Supplemental Methods

Cell lines and Culture Conditions

All cell lines were obtained from the ATCC (Rockville, MD, USA). RAW264.7 macrophages were maintained in RPMI containing 10% fetal calf serum (FCS) and 1% penicillin–streptomycin (PS), with all other cells maintained in DMEM containing 10% FCS and 1% PS. Cells were seeded at 1x105 cells/ml unless otherwise stated, cultured overnight, and then treated as specified in the figure legends.

Western blotting

Cells were lysed for 1 hr on ice in ice-cold lysis buffer containing 50 mM Tris-HCl (pH 8.0), 150mM NaCl and 1% NP40, 0.05% CHAPS, 1mM Phenylmethanesulfonyl fluoride (PMSF) (Sigma-Aldrich), supplemented with protease cocktail inhibitor (Roche Diagnostics). Membranes were probed overnight at 4(C with primary antibody. As an internal control, all membranes were subsequently stripped and reprobed with anti–β-actin–specific antibody (Sigma-Aldrich).  
Cellular Migration and Invasion Assay

Cells were plated in the top chambers of 8μm-pore Transwells (Merck Millipore, Billerica, MA) in 0.5% serum media with increasing doses of IL-33. DMEM with 10% FCS was added to the lower chamber. For the invasion assay transwells were coated with Matrigel (4mg/ml). After 16 hrs of incubation for the migration assay or 48hrs for the invasion assay, translocation/migration of cells was detected as previously described 
 ADDIN EN.CITE 

(Yang et al, 2012)
. For the macrophage migration assay, 5μm-pore Transwells were used. The % change in migration was assessed relative to migration towards DMEM with 10% FCS alone, or relative to migration towards CT26-derived supernatant, as indicated. 

ELISA
The concentration of IL-33 and ST2 in serum was determined using commercially available IL-33 (Biolegend Inc.,) and ST2 (R&D Systems) ELISAs according to the manufacturers’ instructions. All samples were analysed in duplicate. 
Supplemental Figure legends
Supplemental Figure 1. Cells were stimulated for 24 hrs with LPS and TNFα as indicated, and changes in ST2L and IL-33 detected by Western blotting. Immunoblotting for β-actin was used as the loading control. Data shown are representative of 3 independent experiments.
Supplemental Figure 2. Suppression of ST2 expression in colon cancer cells does not alter their proliferation in vitro in response to pro-inflammatory stimuli, but does result in increased tumor cell growth in vivo. (A) Cells were stimulated with LPS and PGE2 as indicated and changes in proliferation assessed by BrdU incorporation. ST2 expression was suppressed in CT26 cells (CT26 ST2 shRNA) and the efficiency of suppression of ST2 was assessed by (B) Western blotting and (C) functional analyses. (D) Cells were subcutaneously injected into BALB/c mice and tumour growth monitored. 

Supplemental figure 3. 

Tumour cells were stained with fluorochrome-labelled mAbs and analysed by flow cytometry. 20,000 to 50,000 events were recorded. (A)  Dotplots showing the fluorescence minus one controls, which were used to set the threshold gates for the data presented in part B. (B) Representative dot plots showing the percentage of LY6G+ neutrophils, F480+ macrophages and CD8+ T cells in the viable tumour cell population.
Supplemental Table 1: Patient Demographics
Supplemental Table 2 Table of primers used on the LightCycler480 System (Roche)

	Gene
	Species
	Direction
	Sequence (5’ to 3’)

	β-actin
	Human
	F
	ATTGGCAATGAGCGGTTC

	
	
	R
	GGATGCCACAGGACTCCA

	β-actin
	Mouse
	F
	AAGGCCAACCGTGAAAAGAT

	
	
	R
	GTGGTACGACCAGAGGCATAC

	CCL2
	Human
	F
	TCAAACTGAAGCTCGCACTCT

	
	
	R
	GTGACTGGGGCATTGATTG

	CCL2
	Mouse
	F
	TCACTGAAGCCAGCTCTCTCT

	
	
	R
	GTGGGGCGTTAACTG

	COX2
	Human
	F
	CTTCACGCATCAGTTTTTCAA

	
	
	R
	TCACCGTAAATATGATTTAAGTCC

	CXCL-1
	Human
	F
	TCCTGCATCCCCCATAGTTA

	
	
	R
	CTTCAGGAACAGCCACCAGT

	CXCL-8
	Human
	F
	GAGCACTCCATAAGGCAC

	
	
	R
	ATGGTTCCTTCCGGTGGT

	GAPDH
	Human
	F
	AGCCACATCGCTCAGACAC

	
	
	R
	GCCCAATACGACCAAATC

	IL-6
	Human
	F
	CAGGAGCCCAGCTATGAACT

	
	
	R
	AGCAGGCAACACCAGGAG

	IL-8
	Human
	F
	AGACAGCAGAGCACACAAGC

	
	
	R
	ATGGTTCCTTCCGGTGGT

	IL-13
	Mouse
	F
	CCTCTGACCCTTAAGGAGCTTAT

	
	
	R
	CGTTGCACAGGGGAGTCT

	IL-33
	Human
	F
	AGCAAAGTGGAAGAACACAGC

	
	
	R
	CTTCTTTGGCCTTGTGTTGG

	LTα
	Human
	F
	CAGCCCCGACCTAGAACC

	
	
	R
	TTTATAGAGGAAGCGGCAGTG

	LTα
	Mouse
	F
	TTCGACTGAAACAGCAGCAT

	
	
	R
	GGTGGTGTCATGGGGAGA

	ST2
	Human
	F
	TTGTCCTACCATTGACCTCTACAA

	
	
	R
	GATCCTTGAAGAGCCTGACAA

	ST2L
	Human
	F
	GGGAGAGATATGCTACCTGGAGA

	
	
	R
	CGCCTGCTCTTTCGTATG

	TGF-β
	Human
	F
	ACTACTACGCCAAGGAGGTCAC

	
	
	R
	TGCTTGAACTTGTCATAGATTTCG

	TGF-β
	Mouse
	F
	CTCCGCTGACTCTCTTGG

	
	
	R
	AGGTGGTCGCAAAAACGA

	VEGF
	Human
	F
	TTAAACGAACGTACTTGCAGATG

	
	
	R
	GAGAGATCTGGTTCCCGAAA

	VEGF
	Mouse
	F
	AAAAACGAAAGCGCAAGAAA

	
	
	R
	TTTCTCCGCTCTGAACAAGG
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Gender





Male





12





44





Female





12





24





Age





>60





18





41





<60





6





27





Site





Left





18





42





Right





6





26





Tumour Differentiation





MD





24





58





PD





0





9





WD





0





1





Tumour Stage





I





7





14





II





5





21





III





11





20





IV





1





13





T classification





T1





1





8





T2





9





12





T3





12





25





T4





2





23





N Classification





pN0





12





35





pN1





12





33











Chemotherapy





Yes





8





17





No





16





51








