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- Accession codes, unique identifiers, or web links for publicly available datasets
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- For clinical datasets or third party data, please ensure that the statement adheres to our policy
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Raw sequencing data is available from the NCBI Sequencing Read Archive (SRA) under the BioProject ID PRJNA859150. All gene fitness scores are available in a
spreadsheet in Supplementary Data 1. Source data to reproduce figures are also given with this manuscript. Publicly available databases and servers were used for
gene annotations: BioCyc (https://biocyc.org/), EggNOG-mapper v2 (http://eggnog-mapper.embl.de/), GO (http://geneontology.org/), and UniProt (https://
www.uniprot.org/). The closed K56-2 genome sequence was used with accession GCF_014357995.1.

The Shiny app graphical user interface is freely available at https://cardonalab.shinyapps.io/bcc_interaction_viewer/ , and the source code is available at https://
github.com/cardonalab/Shiny-Bcc-ATB-Viewer
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Sample sizes were selected to allow appropriate statistical testing within the limits of funding and practical feasibility. All experiments were
performed with at least three biological replicates.

No datapoints were excluded from analysis.

Experiments with the transposon mutant library were performed with an inoculum large enough to allow for at least 75 CFU/mutant per tube,
thus reducing random effects. The scripts used to process the BarSeq data aggregated effects across mutants in each gene, reducing the
variability and increasing the statistical power. After processing the high-throughput mutant exposure experiments, genes of interest were
validated in follow-up experiments with defined mutants.

Experimental findings with deletion/CRISPRi mutants from the first replicate were validated by 2 other replicates on different days. If the
variation was larger, then additional replicates were performed.

Allocation of cells and cultures into experimental groups was random. Transposon mutants were also collected randomly from the agar plates
and pooled. Edge-effects in 96-well plates were minimized by sealing the plate edges with parafilm and incubation in a humidity controlled
incubator.

Investigators were not blinded and blinding was not relevant to this study design; the data collected was objective and quantitative. However,
samples that were sent away for processing (Illumina sequencing pools, ICP-MS, and plasmid sequencing) were blinded by giving each sample
alphanumeric codes. While investigators processing the data were not blinded to sample names, other investigators that had access to the
data evaluated the results independently and obtained the same conclusions.




