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Strain MB16 (ΔminC::frt, ΔslmA::frt, ΔzapB::frt, ΔzipA::Plac-zipA-gfp-amp, ΔhupA::hupA-mCherry-frt-kan-frt) was constructed by sequential P1 transductions. Keio collection parental strain BW25113 (CGSC# 7636) was P1 transduced with a lysate from strain JW1165 (ΔminC:: frt-kan-frt), JW5641-1 (ΔslmA:: frt-kan-frt), and JW3899-1 (ΔzapB:: frt-kan-frt) to introduce respective deletions (Baba et al., 2006). After every P1 transduction, the kanamycin resistance cassette flanked by the Flp recognition target from the gene deletion site was removed using the pCP20 plasmid (Cherepanov and Wackernagel, 1995). The resulting triple deletion strain was P1 transduced with a lysate from strain TB86 (λCH151) (a kind from P. de Boer from Case Western Reserve University; Bernhard and de Boer, 2005) to introduce the inducible ZipA-GFP. Finally, the resultant strain employed as a recipient for P1 transduction using a lysate from strain PB384 (a kind gift from P. Bissichia and D. Sherratt from Oxford University) to introduce HupA-mCherry. Desired deletions were confirmed by PCR analysis.

Strain JM30 (ΔminC::frt, ΔslmA::frt, ΔzapB::frt, ΔhupA::hupA-mCherry-frt-kan-frt) was constructed by sequential P1 transductions of Keio collection parental strain BW25113. The triple deletion strain was P1 transduced with a lysate from strain PB384 (a kind gift from P. Bissichia and D. Sherratt) to introduce HupA-mCherry.

Strain JM38 (ΔminC::frt, ΔslmA::frt, ΔzapB::frt, ΔhupA::hupA-mCherry-frt-kan-frt, ΔftsK::ftsKATP- -cm), is a triple deletion mutant containing a substitution K997A in Walker A motif of FtsK. The strain was constructed by P1 transduction using strain FC1 (a kind gift from F. X. Barre from CNRS, France; Kennedy et al., 2008) as a donor strain, selecting for chloramphenicol resistance. Presence of substitution K997A in FtsK was confirmed by sequencing. 
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