Supplement methods

Propidium iodide/annexin V cytotoxicity test

10 000 B16F10-Luc cells in 200 µl complete DMEM medium were seeded into a 96 well flat bottom plate and left to attach overnight. The next day, cells were treated with recombinant mouse TNF, DTx, or hydrogen peroxide as positive control for 24 h. Cells were trypsinized and transferred to a U-shaped bottom 96 well plate and stained with annexin V-Pacific Blue for 30 minutes in annexin V-binding buffer (0.01 M HEPES, 0.14 M NaCl, 2.5 mM CaCl2, pH 7.4). Next, cells were washed once with PBS with calcium and magnesium, labelled with propidium iodide in PBS with calcium and magnesium and subjected to flow cytometry.

RNA isolation, reverse transcription, and qRT-PCR

Total RNA from lung tissue was isolated using Qiagen Qiashredder and RNeasy Mini kits (Qiagen, Hilden, Germany) according to the manufacturer. 500 ng total RNA was reverse transcribed using the QuantiTect Reverse Transcription Kit (Qiagen) according to the manufacturer. 10 ng of cDNA was amplified on a BioRad iCycler (BioRad, Munich, Germany) using iTaq Universal SYBR Green Supermix (Qiagen) and specific primers as follows: β-actin forward AGC CAT GTA CGT AGC CAT CCA, β-actin reverse TCT CCG GAG TCC ATC ACA ATG, TNF forward CCA CGT CGT AGC AAA CCA CC, TNF reverse GGT GAG GAG CAC GTA GTC GG with an annealing temperature of 57°C. Expression levels were calculated using the ΔΔcT method.
Confocal microscopy of human tumor specimen
Paraffin embedded human colon adenocarcinoma specimen were sectioned, deparaffinized and pretreated with CS buffer, pH 6.0. Sections were incubated with primary antibodies (rabbit-anti-TNFR2 (EPR1653) (Abcam, Cambridge, UK) 1:250, rat-anti-Foxp3 (PCH101) (eBioscience) 1:100 for one hour followed by secondary antibodies (donkey-anti-rat-Alexa488, donkey-anti-rabbit-Alexa546, both from Dianova, 1:400) for one hour. Sections were analyzed using a Leica TCS SP2 confocal laser scanning microscope (Leica, Bensheim, Germany) and Leica Confocal Software.
