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1. BRER

FLT3 JERIA, Ytk 13912, % 24 MIET, W5 993 MR, & T 18 2 7k
FIRWEE (RTK) AR KR, FLT3 S A R ARSI, — A IFFUE UMD &5
HEIE L — A Eh A N 45 R A R IR (T S5 A3 e, DA P9 X3 C i 4
W3, FLT3 B S IEAMARZE G5, FOMLR P OB DX % i FIR — 244, 3808 SRk
WEALI FLT3 B TS 2 Al ISR BN o I AR AL, 2 5B G LA B i T 1
M. 1TD CAFBHBRE L) AL FLT3 i WA — 8 RAL, RARAE FLT3 J PR 30T 5 £ g 4ok
AT —BEEFH, @5 RAAEIT X B R Rk HE 595 fiT, A7 THEE 1 14/15 SAME
T b, AN S AT I 2R 2R, KE—M 3-400bp A%, BB =AM ECEIL, 1R
B e AR R BEAE (ORF) o i N B HE 57 91 9 30 FLT3 AETC LA LS & T 00 T A2k — 53Rk
WIT R B IRBERR AL, A S IH DIREE K, SR BOE IR RS T, 3 TS S E
% (RAS/MAPK. PI3K/AKT %) FraLiid, FEAMII G, (23 AML R I 2 K 56 o FLT3
5 HBOE 5 2 M MR A G, HRAR LW THE R MR, WS rEsErE A s (AML A8 E
PR R SEAAE (MDS) o FLT3-ITD RAZ JyBARAL, BN AML Hh A7 7E 8RR Rk 2K /4
ANRAL, HAE AML B35 558 02 40 A AE AN R  FLT3-ITD RAZELG] . B AT KR .

2. FENE

FHE A HEH FLT3-ITD [N676K]/BaF3 25540, il it 180 2 4% Je i) I 51\ N676K
FAFIRAS IR FLT3-1TD 2K B BaF3 il R+, Fag RIE NRAZILA NI FLT3-ITD [N676K]2E A .

Ba/F3 C/NRUJE B 4HM) (A KA 2 1L-3 (M4ERE. SIS PRI MATILR, Xk
FLRBeAE Y Ba/F3 IUOKENFER, 1l Ba/F3 ANFRAKAS IL-3 TIHG5H, i 1 IRGHE R iy Ba/F3 1
FEAKAS RSN FE R, F T 1Al 23 25 W0t 8l 0 4 e 0 £
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FLT3ATD [METER]
/ FLT3ITD [N676K]/BaF3

Lentivirus

] 1: FLT3-ITD [N676K]/BaF3 4 g #) 2 i

3. HREXER

BRI Ba/F3

FEALFEN: FLT3-1TD [N676K]

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

M. BT

SCIE AR B

FasEtE: 16 A4 CEWNINREE R, AR 16 AL EATEE)
TRAF 26 WA LRATF

4. ERMNEFRAFIFEM

R i igs)
FLT3-ITD [N676K]/BaF3 55485 77 3k Cobioer CBP73242M
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 AR E 2RSS A 10 ml FiiF4 FLT3-ITD [N676K]/BaF3 58 &35 F2 5L 11 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%

Fekk . {RFERYH ML AE 3x 105 - 2x 106 cells/ml Z.[H] .

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 1 25 HE 4T FLT3-ITD [N676K] /BaF3 4, Cat. # CBP73242 JTJ& , ASSZIG i Fi] AC710.

Cabozantinib. Sunitinib HIAFEA, IGAUEAB AL 1 EY DhRE .
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FLT3-ITD [N676K]/BaF3 inhibitor Reagent
ey IL"I

Read on plate-reading

' ‘ . luminometer

Bl 2: FLT3-ITD [N676K]/BaF3 31 5E 411 ] S48 it s i 14

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 LA AT EAEAN L R 4RI 73 : Proliferation% = (FRILAYIAL 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)
WEED

b
IN
p=il



f-)jk/ MR E VIR ST 22 vl Your Intimate Partner in Biosciences!
[*™C_ COBIOER BIOSCIENCES CO., LTD

7. HiERR
7.1 WEMH|LRIESE R

CTG Proliferation Assay of BaF3 FLT3-ITD-N676K (C5)

- AC710, GI50 = 6.25 nM
: 100+ -= Cabozantinib, GI50 = 5.12 nM
S 75- -+ Sunitinib, GI50 = 47.8 nM
[1+
g 50-
o
& 254
EE
0 T T ] -
40 9 8 T 6 -5
-25- Log[CPDs]M

Kl 3: {#i/] AC710. Cabozantinib. Sunitinib 35 ] 256 45 5

7.2 WB BiF4E R

170KDa-
130KDa B~  Rabbit anti-FLT3
100KDa

1. Ba/F3 20ug
2. Ba/F3-FLT3-ITD-N676K  20ug

K] 4. WB of FLT3-ITD [N676K]/BaF3 Expression
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8. HHx~m

2y i )

FLT3-ITD/BaF3 CBP73096
FLT3-ITD [D835V]/BaF3 CBP73097
FLT3-ITD [D835Y]/BaF3 CBP73098
FLT3-ITD [D835H]/BaF3 CBP73239
FLT3-ITD [D835E]/BaF3 CBP73240
FLT3-ITD [D835del]/BaF3 CBP73241
FLT3-ITD [N676K]/BaF3 CBP73242
FLT3-ITD [1836del]/BaF3 CBP73243
FLT3-ITD [F691L]/BaF3 CBP73099
FLT3-ITD [Y842C]/BaF3 CBP73100
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