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Fig. S1 Domain organization of CrsR and HsbR response regulators.

Schematic representation of the three domains siR@nd HsbR. CrsR contains 565 amino
acids and HsbR 571. The N-terminal regulatory reeilomain (D1, residues 1-118 and 13-
125 for CrsR and HsbR, respectively), the centPd® phosphatase domain (D2, residues 193—
391 and 188-336 for CrsR and HsbR, respectivehg,tae C-terminal GHKL (gyrase, Hsp90,
histidine kinase, MutL) ATPase and anti-sigma fadmmain (D3, residues 407-565 and 445-
563 for CrsR and HsbR, respectively) are shown. [&hel of identity between homologous

domains (in %) is indicated. Domains were definsthg Pfam database.

Fig S2. Control of in vivointeraction by a two-hybrid assay.

Each fusion protein in both T18 and T25 vectorseatested against the empty counterpart
vector. Positive (T18zip/T25zip) and negative (emptectors) controls were added.
Galactosidase activities are expressed in millatsuhe data from three replicates are
presented as means S.D.

Fig S3. Statistical analysis of PrsmY—lacZtranscriptional fusion in various P. aeruginosa
strains. Activity was recorded after 6 and 8 hours of grawBlorresponding-galactosidase
activities are expressed in Miller units and cquoesl to mean values (with error bars) obtained
from three independent experiments. Wilcoxon-ManhitWéy tests were performed, and *, **
and *** referred to p<0.05, p<0.01 and p<0.001 pexgively.

Fig $4. Growth curves of the P. aeruginosastrains used to study PrsmY-lacZ
transcriptional expression.
For each strain the Qb nm value correspond to mean values (with erros)batstained from

three independent experiments

Fig. S5 Expression of PrsmY—lacZtranscriptional fusion in PAK, PAKAhptB, PAKAflIA

or PAKAhptBfliA strains. Activity was recorded after 4h growth. Correspiogd -
galactosidase activities are expressed in Milleistand correspond to mean values (with error
bars) obtained from three independent experimemicoxon-Mann-Whitney tests were

performed, and ns referred to nonsignificant défere.
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Fig. S6 Biofilm formation in PAK and PAKArpoSat different growth stages. (A) Biofilm
production monitored at different growth stageglass tubes (upper panel) and quantified after
Crystal Violet-staining (lower panel). Corresporglilevels of biofilm production represent
mean values and standard deviations obtained fromdependent experiments. (B) Biofilm
formation is monitored by confocal laser scanninigrascopy at the time indicated in the

figure. The extracted z images and their respegtjvand xz planes are shown.



76 TableSl: Strainsand plasmids used in this study

Strain: Relevant characteristic Sourct

E. coli

DH5a endAl hsdR17 supE44 thi-1 recAl gyrA rel Al A(lacZYA-argF)U169 deoR (phi Lab collection
80lacZ 4 M15)

BA159 BTH101 (F-cya-99 araD139 galE15 galK16 rpsLl (Smi) hsdR2 merAl merBl) (1)
clpXP::cat rpoS::tet

CC118¢pir) Host strain for pKNG101 replicatiof(ara-leu) araD AlacX74 galE galK phoA20  Lab collection

P. aeruginosa

thi-1 rpsE rpoB argE(Am) recAl RfR (\pir)

PAK Wild-type 2)
PAKAhtpB PAK deletion mutant fohptB gene¢ ?3)
PAKArpoS PAK deletion mutant forpoS gene¢ This stud'
PAKAhsbD PAK deletion mutant fohsbD gent This stud'
PAKAhtpBArpoS PAK deletion mutant fohptB andrpoS gene This stud'
PAKAhsbDArpoS PAK deletion mutant fohsbD andrpoS gene This stud'
PAKAhptBAhsbD PAK deletion mutant fohsbD andhtpB gene This stud'
PAKAhptBAhsbDArpoS PAK deletion mutant fohptB, hsbD andrpoS gene This stud:
PAKAhsbA PAK deletion mutant fohsbA gene )
PAKAfliA PAK deletion mutant fofliA gene¢ This stud'
PAKAhtpBAfliA PAK deletion mutant fohptB andfliA gene This stud'
PAKattB::rsmy-lacZ PAK strain withrsmY-lacZ inserted a#ttB sites 4
PAKArpoSattB::rsmY-lacZ PAKArpoS strain withrsmY-lacZ inserted aattB sites This stud'
PAKAhtpBattB::rsmY-lacZ PAKAhtpB strain withrsmY -lacZ inserted aattB sites This stud'
PAKAhtpBArpoSattB::rsmY-lacZ ~ PAKAhtpBArpoS strain withrsmY-lacZ inserted aattB sites This stud'
PAKAgacAattB:: rsmY-lacZ PAKAgacA strain withrsmY -lacZ inserted aattB sites 4)
Plasmid Relevant characteristics Source
puT18C Two-hybrid plasmid cyaAT18 fusion, AR (5)
pUT18C-crsRD3 Two-hybrid plasmid containincyaAT18-crsR D3 domain fusion, AR (6)
pUT18C-hsbRD3 Two-hybrid plasmid cntainingcyaAT18- hsbR D3 domain fusion, AR 3)
pUT18C-rpoSso Two-hybrid plasmid containingyaAT18- rpoS S. oneidensis fusion, (6)

