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Validation

No sample size calculation was performed, sample sizes were chosen according to the standard practices in the field. At least three replicates
were done for each condition, which is sufficient for statistical analysis.

Three biological replicates (individual Burkholderia pseudomallei cells from each of the host cell infection stages) are isolated and used for
transcriptomic analysis.

All in vitro characterization of the mutant strains (i.e. attachment assay, intracellular replication assay, plaque assay, growth study,
fluorescence microscopy, and TEM) were performed in triplicate, unless otherwise indicated.

Groups of 5 animals were used for the infection study.

No data was excluded.

All experiments were done in at least duplicate, and replications were successful.

Initial screen of the 191 mutants were performed in a blinded and random fashion to identify mutant with defects in virulence in macrophage
cells.

Microscopy fields for imaging and measurement were randomly selected.

Animal purchased for the infection study were randomly allocated to different challenge groups, according to their grouping upon arrival.

For the initial screen of the 191 mutants, investigators were blinded to the names of the mutants until defects were observed.

For animal study, investigators were not blinded to the strains used.

Mouse anti-HA antibody conjugated with Alexa Fluor® 594, ThermoFisher Scientific, Cat# A-21288, Lot# 1740027.

Goat-anti-mouse antibody with Alexa Fluor® 488 and 10 nm colloidal gold conjugate,ThermoFisher Scientific, Cat# A-31561, Lot#
1348715.

!-tubulin antibody conjugated with Alexa Fluor 594, Cell Signaling Technology, Cat# 7634S, Lot# 1.

Goat anti-human Ig-HRP antibody, Invitrogen, Cat# AHI0704, Lot# 1228096.

Antibodies used in this study are all purchased from commercial sources, their specificities and sensitivities are noted on commercial
product info pages at the locations specified below:

Mouse anti-HA antibody conjugated with Alexa Fluor® 594: https://www.thermofisher.com/antibody/product/HA-Tag-Antibody-
clone-16B12-Monoclonal/A-21288.

Goat-anti-mouse antibody with Alexa Fluor® 488 and 10 nm colloidal gold conjugate: https://www.thermofisher.com/antibody/
product/Goat-anti-Mouse-IgG-H-L-Secondary-Antibody-Polyclonal/A-31561.

!-tubulin antibody conjugated with Alexa Fluor 594: https://www.cellsignal.com/products/antibody-conjugates/b-tubulin-9f3-rabbit-
mab-alexa-fluor-594-conjugate/7634.




