
Text S1:  Supplementary Materials and Methods for Figure S1 

Crystal Violet Assay for Biofilm Formation 

The air-liquid interface method of biofilm development was used with some modification [1].  
Overnight cultures of P. aeruginosa strains were subcultured at a starting OD600 of 0.02 into 3 ml 
of tryptone broth in polypropylene tubes (BD Biosciences) and incubated under static condition 
at 37°C for 18 h.  Biofilms developed at the air-liquid interface were washed with sterile distilled 
water to remove planktonic cells.  The crystal violet assay was conducted as previously 
described [2-4].  After thorough rinsing with sterile distilled water, the biofilms in the tubes were 
stained by the addition of 4 ml of 1 % (w/v) crystal violet.  After incubation at room temperature 
for 30 min, the crystal violet solution was discarded.  The tubes were then thoroughly washed 
with sterile distilled water and the stain eluted from the biofilms by the addition of 4 ml of 95 % 
ethanol.  The eluted crystal violet was measured at 595 nm (A595).  Each experiment was 
repeated three times. 
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