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1. BRER

EMLA-ALK @& 35 AL T 2 5 e R i 508 F(2p21 A1 2p23), H 57 gy EMLA B
B, 37 i ALK I B, BB E S 0 EMLA ZEH T BE SRR T ALK BUEHE . ALK i EMLA
AR Rl 5 5 R R0 7 2 — A B BURTE YRR RE S R B B EMLA-ALK B B H, 1ZEH | EMLA
(BB R UG 5 ALK (1 0 P T S P 2 () SRR 25 5 BT TR F, - EMILA TR 2 AR i 30 73 0 ALK ¥
B A A —SRAEH, S 8UN (5 5 38 8% W1 AKT,STAT3 A 5 5 305 1 A1 2(ERK1/2)
(5 H WO, (AT, K AR 28 AR B . ALK (RIS B T A0 R AR L 1
B ARG ALERS, 1 EMLA-ALK Rl JE A EMLA S0 ALK 2 BRI X AN T 5 S50 4 i 1) 3%
BEHE, SIEEAL . EMLA-ALK Bl R i TR AR A E A A E 2 FOE R, HEjZE bk
BT 20 ZF EMLA-ALK Bl ERY, EMLA JERIA IR Z WA, T ALK A SR E5 K N Jiix —
AN, IR TE R O B R (R R e Rl AR S AR EMLA-ALK i 71 2 B
H AN ] O BB o e rPY EMLA-ALK Rl TP e LRI 7R 9 v A v3a/b, £ 45 i EMLA-ALK
A SR 70%. V1 WALRAMNE T 13 5 ALK [F4M2 T 20[E13; A20] K/l &, V3a /b AL
& EMLA IAMNET 6a /b 5 ALK [{I4M T 20 Fifl 4 [E6a / b; A20]F1[E6a / b; A20] KRl A -
B0 ALK e IR A A A R, RIATERRINE B FU R EAA A R, b e80T B R
Rt 5 1 % P e IR A 1P 22 5

2. @A

BHE AP L EMLA-ALK V1 [11171N]/BaF3 Z55E401, Hodid 195 3 5 e 777 5N
11171N FARIRAS I EMLA-ALK V1 B [F 3] BaF3 40 R o, Fog ik ARETEA T EMLA-ALK V1
[11171IN]%E A,

Ba/F3 (/NERJR B 4HM) FIERKAIEIE T 2 1L-3 (4EFE. SIS RIBWBERER, Xk
FLRIREAE N Ba/F3 HUSKBNEEA, 1k Ba/F3 ANFRAKAS IL-3 MG 58, kAR5 5 1y Ba/F3 Y
TR RN DR, F T3P Aili /N 0 20 e Tl )28 1 o0 1 1
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EMLA-ALK VA [H 71M] /

EML4-ALK V1 [I1171N]/BaF3

Lentivirus

& 1: EML4-ALK V1 [I11171N]/BaF3 4 i #4 2 i f

3. HREXER

BRI Ba/F3

FEikHEH: EMLA-ALK V1 [11171N]

fEAREE 772 RPMI-1640+10%FBS

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

ES fit i )
EML4-ALK V1 [11171N]/BaF3 5843 55 4k Cobioer CBP73299M
A R A 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) fE 37°C KBPPEBCAIY) 60 #. — HANMAMA (FTRELL 60 FOAHIRELRIE)
PO FRAEE P IAE A 10 ml TiEY EMLA-ALK V1 [11171N]/BaF3 58435 77 5L 1)
15ml ELEH.

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 8x10° 40 &0 J5 3¢ B3l o 0 1ml 4R A7 7 (90% FBS+10%DMSO), WXFT3%5), HIA
NG AFE . SCRDRONAIMI A A7 & (Nalgene 5100-0001) , NS A EE S| ZIFE LR, Ji-80°C VK

Hi. 24 /N TR R R AR A B SR K A7
6. HAASCINIRTE

6.1 Anti-proliferation Assay

IS FH 253 40 M0 EMLA-ALK V1 [I1171N] /BaF3 4 fif,Cat. # CBP73299 JTJ&, Z<SZIg (i

Crizotinib. Gilteritinib- Lorlatinib NMEAFEA, IUEAB A KA D6 .
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Reagent
EML4-ALK V1 [I11171N]/BaF3 inFlibitor

Read on plate-reading

. ‘ ‘ luminometer

Bl 2: EML4-ALK V1 [11171N]/BaF3 35 01 S 56 A o =

1) BOSECE R, BO0FREIR B, RO ORIVIIR E 2 TR i RPMI1640 B TR 4t
4R E LN 5x10%/mls

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
M B R ARG TR 72 /NS

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 AT AR EAAA L R 4RI Proliferation% = (FFI{L AL G3 - GO
SFHIMED / (DMSO XHRFL 63 “FHIME - Go “F¥IfE) *100 .

