
Supplemental materials and methods 

Immunohistochemistry 

Paraffin-embedded slides were deparaffinized and immersed in 80℃ water bath in 10 

mM sodium citrate buffer with 0.1% Tween 20 overnight for antigen unmasking. 

Slides were incubated with primary antibody against CD31 (Abcam), Ki67 (Dako) or 

Gr-1 (BD Biosciences) in PBS containing 1% BSA and 10% goat serum. Biotinylated 

secondary antibody (Dako) were added and incubated at room temperature for 1 hr. 

Streptavidin-HRP (BD Pharmingen) was added, and after 40 min the sections were 

stained with DAB substrate and counterstained with hematoxylin.Staining density for 

CD31 was measured and quantified withImagePro plus 7.0 software using images 

with indicated magnification. 

Detection and quantitation of apoptotic cells 

For detection of apoptotic cells in tissues, labeling of degraded DNA specific to 

apoptotic cells was performed using a modification of the terminal 

deoxynucleotidyltransferase-mediated deoxyuridine triphosphate nick end-labelling 

(TUNEL) technique by application of in-situ cell death detection kits (Roche 

Diagnostics), according to the manufacturer’s instructions. Levels of apoptosis were 

quantified by counting the number of TUNEL-positive cells per 100 nuclei. The 

apoptotic index was obtained from the ratio of apoptotic to total cells. 

Isolation of lamina proria immune cell subsets 



The entire length of colon was opened longitudinally, washed with PBS, washed with 

PBS containing 100 μg/ml gentamycin, and cut into small pieces. The dissected 

mucosa was incubated with Ca2+, Mg2+-free HBSS supplemented with 10% fetal 

bovine serum, 5mM EDTA, 15mM HEPES, 100 μg/ml gentamycin under shaking at 

37 °C for 20 min then repeated for 4 times. The supernatants containing colonic 

epithelial cells were depleted and the remaining was washed with HBSS, followed by 

digestion in RPMI 1640 medium containing 100 U/ml collagenase D (Roche 

Diagnostics) under shaking at  37 °C for 1 h then repeated for 2 times. The total of 

digested supernatants was centrifuged at 800 g for 10 min at 4 °C and washed with 

PBS. The pellet was layered on a 40%/100% Percoll gradient (Pharmacia) and spun at 

1,800 rpm for 5 min to collect themononuclear immune cell-enriched population at 

the 40%/100% Percoll interface. The collected cell population was labeled with 

Phycoerythrin (PE)-conjugated Gr-1, Fluorescein isothiocyanate (FITC)-conjugated 

CD11b antibody (BD Pharmingen), TCR-β antibody (H57-597, eBioscience), ΥδTCR 

antibody (UC7-13D5, BD Pharmingen). Neutrophils (Gr-1hiCD11b+), αβT cells 

(αβTCR+), γδT cells (γδTCR+) and MPs (Gr-1lo/-CD11b+) were sorted by FACS Aria 

Ⅱ (BD Biosciences) respectively. 

Immuoblotting 

Samples were homogenized and sonicated in RIPA lysis buffer (Santa Cruz Biotech.), 

supplemented with protease inhibitors. After centrifugation at 20,000 g for 15 min, 30 

μg of the supernatants were separated on 10% SDS-polyacrylamide gel and 

transferred onto an Immunobilon-P Transfer membrane (Millipore). After being 

blocked with 5% skim milk, the membrane was incubated with primary antibodies 

at1:1000 dilution. Rabbit anti-actin antibody was used as an internal control 



(purchased from Tianjin Sungene Biotech.). ImmunoPure peroxidase-conjugated anti-

rabbit IgG were used as secondary antibodies. The blotted membrane was then treated 

with the Super Signal West Dura Extended Duration Substrate (Pierce) and signals 

were detected by LAS-3000 mini CCD camera (Fuji Film). Primary antibodies used 

for immunoblotting were purchased from Cell Signaling. 

Flow cytometry 

CT26 carcinoma cells (5×105) were stained with APC-conjugated anti-murine TLR4 

antibody (MTS510; eBiosciences) PE-conjugated anti-murine IL-6 receptor 

(D7715A7; Biolegend), IL-1 receptor (JAMA-147; Biolegend) or VEGFR2 (Avas 

12,Biolegend) in PBS with 2% heat-inactivated fetal calf serum on ice for 25 min. 

Data collection and analysis were performed on a FACS Calibur flow cytometry using 

CellQuest software (Becton Dickinson). 

Quantitative reverse-transcriptase-polymerase chain reaction (RT-PCR) 

RNA extracted from colon epithelial cells or cell lines was reverse-transcribed into 

cDNA using the SuperScriptⅢ First Strand cDNA synthesis system (Invitrogen). 

cDNA was synthesized from 0.5 μg RNA using random hexamer primers and 

SuperScriptⅢ(Invitrogen). Real-time RT-PCR was performed on a Bio-Rad iCycler to 

quantify mRNA levels. The primers for real-time were listed in supplemental Table. 

All reactions were performed in triplicate. The data were analyzed using Q-Gene 

software and expressed as fold change mean normalized expression (MNE) from 

control value. MNE is directly proportional to the amount of RNA of the target gene 

relative to the amount of RNA of the reference gene, GAPDH. 



 


