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Supplementary Figure 1. The relationship between P. aeruginosa PAO1 and QS signal molecules.
PAO1 (10°CFU/mL) was cultured in LB, incubated at 37 °C and bacterial growth was monitored by
measuring OD 600 nm. Culture supernatant was collected at specified time points and filtered. An
aliquot was used to quantify the AHL profile by LC-MS technology. In parallel, 10 pl were added to
Vibrio harveyi BB120 culture, and after 24 hrs V. harveyi-produced luminescence was measured.
Correlation of V. harveyi-produced luminescence to AHL level in PAOL culture media at different
time points (0-12 hrs) was shown.
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Supplementary Figure 2. Screening of 81 compounds by luminescence assay in Vibrio harveyi
BB120. PAO1 (10° CFU/mL) were cultured in LB with compounds (100 pM) or vehicle (DMSO
0.05%) for 24 hrs. The culture supernatant was filter-sterilized and to evaluate AHL content, 10 pL
were added to Vibrio harveyi BB120 cultures. Luminescence was quantified after 24 hrs.
Luminescence obtained with PAOL1 cultured with DMSO was arbitrarily assigned 100% AHL-
production (each experiment was repeated at least three times with 5 replicates each).
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Supplementary Figure 3. Setting conditions for biofilm studies. PAO1 cultures were seeded in 24
wells and incubated at 37 °C with low agitation (75 rpm). Adhering cells were determined at the
specified time points after incubation at 37 °C for 20 min with resazurin 0.01%. Biofilm formation
was evaluated by measuring the relative fluorescence units (RFU) using a fluorimeter (Ex=530-570
nm, EM=590-620 nm). Data are reported as mean + SEM (n=3). To determine MBICso value, PAO1
biofilms were incubated with aztreonam at different concentrations. Biofilms were evaluated as
described above. Data are reported as mean £ SEM (n=3).



1.1 Supplementary Tables

Compounds % inhibition AHL-mediated
bioluminescence

GM-14 52,6
GM-22 50,4
GM-24 57,8
GM-30 60,1
GM-37 52,8
GM-42 51,8
GM-43 52,5
GM-50 50,5
GM-79 50,2

Supplementary Table 1. Percentage of inhibition of AHL-mediated bioluminescence in V. harvey
BB120 treated for 24 hrs with PAO1 supernatants treated or not with compounds 100uM for 24 hrs.