7)  ARIEEEAER R L AL R SR AN IR, FIF Prism Graphpad BUPHU& 4015
R 2k, I BTSSP GIS0 (GIS0 & A I BE 5y 50% X6t BL 4k 45 4)
WEED

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

CTG Proliferation Assay of BaF3 EML4-ALK V1 11171N (C3)

125-
-o- Crizotinib, GI50 = 100.5 nM

100- = Gilteritinib, GI50 = 2.72 nM
75 \\ -+ Lorlatinib, GI50 = 24 nM
504

254

%Proliferation

0

9 -8 -7 -6 -5
-25- Log[CPDs]M

K] 3. {#FH Crizotinib. Gilteritinib. Lorlatinib 348 31| S 06 2k 5

7.2 WB BiF4E R

L. 2 3 B

170KDa
130KDa P v v Anti-ALK¥E
90KDa :
72KDa
1. Ba/F3 20ug
2. EML4-ALK I1171N/BaF3 20ug

3. EML4-ALK T117IN-F11741/BaF3 20ug
4. EML4-ALK T117IN-L1198H/BaF3 20ug

Kl 4: WB of EML4-ALK V1 [I1171N]/BaF3 expression

#
o)
p=il
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7.3 Sanger YIRS R

3.‘|5l’J I 3?0 I 3'|Il’J I 3?0 I 3?0 I 4fIJfJ I 41!.0 I 4%0 I
SCARARACTACTGTAGAGCCCACACCTGGGARAAGGACCTARLAGTGTACCGCCGGALGCACCAGGAGCTGCAAGCCATGCAGATGH
ECAAE-\ACTACIGTA‘?AGCCCACACCT-GGGAAAGGJ&CCIAAAGTGTACCGCCGGAJ}GCACCRGGAGCI GCAAGCCATGCAGATG!H
sCRARRRCTACTIGTAGAGCCCACACCTIGGGRARGGACCTARARGTIGTIACCGCCGGALGCACCAGGAGCTGCRAGCCATGCAGRATG

e \ e .
K 5. —ARIll I E S R 9848 ( EML4-ALK V1 [11171N]/BaF3 Fusion)
740 750 Te0
] g o gyl o gy ocg ) gy oy o YRy o ] g o gy O
AATTCAABRCCACCAGAACATTGTTCGCTG
A ARTTCAABRCCACCAGARCATTGTTITCGCTG
"‘"I—.lCE—'.GC."—.P'.Z—‘;TTCF—_I—.CCI,CC.'E—'.GI—.E—.CATTGTTCGCIG

K6 —ACIFaeiF R R 584 (11171N)D

8. HHx~m

EML4-ALK V1/BaF3 CBP73185
EML4-ALK V1 [C1156Y]/BaF3 CBP73189
EML4-ALK V1 [C1156Y/G1202R]/BaF3 CBP73364
EML4-ALK V1 [C1156Y/L1198F]/BaF3 CBP73351
EML4-ALK V1 [F1174L]/BaF3 CBP73188
EML4-ALK V1 [G1202R]/BaF3 CBP73200
EML4-ALK V1 [11171T]/BaF3 CBP73353
EML4-ALK V1 [11171S]/BaF3 CBP73354
EML4-ALK V1 [L1196M]/BaF3 CBP73187
EML4-ALK V1 [L1196M/L1198F]/BaF3 CBP73352
EML4-ALK V1 [L1198F]/BaF3 CBP73343
EML4-ALK V1 [D1203N]/BaF3 CBP73342
EML4-ALK V1 [G1202R/L1196M]/BaF3 CBP73271
EML4-ALK V1 [G1202R/L1198F]/BaF3 CBP73272
EML4-ALK V1 [G1202R/G1269A]/BaF3 CBP73273
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EML4-ALK V1 [G1202R/G1269A/L1204V]/BaF3 CBP73339
EML4-ALK V1 [G1202R/G1269A/L1198F]/BaF3 CBP73340
EML4-ALK V1 [G1269A]/BaF3 CBP73341
EML4-ALK V1 [G1269S]/BaF3 CBP73350
EML4-ALK V1 [11171N]/BaF3 CBP73299
EML4-ALK V1 [I11171N/F11741]/BaF3 CBP73300
EML4-ALK V1 [11171N/L1198H]/BaF3 CBP73301
EML4-ALK V3a/BaF3 CBP73199
EML4-ALK V3b/BaF3 CBP73186
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