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Supplementary Figure S1. Construction and characterization of the fabZ temperature-
sensitive (ts) mutant fabZ(Ts) and suppressor mutant (AfabZ-sup) in P. aeruginosa. (A)
Schematic representation of the fabZ(Ts) mutant construction. The chromosomal fabZ gene was
deleted (AfabZ) and complemented with a temperature-sensitive (ts) rescue plasmid carrying
the wild-type fabZ under its native promoter; Primer locations (fabZ-F and fabZ-R) for
detecting wild-type and deletion alleles are indicated on the schematic; Tc®: tetracycline
resistance; Rep™: temperature-sensitive replication origin. (B) PCR verification of fabZ
deletion. The wild-type (wt) PAO1 strain shows an intact fabZ band (+), while the deletion
plasmid control (pDel) and fabZ(Ts) mutant exhibit a smaller deletion fragment (A), confirming
fabZ deletion on chromosome. (C) Spot-plating assay showing growth of wild-type and ts-
mutant strains at 30°C (permissive temperature) and 42°C (restrictive temperature). The
JfabZ(Ts) strain failed to grow at 42°C, confirming its essentiality. (D) PCR confirmation of fabZ
suppressor mutant (AfabZ-sup). The AfabZ-sup strain lacks the wild-type fabZ band (+) but
retains the deletion band (A), verifying successful suppressor isolation. (E) Suppressor strain
growth assay. While fabZ(Ts) was nonviable at 42°C, the AfabZ-sup strain successfully grew at
both 30°C and 42°C, confirming suppression of the fabZ(Ts) lethal phenotype at 42°C.
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Supplementary Figure S2. Maximum specific growth rates (max) of ArhlC-derived strains.
Values were calculated from the exponential phase (12—48 h) using linear regression of Inopw)

vs. time. Data represent mean + SD from three biological replicates.
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Supplementary Figure S3. MS2 spectra of various mRL congeners detected



