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Field-specific reporting
Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.
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For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.

Materials & experimental systems
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Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

The sample size (n) of each experiment is provided in the corresponding figure captions in the main manuscript and supplementary
information files. Samples sizes were chosen to support meaningful conclusions. The effect size and standard deviation were taken from
similar experiments performed in the authors laboratory.

No data was excluded from the analyses.

All in vitro and in vivo experiments were replicated successfully at least 3 times.

Mice were randomly allocated to each of the treatment groups.

Investigators were blinded to group allocation during the data collection.

rabbit monoclonal anti-human GITRL antibody (Clone:EPR20583, Abcam plc.)

mouse monoclonal anti-human GITR antibody (Clone:2H4, SIGMA-ALDRICH Co.)

anti- ! -Actin antibody (rabbit anti-human, BioLegend Inc.)

horseradish peroxidase-conjugated anti-rabbit IgG (Clone:4064, Biolegend Inc.)

anti-mouse IgG antibodies (Clone:4053, Biolegend Inc.)

anti-human GITRL antibody (Clone:109101, R&D SYSTEMS)

anti-mouse IgG Antibody-AF488 conjugated (Invitrogen)

anti-human GITR antibody-PE conjugated (Clone#621, Biolegend Inc.)

anti-human GITRL-APC conjugated (Clone#109101, R&D Systems co.)

anti-human GITR-PE conjugated (Clone#621, BioLegend Inc.)

monoclonal Mouse IgG1 (clone # 11711R, R&D Systems Co.)

monoclonal anti-GITR antibody (clone # 110416, R&D Systems Co.)

Primary antibodies against GITR (Polyclonal, ThermoFisher Inc.)

Primary antibodies GITRL (Polyclonal, ThermoFisher Inc.)

Antibodies were used according to the manufacturer recommendations.
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Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Clinical data
Policy information about clinical studies
All manuscripts should comply with the ICMJEguidelines for publication of clinical research and a completedCONSORT checklist must be included with all submissions.

Clinical trial registration

Study protocol

Data collection

Outcomes

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Instrument

Software

Cell population abundance

Human mesothelioma cell lines, NCI-H28 [H28] (ATCC® CRL-5820™), NCI-H2052 [H2052] (ATCC® CRL-5915™) and NCI-H2452
[H2452] (ATCC® CRL-5946™)

The expression of cytokeratins 5/6 (CK5/6), pan-cytokeratin (AE1/AE3), and calretinin on these 3 cell lines were confirmed by
Western Blot.

All cell lines were tested negative for mycoplasma contamination

No misidentified cell lines.

Eight to ten-week-old female immunocompromised mice, NOD.CB17-Prkdcscid/J strain (NOD/SCID)

No wild animal were used.

NA

Animal Research Ethics Board at the Toronto General Research Institute (University of Toronto, Toronto, CA).

NCT00797719

The protocol was published with the results of the clinical trials in Lancet Oncol. 2021 Feb;22(2):190-197. doi: 10.1016/S1470-2045
(20)30606-9. Epub 2021 Jan 12.

PMID: 33450184

Recruitment was performed between Nov 1, 2008 and Oct 31, 2019. Data was collected by the principal investigator.

Survival was the endpoint. Survival was defined as time from diagnosis or surgery to death or last follow-up.

CRL-5946 cells were detached and resuspended in FACs buffer. Cells were stained for 10 minutes at 4 oC with a CD16/CD32
Fc block (Biolegend Inc.) and then a combination of the following human-specific antibodies: GITRL-APC conjugated
(Clone#109101, R&D Systems co.) and GITR-PE conjugated (Clone#621, BioLegend Inc.). All samples were then washed twice
with FACS buffer and fixed with 2% Paraformaldehyde for at least 30 minutes. BD LSR II flow cytometer (BD Biosciences) and
FlowJo V10 software (FlowJo LLC) was then used to analyze the expression of GITR and GITRL on MPM cells.

. BD LSR II flow cytometer (BD Biosciences)

FlowJo V10 software (FlowJo LLC)

At acquisition the entire population was the population of interest (100%).




