
Peter Zandstra
2021-12-10

FACSDiva (v9.0) and CytExpert (v2.3) were used to collect flow cytometry data.

FlowJo X was used to analyze flow cytometry data and export to JMP14, Python (v3.7), or R (v3.3.2) for further analysis. Custom 
python code is available at gitlab.com/stemcellbioengineering/polynomialfeatures  (v1.1).

Regression coefficient estimates for DSD and RSM experiments are provided in the supplemental materials provided with this article. TRBV and TRBJ 
gene usage data is available via immuneACCESS (DOI: 10.21417/JME2021NPJRM) and raw TRB gene sequencing data is available from Gene 
Expression Omnibus (GSE191086). For other original data, please contact peter.zandstra@ubc.ca.



No data were excluded

Variance could not be reliably estimated therefore power analysis could not be used to predetermine sample sizes. Efforts were made 
to include multiple independent biological donors and key experiments were repeated (with different biological donors) to ensure they 
were replicable.

Experiments included multiple independent biological donors and key experiments were repeated (with different biological donors) to 
ensure they were technically replicable. All attempts at replication were successful are are included in the manuscript.

Conditions were randomized in factorial experiments (DSD and RSM) when the experiment was designed. Randomization was not 
used for other experiments as would have made it impossible to maintain cell culture experiments with multiple conditions.

Blinding was not relevant to this study because it would have been impossible to maintain cell culture experiments that had defined 
conditions and/or controls.



The antibodies used are too numerous to list here. This information is provided in supplementary tables accompanying the 
manuscript. 

 Antibodies were either validated in our previously published work or validated using cells (ie. thymus) known to express the 
target protein. The latter is provided in the manuscript. All antibodies were from reputable suppliers (BD, Biolegend) and the 
clones are ones that are well-established in the field of immunology. No antibodies were generated in-house.







Details of sample prep and the reagents used are fully described in the manuscript methods

The instruments used were an LSRFortessa and Cytoflex LX as described in the methods

Flow cytometry data was collected using the acquisition software provided by the manufacturers and the versions 
are provided in the methods. Analysis was with FlowJo X. 

The gating strategy included identifying cell populations using FSC x SSC followed by removing doublets using 
and then excluding dead cells. FMO controls were included and used to set gates such that <1% positive in the 
appropriate FMO control

Where applicable, a sample of sorted cell populations were used to verify the purity of the sorted population. This 
was performed by the sorting facility.




