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Supplemental Figure 1. Schematic representation of the image analysis process which was applied 

to quantify localization of claudin-5 or occludin. Boxed text indicates modules ran in NIS-Elements 

General Analysis 3 package, with boldface indicating the module name and bulleted text indicating the 

corresponding parameters. Arrowhead indicates an instance of immunostaining outside the vessel volume 

which was eliminated during analysis by application of the vessel mask. Analysis software provided 

quantification of the indicated parameters which were used to calculate a localization ratio. 

 



 

 

Supplemental Figure 2. AGEs disrupt TJ complexes in microvessels treated ex vivo. Isolated vessels 
were labeled with Lycopersicon esculentum lectin (LEL, red), DAPI (blue), and immunostained for either 
claudin-5 or occludin. Multiple vessels (n = 7-8) were imaged from each treatment group and the total 
mean fluorescent intensity for claudin-5 (a, c and e) or occludin (b, d and f) is shown for junctional and 
non-junctional localization was quantified as described in methods. Filled circles indicate the data point 
corresponding to the representative image shown in Figure 1 (main manuscript). Scale bar 10 µm, *p = 
0.05 versus NT. NT, no treatment; LPS, lipopolysaccharide; GO, glyoxal; MGO, methylglyoxal; HG, 
high glucose. 

 

 

 

 



Supplemental Figure 3. ZO-1 protein expression is decreased in BMVs in DM type 1 and 2 models. 
ZO-1 immunostaining is diminished (ZO-1, brown) in db/db (upper row) or STZ-treated (lower row) 
vs. respective control mice (a). Original magnification was x 400. Semi-quantitative evaluation of ZO-1 (b) 
staining was performed as described3.  

 

 

 


