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Randomization
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All sequencing reads and assemblies were deposited to GenBank under the BioProject number PRJNA607545 [https://www.ncbi.nlm.nih.gov/bioproject/
PRJNA607545/]. Consensus sequences of pHSG396:IS26, pHSG396:IS26 plus translocatable unit (TU) and tandem pHSG396:IS26 plus TU are available in
Supplementary Figure 7.

The sample size was dictated by the identification of clonal Escherichia coli isolates in the clinical collection, which were isolated from the
same patient and either susceptible or resistant to piperacillin/tazobactam. From the clinical isolate collection we were only able to identify
one pair of clonal isolates which came from the same patient and where either susceptible or resistant to piperacillin/tazobactam which were
determined by restriction fragment length polymorphism, whole genome sequencing and minimum inhibitory concentration. The mechanism
of resistance was determined and reported for this clinical isolate only, therefore additional isolates or increased sample size was not
required.

No data were excluded

Minimum inhibitory concentrations were performed in triplicate, each with three technical replicates

qPCR assays were replicated in triplicate or quadruplicate

Nitrocefin assay were performed in triplicate

Comparative fitness assay were performed in triplicate, each with two technical replicates

All attempts at replication of the assays above were successful

Clinical disc diffusion testing were only performed once, which followed standard clinical practice guidelines for susceptibility testing and
susceptibility to piperacillin/tazobactam was subsequently confirmed in the research laboratory

PCR, enzyme restriction digest and cloning were performed once and confirmed to be the correct products by sequencing, therefore
replicates were not required

Whole genome sequencing was performed once as coverage of the genome of both clinical isolates was sufficient to achieve a good assembly
of the genomes.

Randomization was not required in this study as the bacterial isolates were specifically chosen due to their antimicrobial resistance profile,
relation to other bacterial isolates in the isolate collection and whether they were isolated from a single patient to enable comparison to
detect the mechanism of piperacillin/tazobactam resistance mechanism. As this information was required for selection and inclusion in the
study, randomization was not relevant.

Blinding of samples were not required in this study as the bacterial isolates were specifically chosen due to their antimicrobial resistance
profile, relation to other bacterial isolates in the isolate collection and whether they were isolated from a single patient to enable comparison
to detect the mechanism of piperacillin/tazobactam resistance mechanism. As this information was required for selection and inclusion in the
study, blinding was not relevant.




