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1. BRER

BCR-ABLL il & 5= K] & — Phu 200 Mt ) 1 g B[R], 3 o B[R] 45 ZE 12 1 KL 40 6 1 1fLs (CMILD
ANELE MR AR T CALL) B35 TR W ABL (Abelson) Jk R A7 T~ 9 5 4ufh
& I, BCR (Breakpoint Cluster Region) J&[Rd % AL T 22 Z4vtafk b HA G c-ABL i
SRk 5 R AW, XA B B 22 Sy tufk BR, ABL JE[H (1 — 2 M5 7E BCR
B E, AR MEERFRA BCR-ABL A R o 070 A 53 B S (e SR B T X P & 56
B et fd, B MOy g ik,  MR45 BCR FHE W2 AR, AT 7 o 2T
FfEHEX (major, M-BCR, E13A2 Hi E14A2, #WiY p210) . REWIZ S#EEX (minor,
m-BCR, E1A2, #%ifi% p190) . /NS4 X (micro, 1-BCR, E19A2, Zwi% p230) .
REZH CML FRiE p210; WDHERIE p230, HATTEURMEEIR: 29 2/3 [ Ph+ ALL RiX
p190. XAk Kl HEZH (1) ¥) /2 BCR-ABL FR IR, & 215 EL I JAK2-STAT,PI3K-AKT,
RAS-MAPK (5 il i, PECAZ B HIA0MAATE S 190, 2GR ML EZ R HT
BCR-ABL il &5 JE K i BEANFR e M, R 5 R AR SR DR RAR, RAR 5 IR HE R A i 24 1 2 22 s IR
Z— AR ABLIFI SR AL, T LUK RAR K BRI F 250y 4 Pl Y. (OP FR AR (7 57 248-255);
OHGBREEME R (T315/F317) ; OMELLHIRARA (fiix 350-363) ; @IHILI

(A-loop) ZRAZ (i /5 381-402) .

2. @A

BHE AP BCR-ABLL [V299L]/BaF3 Z#E4HY, o id 18 2 5% G177 51\ v299L
RARA ) BCR-ABLL X £ BaF3 4Rl 57, FoE RIENRAILA T BCR-ABLL FE[H]

Ba/F3 (/MRS B 40D M4 KA 2 1L-3 M4ERE. SIS FhFRE AR, xit
FRREME Dy Ba/F3 HISRENIE A, ik Ba/F3 AN IL-3 TIAG 58, HE M0 HE A 5 Ba/F3 4
FAMCRURI RN FER, T VAl /N 23 2 P ) 830l PO 28 1 103k £


https://medlineplus.gov/chronicmyeloidleukemia.html
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BCR-ABL1 [v200L] BCR-ABL1 [V299L)/BaF3

Lentivirus

] 1: BCR-ABL1 [V299L]/BaF3 4H it 14 2 i f

3. HREXER

BRI Ba/F3

Feik A BCR-ABL1 [V299L]

FARES 322, RPMI-1640+10%FBS

YR A7 I 90% FBS+10% DMSO

M. BT

SCIE A B

FasE P 16 A0 (CEAMALE R, SRR 16 RN EATE)
TRAESAT: AR

4. ERMNEFRAFIFEM

e fit i i)

BCR-ABL1 [V299L]/BaF3 5&4: 8% 97 4k Cobioer CBP73330M

20 R AT Cobioer CBP50089

96 Well Assay Plate (White Plate, Clear Bottom with
Lid Tissue Culture Treated Polystyrene 1/Pack)

Costar 3610
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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 AR 10 ml T4 BCR-ABLL [V299L]/BaF3 58 &35 77 FE (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

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

6.1 Anti-proliferation Assay

IS5 24 Z il BCR-ABL1 [V299L] /BaF3 4l fifi,Cat. # CBP73330 J1 /&, A< SZitfdi Fl
Cabozantinib. Dasatinib~ Ponatinib. GZD824. GZD856 formic. GNF-7 AMNRFEA, IGHUF A

R Y ThEE -
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Reagent
BCR-ABL1 [V299L]/BaF3 kibitor
-l Ff’
Z_,__\J . \jll

Read on plate-reading

‘ ‘ ' luminometer

Pl 2: BCR-ABL1 [V299L]/BaF3 H{45E 11 ] S 36 i F v i

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
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) AR B VR L FUXS LK A AR EE, FIF Prism Graphpad BR1HUL £ 4 D 484 5
R 2k, I BTSSP GIS0 (GIS0 & A I BE 5y 50% X6t BL 4k 45 4)
WEE .

b
IN
p=il
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7. HiERR

7.1 BEMH LR RIES R

CTG Proliferation Assay of BaF3 BCR-ABL1 V299L Cells (C4)
125-

8 e —~ Cabozantinib, GI50 = 205.6 nM
o T2 "X ¥ -= Dasatinib, GI50 = 65.8 nM
2 75 -+ Ponatinib, GI50 = 2.58 nM
5 ~ GZD824, GI50 = 2.12 nM
= 501 —+ GZD856 formic, GI50 = 28.6 nM
o 25- -@ GNF-7, GIS0 = 24 nM
2
04—
-10 .
-25- Log[CPDs]M

