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Figure S1. Gating strategy for the identification of T cell subpopulations. The lymphocyte population
was gated according to the characteristic size of the lymphocyte fraction with forward and sideward
scatter. Cytotoxic T cells were defined as CD8+ cells. T helper cells were defined as CD4+ cells and
Treg as CD4+CD39+ cells according to previous literature that identified this subgroup as a highly
immunosuppressive subpopulation [36]. Representative density plots are shown.
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Figure S2. Increased CD39+ Treg frequency in tumor tissue compared to PBL. PBL of 23 healthy
donors, 23 HNSCC patients and TIL of 12 of the tumor patients were isolated and the frequency of
CD4+CD39+ regulatory T cells was detected by flow cytometry. TIL showed a significantly increased
Treg frequency compared to PBL of healthy donors and HNSCC patients. p-values < 0.001 (***), p-

values < 0.0001 (****).



