A B c

RIS-1

s O 3 6 8 12 24 36 48 (h) xoa VeNICle  RIS-2 RIS-1 9.0
& o
2 2 5

v-1
B kL —— LV Ca Q85
HCT-8 < S a0 s

o &

| - D - - e | Actin | P AcCln o
~ 75| R=-0.602

RIS-2 - p=6.94E-11
0 3 6 9 12 24 36 48 (h) 55 Cav-1 10— ——5 )
Cav-1 HT-29 4 :

5 --------- 2log of Cav-1
+ — | ctin
8.8

| - - - —— - - - | Actin r o« 86 wl gt
2| - . . | Cav-1 % 84l - il I
D w 82 - L .

Control shCav-1 SW480 —_—

) 5 80
ke 0 1 2 4 0 1 2 4 (h)RIS1 © — (i) w 7.8 4
L e 5
. L X = - il 4 |Tota| EGFR ™ 74| p=_0.53i
7.2
10 3.4 1.8 1.0 1.8 8.1 1.7 L8 relativeintensity 7,omp=°1-5—i’25-05m &
= =
S —— i ©E335 333
e Cav-d 2log of Cav-1
2 — Actin
*
E G = 607 — [ Control
_ 50 ] Control - < *‘é [IRIS-1
E a0 W AGTHE og g8 [ shCAV-1
=y . Pl S8 407 [ shCAV-1/RIS-1
= 304 e e e S e i
o) 1 [ 1 = i 1
2 = £ %3 :
p 204 = E “g’, 204 * ! 3 5 !
E 10 = o= 22 f 1 _ cav-1 |
:I::s 1 - o ° : !
. ] v GAPDH
| s T o [ - -———
0 S plam = S
o\ o Sz XCL-1
F NEAEA R H _ 25- Control
2 1 RIS
[ Control cE
— 25+ * — s g 204 =2 CAV-1 OE
£ e 2 < B CAV-1 OE/RIS-1
S & 50l [ shEGFR £3 - -
2 [l shEGFR/RIS-1 g2 159
fod @@
B 5 s 25 o o DTS
@2 s 3 — & :
< o 104 * E £ s 2 i
Za o © [ = |
- o 53 s N I
S5 54 = ! !
556 2 | ] Cav1
f lellefd olles = o L Y — — B
-0 T T CXCL-1
IL-8 CXCL-1
J 600+
Control AG1478 E ’—I -
I Control  AG1478 _Control  AGTATS g s &
o A N N N RIS-1 KDa - + - + RIS-2 g_ 4004
82 Egr-1 -
p oy A —] -
‘ZEI Actin 100 041 048 050R e =] B ShEGFR

vehicle RIS-1  RIS-2

Supplementary Figure 1. (A) HCT-8 cells were treated with vehicle, 50 ng/mL RIS-1, or 500 ng/mL RIS-2 for the indicated time.
Cell lysates were subjected to western blot analysis. (B) Different intestinal cells were treated with vehicle, 50 ng/mL RIS-1, or
500 ng/mL RIS-2 for 48 h. Cell lysates were subjected to western blot analysis. (C) Cav-1 and EGFR expression was compared in
patients with IBD based on gene expression arrays (gse75214 [n=95, upper] and gsel0616 [n=59, lower]). For two gene
correlation coefficient (R) determination, Pearson’s correlation analysis was performed. (D) HCT-8 cells transfected with
control or shCav-1 vector were treated with vehicle or 50 ng/mL RIS-1 for the indicated time. Cell lysates were subjected to
western blot analysis. (E) HCT-8 cells were pre-exposed to control or 10 uM AG1478 for 2 h and treated with vehicle, 50 ng/mL
RIS-1, or 500 ng/mL RIS-2 for 12 h. The IL-8 concentration secreted into the culture media was measured by ELISA. (F) HCT-8
cells transfected with control or shEGFR were treated with vehicle or 50 ng/mL RIS-1 for 1 h. IL-8 and CXCL-1 mRNA was
measured using real-time RT-PCR. (G) HCT-8 cells transfected with control or shCAV-1 were treated with vehicle or 50 ng/mL
RIS-1 for 1 h. IL-8 and CXCL-1 mRNA was measured using real-time RT-PCR. Boxes represent relative Cav-1 mRNA levels in HCT-
8 cells transfected with control or shCav-1 vector. (H) HCT-8 cells transfected with control or Cav-1 overexpression vector
were treated with vehicle or 50 ng/mL RIS-1 for 1 h. IL-8 and CXCL-1 mRNA was measured using real-time RT-PCR. Boxes
represent relative Cav-1 mRNA levels in HCT-8 cells transfected with control or Cav-1 overexpression vector. () HCT-8 cells
were pre-exposed to control or 10 uM AG1478 for 2 h and treated with vehicle, 500 ng/mL RIS-2, or 50 ng/mL RIS-1 for 1 h.
Cell lysates were subjected to western blot analysis. (J) Control or shEGFR-expressing HCT-8 cells were transfected with human
Egr-1 promoter (-1.26kb)-linked reporter plasmid and treated with vehicle, 50 ng/mL RIS-1, or 500 ng/mL RIS-2 for 9 h. (E- 1)
Groups with an asterisk are significantly different (p<0.05). Results are representative of three independent experiments.
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Supplementary Figure 2. Original immunoblots for panels shown in Figures 2, 5, 6, and 7.




Supplementary Table 1. Primers used for PCR

Target genes

sense

Anti-sense

Human IL-8

5-ATG ACT TCC AAG CTG
GCC GTG GCT-3'

5'-TCT CAG CCC TCT TCAAAA
ACTTCT C-3

human CXCL-1

5-CTG CTC CTG CTC CTG
GTAG-3'

5-TGGATTTGT CAC TGT TCA
GCA-3'

human MCP-1

5-TCT GTG CCT GCT GCT
CAT AG-3’

5-TGG AAT CCT GAA CCC
ACT TC-3'

human Cav-1

5'-TCT CTA CAC CGT TCC CAT
CC-3

5'-CGA AGT AAA TGC CcCC
AGATG-3'

human alpha Cav-1

5-GTC TGG GGG CAA ATA
CGT AG-3'

5'- AAG AGG GCA GAC AGC
AAG CG -3’

human beta Cav-1

5-ATG GCA GAC GAG CTG
AGC GA-3'

5-AAG AGG GCA GAC AGC
AAG CG-3'

human ATF3 5-CTC CTG GGT CAC TGG | 5-AGG CAC TCC GTC TTC
TGT TT-3'and 5-AGG CACTCC | TCC TT-3'
GTCTTCTCCTT-3'

human ATF4 5-GGG CTC ATA CAG ATG | 5-CTGACCACG TG GAT GAC

CCACT-3

AC-3'

human GRP78

5-TGC AGC AGG ACA TCA
AGT TC-3'

5-CGC TGG TCA AAG TCT
TCT CC-3

human CHOP

5-CTT GGC TGA CTG AGG
AGG AG-3'

5-TCA CCA TTC GGT CAA
TCA GA-3'

human Cavinl

5-ACG AGC AAT ACG GTG
AGC AA-3'

5-CCT CCG ACT CTT TCA
GCG AT-3'

human GAPDH

5-TCAACG GATTTG GTC GTA
TT-3'

5-CTG TGG TCA TGA GTC
CTT CC-3'
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