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Supplemental Figure 1. Tn-Seq experiment correlations. Comparing fithess (W) among four Tn-Seq experiments, highlighting reproducibility

among experiments, which is similar to previous projects’'°. Source data are provided as a Source Data file.
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Supplemental Figure 2. Detailed view of groups/processes 1-14, highlighting how modulation of specific targets within each process leads to changes
in antibiotic sensitivity. Where possible, genes are ordered according to their place in a process/pathway, and gene numbers (SP_) are combined
with gene names and annotation. Each indicated gene is combined with an ‘antibiotic sensitivity bar’ indicating whether disruption leads to increased
(red/negative fitness) or decreased (green/positive fitness) sensitivity to a specific or group of antibiotics. When phenotypic responses are the same,



multiple genes are indicated with a single bar (e.g. SP0282/SP0283/SP0284 in glycolysis, or SP0413/SP1013/SP1361/SP1360 in Aspartate
metabolism). Gene numbers in blue have no effect on growth in the absence of antibiotics when knocked out, while gene numbers in purple have a
significant growth defect in the absence of ABXs (see for detailed fithess in the absence and presence of antibiotics Supplementary Data 2). Essential
genes are not indicated and genes with an asterisk have a partial or tentative annotation that has not been resolved.
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Supplemental Figure 3. Detailed view of groups/processes 15-21, highlighting how modulation of specific targets within each process leads to
changes in antibiotic sensitivity. Coloring and layout is the same as Supplemental Figure 2 and Figure 3c in the main text.
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Supplemental Figure 4. Growth Curves of WT, and deletion mutants AamiE (SP_1888) and AamiC (SP_1890) in rich media without antibiotics and
supplemented with 5mM peptide P1 or P2. Mean values +/- SEM are shown from n=3 independent experiments. Source data are provided as a

Source Data file.
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Supplemental Figure 5. Set distribution Lung and Nasopharynx. Based on in vivo and ABX Tn-Seq data, four gene-sets consisting of 34 genes
each were compiled with specific fitness profiles in the presence of antibiotics and in vivo. Shown are the in vivo effects for lung (left) and nasopharynx
(right). AW represents the fitness difference of a gene in a specific condition (e.g., an antibiotic, in vivo) minus its fitness in vitro in rich medium.
Dashed lines indicate significance cut-offs, greyed-out dots indicate genes with no significant change in fitness in the presence of antibiotics, colors
represent antibiotics and are the same as in Fig. 1.
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