
three biological replicates. Center line is the mean signal, lighter area is the standard deviation. 284 

Cells were pole sorted, so the brightest pole in the HADA channel is set to 0, and the dimmer 285 

pole is set to 1 on the X axis.  286 

 287 

288 
Figure 3. The C-terminal domain of PlrA is dispensable. A) PlrA protein sequence arranged 289 

in either periplasmic, membrane or cytoplasm as predicted by TMHMM. Amino acids are 290 

colored according to conservation as measured by Consurf analysis. B) Plates resulting from L5 291 

allele swapping of the wild-type plrA with full-length plrA-strep, or plrA� CT-strep or plrA� NT-292 

strep. The experiment was arranged so that the original, wild-type allele is lost in any colonies. 293 

C) Western blot of Msmeg strains carrying either plrA-strep, plrA� CT-strep and plrA� NT-strep 294 

as merodiploids or allele swaps. PlrA-strep is 43kD, PlrA� CT-strep is 13kD, PlrA� NT strep is 295 

31kD. D) Doubling times calculated from growth curves in 7H9 of the mc2155 parent, � plrA 296 

L5::plrA-strep, and � plrA L5::plrA� CT-strep strains. E) Cell lengths of the � plrA L5::plrA-strep, 297 

and � plrA L5::plrA� CT-strep strains in logarithmic phase, as quantified from phase microscopy 298 

images by MicrobeJ analysis. F) Average HADA intensity per cell of cells from E. 299 
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Figure 4. PlrA helps regulate the Wag31 polar foci. A) Micrographs of Ptet::plrA Wag31-304 

mRFP strains induced (left) and depleted (right) for plrA, and stained with HADA. Blue= HADA 305 

fluorescence image. Red= Wag31-RFP fluorescence image. Scale bar on bottom right is 5 306 

microns and applies to all images. B) Demographs of fluorescence intensity of the cell 307 

populations imaged in (A). plrA induced cells are on the left, plrA depleted cells on the right. 308 

Cells are arranged shortest to longest along the X axis, and arranged so the pole with the 309 

brighter HADA signal is positioned at the top. C) Mean fluorescence intensities (Yaxis) of all the 310 

cells from (A,B) at 11 points along the length of each cell. plrA induced cells are on the left, plrA 311 

depleted cells on the right.  Darker line in the center is the mean, and shaded area is the 312 

standard deviation. Cells are sorted so that the pole with the brighter HADA intensity is set to 0 313 

on the X axis. Both HADA graphs have intensity values between 0-2400 on the Y axis. Both 314 

RFP graphs have intensity values between 0-3200 on the Y axis. D) Maximum Wag31-RFP 315 

signal (Yaxis) plotted agains the maximum HADA signal (X axis) at each cell pole. plrA induced 316 

cells are on the left, plrA depleted cells on the right.  R2 values were calculated by linear 317 

regression analysis. The gray line is the linear fit on the only graph with a correlation.  318 

 319 
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Supplemental Table 1. Strains. 488 

 489 

Strains 

Strain # nickname genotype Figure panel 

CB966 Ptet:: plrA mc2155 ∆ plrA::zeoR L5::pMC1s- plrA 1  
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CB913 plrA -GFPmut3 mc2155 L5::pCT94- plrA -GFPmut3 

 

2 

CB2642 ∆plrA L5::plrA-

strep 

mc2155zeoR::∆plrA L5::pCT94-plrA-strep 

 

3BCDEF 

CB2645 ∆plrA L5:: 

plrA∆CT-strep 

mc2155zeoR::∆ plrA L5::pCT94- plrA ∆CT-strep 

 

3BCDEF 

CB2656 mc2155 L5::plrA-

strep 

mc2155 L5:: pCT94-plrA -strep 

 

3C 

CB2657 mc2155 

L5::plrA∆CT-strep 

mc2155 L5:: pCT94 - plrA∆CT-strep 

 

