
 

Methods S1 

RNA extraction and RT-PCR.  

Total RNA was extracted as previously reported [1], from small aliquots of lung macrophages (≤106 

cells). RNA quality and concentration were determined by electrophoresis and spectrophotometry. 

Control PCR reactions were performed with standard primers for the endogenous actin gene. 

Finally, real-time PCR reactions were performed as reported in Del Porto et al. [2] and CFTR 

mRNA quantified by the ΔCt method, with actin used as the endogenous gene.  

 

Acridine orange/ ethidium bromide staining and fluorescence microscopy 

Acridine orange/ ethidium bromide dual staining is a rapid and simple method that allows the 

discrimination between live and dead cells (apoptotic [early and late] and necrotic). Acridine orange 

stains both live and dead cells, while ethidium bromide is taken up only by cells that have lost their 

plasma-membrane integrity [3]. Acridine orange/ ethidium bromide stained cells are categorized as 

live (green) or dead (red). 

Briefly, the cells were seeded on 35-mm plates, infected with Pa27853 (multiplicity of 

infection, 10-20), incubated for 1 h, treated with 400 µg/ml gentamycin for 1 h to kill the 

extracellular bacteria, washed and incubated in antibiotic-free RPMI medium. The end of antibiotic 

treatment was marked as t0. Two hours (t2) and 4 h (t4) after t0, the cells were gently washed with 

PBS, stained with 10 µg/ml acridine orange in PBS, washed with PBS, and then stained with 5 

µg/ml ethidium bromide in PBS. Finally the cells were gently washed and rinsed with RPMI 

medium without phenol red, for microscopy. 

Samples were analysed using a Nikon Eclipse Ti inverted microscope equipped with a Plan 

Fluor 40× (N.A. 0.60, DIC) objective (Nikon) and a DS-Qi1Mc camera (Nikon). Image acquisition 

was performed using NIS-Elements AR 3.2 (Nikon); images were processed with Adobe Photoshop 

CS 8.0 and NIS-Elements AR 4.0.   
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