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FIGURE S1. Phylogenetic analysis of the C* domain from AmbE.
FIGURE S2. Biotest for AMB production by different P. aeruginosa strains.

FIGURE S3. Identification of AmbB-bound Gly (A) and Ser (B) by phosphopantetheinyl
elimination reactions.

FIGURE S4. Identification of the amino acid substrates bound to the T1 and T2
domains of AmbE.

FIGURE SS. Identification of Glu-Ala and Ala-Glu-Ala as potential pathway
intermediates bound to the T1 and T2 domains of AmbE.
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FIGURE S1. Phylogenetic analysis of the C* domain from AmbE. Condensation domain
sequences were collected to be representative of the different condensation domain types.
Sequences are identified by their accession number and annotated as follows: H
heterocyclization, E = epimerization, D = dual condensation/epimerization, L2L =
condensation of L amino acids to L amino acids, and D2L = condensation of D amino acids to
L amino acids, and S = starter). Sequences were compared using the Clustal Omega (Sievers
et al., 2011; http://www.ebi.ac.uk/Tools/msa/clustalo/) with default parameters, and the
subsequent Newick format of the neighbour-joining (NJ) tree without distance corrections
was visualized using Newick Viewer (Boc et al., 2012;
http://www.trex.ugam.ca/index.php?action=newick).



FIGURE S2. Biotest for AMB production by different P. aeruginosa strains. AMB is
detected by a typical clearing zone around the P. aeruginosa colonies resulting from growth
inhibition of the E. coli K-12 indicator strain. Strains used were PAO1 (wildtype), PAO6665
(AMB-negative control strain; Lee et al., 2010), PAO6932 (specifying AmbBg76sa), PAO6934
(specifying AmbEgi2g6a), and PAO6935 (specifying AmbEgigioa).
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FIGURE S3. Identification of AmbB-bound Gly (A) and Ser (B) by phosphopantetheinyl
elimination reactions. AmbB and AmbE (at 2.5 uM; converted to their holo-forms by Sfp)
were incubated with 0.5 mM of all 20 proteinogenic amino acids before trypsin digestion and
analysis by mass spectrometry.
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FIGURE S4. Identification of the amino acid substrates bound to the T1 and T2
domains of AmbE. AmbB and AmbE (at 2.5 uM; converted to their holo-forms by Sfp) were
incubated with 0.5 mM of all 20 proteinogenic amino acids before trypsin digestion and

analysis by mass

identification of Glu bound at T1 (A) and of Ala bound at T2 (B).

spectrometry. Phosphopantetheinyl elimination reactions

allowed
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FIGURE SS. Identification of Glu-Ala and Ala-Glu-Ala as potential pathway
intermediates bound to the T1 and T2 domains of AmbE. AmbB and AmbEg;9ss (at 2.5
uM; converted to their holo-forms by Sfp) were incubated with L-Ala and L-Glu (at 1 mM)
before trypsin digestion and analysis by mass spectrometry.



