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The Genome sequence data for all drug resistant E. coli mutants generated in this study have been deposited in the NCBI database under accession code
PRJNA932790 [https://www.ncbi.nlm.nih.gov/bioproject/932790]. The NMR data for compounds 1-4 have been deposited in the Natural Products Magnetic
Resonance Database under accession numbers NP0331529, NP0017652, NP0017654, NP0331530 [https://np-mrd.org/natural_products/NP0331529, https://np-
mrd.org/natural_products/NP0017652, https://np-mrd.org/natural_products/NP0017654, https://np-mrd.org/natural_products/NP0331530]. The raw data from
primary and secondary screens, as well as checkerboard assays and resistance passaging have been deposited in Zenodo [https://doi.org/10.5281/
zenodo.7552218]. Source data are provided with this paper.
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Antibiotic control library size (80 compounds) was determined by commercial availability of reference material and supply costs. Most
compound classes include a minimum of three members. Natural product library size (6,195 prefractions) include the full set of available
prefractions in our in-house library which has been developed over a 15 year period. No prefractions were excluded from this study.

No data were exluded from either primary or secondary screening. In some cases, initial screening experiments failed quality control (QC)
metrics. In all cases these experiments were repeated to obtain data that met QC requirements (Z' factor > 0.5).

All primary and secondary screening was performed in triplicate except for the primary natural product (NP) screen that was performed as a
single replicate due to material limitations with the NP library. For intracellular accumulation experiments five replicates (n = 5) were prepared
for each bacterial strain per drug condition (no drug, 4 !M 1, and 4 !M mupirocin). One replicate was lost for the Cef6 intracellular borrelidin
treatment (n = 4).

NP prefractions are arrayed randomly in screening pates, without pre-organization by taxonomic origin or other groupings.

The chemical composition of prefractions is not known during the primary or secondary screening stages, meaning that the NP library is
blinded with respect to molecular composition.




