Supporting Methods S1

Cx36 immunostaining, image processing and quantification
Cx36 immunofluorescent staining was performed as previously described [1,2] on frozen sections of pancreas from 3 ApoE-/- and 3 cognate controls, using a polyclonal rabbit anti-Connexin 36 antibody (Life Technology Europe, Zug, Switzerland). Quantitative assessment of the membrane spots immunostained by the Cx36 anitbodies was performed using the ImageJ software. Brielfly, 20-30 images from at least 6 islets per animal, were first converted to a 32 bit format and subjected to background substraction. Signal to noise ratio was determined by applying the MaxEntropy thresholding method. A binary image was then created and a region of interest (ROI) corresponding to a pancreatic islet was created. The average pixel intensity of signal in each ROI was normalized to the area of each ROI (islet area). Values were obtained from two distinct experiments and three animals for each group.
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