


Suppl. Figure 3: Effects of candidate compounds on endothelial barrier function, cytoskeletal organization, and tumor 
cell motility. A Levels of transendothelial resistance of HUVEC monolayers treated with candidate compounds followed by addition 
of PaTu-8902 to challenge the barrier stability. Resistance levels, normalized prior to initiation of compound treatments, were 
performed at 4,000 Hz using the ECIS system (shown as change of resistance in ohms; mean ± SEM). For the endothelial barrier 
challenge 50k PaTu-8902 were added onto HUVEC monolayer in the presence of compound treatment. Shown are the compounds 
with the greatest effect on barrier resistance and stabilization (forskolin, niclosamide, and dipyridamole; statistics are presented in 
B and C). B Bar graphs of normalized resistance levels obtained 12 hours after initiation of treatment with each candidate compound 
(shown as change to DMSO control; *, P <0.05 vs. control; mean + SEM; n = 3). C Bar graphs of normalized resistance levels 
obtained 12 hours after initiation of barrier challenge using PaTu-8902 in the presence of each candidate compound (shown as 
change to DMSO control; *, P < 0.05 vs. control; mean + SEM; n = 3). D Fluorescence images of HUVEC monolayers treated with 
candidate compounds and stained with phalloidin and DAPI to highlight actin fiber organization of the endothelial barrier. The 55% 
threshold of the red phalloidin channel enhances the underlying cortical organization of cross- linked actin fibers in the presence 
of forskolin, niclosamide and atorvastatin versus DMSO control. E Bar graphs representing the percentage of cells per compound 
treatment identified based on their cortical actin fiber organization using the ImageJ analyze particles / cell shape function (*, P < 
0.05 vs. control; mean + SEM; n = 4 per compound). F Scratch assays using IncuCyte time-lapse imaging to assess PaTu-8902 
migration. Bright field images shown where taken immediately (0 hours) and 12 hours after inducing a scratch in the tumor cell 
monolayer. The cell-free area (highlighted in pink) and the cell-covered area (blue) of the scratch are quantified at the different 
timepoints, as shown here for methylbenzethonium chloride, forskolin, and niclosamide versus DMSO control. G,H  Curves (in G) 
represent the scratch area percentage covered by PaTu-8902 (migration) for each candidate compound during a 48-hour time 
lapse imaging period. Bar graph (in H) highlights the area (percentage) at 12 hours in from large to low effect versus DMSO 
control (*, P <0.05 vs. control; mean + SEM; n = 3). I, J Curves (in I) represent the scratch area percentage covered by MIA PaCa-
2 (invasion) for each candidate compound during a 48-hour time lapse imaging period. Bar graph (in J) highlights the area 
percentages at 48 hours in the order of large to low effect versus DMSO control (*, P < 0.05 vs. control; mean + SEM; n = 3). 
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