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Supplementary Figure S1. Effects on cancer cells of PD-L1_1 and its high affinity variants. Representative images of breast tumor cells untreated or treated with the indicated antibodies at the concentration of 100 nM. Scale bar = 30 μm.


[image: ]
Supplementary Figure S2. Effects of PD-1/Fc and IFN-γ on tumor cell proliferation and intracellular pathways. Cell survival of PD-L1-negative MCF-7 tumor cells (a) or PD-L1-positive SK-BR-3 tumor cells (b) treated for 72 hours at 37°C with PD-1/Fc or IFN-γ. The images show some fields of cultures of cells untreated or treated with each indicated compound. Scale bar = 30 μm. (c) Western blotting analyses with the indicated antibodies of extracts from SK-BR-3 tumor cells treated with PD-1/Fc or IFN-γ for 72 hours at 37°C. A line has been inserted to indicate distant lanes of the same gel (see Supplementary dataset). Protein levels are also expressed as fold increase with respect to those observed in untreated cells and normalized to actin. Error bars depicted means ± SD. P values for the indicated treatments relative to untreated cells, are: ***P ≤ 0.001; **P < 0.01; *P < 0.05. 
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Supplementary Figure S3. Effects of the anti-PD-L1 mAbs on Akt and pAkt. Western blotting analyses with commercial anti-Akt or anti-pAkt mAbs of  cell extracts from SK-BR-3 tumor cells untreated or treated with PD-L1_1, 10_3 or Atezolizumab. Protein levels are also expressed as fold increase with respect to those observed in untreated cells and normalized to actin. Values were reported as the mean of at least three determinations (standard deviations ≤10%).
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