ApR
pUT18C-rpoSpa Two-hybrid plasmid containingyaAT18- rpoS P. aeruginosa domain  This study

fusion, AR
pKT2E Two-hybrid plasmid cyaAT25 fusion, KnR (5)
pKT25-crsRD3 Two-hybrid plasmid containincyaAT25- crsR D3 domair fusion, KnR (6)
pKT25-hsbRD3 Two-hybrid plasmid containingyaAT25- hsbR D3 domain fusion, @)

KmR
pKT25+poSso Two-hybrid plasmid containingyaAT25- rpoS S. oneidensis fusion, This study

KmR
pKT25-rpoSha Two-hybrid plasmid containingyaAT25— rpoS P. aeruginosa fusion, This study

KmR
miniCTX-lacZ Tc lacZ*; self-proficient integration vector wittet, V-FRT-attPMCS, (8)

ori, int, andoriT
miniCTX-rsmY-lacZ Promoter region crsmY gene inserted in miniCTX-lacZ, TR 4)
pBBRMCS5 Broad host range plasmiGnR (8)
PBBR-rpoS pBBRMCSS carrying therpoS gene, G This stud:
pBBRMCS¢ Broad host range plasmid, R (8)
pBBR-hsbA pBBRMCS4 carrying thhshA gene, AR 3)
pBBR-hsbAssa pBBRMCS4 carrying thhshA gene with ssea substitutiol, ApR This stud:
pBBR-hsbAssp pBBRMCS4 carrying thhsbA gene with ssep substitutior, ApR This stud
pRK201: Tra* Mob* KmR Lab collectiol
pKNG10JArpoS Mutator plasmid forpoS deletion SrR This stud:
pKNG10IAfliA Mutator plasmid fofliA deletion SrR This stud
pJIN10! araC-pBAD expression vector, CR Lab collectiot
pJN-Rpos pJN10t carrying therpoS gene, GnR This stud

resistance

I
78
79

* SmR, streptomycin resistance, Gmentamicin resistance, Bampicillin resistance, Kfhkanamycin resistance and®Tetracycline



80 TableS2: Oligonucleotidesused in this study

Name:

Oligonucleotides (:—3)

Two-Hybrid
DH_PAK UP_Rpo!
DH_PAK Do_RpoS
DH SO UP RpoS
DH SO DO RpoS

Gene Deletion
UpUFIiA
UpDFIiA
DnUFIIiA
DnDFIliA
UpURpoS
UpDRpoS
DnURpoS
DnDRpoS
UpUHsbD
UpDHsbD
DnUHsbD
DnDHsbD

Quick change mutations

HsbA-S56A-QC-F
HsbA-S56A-QC-R
HsbA-S56D-QC-F
HsbA-S56D-QC-R
Gene expression
Up_RopS_prod
Do_RpoS_prod
81

82

CCTCTAGAGATGGCACTCAAAAAAGAAGGC
GGGGTACCTCACTGGAACAGCGCGTCACTCG
TAGAATTCATGAGCCGCATAAATAGCACTG
TACTCGAGTTAATTTCTAAATAGAGCCTC

CCGGATCCGCACCTCTCGCCGATGCAGC
TGGCCGGAGCTGGCACGGCCGAACCTGTCGCGGG
AGGTTCGGCCGTACCGGCCTCGACCGCAGC
GGACTAGTCACCGCCTGCTGGAAGTGCC
CCCCCCCCTGCAGGTCGACGGATCCTACGTCGGTACCTGCCAAGC
GGTCTAAGGTTTTCCGTCACCATGTCGTTATCCCTTGCATGAGTTCG
TGCAAGGGATAACGACATGGTGACGGAAAACCTTAGACCC
TTCTACTTATGGTACCCGGGGATCCGAGAAGAAGGATGCCCTG
CCCTGCAGGTCGACGGATGCGCTCGCTATCCGACATGG
TGCGCCATGGACTCACACCTCTTCTCTTGGAGGGCTTGG
CCAAGAGAAGAGGTGTGAGTCCATGGCCGATTTTGTCC
CTTATGGTACCCGGGGATCCGGTTCTCCAGGCGTAGCAGG

ACTTACCTGGACGCGTCGGCCCTCGGC
GCCGAGGGCCGACGCGTCCAGGTAAGT
ACTTACCTGGACGATTCGGCCCTCGGC
GCCGAGGGCCGAATCGTCCAGGTAAGT

TTCCTGCAGCCCGGGGGATCTCCAGCGGGAAAGGAATCGC
GCCGCTCTAGAACTAGTGGATCTGTAAGTTAATGCTTACAAGAGC
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Figure S2
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Figure S3
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Figure S4
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Figure S5

rsmy-lacZ activity (Miller units)
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Figure S6
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