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a o Skrzypczak
[ 3.5
<& 3.0 P=239E-10
Z5. 25
xo2 &
E é -Z’ 2.0 . E
v 25 15
= é £ 10
o o5 :
2 0.0
- -0.5 :
Normal Tumor
B 4 Hong
< £ 35 p=227E8
z 8z 30
ELp 25
- % § 2.0
=g¢oc 15
SET 10
=™
3 03 =
- : Normal Tumor
b4 Graudens
g 20014
St 15 .
g ;
e gz 10 . —
c o 0.5 r
T25 00 —
2 2E .05 : »
3 -1.0 r
=~
2 -1.5 . r
= 240 Normal Tumor
§ 25 Kaiser
<2 27| p=0.001
z3p20
Eca 15
<23
i == &
2 00
a Normal Tumor

visualize
Analysis Comparison

GROUP BY:

SHOW:

4

v

Comparison of ICAM1 Across 11 Analyses

Over-expression

Median Rank p-Value Gene

1525.0 2.27E-8 ICAMIL [
1]2]3]4]s]|6|7]&]9[10]11

Legend

1. Colorectal Carcinoma vs. Normal 7. Colon Adenoma Epithelia vs. Normal
Graudens Colon, Genome Biol, 2006 Skrzypczak Colorectal 2, PLoS One, 2010

2. Colorectal Carcinoma vs. Normal 8. Colon Adenoma vs. Normal

3.

Hong Colorectal, Clin Exp Metastasis, 2010 Skrzypczak Colorectal 2, PLoS One, 2010

Colon Mucinous Adenocarcinoma vs. Normal 9. Colon Carcinoma Epithelia vs. Normal
Kaiser Colon, Genome Biol, 2007 Skrzypczak Colorectal 2, PLoS One, 2010
. Rectal Adenoma vs. Normal 10. Colon Carcinoma vs. Normal
Sabates-Bellver Colon, Mol Cancer Res, Skrzypczak Colorectal 2, PLoS One, 2010
2007 11. Colon Mucinous Adenocarcinoma vs.
. Colorectal Adenocarcinoma vs. Normal Normal
Skrzypczak Colorectal, PLoS One, 2010 TCGA Colorectal, No Associated Paper,
. Colorectal Carcinoma vs. Normal 2011

Skrzypczak Colorectal, PLoS One, 2010

10

[}

5 25 10 5 1

1 5
.. DDDD.. DNotmeasured
ry
the medi

The rank for a gene is
The p-value for a gene is its p-value for the mi

an rank for thategene across each of the analyses.
ian-ranked analysis.

Supplementary Figure 1. Analysis of ICAM-1 expression in human colorectal

carcinoma compared with normal tissues by using Oncomine database. (a) Boxplots
representation of ICAM-1 mRNA expression in four independent colorectal carcinoma
microarray datasets that were identified using filters (Analysis type: Cancer vs. Normal and
Cancer type: colorectal carcinoma) and thresholds (P-value=0.05; fold change=2; gene

rank=top 10%). All data are log transformed and median centered. First author and statistical

significance are indicated. (b) Meta-analysis of recent gene expression profiling for ICAM-1

where the colored squares indicate the median rank for ICAM-1 across each analysis.
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Supplementary Figure 2. Downregulation of ICAM-1 in colorectal carcinoma correlates
with patients’ distant metastasis. Oncomine database was used for analysis and
visualization. M indicates distant metastasis. All data are log transformed and median
centered. The 25th—75th percentiles are indicated within the closed blue box; the median is
indicated by the solid line; the 10th and 90th percentiles are indicated by the bars. Closed
circles above and below the plots show sample maximum and minimum values. The number
of colorectal carcinoma samples present in each group is shown within parentheses. Analysis
using available clinicopathologic data from the Kaiser colon dataset revealed significant
correlation between decreased ICAM-1 level and the distant metastatic status of patients with

colorectal carcinoma.
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Supplementary Figure 3. ICAM-1 deficiency increases the M2-specific cytokines or
chemokines in hepatic metastatic tumors. Quantitative real-time polymerase chain
reaction (PCR) analysis of the mRNA level of IL-10, TGF-, CCL17 and CCL22 in metastatic
foci from WT and ICAM-1"mice. Tubulin was a normalization control. Data are mean+S.E.M.

for n=8 per group. *, P<<0.05, **, P<<0.01 vs WT mice.
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Supplementary Figure 4. Apoptotic SL4 cells induce ICAM-1 expression in
macrophages. (a) SL4 cells were treated with cisplatin (20 pg/ml) for 24 h in a serum-free
medium after which, apoptosis was determined by flow cytometry using annexin V/propidium
iodide staining. Three independent experiments were performed. (b) WT BMDMs were
cocultured with apoptotic SL4 cells for 24 h, double immunofluorescence analyses of ICAM-1
expression in WT BMDMs with or without apoptotic SL4 cells treatment. BMDMs were stained
with anti-ICAM-1 (green) antibody and DAPI (blue; to stain the nuclei). (Scale bars = 25 ym).
Three independent experiments were performed. (c) Western blot analysis of the protein
levels of ICAM-1 in WT BMDMs with or without apoptotic SL4 cells treatment. GAPDH was
used as a loading control. Data are mean+SEM of 3 independent experiments. Mg indicates

macrophage. *, P < 0.05.



Supplementary Figure 5

EWT
JICAM-1--
=
2
2% ns NS
8 11
r4
0.

- WT
3123 1cAM-1+-
£
3,
- Nns NS
]
: 1-‘i_‘L r
z
-
0-

= WwWT
313 1icam-1+-

LB
1-ﬁ
0.

Apoptotic SL4 =
Cytochalasin D -

CXCL9 / tubulin

| j’z
w
=z 2 4
(7]
7] Zm =
+ 7 w

Supplementary Figure 5. Effects of ICAM-1 on the M1 gene profile. WT or ICAM-1"
macrophages were pretreated with 10 umol/l efferocytosis inhibitor (cytochalasin D) or DMSO
(vehicle) for 1 h and then subjected to apoptotic SL4 cells coculture for 24 h. Quantitative
real-time PCR analysis of the mRNA expression of M1 marker (iNOS, TNF-a, CXCL9). Tubulin
was a normalization control. Data are mean = SEM of 3 independent experiments. NS

indicates not significant.