3C 

CB2658 mc2155 

L5::plrA∆NT-strep 

mc2155 L5:: pCT94- plrA ∆NT-strep 

 

3C 

CB2660 Ptet:: plrA Wag31-

RFP 

mc2155 zeoR::∆ plrA L5::pCT16- plrA / pMEK-

Ptb21-Wag31-RFP  

 

4 

 490 

 491 

 492 

Supplemental Table 2. Plasmids.  493 

*If a published vector was used unaltered, it is indicated with an * in the “Ref for parent/vector” 494 

column. 495 

 496 

Plasmids.  

strain # Plasmid name Used in strains Ref for parent/ vector* 

CB964 pMC1s- plrA CB966, 

CB2321 

[53] 

CB909 pCT94- plrA-GFPmut3 CB1126 [54] 

CB1401 pCT94-MSMEG_5223-strep CB2656, 

CB2642 

[54] 

CB2636 pCT94 - 5223- ∆ CT-strep CB2657, 

CB2645 

[54] 

CB2637 pCT94 - 5223- ∆ NT-strep CB2658 [54] 
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CB 1261 pMEK-Ptb21-Wag31-RFP CB2660 [23] 

    

    

 497 

 498 

 499 

 500 

 501 

Primers 

Strain # Feature primers 

CB966 ∆ plrA::zeoR GGCCAGTGAATTACTTAAGAGATCTtcgtcgtcgttgaagacc 

ATAGCATACATTATACGAAGTTATacgtagcagaagccgaagac 

gtcttcggcttctgctacgtATAACTTCGTATAATGTATGCTAT 

cggtactccgaacgatgatcATAACTTCGTATAGCATACATTATA 

TATAATGTATGCTATACGAAGTTATgatcatcgttcggagtaccg 

CTATGACCATGATTACGCCAAGCTTctctcacagaccacgctgag 

pMC1s- plrA 

 

CTTAATTAAGAAGGAGATATATCGATgccgtggtggggtgccgtgttg 

AGATATCCATGGATCCAGCTGCAGAATtcagtcccgcgagtgacggcc 

CB913 pCT94- plrA -

GFPmut3 

 

AATGAGCACGATCCGCATGCTTAATTAAGAAGGAGGATATCatg 

ccgtggtggggtgccgt 

CAGTGAAAAGTTCTTCTCCTTTACTGGTACCgtcccgcgagtgacggcc 

ccgc 

gggccgtcactcgcgggacGGTACCAGTAAAGGAGAAGAACTTTTCAC 

GGTCCCCAATTAATTAGCTAAAGCTTtcaTTTGTATAGTTCAT 

CCATGCCATGT 

CB2656 pCT94-plrA-

strep 

GCATGCTTAATTAAGAAGGAGATATACATatgccgtggtggggtgccgtgttggcg

gct 

 

AACTGGGGGTGGCTCCAGTCGGCGCCGGTGGAGTGGATATCgtcccgc

gagtgacggcc 

 

TAGGGTCCCCAATTAATTAGCTAAAGCTTTCACTTCTCGAACTGGGG

GTGGCTCCAGTC 

CB2657 pCT94 – plrA 

∆CT-strep 

GCATGCTTAATTAAGAAGGAGATATACATatgccgtggtggggtgccgtgttggc 
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CTAGGGTCCCCAATTAATTAGCTAAAGCTTCTACTTCTCGAACTGGG

GGTGGCTCCAataccagcggcccagcccgatcagc 

CB2658 pCT94- 

plrA∆NT-strep 

 

GCATGCTTAATTAAGAAGGAGATATACATatggtcgggctgacgtcccgcgacac

cg 

AACTGGGGGTGGCTCCAGTCGGCGCCGGTGGAGTGGATATCgtcccgc

gagtgacggcc 
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 503 

 504 
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 506 

 507 

 508 

 509 

 510 

 511 

 512 
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