K] 3. f#iFH Cabozantinib. Dasatinib. Ponatinib. GZD824. GZD856 formic. GNF-7 3% 3| <L

IS aE R
7.2 WB KFE 4 5

1 2 3 4 5 6 7 8 9 10 11 12

" ‘-"‘__-ﬂﬂmﬂmﬁ
» ] 1 v . ) B

170KDa. ’ — "M Anti-c-ABLHi{A

130KDa

90KDa

T2KDa

1.Ba/F3 20ug
2. Ba/F3-BCR-ABL1-T315M 20ug
3. Ba/F3-BCR-ABL1-F359V-T3151 20ug
4, Ba/F3-BCR-ABL1-F317L 20ug
5. Ba/F3-BCR-ABL1-F317L-T315T 20ug
6. Ba/F3-BCR-ABL1-H396P 20ug
7. Ba/F3-BCR-ABL1-Y253H-E255K 20ug
8 Ba/F3-BCR-ABL1-Y253H-F359V 20ug
9. Ba/F3-BCR-ABL1-E255K 20ug
10. Ba/F3-BCR-ABL1-V299L 20ug
11. Ba/F3-BCR-ABL1-M351T 20ug
12. Ba/F3-BCR-ABL1-G250E 20ug

K| 4. WB of BCR-ABL1 [V299L]/BaF3 Expression
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3?0 3?0 3?0 I 3?0 4?0 4}0

IGCRGCTCCTIGEGETCTGCACCCGGEGGEGAGCE

CATGAAAGAGATCARARACACCCTAACCT

|G
Catgaaagagatcaaacaccctaacctityg|gtgcagctccttiggggtctitgcacccgggadgc

A MM WA

CATGAARAAGAGATCAARAACACCCTAACCT G C|I GCRGCICCTTIGEGETCTGCACCCGGGAGLE

K] 5. — R FI6F R [l 9848 (BCR-ABL1 [V299L]/BaF3----vV299L)

2?0 280 2?0 300 310 3%0

AGCCACTGGATTITRAAGCAGRAGTIICRAARARGCCCTICAGCGGCCAGTAGCRATCT G
agec

oo

oA L@ EEE R A agiea ¢ T E CiEaGa s aire ColEE Co A TS Fogiee-a g B giEiact 6B

A

C o o] CCRT LACC R T LG cC TICLlGeGCCeCCAETAGCRATC
€ ACTGEGATTTAAGCA AGECCEITCAGLCGELEAGTAGEATCTG

cC ik = o
CE AGITCARAL

0

=
A G

Bl 6. —AQCI a6 iF R K58 45 (BCR-ABL1 [V299L]/BaF3 Fusion)

8. HHx~m

Ay i s

BCR-ABL1/BaF3 CBP73001
BCR-ABL1 [T315I]/BaF3 CBP73190
BCR-ABL1 [E255V /T3151 ]/BaF3 CBP73277
BCR-ABL1[Q252H /T315I]/BaF3 CBP73278
BCR-ABL1 [E255K]/BaF3 CBP73318
BCR-ABL1 [E255V]/BaF3 CBP73288
BCR-ABL1 [E459K]/BaF3 CBP73302
BCR-ABL1 [F317L]/BaF3 CBP73329
BCR-ABL1 [F317L/T315I1]/BaF3 CBP73325
BCR-ABL1 [F359V]/BaF3 CBP73303
BCR-ABL1 [F359V/T3151]/BaF3 CBP73327
BCR-ABL1 [G250E]/BaF3 CBP73321
BCR-ABL1 [H396P]/BaF3 CBP73317
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BCR-ABL1 [P465S]/BaF3 CBP73304
BCR-ABL1 [Q252H]/BaF3 CBP73289
BCR-ABL1 [Y253H]/BaF3 CBP73287
BCR-ABL1[Y253H/E255K]/BaF3 CBP73326
BCR-ABL1[Y253H/F359V]/BaF3 CBP73328
BCR-ABL1[Y253H/T3151]/BaF3 CBP73263
BCR-ABL1 [E355G]/BaF3 CBP73306
BCR-ABL1 [A337V]/BaF3 CBP73307
BCR-ABL1 [V299L]/BaF3 CBP73330
BCR-ABL1 [V468F]/BaF3 CBP73308
BCR-ABL1 [I502L]/BaF3 CBP73309
BCR-ABL1 [P223S]/BaF3 CBP73310
BCR-ABL1 [K294E]/BaF3 CBP73311
BCR-ABL1 [M244V]/BaF3 CBP73312
BCR-ABL1 [T315M]/BaF3 CBP73322
BCR-ABL1 [M351T]/BaF3 CBP73323
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