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Wnt signaling is associated with cell survival in
the interaction between acute myeloid leukemia
cells and stromal cells
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TRL-01 (3 1H % B 4 S M5 867 B 7% M i 2 NOD/SCID mouse with IL-2RyC-/-
(NOG mouse)l[ZfERBBHET 2 = & TR L2 X b o — < (KA A IS Mk T 5,
TRL-01 (X~ 7 ADAEN . HDHWVITERA b —~v il & 558325 2 & THEFF S h
B3, BHIREEFE C O R WIMERR XK ¥ T &H 5 (Supplementary Figure la-c), HME:#E 51
T T® TRL-01 i GM-CSF, SCF, G-CSF DR, HH WL 7 7 A4 T ax 7 F o LiEE
XL ETHYMOEENAETH IR, WTHhORE AR - iz T2 R
—FrT2Z2LIETET, A b —<HRDOMOL DR F2 TRL-01 OELF - H5l % Y
A—=HFLTWVWBHIEBRBEIND,

Wnt (353 1 & 40,000 O WS X7 B THh Y | WILEM T 19 FENFE S
ATV D, Wt [THERZR 1 DO Z K Fz ~DOFE AL o TR~ 7 F A BMEZE S
B3, Z D Wnt ¥ 7 F LRI beta-catenin # ¥ (canonical $£#%), PCP #&#. Ca”#%
% (non-canonical #¥K)D 3 DD v FIARERKE D OREK S FL, MR ETE - 431k,
6 A W O AR ER I ik - B BT AR 72 E Rk & 2o MRS REZ FHET L T D L B2 DD ITAE,
Wnt ¥ 7 VR EE O FER RS RE SR S o0 d 0 | i i R I 0D SR B RSO 1 A
R Wnt & 7 F VRS NE G LTV D & o s EEER & Wit v 7 LR
DR ELORREENZBEIND L HITRoT,

4[|, TRL-01 OAFF - A YR — R T 5K & LT, Wnt 7 FARKICER L
TR E1T> 7, £72. AML BERBREZ AW T Wnt & 7L & o B EE % [F 4R
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TRL-01 % Iscove’s Modified Dulbecco’s Medium (IMDM), 10% fetal bovine serum (FBS),
100 IU/ml penicillin-G, 100 pg/ml streptomycin Z i L. HTS & & L7,
HS-5 % Dulbecco's modified eagle medium (DMEM), 10% FBS, 100 IU/ml penicillin-G,
100 pg/ml streptomycin & i1 L TH5# L 72, Hela {X MEM with Earle’s Salts and L-Gln,
10% FBS, 100 IU/ml penicillin G, 1% pyruvic acid ZffH L CTH;#% L 7=, Primary AML
B B A 21X RPMI, 10% FBS, 100 IU/ml penicillin-G, 100 pg/ml streptomycin % i i L |
B MERA e —<Hilakk HS-5 L3RR Lo, MlakEaid 37°C. 5% CO2 DRI
TAiT»> 7=,

Wt fL#E K 7. Wnt recombinant protein O £ DR}
TRL-01, HTS #EE:HE LT T 5 Wnt BLER 7 OEH O st
24-well culture plate Z V)T HTS 1x10° cells/well Z 5538 L, HTS A& A AT S L



7= . TRL-01 1x10° cells/well %l X 72hr §5## . sFRP1 (0.5, 1.5, 4.5 pg/mL), Dkkl
(0.1, 0.3, 1.0 pg/mL), Y27632 (3. 10, 30 uM)% /il x, 36hr 552t (Z TRL-01 % [a]4Y
LT AR M= AZHELT,

TRL-01 HMEE SR I28 10 5 Wnt5A, 5B, 9A recombinant protein O {EF O 1 &t
24-well culture plate % VT TRL-01 1x10° cells/well Z k5% L. Wnt5A. 5B, 9A
recombinant protein (Z#LE4L 1, 10, 100 ng/mL)Z M1z, 2 HMEEFE%ZIZ TRL-01 % [H]
IRLT A= 2AZHE LT,
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24-well culture plate % VYT HS-5 1x10° cells/well & 553 L . HS-5 #2825 28 JE 1A 12 A
% L7-#. Primary AML B #ifiJl & Y27632 (10, 30, 50 pM)%& i1z, 36hr §5#%# (2
Primary AML ‘B #fififid 2 FUL L7 AR b — 2 2 H1E L,
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TRL-01, Primary AML ‘B #8#0 0 2 ELE . MildZ 0.2% TritonX-PBS(-) TR L. 50
pg/mL Propidium Iodide (PI), 100 pg/mL RNase % #RAN, PI Y% O fllfal % ik 2 5 mL
Polystyrene Tube (2% L | FACS CaliburTM % H\» T DNA &I(Z X 2 ffifaJE e X k72
LERE LTz, HIERE % CELLquest software & HHWWCTHEAT L, 774 Fh— A DEIE
FEM LT,

