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Materials and Methods
Nucleotide extraction and HPLC analysis
Intracellular c-di-GMP amounts were analysed as previously described 


[1] ADDIN EN.CITE  with the following modifications. Briefly, overnight-grown cultures were diluted 1/200 in fresh LB and incubated at 37°C with agitation to OD600 of 0.9. Protein expression was induced with 0.02% arabinose and the cultures were grown for one additional hour.  Formaldehyde was added to a final concentration of 0.18% to the cultures which were then chilled on ice for 10 min before pelleting the cells by centrifugation.  Cell pellets were resuspended in water and heated to 95°C for 15 min. Samples were cooled on ice for 10 min and cold ethanol was added to a final 65% concentration to extract the nucleotides. Samples were centrifuged for 10 min at 16 000g at 4°C to pellet cell debris. The pellet was extracted a second time with 65 % ethanol and supernatants were pooled for lyophilisation. Lyophilised samples were dissolved in 300 μl of 50 mM triethyl ammonium bicarbonate (TEAB) buffer (pH 7.0, pH adjusted using acetic acid). Filtered samples were analyzed by ion-pair reversed-phase high-performance chromatography (HPLC). Analysis was performed using an LC1260 infinity HPLC system equipped with a diode array detector (Agilent). Separation of 2 μl of each sample was achieved on a Zorbax SB-C18 column (4.6 x 150 mm, 3.5 μm) with a combination of 50 mM TEAB (eluent A) and acetonitrile (eluent B) at a constant 0.8 mL/min flow rate with monitoring at 254nm. 100% eluent A was used from 0 to 3 min followed by a linear gradient from 100% to 85% eluent A until 15 min. A second linear gradient from 85% to 50 % eluent A, from 15 to 18 min, followed by a 6‑min post-run was used for re-equilibration of the column. Synthetic c-di-GMP (BIOLOG, Bremen, Germany) was used as a standard. 
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