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Enzymatic assays
PhoA assays were performed as described previously 
[18]. After centrifugation, 100 μl of the supernatant was 
immediately diluted to 0.5  ml in Tris–HCl (pH 8.0), 
mixed with 0.5 ml of 0.5 % pNPP, and incubated at 37 °C 
for 10 min. The reaction was stopped by the addition of 
0.5 ml of 2 N NaOH, and the OD410 was read. Enzyme 
activity was normalised to the same OD600. The relative 
PhoA activity values for the fusions were normalised rel-
ative to the PhoA activity in B. subtilis WB800 contain-
ing the p-PhoA-his. The activity of β-galactosidase BgaB 
was determined as described previously [25]. One unit 
of enzyme activity was defined as the amount of enzyme 
hydrolysing 1 μmol of substrate (ONPG) per minute.
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