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Lymph node and spleen samples were gathered from mice to determine various molecular properties (kinetics and stoichiometries within
cells). As such, sampling of mice was performed until such quantities could be estimated, and sufficiency was gauged by the quality of the
distributions. For imaging experiments, 30-60 million T cells would be prepared with transduction. Approximately 1-2 million cells per imaging
chamber were used in order to catch T cells landing on the bilayer, but not have the slide overcrowded. Each result obtained from these
samples was repeated from at least three separate mice.

Mice older than 30 weeks were excluded as they generally had reduced transduction efficiencies. T cells that lacked transduction were
excluded (unless specified as a negative control). T cells with abnormal phenotypes (e.g., failure to crawl on ICAM-1 bilayers) were excluded.
pMHC:TCR binding events that merged (i.e., could not optically be resolved spatially from other binding events) were excluded.

The results in this study were reproducible. Broadly, the results within this study were observed across a minimum of 3 mice, and upwards of
20 mice for some of the results. For experiments involving Jurkat cells, 3 separately thawed samples showed the similar results after various
passages.

There were no relevant covariates in this study. This study was not designed to reject a particular null-hypothesis, but instead gather
evidence, observations, and to quantify new cellular phenomena across an entire population.

Blinding was not relevant in this study. This study was not designed to reject a particular null-hypothesis, but instead gather evidence,
observations, and to quantify new cellular phenomena across an entire population.




