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1. BRER

NTRK JE[A 5, A4 NTRK1. NTRK2 il NTRK3 =ANEH ., EA14> 1 4wh5 TrkA. TrkB Al
TrkC =M ER A B, XL H BUR AR A, FATTRBCR A MEE RE T RES. f£1E
WAEEAAE T, MEEFRE TR R T A AR B A A AR KA. SR, 4
NTRK & [A] 5 HA I DR A Rl 5 AR, XM AT, S BURAIIE S s e, SRS
FIMIRAE . LMNA R F ZRIDZL ZE A Ay € (aminA, ©) , XEE S 515241
FEo ik, LMNA BERIGSARRERS 5] i A ph LA TR« QIR . R A E S e N 1 —
FIUPBIR . NACC2-NTRK2 Fill 5 HE R iy T Je thfA 2p KB E, 530 NACC2 19 5K (HhE
T 1-5) I NTRK2 ) 3'K i (FhEF 15-21) KT NACC2-NTRK2 fili ey, 12 X 34 i 1% 2 1R

Ay AR

2. FENE

FHA £V NACC2-NTRK2/BaF3 Z#EAHf, Hodid i 5 5 S &SI
NACC2-NTRK2 X 51| BaF3 4/l 51, Faid RIEANRAIAE T NACC2-NTRK2 Jk K]

Ba/F3 C(/NEUJR B UMD AR AIGIE T2 L3 M4ERr. SIS RIABAEIEER, XLt
FLRIREAE N Ba/F3 HISKBNEEA, 1k Ba/F3 ANFRAKAS IL-3 MG 58, kA5 5 1y Ba/F3 1Y
SRR RN DR, 3P Aili /N 0 20 e Tl )28 1 o0 1 1
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MACCZ-NTRKZ

Lentivirus

& 1: NACC2-NTRK2/BaF3 4 filu f4 2t i f2

3. HMREXER

BEAAJL: Ba/F3

FIB K NACC2-NTRK2

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

MR BT

SCIE AR B

FasEtE: 16 A4 CEWNINREE R, AR 16 AL EATRE)
TRAF A AR LRATF

4. ERMNEFRAFIFEM

MACC2-NTRK2/BaF3

2R i igs)
NACC2-NTRK2/BaF3 524375t Cobioer CBP73247M
20 R AT Cobioer CBP50089
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96 Well Assay Plate (White Plate, Clear Bottom with | ~iar 3610
Lid Tissue Culture Treated Polystyrene 1/Pack)
3 g e AT Cobioer CBPH0004

5. fHpaEEST

5.1 AAE 5

1) {F 37°C KBrPPul b 60 . — B4 (ATRELL 60 FPRYPREAYIE)
PRI R AR A BRI 10 ml FilH NACC2-NTRK2/BaF3 58 &35 77 £ 1) 15 ml
BT,

2) 1000 #%. 5 ZpEESCUINE, BRERIFFIEICHMRES T 5 ml TR G TR

3) AEANMEE R 3-6x 105 cells/ml, AN T25 53, N 37°C. 5% CO2 B5F#MT .

5.2 ZHHAEAR

1-2 REUAMR S5, % B R T 2x 108 cells/ml I, 1 B I A ARBICHIMIN 37 8 56 42 1%

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

5.3 G

HY 8x108 41 &0 J5 70 b3 - N Iml 404 A7 (90% FBS+10%DMSO), MRFTH#%), A
MIEAFE . SCENON %A (Nalgene 5100-0001) , N Al 3% 2k, Jit-80°C UK

Hi. 24 /N TR R R AR A B SO K A7
6. HRASCINIRIE

6.1 Anti-proliferation Assay

IS8 H 245 B 2 il NACC2-NTRK2/BaF3 ZHiJity, Cat. # CBP73247 JT &, As2ig{#

Cabozantinib. LOXO-101. LOXO-195 AMAFEAS, I6E AR AL K AP ThEE
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NACC2-NTRK2/BaF3 inhibitor Reagent

Read on plate-reading

' ' ‘ luminometer

] 2: NACC2-NTRK2/BaF3 35 i L 40 i A 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) 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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7.1 BEFENH| SR OUESE R

CTG Proliferation Assay of BaF3 NACC2-NTRK2 (C4)

o~ Cabozantinib, GI50 = 87.2 nM

- L = LOXO-101, GI50 = 16.7 "M
S 75 L ¥ -+ LOX0-195 GI50 =227 nM
©
2 504
S
& 251
=

0 T 1

-9 -4
-25- Log[CPDs]M

& 3. {#iF] Cabozantinib. LOXO-101. LOXO-195 M%) sSiig &5 5

7.2 WB KFE 4 5

1 2
170KDa
130KDa Rabbit anti-NTRK
Sy
100KDa
72KDa

1. Ba/F3 20ug
2. Ba/F3-NACC2-NTCR2  20ug

i<l 4: WB of NACC2-NTRK2 /BaF3 Expression

b
o)
p=il
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8. HHx~m

NACC2-NTRK2/BaF3 CBP73247
QKI-NTRK2/BaF3 CBP73248
QKI-NTRK2[G639R]/BaF3 CBP73261
QKI-NTRK2[G709C]/BaF3 CBP73262
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