Supplementary figure 1 

 Lactate/GPR81 modulates CX3CL1 expression in various tumor cells without affecting the growth of the tumor cells. A qPCR analysis for CX3CL1 in GC cells (SGC-7901, SNU-216) incubated with the indicated concentration of lactate at the 0, 3, 6, and 12 h (normalized to GAPDH, n=3 biological replicates). B Reprezentative Western-blot images for CX3CL1 in GC cells (SGC-7901, SNU-216, and MGC-803) incubated with the indicated concentration of lactate at the 0, 3, 6 and 12 h (normalized to Tubulin, n=3 biological replicates). C Western-blot analysis for CX3CL1 in HCT-116, MCF-7 incubated with various concentrations of lactate for 6 h (normalized to Tubulin, n=3 biological replicates). D Representative well images for SGC-7901 colonies plated after transfected with plasmids expressing shRNA against GPR81 or transfected with vector. E Proliferation curve of SGC-7901 after transfected with plasmids expressing shRNA against GPR81 (left) or transfected with plasmids overexpressing GPR81 (right). (ns, P > 0.05; ***, P < 0.001).
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Supplementary figure 2

iTregs inhibit the proliferation of CD8+T cells in vitro. A Flow cytometry analysis for the proportion of iTreg in CD4+T cells after induced by anti-CD3/CD28, IL-2, and TGF-β for 7 days. B Flow cytometry analysis for CD8+T cells proliferation co-culture with iTreg at the indicated ratio for 5 days after signing with CFSE. (ns, P > 0.05; **, P < 0.01; ****, P < 0.0001).
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Supplementary figure 3

Both GPR81 or p65 knockdown can reverse the up-regulation of CX3CL1 stimulated by lactate in GC cells. A Reprezentative Western-blot images for p65, p-p65, and CX3CL1 in GC cells (SGC-7901, SNU-216) incubated with indicated concentration of lactate for 6 h after transfected with plasmids expressing shRNA against GPR81 (normalized to Tubulin, n=3 biological replicates). B Western-blot analysis of CX3CL1 in GC cells (SGC-7901, MGC-803, and SNU-216) incubated with the indicated concentration of lactate for 6 h after transfected with siRNA against p65 (normalized to Tubulin, n=3 biological replicates).
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Supplementary figure 4

The construction of humanized mouse model by PBMCs injection through the tail vein. Flow cytometry analysis of the ratio of lymphocytes in peripheral blood on days 14 to 21 after PBMCs injection to evaluate humanized efficiency. 
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