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Supplementary Fig.1: Effects of wortmannin on TNFa production following PA infection. CftrF>08del/F508del
(n=3) BMDMs were treated with cysteamine 250uM with or without wortmannin (0.5 uM) and then
infected with PAO1-GFP for 10 min followed by 3h of gentamycin culture. a) TNFa transcript levels
assessed by g-PCR and b) TNFa levels measured by ELISA, after 3h following gentamycin culture.
°°°p<0.001 vs PAO1, ***p<0.001 vs Cysteamine; Student t test). Data are representative of 3 independent
experiments and presented as the means * SD. Asterisks indicate signifcant differences




Supplementary Material and Methods

Real Time PCR

Total RNA was extracted with the RNeasy Mini Kit (Qiagen, 74104). The mRNA
was reverse transcribed with a SuperScriptTM III First Strand Synthesis System
(Promega, A5001). Quantitative RT-PCR was performed with an iCycler 1Q
Multicolor Real-Time PCR Detector (Bio-Rad, Milan, Italy) with iQ TM SYBR
Green supermix (Five Prime, 2900217). The relative amounts of mRNA were
calculated by using the comparative Ct method. Real-time RT-PCR analyses were
executed for evaluating the efficiency of expression. Thermocycling consisted of an
initial polymerase activation step at 98°C for 5 min, and amplification was performed
with 35 cycles of 95°C for 15 sec, 68°C for 10 sec and 72°C for 20 sec with data
acquisition at this stage and the reaction finished by the built in melt curve.
Expression levels of genes were normalized to the housekeeping gene proC in the

same sample.
The sequence of TNFa was: forward 5-CCACCACGCT CTTCTGTCTA-3" and

reverse 5'-AGGGTCTGGG CCATAGAACT-3'
The sequence of GAPDH was: forward 5'-GTGATGCTGGGTG-3* and reverse 5'-
CAGTCTTCTGAG-3'




