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Table S1. Strains and plasmids used in this study.

Strains \ Relevent genotype or description \ Source of Reference
E. coli

BL21 (DE3) F ompT hsdSB (rB mB ) gal decm (DE3) Stratagene

DH5a thuA2 lac(del)U169 phoA glnV44 ®80' Thermo Fisher
lacZ(del)M15 gyrA96 recAl relAl endAl thi-1 | Scientific
hsdR17

P. aeruginosa

PAO1 Wild type (1)

AphuS Chromosomal in frame phuS deletion in PAO1 (2)

phuSH212R Chromosomal in frame phuSH212R allele in This Study
PAOI1

Plasmids

pUCI18 Amp®; Subcloning vector Thermo Fisher

pET21a-phuS AmpR, phuS wild-type cloned into pET21a 3)
plasmid by T4 DNA Ligase

pET21a- Amp®, phuS mutant allele cloned into pET21a 4)

phuSH212R plasmid by T4 DNA Ligase

pGST-paFur AmpQ®, fur wild-type cloned into pGEX-2T (5)
plasmid by T4 DNA Ligase

pET21a-hemO AmpR, hemO wild-type cloned into pET21a (6)
plasmid by T4 DNA Ligase

pEX18Tc TcR, allelic replacement vector (7

S-2




Table S2. Primers and Probes used in this study.

Name

Sequence (5’ to 3’)

Primers and probes

PR1

PF1

PF2

PF3

hasR-F

hasR-R
Pstl-5’PhuS-F
HindIlI-3’PhuS-R
prrFI1-50 F

prrF1-50 R
prrEF1-50 (No Fur) F

prrF1-50 (No Fur) R
prrFI1-30 F
prrF1-30 R
prrE2-50(Fur) F

prrE2-50(Fur) R
prrF2-50 (AIgR) F

prrF2-50 (AlgR) R

5’-ACTGCGTGGGTCTCTCAG-3’

5’-GAATCGCCCATAGCCTGATCG-3’

5’-CTGCTTAACCGGGAAGTGAC-3’

5’-CTCGCGACTAGCTAGCAGAA-3’

5’-CGTGGCGTCGAGTACCAG-3’

5’-GGTCTTCGAACAGAAGTCGTTG-3’
5’-CGCTGCAGCATAGGCGCTCTTCTGGTCGG-3’
5’-GCAAGCTTGGCGGCTTCCGTACTCAGCG-3’

5’-(6FAM)(Biosg)/ AGCAGAAAAGTTTGGCGAAAGCGTTTGACATGGAAATGAGAA
TCATTATT-3’
5’-Biosg/AATAATGATTCTCATTTCCATGTCAAACGCTTTCGCCAAACTTTTCTGCT-3’
5’-6FAM/ATTCCAGAGGGCTCGCGACTAGCTAGCAGAAAAGTTTGGCGAAAGCG
TTT-3
5’-AAACGCTTTCGCCAAACTTTTCTGCTAGCTAGTCGCGAGCCCTCTGGAAT-3’
5’-6FAM/GACATGGAAATGAGAATCATTATTATGTCA-3’
5>-TGACATAATAATGATTCTCATTTCCATGTC-3’
5’-6FAM/ATGAGAACCGGCTTGACCTGATAATGAGAATAGTTATTATTACACCA
ACT-3’
5’-AGTTGGTGTAATAATAACTATTCTCATTATCAGGTCAAGCCGGTTCTCAT-3
5’-6FAM/GCCTGCGATTCGGCCGGAGACGACCGTTCATCGGCTGGCGATGGAAT
GAA-3
5’-AGTTGGTGTAATAATAACTATTCTCATTATCAGGTCAAGCCGGTTCTCAT-3

RT-qPCR

Primers and Probes

qPCR-prrH Probe
qPCR-prrH F
qPCR-prrH R
qPCR-prrF Probe
qPCR-prrF F
qPCR-prrF' R
qPCR-23S Probe
qPCR-23S F
qPCR-23S R

5’-6FAM/CTGGCGATGGAATGAATGAG/BHQ-1-3’
5’-ATTCGGCCGGAGACGAC-3’

5’-CGACCAGTTGGTGTAAT-3’
5’-6FAM/TAAGCTGAGAGACCCACGCAG/BHQ-1-3°
5’-AACTGGTCGCGAGATCAGC-3’
5’-CCGTGATTAGCCTGATGAGGAG-3’
5’-6FAM/GTAAGTGACGCGGTAGAGGAGCGTTCTGTA/BHQ-1-3”
5’-GGGCTCAAACCACACACC-3’
5’-GCTTCTCAACTCACCTTCACAG-3’
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Figure S1. PhuS-Hise cross-linking and pull down of PAO1 WT genomic DNA. DNA fragments obtained
following crosslinking of PhuS-Hise to genomic DNA and pull-down with Ni-NTA agarose. 1. Molecular
weight markers as shown, 2. 225 bp amplified with primers PF1 and PR1, 3. 180 bp fragment amplified with

PF2 and PR1, 4. 120 bp fragment amplified with primers PF3 and PR1. PCR fragments were visualized on 1%
agarose with ethidium bromide staining.
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Figure S2. Change in anisotropy as a function of PhuS. 4. apo-PhusS titration against the prrF'/-50 (No Fur),
prrE2-50 (Fur) and prrF2-50 (AlgR) oligonucleotides as shown. B. holo-PhusS titration of prrF1-50.
Experiments were performed in triplicate as described in the Experimental Procedures. The anisotropy, », was
plotted against protein concentration and the error is shown as the standard error of the mean (SEM).
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Figure S3. EMSA of apo- HemO binding to prrF1-50.. apo-HemO binding to 5’-biotin labeled prrF1-50.
Experiments were performed as described in Experimental Procedures. All reactions contained a fixed
concentration (30 pM) of labeled prrF1-50 and following incubation were run on 8% acrylamide gels and
transferred to a nylon membrane and visualized by chemiluminescence.
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Figure S4. Growth curves for PAOIWT, phuSH212R and AphusS strains. Cells were grown at 37°C in iron-
deplete media (M9) (circles) or M9 supplemented with 1 uM heme (triangles). The growth curves represent 3
biological replicates and the error bars represent the standard error of the mean (SEM). Strains as shown in the
legend.
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