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Sample size

Data exclusions

Replication

Randomization

Blinding

The raw whole-genome sequencing data generated in this study have been deposited in NCBI database under Bioproject numbers PRJNA914992 (https://
www.ncbi.nlm.nih.gov/bioproject/PRJNA914992), PRJNA943263 (https://www.ncbi.nlm.nih.gov/bioproject/PRJNA943263), PRJNA555597 (https://
www.ncbi.nlm.nih.gov/bioproject/PRJNA555597), PRJNA940988 (https://www.ncbi.nlm.nih.gov/bioproject/PRJNA940988); all accession numbers for individual
strains are provided in Supplementary Data 1. Raw RNA-Seq data generated in this study were deposited in NCBI database under accession number PRJNA880780
(https://www.ncbi.nlm.nih.gov/bioproject/?term=PRJNA880780). Source data are provided with this paper. Raw data for histograms in various figures are found in
the Source Data. Supplementary Data list primers used in this study. Supplementary Data 3 list genetically constructed strains from this study. pySEER analysis is
available at https://github.com/myoungblom/cdiff_gwas. All data and materials in this study are available to any researcher for the purpose of reproducing or
extending the study's results.
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Not applicable.

Not applicable.

Not applicable.

Not applicable.

Sample size calculations were not conducted; samples sizes were based on use of minimum number of samples required for biological and
experimental significance to be established. Throughout a minimum of three independent samples were used throughout and defined in
figure and table legends.

Data excluded were initial workup experimental data for enzyme assays, to establish best conditions for the enzyme assays. Related workup
conditions are described in the manuscript. We could not establish conditions for electron paramagnetic resonance (EPR) and this data was
excluded; heme binding studies were done three times and all arose at the same conclusion, as in workup experiments, that heme binding is
reduced in the mutant compared to the wildtype; reported are the data from optimized assays (done on three replicates and representative
data is shown); data from unoptimized assays pointed to same conclusion. An RNAseq replicate was excluded becaused it failed FastQC, but
the data for the remaining two replicates were validated in qRT-PCR. Inter-laboratory MICs were not included.

Biological experiments were replicated independently by the two first co-authors on different days and reviewed by co-author Hurdle; the
indepdent experiments came to the same conclusion. Bioinformatics were conducted by different methods that came to the same
conclusions and reviewed by Pepperell.

Randomization was not performed in biological experiments as samples were treated to the same conditions without variation in inter-sample
handling. Strains carrying different genetic traits were subjected to the same test conditions to determine influence of the genetic trait on
phenotype. To identify wcFst outliers we repeated our analysis 100X using randomly assigned phenotypes and used the maximum wcFst value
observed in this null distribution as a significance cut-off.

Blinding of samples was not performed. Key to the experiments was susceptibility tests detecting resistance; the susceptibility tests protocol
was therefore independently reviewed by authors Garey and Luna and the experimental protocol independently validated between the two




