
Supplementary Figure Legends 

 

Movie S1. Representative timelapse of wt V. cholerae sphere recovery. Cells were 

exposed to PenG in M9 MM + glucose, followed by washing and transfer to an agarose 

pad containing M9 MM + glucose. Frames are 5 min apart.  

 

Table S1 Oligonucleotides used in this study 

 

Table S2 Strains and plasmids 

 

Figure S1. Fluorescent protein fusion to PBP1a is functional. Overnight cultures of the 

indicated strains were plated on LB agar containing 100 µg ml-1 cefsulodin, an inhibitor 

of PBP1B (1). 

 

Figure S2. HADA staining in recovering spheres treated with inhibitors of aPBPs or the 

Rod system. Frames are taken from the experiment as shown in Figure 4. The pixel 

intensity range was set to 100 – 2000 in all images to illustrate the above background 

fluorescence in moenomycin-treated cells. Note that this results in overexposure of the 

untreated sample image. 

 

Figure S3. A) TnSeq hits below the cutoff (>/= 10-fold fitness defect, p-val < 0.01). B) 

representative Artemis plots of the genes encoding Heptosyltransferase I (vc0225) and 



the Sigma E operon. POST results from analyses Post-antibiotic; OG results from 

analyses after post-antibiotic outgrowth.  

 

Figure S4. Silver stain of V. cholerae isolated outer membranes, comparing wild type 

and the vc0225 mutant. The red arrow points to high molecular weight structures, likely 

core + O-antigen, M, marker. 

 

Figure S5. Polymyxin sensitivity of alm and eptA mutants. Overnight cultures of the 

indicated strains were plated on LB agar containing Polymyxin B at 10 µg ml-1 and IPTG 

(100 µM) where applicable. 
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Primer # Primer name sequence (5'-3')
TDP1434 mrcArevmCherry CCTCCTCGCCCTTGCTCACgagctcgaggatgtcGAACAGCTCTTCACCAGAGCTGG
TDP1435 mrcAfwmCherry GGCATGGACGAGCTGTACAAGgacatcctcgagctcTAGTAAACTCTGGTACAGAAAACCGAAT
TDP1436 mCherryfw gacatcctcgagctcGTGAGCAAGGGCGAGGAGG
TDP1437 mCherryrev gagctcgaggatgtcCTTGTACAGCTCGTCCATGCC
TDP1362 mrcAfwpCVD aggtatatgtgatgggttaaaaaggatcgatcctCTTGCACATCCATCAACACTGGTTC
DLP401 vc0225fwpGP gcagatctgcaggtcgacggatcccaagcttcttcccacactccctctgtatcctg
DLP402 vc0225revpGP ccgggagagctcgatatcgcatgcggtacctctagaccatctaagacgtgcattttgtcc
DLP397 vc0212fwpGP gcagatctgcaggtcgacggatcccaagcttctttggcatcgctttcgcagc
DLP398 vc0212revpGP ccgggagagctcgatatcgcatgcggtacctctagcaccatactgcatacgttggacg
DLP519 almpCVDfw ATATGTGATGGGTTAAAAAGGATCGATCCTATTGGCTCGGTGGCGACC
DLP520 almrev TCATCATTATTACTCGAGTGCGGCCGCATTACAACTAGTTGTCGAGCAACCGATT
DLP521 almfw TAATGCGGCCGCACTCGAGTAATAATGATGAAAGCAATTCGGTGTATCTAAGAAGTTGA
DLP522 almrevpCVD AGAGCTCGATATCGCATGCGGTACCTCTAGTCCCTTTGGCCGACTCTAAAATC
DLP539 eptAfwpCVD ATATGTGATGGGTTAAAAAGGATCGATCCTGGCATCAGTGGTGATAGCGG
DLP540 eptARev TCATCATTATTACTCGAGTGCGGCCGCATTAGACCACGCTAAATTCTGTGAACGTT
DLP541 eptAfw TAATGCGGCCGCACTCGAGTAATAATGATGATAGCCATACCCAAACAACTTAGCC
DLP542 eptarevpCVD AGAGCTCGATATCGCATGCGGTACCTCTAGAAGTACACAAACCTTAAGGAAACAGCCG
DLP232 pbp1ArevpCVD AGAGCTCGATATCGCATGCGGTACCTCTAGTTTACTGCCGAAGATCATTCCTACTTTG

underlined = homology overhang for ITA cloning
bold = linker



Strain # Strain name/genotype antibiotic resistance source
WT WT N16961 smR
TDW1004 N16961 pbp1a::pbp1amcherry smR this study
DL-1 TDW1004 vc0225 ::pGPkan smR kanR this study
DL-2 N16961 ∆alm ∆eptA smR this study
DL-3 N16961 vc0225:pGPkan smR kanR this study
DL-4 N16961 vc0212:pGPkan smR kanR this study
DL-5 N16961 vc0225:pGPkan smR kanR this study
DL-6 N16961 vc0212:pGPkan smR kanR this study
DL-7 DL-2 vc0225 ::pGPkan smR kanR this study
DL-8 DL-2 vc0212 ::pGPkan smR kanR this study
DL-9 DL-3 lacZ::Ptac:vc0225 smR this study
DL-10 DL-4 lacZ::Ptac:vc0212 smR this study

N16961 ∆ompU ∆rpoE smR Chao et al. (2015) Plos Genetics 11 (2)
N16961 ∆ompU smR Chao et al. (2015) Plos Genetics 11 (2)