Reverse transcription (RT)-PCR 2 & % Wnts, Fzs, LRPs Dk H

TRL-01, HTS. Primary AML ‘B ##ifg, HS-57>5 RNA ZHH L cDNA % {Ek L 7=,
RT-PCR & 51413 Fzs, LRPs; preheat 95°C 6 min, denaturation 94°C 30 sec, annealing
58°C 30 sec, elongation 72°C 30 sec, 38 cycle, final elongation 72°C 7 min & L 7=,
Whats; preheat 95°C 6 min, denaturation 94°C 30 sec, annealing 58°C 30 sec, elongation 72°C
30 sec, 30 cycle, final elongation 72°C 7 min & L 7=,

Western blotting

Hela, TRL-01, HTS. HS-5 % PBS(-) TUtif+# . Protease inhibitor, Phosphatase inhibitor
% I Z 7= lysis buffer T lysate & {Ef% L 7=, Lysate ® ¥ > /X7 JRE % & W 7= 1% . Western
sample buffer, 1% 2-mercaptoethanol Z /Il 2. 95°C Smin ZA L, SDS/PAGE %17 - 7=,
UK # % polyvinylidine difluoride (PVDF) membrane [Z#5%5 L | 5% sukim milk Tris-buffered
saline (TBS) 0.1% Tween 20 (TBS-T)Z W TC=IE T lhr 712 v ¥ 7 L1z, —RPUIK &
L T anti-Wnt5A $U{A. anti-beta-actin F1{A% 4CT—Me A o F2X— L, ZRPLK L
L T HRP-linked whole anti-rabbit 1gG #fAk % % T lhr A > F 2 X— L7, ECL
Western blot ditection kit % VT PVDF [l LD % 37 /i L7z,
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TRL-01 & HTS % 53 L, Wnt OFLFER 1 TH 5 sFRP1 Z# /1 %X %5 & TRL-01 O T
RE—=Z2ARFEHEINT, I HIZ, Wnt non-canonical #£# % [ 35 Rho kinase
inhibitor Y27632 #/MMx 52 LICL>THE TR b=y ARFEI N, —FH., Wnt O
canonical R FF YA ER T CThH D Dkkl M2 72845 TiX TRL-01 O T R F—3

AVXFHE Z 72 hy o 72 (Figure 1a), TRL-01 & OYHTS @ Wnt B # iE {5 1 D JE Bl % RT-PCR
IZE o TR 2 A, HTS IZHBWV T WntSA, 5B, 9A H5'5 PEY) O R8I 72 R BL S 3R
» B LTz (Figure 1b), £72, HTS IZF1T 5 Wnt5A ¥ /37 O3 8LIE Western blotting (2
F o THHER &M, TRL-01 TIX WntSA ¥ /37 OFBITHR S e h o7z
(Supplementary Figure 1d),

TRL-01 HMES# S5 1F T2 Wnt5A, 5B, 9A recombinant protein 2l 2 % & . WntSA,
9A Z M Z T2 AIC T R b — 3 ANl & du7= (Figure 1c),

Primary AML ‘B /i 2 OV HS-5 1ZBI L T [FAARIC Wnt BEE R T OB 2 G0 ~ 7
L ZA, HS5 2B WTIX Wnt5A, 9A BRGPEM DI BN D H L7273, Primary AML
FHGIE TIE WntSA, 9A [T T < E LR EBL L T e o 7= (Figure 1d), & 51T
Primary AML ‘B # A fd & HS-5 Z JL5538 1T Y27632 /N2 5 & . Primary AML ‘& Hi
D7 AR b —3 A D3F5E X #7172 (Supplementary Figure le),
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AEIOFEF /S, TRL-01 1L HTS H D Wnt5A. 9A {2 X 5 non-canonical #% % /7
L72T R b= ZOMEINRZ =T T DA REMEN IR S 5,

F72. Wnt ¥ 7 F LR B I Primary AML B #6400 & 2 b v — < fllid oo e fFE A 1E
HIZB T 2R EFR E OBREMENREINT,
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