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20 B2 5 TR I RPMI 1640+10% FBS+1% P.S

A ARG TR RPMI 1640+10% FBS+1% P.S+0.25 pg/mL Puromycin

2 ML A7 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+10% FBS+1% P.S

2. WA T
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Viva Cell BIOSCIENCES/C3010-0500
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene 96-well Corning/3912
Not Treated Microplate
GMTiter™ Luminescent Cell Viability / Genomeditech/GM-040504
Assay
Pralsetinib (BLU-667) 10mM (ImL in DMSO)  Selleck/S8716
Cabozantinib (BMS-907351) 10mM (ImL in DMSO)  Selleck/S1119
Selpercatinib (LOX0-292) 10mM (ImL in DMSO)  Selleck/S8781
IR E

Equipment Manufacturer/Catalogue No.
gl e ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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B, Fr A R TR 2 K T DA AN R 3h A R ik Gl
2-3 4750 .

HI 70% Z B ARV SN AR RIS Y i T L% . 4E
A A B 6 TR R A R 4N B TR RS
FPPRR &) MELET, BRIRY, 176 xg, BEL
3min, fEANEYEE, FF LiE.

A 1mL =I5 R SR AR TUE, AT R4
B W G T BOm 4R, 15 4> 3 < 108 cells/mL.
VRIS AT L E 3] 3-5 < 10° cells/mL, {5 41 it L vk 3
Fi%E 1-2 4~ T25 /1 (3-5 mL, HiFEMiFL 25 cm?)
7R o

. YRR

i 176 xg, 3 min BT SEMIE.

181 FH T4 A LR A7 (90% FBS + 10% DMSO) 5 &
YN, 4HARE A% 5 =100 cells/mL, % 1 mL
5335 B AR AR o
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A Gt M 55 75 5 W O R N B AR R AR B R
Fho A48 h RMEAR, BUCEAMNE /iR, |
R R T

HEFEAN M2 2% FEAE 3.5-4.5 < 10° cells/mL, 4411
WS ILF] 1-1.2 <106 cells/mL HFiEATAAR, 1 4% 3-1
% 5,2-3 RALAR, AZALHIK L 1.4 <108 cells/mL,
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A1 =104 cells/FL . Ak s2EG A8 BLU-667. LOX0-292. BMS-907351 {E NFH 4254, Conc.01
ZLRFER 10 uM, 4 (5B FERR R, L BLU-667 2541941, Conc.01-Conc.9 437l HEAi /£ B2-B10,
B11 A O IKEEXHIR, JEEIFLINA 100 uL PBS, PABA 1AL K .

BEVE B R AL, ST ARSEES, #E¥F H_KIFSB-RET(S819A) BaF3 Cell Line 2 il &

5 5%
1. RMAWIESLR

BARARHAT R
1 2 3 4 5 6 7 8 9 10 11 12
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
625 | 156.25 | 39.06 9.77 244 | 61035 15259
BLU-667 PBS 0 PBS
nM pM pM
LOX0-292 PBS PBS
BMS-907351 PBS PBS
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) e P R
a)  SLIGHT 1-2h, Krdn N ES TR AR O, BSR4 A, A8 Assay Buffer H k4,
K MIZRME /3351450, P LA Assay Buffer I #40 ik 5 Ay 2 <105 cells/mL. DLHEH
hn 50 uL gif/FLE e fL. A FERIFLIN 100 uL PBS. &% FAREE, TAETEEF5
H.
b) A 1 ANTEH 96 FL VAR AE S 2R
c) BN, A4 (W B2-B10) .
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d) BHERCE
YA FR fits it BEK e & 71
BLU-667 10 mM 1 mM B 2 uL fi##i+18 pL Assay Buffer
LOX0-292 10 mM 1 mM B 2 uL fi§i+18 pL Assay Buffer
BMS-907351 10 mM 1 mM HU 2 uL fi#i+18 pL Assay Buffer
e) 96 LV JEMRY, IO Assay Buffer, &FLAAFANL T, 401 B2 fLINIA 71.9 uL Assay
Buffer, B3-B11 L, M 55 uL Assay Buffer.
) IR AR S BRI BIEE — DMBE R REAL T (B2 N 1.47 uL
BLU-667) , &%].
BRI | BORERRETL, MU 183 pL, IAIKTL
1 2 3 4 5 6 7 8 9 10 11 12
1.47 L BLU-667 55uL  55uL | 55uL  55puL | 55uL  55puL | 55puL | 55uL 55 L
1.47 uL LOX0-292
1.47 uL BMS-
907351
g) L BLU-667 J9fil, ME—/MEREERREAL B2 IREL 18.3 uL, AN B EE —ANhEER
L B3, 7ArRA.
hy DAL, EEZE 9 MBREMPEAL.
) CKPER a EE AL .
0 OIMNPER h L RBE BRI, AFFL 50 plo
k) 5 EWREE, T 37°CCO, B3rfahEi: 72 he
) fdH GMTiter ™ 4 a3 /8 MR Al o
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& LOX0-292 0.001342

BMS-907351  0.2392
100+
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Figl. H_KIF5B-RET(S819A) BaF3 Cell Line f# ] BLU-667. LOXO0-292 . BMS-907351 ;A I0 R4S R o
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cttgcagaaataggaattgctgtgggaaataatga[gtaaaggaggatccaaagtgggaattccctcggaagaact gggcttcctccgcgagagccgcaaagtggggcctggct

|gaacgtctttatccttaacgacaccctttat tactacatttcctcctaggtttcacccttaagggagccttcttga cccgaaggaggcgctctcggcgtttcaccccggaccga

" " . 565 . " . 570 L L . 575 715 720 " " L 815 | . 820 . L " 825
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H_KIFSB H_RET H_RET

:cttgcagaaataggaattgctgtgggaaataatgatgtaaaggaggatccaaagtgggaattccctcggaagaact gggcttcctccgcgagagccgcaaagtggggecctgget
(CTTGCAGAAATAGGAATTGCTGTGGGAAATAATGATGTAAAGGAGGATCCAAAGTGGGAATTCCCTCGGAAGAACT GGGCTTCCTCCGCGAGBEICCGCAAAGTGGGGCCTGGET

Fig2. H_KIF5B-RET(S819A) BaF3 Cell Line JlijF45
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