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Figure S1. Interaction of PlsX with DMPC and DMPS LUVs. Effect of PlsX wt on the 
thermotropic behavior of lipid bilayer membranes probed by DSC. Excess heat capacity of DMPC 
(left panel) and DMPS (right panel)  in the absence (black) and in the presence of PlsX at lipid-to-
protein (L/P) molar ratio of 136:1. Lipid concentration was 800 M in all cases. The phase 
transition temperature, Tm, the calorimetric enthalpy change, ΔH, and the linewidth at half height, 
ΔT1/2, were obtained from analysis of the thermograms with MicroCal Origin software. Data shown 
are representative of two independent experiments. 



 
 
 

 
 

 

Figure S2. Calibration of Superdex S-200 10/300 and gel filtration of PlsXL254E mutant. 
A. The red points are indicating the peaks of PlsX dimer (Kav=0.398) and PlsX monomer 
(Kav=0.485). B. Purified PlsX L254E mutant was a soluble dimeric protein in a S-200 gel 
filtration chromatography. Data shown are representative of two independent experiments. 



 
 

 
 
 
 

Figure S3. Cosedimentation assay showing the interaction of PlsX wt with liposomes. No 
interaction can be seen in the case of L235E mutant and MinC (negative control). S: 
supernatant of ultracentrifugation. P: pellet of ultracentrifugation. L: ladder. Data shown are 
representative of two independent experiments. 



 

 
 

 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure S4. Western blotting assay. Cell lysates of B. subtilis DS28 (control) containing different 
relevant mutations of GFP-PlsX fusions were subjected to 10% SDS-polyacrylamide gel 
electrophoresis. GFP- PlsX was detected using the polyclonal rabbit anti-GFP antibody (upper 
panel). The cellular amount of FtsZ, used as a normalization control, was analyzed with anti-
FtsZ antibody (lower panel). Data shown are representative of two independent experiments. 



 

 
 
 

Figure S5. Sequence logo of aminoacid residues of hydrophobic loop and helix-10 from 
different PlsXs proteins. 150 sequences from Firmicutes and 150 from -proteobacteria were 
obtained from NCBI database (www.ncbi.nlm.nih.gov/protein). Multiple sequence alignment 
was performed using T-Coffee (3) and the Logo was obtained using WebLogo online server (4).



References 
 

1. Paoletti, L., Lu, Y. J., Schujman, G. E., de Mendoza, D., and Rock, C. O. (2007) Coupling 
of fatty acid and phospholipid synthesis in Bacillus subtilis. J. Bacteriol. 189, 5816-5824. 

2. Sastre, D. E., Bisson-Filho, A., de Mendoza, D., and Gueiros-Filho, F. J. (2016) Revisiting 
the cell biology of the acyl-ACP:phosphate transacylase PlsX suggests that the 
phospholipid synthesis and cell division machineries are not coupled in Bacillus subtilis. 
Mol. Microb. 100, 621-6344. 

3. Notredame, C., Higgins, D. G., and Heringa, J. (2000) T-Coffee: A novel method for 
fast and accurate multiple sequence alignment. J. Mol. Biol. 302, 205-217. 

4. Crooks, G. E., Hon, G., Chandonia, J. M., and Brenner, S. E. (2004) WebLogo: a 
sequence logo generator. Genome Res. 14, 1188-1190. 


