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Mass spectrometry analysis of Pro-D-BMAP18 after cleavage by neutrophil elastase (NE)
identified only D-BMAP18 (Mw=2342). 50% of the prodrug was cleaved after 1h incuba-
tion and the cleavage was complete after 4h incubation. No other products were de-
tected, demonstrating the specificity of the cleavage and that no other unwanted mole-
cules were released during proteolysis (Figure S1).
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Figure S1. HPLC-MS spectra of the D-BMAP18 released after 1h-incubation of the Pro-D-BMAP18
with elastase (molar ratiol:100). The expected and observed MW of D-BMAP18 and Pro-D-
BMAP18 in the MS analysis are reported in the right panel.
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The capability of the activated peptide to eradicate a pre-formed biofilm was evalu-
ated against the PAO1, RP73, PAOS8 P. aeruginosa strains. The treatment with different con-
centrations of the pro-form did not alter biofilm vitality compared to the untreated con-
trol. In the presence of elastase the D-BMAP18 released by the pro-form has an antibiofilm
activity equal to that-one of the free peptide. This result suggests that the cleavage by
elastase enable the release of a D-BMAP18 which is fully active.
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Figure S2. Eradication activity evaluated by a MTT assay. Percentage of viable biofilm after 24h of
treatment at different concentrations of Pro-, D- and Pro-D-BMAP18 incubated with elastase are
shown. Biofilm eradication assay was performed against the P. aeruginosa strains PA01, PA08 and
RP73. After a 24h-treatment with the peptides, an MTT assay was done as reported in
Mardirossian et al.[22]. The results are the average of three independent experiments in internal
triplicate.* p< 0.05. Student t test of the treatments against the untreated control.



