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Supplementary Fig. 1. Gating strategy. (A) Cytofluorimetric gating strategy on a representative example for quantifying MitoSOX Red Mitochondrial Superoxide Indicator, CMH2DCFDA and BODIPY™ 581/591C11 dye. (B) Cytofluorimetric gating strategy on a representative example for quantifying PVR, Nectin-2, PD-L1, ULBP2 and MICA/B molecules in HGOC cell lines. (C) Cytofluorimetric analysis of NK cells before (upper panel) and after isolation (bottom panel). PBMCs were obtained from healthy donors and used as a control experiment. Cells were marked with CD3 and CD56 to ensure the purity of isolated NK cells.
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Supplementary Fig. 2. Ferrostatin-1 reverts cellular viability and the ferroptotic phenotype to basal levels in ovarian cancer cell lines. Cells were treated with RSL3 or Fer-1 alone or co-treated with RSL3 and Ferrostatin-1 (Fer-1) for 24 hours (NT indicates untreated cells). Different concentrations of Fer-1 were used: 1µM for ES-2, 10µM for HEY, 2µM for OVCAR-5, 10µM PEO-1. (A) Statistical analysis of % of PI-positive cells untreated (NT), treated with RSL3, Fer-1 and RSL3 with Fer-1, was reported for each cell line tested. (B) Statistical analysis of the percentage of positive cells for BODIPY-C11 (left), the MFI (Median Fluorescence Intensity) of CM-H2DCFDA (middle) and MitoSOX (right) are reported for ES-2, HEY, OVCAR-5 and PEO-1. All the experiments were performed in technical and biological triplicates. Data were represented as means ± SD. *** p-value < 0.001; **p-value < 0.01; *p-value < 0.05. A paired two-tailed Student’s t test was used.
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Supplementary Fig. 3. Densitometric protein analysis of RSL3 induced ferroptosis-associated markers in HGOC cell lines. Densitometric analysis of western blotting assays was performed for ES-2, HEY, PEO-1 and OVCAR-5 cells and normalized to GAPDH housekeeping. Results are shown as Fold Change (FC) calculated as treatment/NT for each protein.  Data were represented as means ± SD. *** p-value < 0.001; **p-value < 0.01; *p-value < 0.05. A paired two-tailed Student’s t test was used.
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Supplementary Fig. 4. No evidence of apoptosis was observed in RSL3-treated HGOC cell lines. Cells were treated with RSL3 or Fer-1 alone or co-treated with RSL3 and Ferrostatin-1 (Fer-1) for 24 hours (NT indicates untreated cells). Different concentrations of Fer-1 were used: 1µM for ES-2, 10µM for HEY, 2µM for OVCAR-5, 10µM PEO-1. Apoptosis assay of all HGOC cells was performed. All the experiments were performed in technical and biological triplicates.

