
Condition Descriptiona 

EEP (early 
exponential phase) 

Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 0.1. 

MEP (middle 
exponential phase) 

Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 0.3. 

LEP (late 
exponential phase) 

Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 1. 

ESP (early 
stationary phase) 

Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 2. 

LSP (late stationary 
phase) 

Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 2, 
followed by a further 6 h growth in the same incubation conditions. 

25ºC Growth in Lennox broth at 25ºC, 220 rpm (in a water bath), to OD600 nm 0.3. 

NaCl shock 
Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 0.3, 
then addition of NaCl to a final concentration of 0.3 M for 10 min in the 
same incubation conditions. 

Bile shock 
Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 0.3, 
then addition of bile to a final concentration of 3% for 10 min in the same 
incubation conditions. 

Low Fe2+ shock 
Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 0.3, 
then addition of 2,2’-dipyridyl to a final concentration of 0.2 mM for 10 min in 
the same incubation conditions. 

Anaerobic shock 
Growth in Lennox broth at 37ºC, 220 rpm (in a water bath), to OD600 nm 0.3, 
then transfer of 15 ml into a 15 ml Falcon tube and incubated statically at 
37ºC for 30 min. 

Anaerobic growth 
Growth in Lennox broth in a completely filled and closed 50 ml Falcon tube, 
incubated statically at 37ºC, to OD600 nm 0.3. 

Oxygen shock 
Growth in Lennox broth in a completely filled and closed 50 ml Falcon tube, 
incubated statically at 37ºC, to OD600 nm 0.3, then transfer into a baffled flask 
for 15 min at 37ºC, 250 rpm (in a water bath). 

NonSPI2 (SPI-2-
noninducing) 

Growth in PCN medium (pH 7.4, 25 mM Pi) at 37ºC, 220 rpm (in a water 
bath), to OD600 nm 0.3. 

InSPI2 (SPI-2-
inducing) 

Growth in PCN medium (pH 5.8, 0.4 mM Pi) at 37ºC, 220 rpm (in a water 
bath), to OD600 nm 0.3. 

Peroxide shock 
(InSPI2) 

Growth in PCN medium (pH 5.8, 0.4 mM Pi) at 37ºC, 220 rpm (in a water 
bath), to OD600 nm 0.3, then addition of H2O2 to a final concentration of 1 mM 
for 12 min in the same incubation conditions. 

Nitric oxide shock 
(InSPI2) 

Growth in PCN medium (pH 5.8, 0.4 mM Pi) at 37ºC, 220 rpm (in a water 
bath), to OD600 nm 0.3, then addition of spermine NONOate to a final 
concentration of 250 μM for 20 min in the same incubation conditions. 

Macrophage 
Bacteria from the intra-macrophage (RAW264.7) environment were 
recovered after 8 h post-infectionb. 

a Precise details of the growth conditions, including the components of the phosphate carbon nitrogen (PCN)-

related minimal media and the type of water bath that was used, have been published previously in Kröger and 

colleagues [1]. 

b A detailed protocol for this condition was described in Srikumar and colleagues [2]. 
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