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Cell line source(s)

transcriptomic data reported in this study have been deposited in the Gene Expression Omnibus (GEO) database under accession no. GSE183598 (human RNAseq)
and can be accessed through the hyperlink: https://www.ncbi.nlm.nih.gov/geo/info/linking.html. Metabolomics data have been deposited to the EMBL-EBI
MetaboLights database (DOI: 10.1093/nar/gkz1019, PMID:31691833) with the identifier MTBLS3121.

The complete dataset can be accessed here https://www.ebi.ac.uk/metabolights/MTBLS3121.

For this project, we developed a new GVHD mouse model and we could hardly predict the position (mean) and dispersion (SD) parameters for
human chimerism and survival. Similarly, we had no hint about the efficacy of our CAR-Tregs nor had we about expected differences between
the two CAR constructs. Hence, we did not make any calculation to estimate animal numbers. Replication of experiments allowed us to
include at least 10 animals per experimental group.

Three Treg cultures were interrupted and excluded from further analysis because the FOXP3+ frequency had dropped below 50% in the
untransduced Treg population at early time point (Day 10). Regardless the cause (IL-2, donor, sorting quality), we considered that these
experiments would not allow comparison between CAR-Tregs and untransduced (control) Tregs. This point is indicated in the revised M&M (p.
28).

All results presented here have been replicated and robustly confirmed in separate experiments. However, as indicated in the manuscript, the
metabolic and transcriptomic analyses include only two replicates, which are very consistent with each other. To further stress this point, the
two independent metabolic experiments are disclosed separately.

All animals were male to control for this important covariate. Moreover, the animals were randomly picked in each cage and allocated to a
treatment group in order to control for litter and age heterogeneity across the experimental groups.

The histological analysis (GVHD scoring) was performed in a blind manner by two separate experimenters.

The list of antibodies is provided as Supplementary Information

All the antibodies used in this study were titrated and tested on positive and negative cells upon reception from the manufacturer.

The source of the CiGenc cell line is indicated p. 37




