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Supplementary Figures and Legends
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Supplementary Figure S1. Western Blotting analyses to evaluate the expression levels of ICs proteins. (A) The
extracts from MCF-7 and BT-474 breast tumor cells were analyzed by using the commercial anti-CTLA-4 or
anti-PD-L1 mAbs; for CTLA-4 expression the immunoblot was analyzed under reducing (+SH) conditions. (C-
D) The extracts from NK, Pan T and hPBMCs immune cells, after activation with SEB (50ng/ml) for 48 h, were
analyzed by using the commercial anti-PD-L1 or anti-CTLA-4 mAbs. The intensity of the bands corresponding
to ICs was normalized to vinculin.
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Supplementary Figure S2. LDH assays on MCEF-7 breast cancer cells co-cultured with the indicated immune
cells in the presence of immunomodulatory mAbs. Cells were cultured with the indicated immune cells in the
absence or presence of the novel immunomodulatory mAbs, used alone (black bars) or in combination (striped
bars), in comparison with Atezolizumab and Ipilimumab, at the concentrations of 100 nM for 48 h. Untreated
cells or cells treated with an unrelated mAb were used as negative controls (white bars). The release of LDH
was measured in the supernatants of the cells untreated or treated as indicated, and the tumor cell lysis
expressed as previously described. Error bars depict means + SD.



Full-length blot of Western Blotting analyses
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Original Images. Full-length blots of Supplementary Figure S1.
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