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Tumor-associated macrophages promote resistance of hepatocellular carcinoma cells against sorafenib by activating CXCR2 signaling
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[bookmark: _Hlk119430168]Figure S1. M2 polarization of U937 cell by coculture with HepG2 cells. U937 cells were cocultured with HepG2 cells for 72 h. U937 cells were then collected and subjected to flow cytometry with double staining for CD68 and CD204.
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[bookmark: _Hlk119430176]Figure S2. Treatment with cytokines or coculture CM does not cause toxicity in U937 cells. (A) U937 cells were polarized towards TAMsCM and M2 MsCyto by coculture CM and IL-4/IL-10, respectively, for 48 h. The nonadherent cells were collected for trypan blue assay and were visualized using bright field microscopy. Magnification: 100. (B) U937 cells were incubated in normal RPMI medium or RPMI medium containing with 10% of coculture CM for 48 h. Total cells were collected for trypan blue assay, and an automated cell counter was used to count dead and live cells. The bar graphs depict the numbers of dead cells and live cells. NS, not significant versus normal medium.
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[bookmark: _Hlk119430185]Figure S3. Coculture with M2 TAMs further boosts sorafenib resistance of HepG2 sphere cells. HepG2 cells were cultured in ultra-low attachment surface dishes for 14 days to form spheres. The spheres were dispersed into single cells to monoculture and cocultured with TAMsCM or M2 MsCyto for 72 h followed by SOR treatment at different concentrations for 48 h. Cell viability was determined by MTT assay..
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[bookmark: _Hlk119430194]Figure S4. Pharmacological inhibition CXCR2 signaling reduces M2 TAMs-induced stemness. HepG2 cells were monocultured and cocultured with TAMsCM or M2 MsCyto for 72 h. Conditioned media from monocultures and cocultures were collected to treat HepG2 cells in combination with SB225002 for 48 h followed by detecting mRNA expression of stemness genes including NANOG, SOX2, and OCT4 using qPCR. The bar graphs show relative mRNA expression of stemness genes. , P0.01; , P0.001 versus CM-HepG2.
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[bookmark: _Hlk119430203]Figure S5. CXCL1 and CXCL2 protect HepG2 cells from sorafenib-induced cytotoxicity in a dose dependent manner. HepG2 cells were pretreated with CXCL1 or CXCL2 at different concentrations for 18 h followed by treatment with sorafenib for 48 h. MTT assay was performed to measure cell viability.
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[bookmark: _Hlk119430211]Figure S6. CXCL1 and CXCL2 affect gene expression of BCL-2 family proteins in HCC cells after SOR treatment. (A) HepG2, (B) Hep3B, and (C) Huh7 cells were treated with CXCL1 (10 ng/μL) or CXCL2 (50 ng/μL) for 24 h followed by SOR (10 μM). Gene expression of BCL-2, BAD, and BAX was measured by qPCR. The bar graphs depict the relative mRNA expression. , P0.01; , P0.001 versus Control.
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[bookmark: _Hlk119430221][bookmark: _GoBack]Figure S7. CXCL1 and CXCL2 trigger expression of stem cell markers in HCC cells. (A) HepG2, (B) Hep3B, and (C) Huh7 cells were treated with CXCL1 (10 ng/μL) or CXCL2 (50 ng/μL) for 18 h. Gene expression of the stem cell markers NANOG, SOX2, OCT4, and ALDHA1 was determined by qPCR. The bar graphs depict the relative mRNA expression. , P0.01; , P0.001 versus Control.
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Suppl. Fig. S2
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Suppl. Fig. S3
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