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Figure S1. Alginate production and promoter activity of P,y and Pyep in PAOI,
PAO1-VE2 (mucE overexpressed) and PAO1-VE22 (cupBS5 overexpressed).
Strains were streaked on PIA plates and cultured overnight at 37°C. For alginate assay,
cells were grown on PIA plates without antibiotics. For P-galactosidase assay,
carbencillin (300 pg ml™") was added to the medium to retain the plasmid. (A)
Alginate production was measured after overnight culture. (B) Measurement of the
activity of the algU promoter using pLP170-P.,y in different strains. The Py,u
promoter was inserted into a pLP170 vector containing the promoterless /acZ gene.
The Pugu-lacZ fusion in pLP170 was transferred into the respective strains via
triparental conjugation. -galactosidase activity was measured using the Miller assay
as described in Experimental Procedures. (C) Measurement of activity of the algD

promoter in different strains containing pLP170-Pgp.
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Figure S2. CupBS peptides do not relieve RseB inhibition of RseA cleavage by
DegS. Rates of cleavage of E. coli RseA™™ (20 uM) by DegS (0.5 pM trimer) and
YYF peptide (20 pM). When present, the concentration of RseB dimer was 25 uM

and the concentrations of CupB5 peptides were 480 pM.



PAT-STOTPA RANGEDYRVIQNLAQ
RF7IFA VEGETFTTYNONLAQ
PAODLPA VEGETFTTYNONLAQ
PACS2PA YVEGETFTTYNONLAQ
FALAFA VEGETTTTYNONLAD
FPAT-LBLEPA VEGETTY TN OTLALD
NCGHMIFPA VEGETEY TN ONLAD
HLEFA VEGETE TN L AD
LESELEPA VEGETTTTYNONLAD
DEIFA VEGETFTTYNONLAQ
CITL9PA VEGETFFTTYNONLAQ
BL3iE-33PA VEGEFTYTYWONLAD
ISBLEPA VEGETTTTYNONLAD
2192PA VEGEFEN TN ONLAD
PF5-146FFrotege DANGDLYENMIQNAAD
CHAB-15838prote DVHDDLYTWVIQNSAD
CHAB-15878Frote DANGARYEVIQNAAD
CHAB-15858Frote DANGEAYRVIQDTTQ
PF5-1465%Frotege DANGEAYSVIQNATO
CHAB-15868Frote DANGEAYRVIQDTTQ
144BAP=syringae SENPYLLTDWYGEVQG
13B6T7Pdenitrifi DGHGOAGTLELIATG

Figure S3. The CupBS GYYYTVV motif is found in many orthologs in
sequenced strains of P. aeruginosa. A total of 22 putative Pseudomonas orthologs of

CupB5 was obtained from www.pseudomonas.com. Homology was compared using

the ClustalW algorithm of MacVector software. Shown is a small portion of the
CupB5 amino-acid sequence containing the GYYYTVV motif when present. PA: P,
aeruginosa; Protegens: P. protegens; Pdentrifi: P. dentrificans; and Psyringae: P
syringae pv. Phaseolicola. P. aeruginosa PA7 has two copies of cupB5 in its genome,

P. protegens CHAO has four copies, and strain P. protegens P{-5 has two copies.



Supplementary Table S1. Truncations of CupBS to identify the signal that

activates alginate production.

Strains C-terminal Phenotype
HA-cupB5(1018)-His -PAOL1 -NIWHs Mucoid
HA-cupB5(1015)-His -PAOL1 -DYGHe Mucoid
HA-cupB5(585aa)-His -PAO1 -GSGHg Mucoid
HA-cupB5(531aa)-His-PAO1 -GPAHg Mucoid
HA-cupB5(520aa)-His-PAO1 -SYYHs Mucoid
HA-cupB5(510aa)-His-PAO1 -YVLHs Mucoid
HA-cupB5(507aa)-His-PAO1 -DGLHs Mucoid
HA-cupB5(504aa)-His-PAO1 -KNLHs Mucoid
HA-cupB5(497aa)-His-PAO1 -AQLHs Mucoid
HA-cupB5(491aa)-His-PAO1 -TVVHs Mucoid
HA-cupB5(490aa)-His-PAO1 -YTVHg Non-mucoid
HA-cupB5(489aa)-His-PAO1 -YYTHs Non-mucoid
HA-cupB5(488aa)-His-PAO1 -YYYHs Non-mucoid
HA-cupB5(483aa)-His-PAO1 -YVSHe Non-mucoid
HA-cupB5(404aa)-His-PAO1 -VNWHg Non-mucoid
HA-cupB5(353aa)-His-PAO1 -GTWHs Non-mucoid
HA-cupB5(231aa)-His-PAO1 -LNFHs, Non-mucoid
HA-cupB5(176aa)-His-PAO1 -YRFHs Non-mucoid
HA-cupB5(144aa)-His-PAO1 -VLFHg Non-mucoid
HA-cupB5(135aa)-His-PAO1 -QVFHg Non-mucoid

HA-cupB5(132aa)-His-PAO1 -ANGHe Non-mucoid
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