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Source data underlying figures is provided in an Excel file. The electron microscopy map has been deposited to EMDB (EMD-22727). Any other files or data are
available upon request.

For fluorescence microscopy of infected macrophages we randomly selected at least 25 infected cells per infection experiment to score as
TNT / EsxF / EsxE positive. The experiment was repeated 4 times for a total of at least 100 cells per infection.

No data were excluded from analysis.

Experiments were performed at least 3 times to ensure reproducibility of findings unless otherwise indicated. For experiments which were
performed twice, the results were already corroborated through an alternative experiment (IE: Flow cytometry, electron microscopy, lipid
bilayer, etc) and were performed in order to visualize the results using multiple experimental approaches.

For surface staining experiments with EsxF and EsxE, a representative experiment is shown. The trend was reproduced over multiple
experiments, but the number of bacteria per field of view (and consequently the EsxF or EsxE punctae / view) was different in each
experiment thus preventing quantification of multiple experiments in a single histogram.

Lipid bilayer experiments were performed on at least 10 membranes using at least two separate preparations of protein. The number of
membranes, insertions, etc. was determined based on our lab's numerous publications about channel-forming proteins.

N/A

The experimenters were not blinded during collection of the data. Our study does not involve animal or human subjects, thus blinding was not
required. All experiments and data collection were performed by UT. EM data was validated by TD. All other data was validated by UT and
MN.

This information is described in supplementary table 3 with source, catalog number, and relevant publication.




