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1. BRER

AKT W4 FR N EE 1 340 B (protein kinase B, PKB), #&—F4r 7 &%) 60kDa 142/ R 1
AR, HEEEA 3 MEME: PH G530 G PIP3 2RIy, BRI T A0 45
BERREL) ; MG T AE. WA AKT 3 FhEER R, Aktl,
2, 3. AKT1 (v-Akt) SRUIRIENEREE IR, R S A i thee CEFEAH. 4K,
BEGE L A7E S PR ME AR E O PREOCHEAIEM . AKT1 3K (JRFR A AKT) A% — il 22 55 2 R
R I R G, B 2 DR R IR PR T PIBK (R SR SR AE, LIRS 5181800 EGFR
B9, Z SIS I ASETE P, S0 20 e 0 T A2 o e A STk . AKTL UG
TR A A 55 A T308(PDK1 BEFR 1L 5D 1 S473 (mTOR FI DNA-PK BEER LA £1). AKTL 5
(1) PI3K-AKT 15 5 A2 IO BB 0S4 T 7L . B/ Nl . B, B i iR &5
Z A, HOd BEOE i AKTL JEDR 0 B0 RAR TS . AKTL E R E71K FEASHOE H
Bes e, RN IE ST, SURMBARmEL, SEBE. INEE. SSEESERKEM
RV R W BUAE St Sl R G 21 B o B R i . LIRS 2 Mot h 5 AKTL R
(A BRI A 5 BB ARG .

2. FENE

FHE A=A AKTL WT/BaF3 25584, FOE S5 4107775 51N WT RZSH AKT1
LA 2 BaF3 AL R b, FRERIAN AKTL WT [

Ba/F3 (/NERJE B 4HMDD AUAEKAIIGTE TR 2 I1L-3 M4EHRE. SIS PhFRIB MG RER, X1k
KR BeF 0y Ba/F3 HIAKBNFE], ik Ba/F3 ANFRAKH IL-3 MG 5E, 2 1 2 R iy Ba/F3 4
SRR XN DR, F T3P Aili /N 20 20 e Tl )28 1 o0 1 1
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/ AKTTWT

Lentivirus

K 1: AKT1 WT/BaF3 ZH iUt i@ s

3. HREXER

BRI Ba/F3

FIABHE ] AKTL WT

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

R i igs)
AKT1 WT/BaF3 5841 97 5 Cobioer CBP73295M
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) |
PROFCRE R A E I A BN RS 10 ml Ti#% AKT1 WT/BaF3 5845597 561 15 ml B0
B

2) 1000 . 5 ZrBrESCUINE, BRERIFFIEICHMRES T 5 ml BRI ST

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

1S 245 4 40 i) AKT1 WT /BaF3 ZHififd,Cat. # CBP73295 JTJi&, ZASZ36{# Fl AZD5363.

ARQ-092. MK-2206 MMliAFEA, BOAEAK AL (1Y DRE .
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AKT1 WT/BaF3 inhibitor Reagent
ey {:::—\3 ‘D
_ ‘.U.

Read on plate-reading

' ' . luminometer

v
R,
‘_-_::.‘i'-'.s.:.'._:':_..q

Bl 2: AKT1 WT/BaF3 3858 411 ] S 56 v F s i ]

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) 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
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7. HiERR
7.1 WEMH|LRIESE R

CTG Proliferation Assay of BaF3 AKT1 WT Cells (C2)

125+
% s~ AZD5363, GI50 = 405.2 nM
100+ = ARQ-092, GI50 = 31.7 nM
- —+ MK-2206, GI50 = 65.1 "M
50-

254

% Proliferation

0

s 5 gy

-25- Log[CPDs]M

K 3: fdiH AZD5363. ARQ-092. MK-2206 3% Hi1Hi| Sz us 45 5

7.2 WB BiF4E R

72KDa

55KDa
35KDa

1. Ba/F3 20ug
2. AKT1 WT-flag/BAF3 20ug

& 4: WB of AKT1 WT/BaF3

S Anti-Flag

#
o)
p=il
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7.3 Sanger YIRS R

20 30 40 50 a0 70 g0
ey ooy Loy e e I ey e I ey e Py e e L e R ey e T ey e TR e e L ey T e T e e B,y

IGTGARGGAGGGTTGGCTIGCACAARCGAGGGG/AGTACATCAAGACCTIGGCG6GCCACGCTACTT

tgtgaaggagggttggctgcacaaacgiggglglagtacatcaagacctggeocggcoccacgetactt

A A AV A AV AT AV A AV AV A Y VA VAV AV AT AV AV AVALL AV AV Y AV ALY A N LA A VY ATV AV AV Y AV AV O ATV VaTAl

TGTGP.P_GGP.GGGTTGGCTGCACP_BACGAGGG—lGIl.GT}‘ACPTCAT—_GHCCTGGCEGCCPCGC AETT

Kl 5. —ARIFI6AEFE R 28 4F ( AKT1 WT/BaF3)

8. X/ ~m

AKT1 WT/BaF3 CBP73295
AKT1 E17K/BaF3 CBP73275
AKT2 E17K/BaF3 CBP73281
AKT3 E17K/BaF3 CBP73280
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