














[image: C:\Users\triehl\Desktop\Cancer Paper 2018 Figures TIF files final\Supplementary Fig.1 A,B.tif]Supplementary Fig.1 Deep sequencing of the TLR4 CRISPR and CD44 CRISPR colonies. In WT CT26 cells there are three alleles of TLR4 and four alleles of CD44. Two colonies of each CRISPR cell line, TLR4 CRISPR 2c2 and 3c11, and CD44 CRISPR 1G9 and 3C7, were selected for further experiments.
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Supplementary Fig.2  Photomicrographs show that the distributions of HA, TLR4, and CD44 in non-adenomatous areas of the APCmin/+ intestines were similar to that in wild type mice.  TLR4 and CD44 were found in lamina propria cells in villi and around the crypts.  TLR4 was also found in epithelial cells in villi and crypts, whereas CD44 epithelial expression was primarily in the base of the crypts.
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Supplementary Fig.3 Immunofluorescence for hyaluronic acid binding protein (HA-BP, red) illustrates the close association between hyaluronic acid (red) with CD44 (green) and TLR4 (green) in adenomas in both WT AOM-DSS mouse colon and in APCmin/+ mouse small intestine. 
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Supplementary Fig.4 Immunofluorescence for lymphocyte markers in CT26 WT, CD44 CRISPR and TLR4 CRISPR tumor sections. There was no difference in the abundance of markers for dendritic cells and macrophage (CD11c, MHC II) or T-cells and B-cells (CD45, CD3) in the three tumor types. Primary antibodies were rat anti-MHC II for BalbC mice (BD Pharmingen 553621), mouse anti-CD11c (Santa Cruz sc398707), rabbit anti-CD45 (Abcam ab10558), and rabbit anti-CD3 (Abcam ab 16669).
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