A Apbp4(5) wild-type AcroR

P-pbp4(5) + P-pbp4(5) +
vector + Pg-vector  p . -pbpA(2b)  Vector + P,-vector P,ia-PbpA(2b)
0 0 5 0 5 0 5 0 5 mM NaNO,
a-Pbp4(5) - ——

Total Protein

B ApbpA(2b) wild-type AcroR
P-pbp4(5) + P-pbp4(5) +
vector + Pp-vector  p . _pbpA(2b)  Vector + P -vector P,isx-PbpA(2b)
0 0 5 0 5 0 5 0 5 mM NaNO,
a-PbpA(2b) — —— - -

Q-CrOR QD - — — —

Total Protein

Supplemental Figure 1. (A) Pbp4(5) and (B) PbpA(2b) expression analyzed by immunoblotting in wild-type (OG1) and
AcroR (SB23) strains carrying two compatible expression vectors to enable co-expression of both PBPs. The empty
vectors were pJRG9 and pJLL286; a derivative of pJRG9 carrying pbp4(5) (pJLL255) enabled constitutive overexpression
of Pbp4(5), and a derivative of pJLL286 carrying pbpA(2b) (pJLL310) enabled nitrate-inducible expression of PbpA(2b).

The concentration of nitrate inducer is indicated. Total protein was analyzed using fluorescent protein labeling reagent



(“No-stain”). The same cell lysates were used for immunoblots shown in (A) and (B). Immunoblots are representative of

two independent cultures.



