Fig. S1. Cheng et al.

CLUSTAL 0(1.2.4) multiple sequence alignment
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Fig. S2. Cheng et al.
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Fig. S3. Cheng et al.

CLUSTAL 0(1.2.4) multiple sequence alignment
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# Percent Identity Matrix - created by Clustal2.1
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3: NtrcC_

100.00 73.12 72.90
Ec 73.12 100.00 96.16
Sm 72.90 96.16 100.00
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Figure S1. Multiple sequence alignment of V. cholerae NtrC family. Amino acid
sequence alignment of V. cholerae NtrC family RR using Clustal Omega. The aspartate
residue that is predicted to be the site of phosphorylation, and the GAFTGA region that
is required for RpoN interaction are shown inside an empty box. The asterisk denotes
identity, semicolon and colon denote conservative and semiconservative variations
respectively.

Figure S2. Absence of NtrC has no significant impact on the c-di-GMP pool. C-di-
GMP quantification was performed using Liquid Chromatography and Mass
Spectrometry. Nucleotides were extracted from WT and AntrC cultures grown to
exponential phase. The graph represents the average and standard deviation of pmols
of c-di-GMP/mg of total protein obtained from six independent biological samples. A
two-tailed Mann Whitney test was used to compare the expression between WT and
AntrC. NS, not significant.

Figure S3. Multiple sequence alignment of NtrC from V. cholerae, E. coli and S.
typhimurium. Amino acid sequence alignment of V. cholerae NtrC, E. coli NtrC
(NtrC_Ec), and S. typhimurium NtrC (NtrC_Sm). The asterisk denotes identity,
semicolon and colon denote conservative and semiconservative variations respectively.

The percent identity matrix created with Clustal Omega is shown.
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