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1. ZfEIr. . RGeS

2 S 5 7R 0 RPMI 1640+10% FBS+1% P.S

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

LR 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/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
GMTiterTM 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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BEVE B IRk, X T ASEES, i H_KIFSB-RET(V804L) BaF3 Cell Line 4 il &
A1 x10%cells/FL. AURSZE{T FH BLU-667 (533.60) . LOX0-292 (525.60) . BMS-907351
(501.51) YENFAMEZ 4, Conc.01 &R E N 10 uM, 4 f5EREFRE, DL BLU-667 254 M1,

Conc.01-Conc.9 43l HEA 7E B2-B10, B11 4 O WEEXFHE, J&HFLIIA 100 uL PBS, PARjik

ALEEK
HARFLBAHEAT U0 T -
1 2 3 4 5 6 7 8 9 10 1 12

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
625 156.25 39.06 9.77 2.44 610.35  152.59 0

BLU-667 PBS PBS

pM

LOX0-292 PBS PBS

BMS-907351 PBS PBS

A
Do

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
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a)  SEIGHT 1-2h, RE4HM AEE IR B, BSOS, 3] Assay Buffer Ji5 g4
J, A IUZHME 7358, UL Assay Buffer {8 HE40 ik B2l 2 <10° cells/mL. LA
Hedtin 50 pL 4ufa/FLAE R FL. B RFLIN 100 uL PBS. % FAkis, A6 g
B
b) M 1ANTCH 96 AL V EARAE R 25 R .
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d) BHERCE
YA FR fits itk BEK Fic & 771k
BLU-667 10 mM 1 mM HY 2 uL fi%+18 uL Assay Buffer
LOXO0-292 10 mM 1 mM HY 2 uL fif#%+18 pL Assay Buffer
BMS-907351 10 mM 1 mM HY 2 uL i +18 pL Assay Buffer
e) 96 4LV JEMRY, IO Assay Buffer, &FLAFANLTZ, 40 B2 fLINIA 71.9 uL Assay
Buffer, B3-B11 L, M 55 uL Assay Buffer.
) IR ARRIRE S BRI BIEE — DB REFL T (B2 I 147 uL
BLU-667) , 221«
BRI | BORERRETL, MU 183 pl, IAIKTL
1 2 3 4 5 6 7 8 9 10 11 12
1.47 uL BLU-667 55uL  55uL | 55uL  55puL | 55uL  55puL | 55puL | 55uL 55 pL
1.47 uL LOX0-292
1.47 uL BMS-
907351
g) LLBLU-667 J9fil, ME—/MEREERREAL B2 IREL 18.3 uL, M FEE —ANBh EER
L B3, 7ArRA.
hy DAL, EEZE 9 MBREMPEAL.
) RKPER a W E LB .
D) OIMNPER h AL RBR EERR R, AFFL 50 plo
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H KIF5B-RET(V804L) BaF3 Cell Line 1C50
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Fig 1. H_KIF5B-RET(V804L) BaF3 Cell Line {3 il BLU-667. LOX0-292. BMS-9073512 F /534 H, #:
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ctaaaagaccttgcagaaa!aggaat!gl:tgtgggaaataatgatgtaaaggaggatccaaagtgggaattccctcggaagaac[tggtt( aqccaqgatggcccgctcctcctcatcg(ggagtacgccaaata(
t t t t
gatntc(ggaacg:ctttatccttaacgacaccctttattactacatucctcctagg[(tcacccttaagggagcc:tcttgaaccaa< tcggtccLaccgggcgaggaggag(agcacctca(gcggt(tau
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ctaaaagaccttgcagaaataggaattgctgtgggaaataatgatgtaaaggaggatccaaagtgggaattccctcggaagaacttggttc ageccaggatggeccgetectectcategtggagtacgecaaatac

CTAAAAGACCTTGCAGAAATAGGAATTGCTGTGGGAAATAATGATGTAAAGGAGGATCCAAAGTGGGAATTCCCTCGGAAGAACTTGGTTC AGCCAGGATGG(ICCGCTCCTCCTCATCETGGAGTACGCCAAATA(
\
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Fig 2. H_KIF5B-RET(V804L) BaF3 Cell Line ¢ 4%
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