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1. BRER

MET A&[8] i 2 AL 7, B c-MET(cellular-mesenchymal to epithelial transition factor)
HEMHE . MET FEREAAT AL 7 SHROGKE (7931 , EE NN 120kb, WO
20 MM ETH 20 MR E T o o MET ZERIZRAS Y o-MET R H, fFEMMRIH, J& T ZABE
R (RPTKs) [—Ff. B H o AR B AL DL —misd i iz . o WHEALEH MISh X,
1M B FEA MIANX . B DCAPA [X, /# 15 B) s b T Ja & e R — 28k . - MET 21
AR A I 7 (HGF) BR Z IR 32 1, BT B BB AIS 1L, 5 2 Mo B 5 =) A 5 2R
FAHC, 2 540G 55 SRS 2L . MET 5 HGF &4 )5, KA H SR
I NilF PIBK/ALK. RAS-MAPK. B -JEM R IS 5B B A5 2 2515 Sl i, M A # i 4 i 14
VA AR TR . IRZRINAE KA AR AR RN, AR SR W A H AR e h A4
SHEAEF . HGF/MET 3888 5% 15 B 6 2 LE RS RS AH IR S 25 M 107 4, 4G MET 3%
REHE, SRR, SR HAE AT RIE. Tpr-met 25— 5 Ytk F ¥ TPR(Translocated
Promoter Region) L3l X iR A\ 31 55 -5 Gt b Met kinase DXI T A 1) — Fh B0 ML Rl &
RAZ, FERXMEAP, HWiG Met AMMISL. BSIRANTIEGE MR INE T 2K BEA T ERM
HGF RN 3 kinase T VEFFERAR iy, JF HLA B IR 2L 2 DU R AIRZS, AT 51 MET
{55 IS ) 5 W SO AN 2R LG T L I8 3 2 A AN A R A SRS I e 3e , e 28 BN R
KAEMBEE A IREN R 3R . CAAEL M bR LS E] MET JEFI 1S . T 5% A 41 g R AR
AR B R, G IR . ATSUE AR N L B LIRS T e A

2. @A

BHE AP TPR-MET [F12001]/BaF3 Z5#E40M0, JLimd 1895 25 44 771251\ F12001
RADIRASHI TPR-MET JE[F £ BaF3 4l 5, Fa g RIE N R IEA N H TPR-MET [F12001]4
.

Ba/F3 (/NERJR B 4HMD) FILERKAIEIE TR 2 IL-3 (4EFE. SIS RIBWBERER, Xk
FLRReAE Y Ba/F3 IOOKENFEDR, 1l Ba/F3 ANFRAKAS IL-3 TIHG5H, i3 1 IRGHE R iy Ba/F3 1
FEAKAS RSN FE R, T 1Al /N 231 25 0t e 0 4 1 0 £
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Lentivirus

] 1: TPR-MET [F12001]/BaF3 4 o 4 2 i fs

3. HREXER

BRI Ba/F3

FEILFEH: TPR-MET [F12001]

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

M. BT

SCIE AR B

FasEtE: 16 A4 CENINREE R, AR 16 AL EATEE)
TRAF A WA LRAF

4. ERMNEFRAFIFEM

Ry fit i )
TPR-MET [F12001]/BaF3 5¢ 4= 15 75 4k Cobioer CBP73367M
A R A Cobioer CBP50089
96 Well Assay Plate (White Plate, Clear Bottom with | Costar 3610

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

5.1 AAREH

1) 1E 37°C KB s giMY 60 . — B4UMEE (WTRELL 60 APRYTRELRYTE) |
PRI R A E TP AN 10 ml FH TPR-MET [F12001]/BaF3 58 &35 77 £ 1) 15
ml B0 .

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

3)  AEEYNM 5 B 3-6 x 105 cells/ml, AN T25 3235, AN 37°C. 5% CO2 ¥:7:fhd.

