Supplementary Materials and Methods

HmgA overexpression. imgA4 (PA2009) was amplified from the PAO1 genome using primers hmgAfor (5’
GGTCTAGAATGAACCTCGACTCCACTGC 3’) and hmgArev (5 CCGAGCTCTTATCTCCGTTGCGGGTTG 3’) and cloned into
the Xbal and Sacl sites of pJN105 [1]. The PCR product was sequenced to ensure no mutations were introduced. The resulting
plasmids were transformed into P. aeruginosa strains. Following confirmation of transformation, HmgA expression was induced with

arabinose during overnight growth in LB supplemented with gentamycin.

RT-PCR. Strains were grown overnight until pigment production occurred in pyomelanin producers. RNA was isolated from 5x10°
cells using RNeasy Mini Kit (Qiagen) and digested with DNasel (Promega). RT-PCR was performed using OneStep RT-PCR Kit
(Qiagen) with equal concentrations of RNA for all strains tested. Primers were designed to amplify 202 base pairs at the 5’ end of Apd,
beginning with the start codon. The following primers were used: hpD-RT-F (5 ATGAACGCCGTGCCAAGATCG 3’) and hpD-
RT-R (5> CGTTGAGCACGATGTTGATATC 3°). Primers used for the amplification of 200 base pairs of 16S rRNA are as follows:
16S-RT-PCR-F (5> GACTCCTACGGGAGGCAGC 3’) and 16S-RT-PCR-R (5 GTATTACCGCGGCTGCTGGC 3’). Relative

amounts of RT-PCR products were estimated using ImagelJ software.

Southern Hybridization. Chromosomal DNA was isolated from laboratory and clinical isolates of Pseudomonas aeruginosa,
digested with Sall, electrophoresed, and transferred to positively charged nylon membranes by a downward capillary transfer method
[2]. A digoxigenin-labeled probe was generated through amplification of ~mgA by PCR and the incorporation of digoxigenin-UTP by

random priming as recommended by the manufacturer (Roche). Southern hybridizations were performed as previously described [3].
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Online resource 1 HmgA expression alleviates pyomelanin production in lab and clinical isolates in
a dose dependent manner. a) The indicated P. aeruginosa strains containing either imgA4-pJN105 (+)
or pJN105 (-) were incubated overnight in LB + gentamycin (50 pg/ml) with the indicated
concentrations of arabinose. b) RT-PCR amplification of /pd transcript in PAO1, hmgA::tn, and
PA1111. ¢) RT-PCR amplification of 16S rRNA from PAO1, hmgA::tn and PA1111
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