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3.0
2D 3D
CREB GSK3a 2.5
o0 D . D 2.0
[ BN .

mTOR

Fold change
> &

°
oo |

0.
O T2~ v mo N X oy
SEEZ2LZULESO08825 0
CTBBLT=555F Srr
3D
CHIR-99021 C
2D DMSO 1 10 (uM) o B
*150 AZD8055
ALCAM 2DDMSO 0.1 1
(CD166) 00 50
PROM1 =150
(CD133) ... ALCAV lm 00
p-GSK3a
(S21) "R wow- g, 150
p-GSK3p PROM1
(S9)
=50 86 -37
-ACTIN - [
P (3240/244) ———
non-phospho . . : =100 -37
B-Catenin 4 D . —
S6
WT — =100 -50
B-Catenin B-ACTIN  |m——

aes NG GDED

Supplementary Figure S8. CREB phosphorylation in a spheroid culture of
CKPS cells and in clinical samples of metastatic CRC. (A) MAPK pathway
phosphorylation array analysis of CKPS cells in 2D and 3D culture conditions.
The bar graph shows fold changes in phosphorylation. (B) Western blots of
ALCAM, PROM1, non-phospho-B-catenin, and B-catenin in 2D- and 3D-cultured

CKPS cells treated with or without the GSKS inhibitor CHIR-99021 for 24 h. (C)



Western blots of ALCAM, PROM1, phospho-S6, and S6 in 2D- and 3D-cultured

CKPS cells treated with or without the mTOR inhibitor AZD8055 for 24 h.