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%

FEkE, {R4F40 M %5 B AE 3x 105 - 2x 108 cells/ml Z.[8]

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
Fo 24 NIRRT E B B A KA RAE

6. YHRRSEILARIE

6.1 Anti-proliferation Assay

Ik SE25 PH 24 $E 4T i TPR-MET [F12001]/BaF3 41Ifiig, Cat. # CBP73367 ¥ & , ALK Crizotinib.

Capmatinib AMHAREA, KAEA AL VI DIRE -
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TPR-MET [F1200I]/BaF3 inhibitor Reagent
N =
& U

Read on plate-reading

. ‘ '_ luminometer

é
‘ =
K] 2: TPR-MET [F12001]/BaF3 HEBE 1] SEIG AR R =

1) BOSBCEKRIN,  EOFEIR R, RO ORI E S TR 6 RPMI1640 3557
Ferb, A Y 5x10%/ml

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
ARG FRAGIE TR 72 NI

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
SF3ME) / (DMSO XHHESL G3 “F¥9fH - GO “F¥yfEH) *100 .

7) AR B VR L FUXS LK A AR EE, FIF Prism Graphpad BR1HUL £ 4 D 484 5
bR 2k, IF BiHRAEYI0 GIS0 (GISO0 & AN IEFE Rl 50% %t R (1 4k 54
WEE .

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

CTG Proliferation Assay of BaF3 TPR- Met F1200I Cells (C1)

1257 . ~e~ Crizotinib, GI50 = 350.5 nM
100- \ -= Capmatinib, GIS0 = 22 nM

754
504
25+

%Proliferation

0

-25- Log[CPDs]M

Kl 3: f# [ Crizotinib. Capmatinib 3858 1 1| 5246 2 5

7.2 WB KFE 4 5

1 2 3 4 5 6 7
95KDa
70KDa — e S— o bl sl antiMET
99KDa

1. BA/F3 20ug

2. TPR-MET[G1163R]/BAF3  20ug
4. TPR-MET[F1200I)/BAF3 20ug
6. TPR-MET/BAF3 20ug

Kl 4: WB of TPR-MET [F1200l]/BaF3 Expression

b
o)
p=il
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1 1?0 1 1?0 1 1?0 1 1?0 1 1?0 1 2?0 1
AGAGACTATCTCAAGAACTIGAATACTTAACAGATCAGTITCCTRAATTITCATCTCAGAACGGTTICA
AGAGAC‘IAIC‘ICAAGAHC‘ITGAATACT'IAACAGATCAGT'IICCTAATTCATCICAGiACGGITCA
A AR A A A A AR AMAAN
AGAGACTATCICAAGAACTIGAATACTTIAACRAGATCAGTI T T CETAATTCATCTCAGARCGGTTICA
A A 51 .

K5 AR B8 F L R 2825 ( TPR-MET [F12001]/BaF3 Fusion)

730 740 750 760
U (T T S (T S T ) S S U TR S TN S TS NS SR ST T SN S S SR (S S SO S SO I S S S S I S T S
ITGARARAMTATCTIGCARMDLG CLRALMALMMBLLRAG|ITITTGTOC L CAGAMAGACTTITGGCTGCALRA
TG A A A TAETCTTGCARLGCAEAILALADILIALGTETTG?T C CA GAGALC-TTGGCECTGCA
TG};AEIEIC.“TIGCEAGC;AAPE—LG]—IﬂITGICCLCAGEGLCTIGGCIGC,‘!

B 6: —AQCIFFI6iFER A28 4E (TPR-MET [F12001]/BaF3 F12001)

8. X/~

HFR L)

TPR-MET/BaF3 CBP73365
TPR-MET [D1228N]/BaF3 CBP73366
TPR-MET [F12001]/BaF3 CBP73367
TPR-MET [L1195F]/BaF3 CBP73368
TPR-MET [Y1230H]/BaF3 CBP73369
TPR-MET [Y1230C]/BaF3 CBP73370
TPR-MET [G1163R]/BaF3 CBP73371
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