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Appendix Figure S1. Parallel and serial deletion of endopeptidase genes in E. coli BW25113 ArelA.
Deletions indicated in blue were introduced by the procedure of Datsenko and Wanner (Datsenko &
Wanner, 2000). The remaining endopeptidase genes are indicated in black. The presence of all deletions
was verified by PCR at each steps. The genomes of the strains retaining mepM and mepK (A6EDs) or only

mepM (A7EDs) were re-sequenced and no compensatory mutation was detected.



Table S1. Characteristics and origin of the plasmids used in this study

Plasmid Characteristics Origin
Vectors

pHV6 Tett  Puc lacl oriV CloDF13 This study

pHV7 CmR Parasan araC oriV P15a This study

pHV9 Zeo®  Punr phlF oriV pBR322 This study

pHV30 Zeo®  Puasap TIS1  rhaSR  oriV pSC101 This study

pET-TEV Km?  Pp lacl oriV ColE1 (Houben et al., 2007)

pPETMM82 Km® P17 dsbC lacl oriV ColE1 (Firczuk & Bochtler, 2007)
Recombinant plasmids for ycbB and relA’ expression

pKT2 pHV6QycbB (Hugonnet et al., 2016)

pKT8 pHV7QrelA’ (Hugonnet et al., 2016)

pHV63 pHV7QycbB This study
Recombinant plasmids for complementation of endopeptidase gene deletions

pHV10.1 pHV9OQOmepM This study

pHV10.2 pHV9QmepM H3%A This study

pHV10.3 pHV9OmMepMA936-1224 (ALytM domain) This study

pHV43.1 pHV30QmepA This study

pHV43.2 pHV30QmepA H'3A This study

pHV44 pHV30QmepH This study

pHV45.1 pHV30QmepK This study

pHV45.2 pHV30QmepK H33A This study

pHV46 pHV30QmepM This study

pHV47.1 pHV30QmepS This study

pHV47.2 pHV30QmepS C**A This study

pHV48 pHV30QdacB This study

pHV49 pHV30QpbpG This study

pHV50 pHV30QampH This study

pHV53 pHV30QTIS2-mepM This study

pHV55 pHV7QmepA This study

pHV56 pHV7QmepH This study

pHV57 pHV7QmepK This study

pHV58 pHV7QmepM This study

pHV59 pHV7QmepS This study

pHV60 pHV7QdacB This study

pHV61 pHV7QpbpG This study

pHV62 pHV7QampH This study
Recombinant plasmids for protein production

pPET-TEVQmMepMA1-120  Production of MepM A1-40 This study

PETMM820OmepHA1-81  Production of MepH A1-27 This study

PETMM820OmepSA1-72  Production of MepS A1-24 This study

pET21bQdacBA1-60
PET28aQpbpGA1-75

Production of PBP4 A1-20
Production of PBP7 A1-25

(Banzhaf et al., 2020)
(Banzhaf et al., 2020)




Table S2. Characteristics and origin of E. coli strains used in this study

Strain Characteristics Origin

BW25113 A(araD-araB)567 A(rhaD-rhaB)568 (Baba et al., 2006)
AlacZ4787 (::rrnB-3) hsdR514 rph-1

BW25113(ycbB, relA’)  ArelA derivative of BW25113 harboring pKT2(ycbB) (Hugonnet et al., 2016)
and pKT8(relA’)

BW25113 M1 Ampicillin resistant derivative of BW25113 (Hugonnet et al., 2016)
pJEH12(ycbB) harboring a mutation in the 5° UTR
region of ileRS

BL21(DE3) Host for protein production (Wood, 1966)
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