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Sample size

Data exclusions

Replication

Randomization

Blinding

Raw data are available on request to the authors and will be uploaded to a public repository prior to journal publication. Bacterial strains are available on request to
the authors.
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For growth curve experiments, 3 independent biological replicates were acquired per sample.

All other experiments were conducted in at least biological duplicate because variation between clonal bacterial samples was low, as
estimated based on small range measured in replicate medians, unless otherwise indicated. We checked that single cell/ single molecule
variability was the relevant point of statistical comparison and that variation between independent biological replicates was low based on at
least two biological replicates, which is presented for all figures and analyses.

No prior sample size calculations were performed. No specific sample size was chosen (exceptions noted below) as the single cell/ single
molecule nature of the measurements means moderate to large sample size, sufficient for robust statistical analysis, is usually straightforward
to achieve.

For live cell single molecule experiments, as much data as possible were acquired within the 40-minute imaging window where cells have
optimal physiology. This typically resulted in hundreds to thousands of datapoints.

For SIM experiments, at least 10 microscope FOVs were acquired per sample.

For cell morphology measurements, at least 100 data points were measured per sample.

For simulations, we chose to run 100 independent replicates for each condition since this gave small confidence intervals sufficient for our
subsequent analyses.

Numbers of cells, track segments, and other data points are all listed in Supplementary Table 2.

No data were excluded.

The number of biological replicates for each experiment, defined as the number of experiments done using independent samples, can be
found in Supplementary Table 2.

Allocating experimental groups was not relevant for this study as all bacterial cells of a particular strain are genetic clones.

Blinding was neither possible nor necessary for this study, as 1) all bacterial cells of a particular strain are genetic clones and 2) analyses were




