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1. BRER

RET JEEIA7 T 10 S8 Yt A K (10q11.2), 42K 60kb, L5 21 MME T, E/0F 4
AN, it 1100 AN S FERR RS SR B0 32 (4 00 RET B H . RET SREZ — M1k
B IR NG, HAE MRS IX | BRI LKA 25 & XA . B8 EE 1 4 = AN 00
HAK A TS, — AT, i AL TN . 2 RET B 5 AR
— A AME 5 5 SR I o A B s 227 SR IR (GDNF) 25 5 i, HORE 51 RET 22 1 24K 1Y
BRI IR RET HENBOTIRAS, BB 10 RET P24 AL BERR AL LR, & RIS 5l
PR O« KIFSB JERIA T 10 54 fafk p11.22 X, HFRIAFW) KIFSB & 1 AU Eh & H 5 ik
— 0, 11 9634 NMEFEMRA AL, T A 4 DL EITE ATP G5 & FIHE A K 1 Hh i 3 2245
FH )y ik 5 A 3o, A0, 455 R e 350 4 1) — SRAL R e, S a2 e Al A SR A 5 e S 2
DL K% 9 2% B8 e PN A2 Ak 3 B F R 2 3« KIFSB AT RET 43621 10p11.22 A1 10q11.21, #H
i 10. 6Mb, JE IS (8107 JE MRS, T KIFSB-RET @A 5E[K . KIFSB Al RET XUIZJE DNA
fIah & W AR e —8, Harc &AM KIFSB-RET Z/DAFE7E 7 FAR{R. KIFSB-RET @& i&
) E s i A RN B 1 R A R, A R AR B O R A A, DT A AR R R
WG S BRI -

2. FENE

FHEA4HEH KIFSB(EL5)-RET(E12)[VBO4E]/BaF3 2 #E4iA, Lidick 18 & 5% Yer) J7ik 51
A V804E RAIRZSH KIFSB(E15)-RET(E12) K=K 2 BaF3 4Hiffi & f, @ RIENRELLE T
KIFSB(E15)-RET(E12) [VBO4E]JE A o

Ba/F3 (/INERJE B ZHML) AUAEKANIGTE TR 2 I1L-3 M4EHRE. SINEPhFRIBWMAE R, XLk
FRREME Dy Ba/F3 HISRENIE A, ik Ba/F3 AN IL-3 TIAG 58, HE M0 HE A 5 Ba/F3 4
FAMCRURI RN FER, T VAl /N 23 2 P ) 830l PO 28 1 103k £
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/ KIFSB(E15)-RET (E12)[VB04E]/
BaF3

Lentivirus

] 1: KIF5B(E15)-RET(E12)[V804E]/BaF3 4t it #) 2 i f

3. HMREXER

BRI Ba/F3

FEikHEH: KIFSB(E15)-RET(E12)[V804E]

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 CENINREE R, AR 16 AL EATRE)
TRAF A WA LRATF

4. ERMNEFRAFIFEM

e st )
KIFSB(E15)-RET(E12)[V804E]/BaF3 5& 4= 14 75 5k Cobioer CBP73197M
I R A7 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) fF 37°C KBPPuEafbanus) 60 #b. — BN (AJEELL 60 FPRY LB IE),
PHEC IR AR E TR AIB N BE A 10 ml Ti#A KIFSB(E15)-RET(E12)[V804E]/BaF3 58 415 7%
B 15 ml BEOE .

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 8x108 41 &0 J5 7 b3 - i 1ml 40 %R A7 (90% FBS+10%DMSO), MRFTH%], A
MPEAFE . SLENEUON 0014 475 (Nalgene 5100-0001), N P 3 % 28, JiX-80°C VK46 .

26 NI JEA WA e B K RA
6. HAASCINIRTE

6.1 Anti-proliferation Assay

LS i 24040 KIFSB(E15)-RET(E12)[VBOAE] /BaF3 41i/fl,Cat. # CBP73197 FFJ&, ASZi

{§ [ Cabozantinib. BLU667. LOX0-292 NMNREEA, IGUEAKAL [ AEY) ThEE .
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KIF5B(E15)-RET (E12)[V804E]/BaF3 inhibitor Reagent
L > | “;
Read on plate-reading
. ' ' luminometer

& 2: KIFSB(E15)-RET(E12)[V804E]/BaF3 5 # il L4t i o i I

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 : Proliferation% = (FRIl{L &AL G3 - GO
SFHIMED / (DMSO XHRFL G3 “F¥IME - Go “F¥IfE) *100 .

7)  ARIEEEAER R L AL R AN IR, FIF Prism Graphpad BCPHU& 4015
s 2k, I B A GIS0 (GIS0 & AU I 5E 5y 50% X6t BL i 4k 45 4)
WRED

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

CTG Proliferation Assay of BaF3 KIF5B-Ret (S) V804E Cells (C1)

125+
-o~ Cabozantinib, GI50 = 4748.2 nM
-= BLUB67, GI50 =12.4 nM

o -+ LOX0-292, GI50 =116 nM

1004
754
504
254

%Proliferation

0

-10 -8 5 ® 4
-25- Log[CPDs]M

& 3: {#F Cabozantinib. BLU667. LOXO-292 M5 ik Siik 45

7.2 WB BHiF4 R

170KDa
130KDa s @ Anti-RETHIfK
1:1000
100KDa
7OKDa ¥
1. Ba/F3 20ug

2. KIF5B-RET (V804E) /BaF3 20ug
3. KIF5B-RET (V804L) /BaF3 20ug

] 4: WB of KIFSB(E15)-RET(E12)[V804E]/BaF3

#
o)
p=il
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7.3 Sanger YIRS R

7580 goao glo gan 830 840 8

| T 1 FRRET RN | L | | PR TR 1, L | v by by s 0 by by
CCIGCAGCCAGGATIGGCCCGCICCICCTICATICGIGGAGTACGCCARATACGGCICCCIGCGGGECT
CCTGCAGCCAGGATGGCCCGCTCCTCCTCATCGIGGAGTACGCCAAATACGGCTICCCTIGCGGGGET

520 530 540
L e S A s MO - e e WSl DA T, S 0 e s A i O -

LAARTRARATGRARIGTIRALRG
AATAATGATGTARAG

o m
| o
o | @
=

rATGATGTRRAG

Kl 5. — AR a0uE L K 984 (KIFSB-RET [V804E]/BaF3)

8. X/~

KIFSB(E15)-RET (E12)-short/BaF3 CBP73205
KIFSB(E15)-RET (E12)[V804E]/BaF3 CBP73197
KIFSB(E15)-RET (E12) [V804L]/BaF3 CBP73198
KIFSB(E15)-RET (E12)[V804M]/BaF3 CBP73196
KIFSB(E15)-RET (E12)[G810R]/BaF3 CBP73231
KIFSB(E15)-RET (E12)-long/BaF3 CBP73195
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