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Supplementary methods
Determination of occludin expression

Samples were homogenized on ice in an extraction buffer (24 mM Tris buffer, pH 7.4 containing 137 mM NaCl, 2.68 mM KCl, 0,1% (w/v) SDS, 1% (v/v) Igepal, 0.5 % (w/v) sodium deoxycholate, supplemented with protease inhibitor cocktail 1mM (Roche, Meylan, France). For analysis, 15 µg of proteins were loaded onto a 10% SDS-polyacrylamide gel and transferred to 0.45 µm nitrocellulose membranes. Nonspecific binding sites were blocked for 1 h at room temperature in PBS with 0.1% Tween and 5% non fat milk. Membranes were then incubated with rabbit anti-occludin 1/500 (Invitrogen, Life Technologies, CA) or rabbit anti-GAPDH 1/1000 antibodies (Cell Signaling Technology, Danvers, MA), overnight at 4°C. After washing, membranes were incubated with fluorescent CF770 anti-rabbit 1/10000 antibody (Biotium, Hayward, CA). Finally, they were scanned on infrared imaging system Odyssey (Li-Cor, Lincoln, NE). Occludin levels were normalized to that of GAPDH, and expressed as percentage of controls.

Visceral sensitivity in mice

Mice were placed in a plastic tunnel 1 hour before the beginning of the experiments in order to empty their distal colon. After 1 hour of habituation period, mice were lightly anaesthetized by sodium pentobarbital (1 mg, IP), and polyethylene perfusion and distension catheters (Fogarty catheter for arterial embolectomy, 4F, balloon length: 1.1 cm, Edwards Lifesciences, Nijmegen, The Netherlands) were inserted into the colon (catheters tips located at 3.5 and 2.5 cm from the anus, respectively), and mice were reintroduced into the plastic tunnels. CRD procedure started 60 min after the end of colorectal infusions, with volumes progressively increasing in 0.02 mL steps from 0 to 0.10 mL, each step lasting 10 s with 5 min non-distension periods in-between. During the distension periods the abdominal muscle electrical activity was recorded and analyzed with PowerlabChart 5 program from AD instruments (Chalgrove, UK). Basal EMG activity was subtracted from the EMG activity registered during the periods of distension.

Each supernatant was tested on 3-4 animals. EMG response was therefore average for each step of distension, and a total of 6 supernatants per group was studied. 

Cell culture studies

After the 6-h treatment with FSN, whole glass slides of T84 cells were fixed at -20°C in methanol for 10 min and permeabilized for 10 min in PBS/0,1% Triton X-100 at room temperature. Monolayers were incubated with blocking buffer (PBS/1% BSA) for 1 h at room temperature, and then exposed to the polyclonal rabbit anti-occludin antibody, (1:200; Zymed Laboratories, South San Francisco, CA) overnight at 4°C. After washing, monolayers were incubated for 30 min in PBS containing Alexa fluor 488-conjugated IgG donkey anti-rabbit (1:2000; Molecular Probes, Invitrogen), then mounted in ProLong( Gold antifade reagent (Invitrogen) and examined under a Nikon 90i fluorescence microscope.
