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7  Table S1. Primers used for qPCR analysis

Gene name Primer sequence (5°-3")

Forward: CTAATGGTGGAAACCCACAACG

TGFp1
Reverse: TATCGCCAGGAATTGTTGCTG
TGFB1 Forward: TGCTAATGGTGGACCGCAA
(mus) Reverse: CACTGCTTCCCGAATGTCTGA
Forward: GATCGTAGCTGGGGTGAACT
CST3
Reverse: CCTTTTCAGATGTGGCTGGT
Forward: CAAAACAAGGCCCGCGAAT
CST3 (mus)
Reverse: GGAGCAGAGTGCCTTCCTCA
Forward: GACTTTAAGGGTTACCTGGGTTG
IL10
Reverse: TCACATGCGCCTTGATGTCTG
Forward: CTGTGGGAAAAGCAAGCGAG
Arg-1
Reverse: CATGGCCAGAGATGCTTCCA
Forward: CTACTGAACCCCCACAAC
CD206
Reverse: AAACCAGAGAGGAACCCA
Forward: CACCATCTTCCAGGAGCGAG
GAPDH

Reverse: GATGGCATGGACTGTGGTCA
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Fig. S1. Effects of MC-LR exposure on M2 macrophages. (A) mRNA expression levels
of IL-10, Arg-1, TGF-B1 and CD206 evaluated by qPCR in M0 and M2 macrophages.
Positive M2 macrophages ratio labeled by (B) PE-CD163 and (C) APC-CD206
analyzed by flow cytometry. mRNA expression levels of (D) IL-10 and (E) TGF-B1
analyzed by qPCR in MC-LR-treated M2 macrophages. M2 macrophages were treated
with or without 25 nM MC-LR for 48 h. mRNA expression levels of TGF-B1 in M2
macrophages, which were treated with or without (F) DLD-1 supernatant and (G)
SW480 supernatant in the presence or absence of 25 nM MC-LR for 48 h, were detected
by qPCR. mRNA expression was calculated by the double delta CT method (n=3),
normalized to GAPDH. * P<0.05, ** P < 0.01, *** P < 0.001, ns means no

significance compared with the control group.
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Fig. S2. GO enrichment analysis of differential expression proteins. (A) cellular
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Fig. S3. Verification of CST3 in CST3-overexpression CRC cells and the effect of IgG
in the co-culture system treated with MC-LR. DLD-1 cells and SW480 cells were
transfected with CST3-overexpression vectors, using non-transfected cell lines and
blank vectors transfected cell lines as controls. Protein expression of CST3 in CST3-
overexpressing (A) DLD-1 cell and (B) SW480 cell was detected by Western blotting,
respectively. Western blotting was performed to verify the protein expression of CST3
in (C) DLD-1 cell and (D) SW480 cell -M2 macrophage co-culture systems which were
treated with 25 nM MC-LR with or without IgG for 48 h, isotype control of TGF-B1-

neutralilizing antibody for 48 h, respectively.
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Fig. S4. Effect of MC-LR on AOM/DSS mouse model. (A) The AOM/DSS mice were
treated with 40 pg/kg body weight MC-LR or saline, while the control mice were
treated with saline daily for 15 days after AOM/DSS mouse model was established. (B)
Body weight of mice was measured (n=10). mRNA expression levels of (C) CST3 and
(D) TGF-B1 evaluated by qPCR in CRC tissues. All mRNA expression levels were
calculated by the double delta CT method and normalized to the expression of GAPDH.
All data was presented as the mean = SD from at least three independent experiments.

* P<0.05, ** P<0.01, compared with the control group.



