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Reporting on sex and gender

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Field-specific reporting
Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.

Life sciences Behavioural & social sciences Ecological, evolutionary & environmental sciences

For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Example tomograms and subtomogram averages generated in this study have been deposited in the EMDB database under accession codes: EMD-16012,
EMD-16033, EMD-16034, EMD-16053, EMD-16054, EMD-16056, and EMD16061.

All other data that support the findings of this study are available from the corresponding authors (I.M. and G.L.W) upon reasonable request.
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For subtomogram averaging, the sample size was determined by the number of particles visible in tomograms.

For FRAP measurements , (immuno)localization and TEM experiments no predetermination of sample size was performed. In FRAP
experiments, we always used at least 30 cells (in total) for analysis with at least two independent experiments performed for every new
uncharacterized strain (FRAP response of WT and fraD mutant were described thoroughly in Weiss et al).

Further, our statistically significant results show low p-values (<0.0001), which supports their validity. Additionally, all the experiments were
performed at least two times (except TEM experiments on sepN-sfgfp and sepN— + sepN strain and fluorescence calculation in the septa, yet
this experiment used big number of analyzed cells >277 ).

Particles of bad quality were excluded prior subtomogram averaging.

FRAP data of samples that were moving under the microscope during experiment were excluded. Disrupted or incomplete septal
peptidoglycan discs in TEM experiments were excluded.

Cryo-tomograms (n= 18) of sepN— mutant filaments were acquired on three independent biological replicates with similar results.

Cryo-tomograms (n=33) of sepN-mbp-sfgfp mutant filaments were acquired on five independent biological replicates with similar results.

For all other experimenets the number of replications are stated in figure legends, except for light and fluorescence microscopy, where the
results were allways reproducable.

Extracted particles for subtomogram averaging were randomly assigned to two separate groups to calculate half-maps and gold-standard FSC.

For other experiments, no randomization was performed.

Blinding was not attempted, as it was not applicable in this study.




