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Y oX Y"/\?' :\?'rb?'ro?“ V'cb?’
oV P A o oI 25
WD P T L

oA [0 PN <Cros-P
(Phos-tag) - '

a-HA
(Standarg) | S — "'-|

a-RpoA .___——..ﬁ

Figure S1. Confirmation of Thr-346 as the critical site of CroS phosphorylation. Phos-Tag and

standard SDS-PAGE and immunoblot analysis of an E. faecalis AireP mutant carrying variants of
CroS-HA. Samples were harvested during exponential growth without the addition of cell wall
stressors. Strains are JL457 with pSLK137-145. The overexposed immunoblot reveals that CroS
Y223A still exhibits the slowly migrating isoform of CroS, indicating it can be phosphorylated,

whereas the T346A mutant exhibits none of the slowly migrating isoform.



