 96 FLAR, AN 100ul/FLEH RIS SR INTRECE 30 S04, RER
BUE, &N Go Hi

4) B —HPATHG IABEEERRER 104K EEAL &Y 1.1 ul/4L, WAV 10uM (96 FLIR
W IR ZRIZ) TTR, 3 MR o MIRFERREE, I35t B DMSO XTI AL, 4K4E7E 37°C
M B R ARG TR 72 /NS

5) Kb AT 72 /NI 96 FLAR MBS FRAE U, AN 100ul/FLAR IS 7 Pl 75
B30 b, BRECEUE, 20N 63 HidfE .

6) AR LA AT EAEAN L R 4RI 73 : Proliferation% = (FRILAYIAL G3 - GO
SFHIMED / (DMSO XHRFL 63 “FHIME - Go “F¥IfE) *100 .

7) AR B VR L FUXS LK A AR EE, FIF Prism Graphpad BR1HUL £ 4 D 484 5
R 2k, I BTSSP GIS0 (GIS0 & A I BE 5y 50% X6t BL 4k 45 4)
WEED

b
IN
p=il
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7. HiERR

7.1 BFEAEI RIS R

CTG Proliferation Assay of BaF3 c-KIT W557G Cells (C4)

1559 o AC710, GI50 = 0.9 nM
1004 -& Avapritinib, GI50 = 18.6 nM
s — Sunitinib, GI50 = 1.22 nM
504

254

%Proliferation

0

.25

Log[CPDs]M

K 3: fdiF AC710. Avapritinib. Sunitinib J8%58 3% S2 86 25 5L

7.2 WB BiF4E R

1 2 3 4 5 6

170KDa . .
130KDa i ! - '- anti-c-kit
95KDa
72KDa
1. Ba/F3 20ug
2. c-Kit W557G/BaF3 20ug
3. c-Kit W557 K558del-V654A/BaF3 20ug
4. c-Kit W557 K558del-T6701/BaF3  20ug
5. c-Kit W557 K558del-D816V/BaF3 20ug
6. c-Kit A502_Y503dup/BaF3 20ug

K] 4: WB of c-Kit W557G/BaF3 Expression
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7.3 Sanger YIRS R

310 320 330 340 350 3&0
P O (oA W O 0 L ] o A S oA (O it A 0 LMY, L R Y LR [ N M 3 e N S o I 50 TR B 20 M L) I Lt 90

TTTACARGABACCCATGIATGARGTACAG|TI|GGARGGTTIGTTIGAGGAGATAARATGGRARLC

tttacagaaacccatgtatgaagtacagtggaaggttgttgaggagataaat gaaac

r\/\wwv\f\/\f\/\ A AR m\/\f\/\/\f\/\/\ﬂ AR

IACRARGARALACCCH IGTATGAAGTACAG|IGGGARGGTITGITIGAGGAGATRAATGGARLRC

B 5. —AQMFIUESRE R 9848 (c-Kit W557G/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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