supplementary Figure 1[image: ]
[bookmark: _Hlk92533747]Fig. S1 HuB6 does not activate CD8+T cells without FcγR-crosslinking. In the absence of FcγR expressed on CHO-K1, (a) the level of INF-γ was detected in medium supernatant of CD8+T cells treated by HuB6 (B6), Urelumab, Utomilumab or IgG control by ELISA; (b) the level of IL-2 was detected in medium supernatant of CD8+T cells treated by HuB6 (B6), Urelumab, Utomilumab or IgG control by ELISA


















supplementary Figure 2
[image: ]
[bookmark: _Hlk92556013]Fig. S2 HuB6 does not activate human peripheral blood mononuclear cells (PBMC) without FcγR-crosslinking. In the absence of FcγR expressed on CHO-K1, the levels of cytokines including TNF-ɑ, INF-γ, IL-2, IL-4, IL-6, IL-10 and IL-17A were detected in medium supernatant of human PBMC treated by HuB6, Urelumab, Utomilumab or IgG control by ELISA

supplementary Figure 3
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Fig. S3 The anti-tumor effect of HuB6 in humanized 4-1BB mouse model bearing MC38 or CT26 tumor. Tumor tissues were removed and imaged at the end of animal experiments. There were four dead mice resulting from tumor burden in the isotype group and none was dead in any antibody treatment group

supplementary Figure 4
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Fig. S4 The safety detection of HuB6 in humanized 4-1BB mouse model. Representative HE staining images of major organs, including the heart, liver, lung, kidney and spleen. Scale bar: 200 μm
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