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Transwell migration assay 
 
Detection of mouse endothelial cell migration assay was performed as previously described 
(1,2).  Briefly, Falcon Fluoro-Block tissue culture inserts containing 8-µm pores were plated 
with 4 x 104 mouse endothelial cells (MS1 cells) each and left for 8 hours for cells to attach. 
Cells were incubated for 4 hours at 370 C in hypoxic or normoxic chambers after replacing 
medium containing 0.5% serum and no phenol red. Thereafter, cells were label with 10 µM 
Cell Tracker green for 30 minutes and washed with PBS to remove excess Cell Tracker green.  
Cells were then treated with different reagents including PBS, mannitol, high glucose and 
sodium nitrite with or without CPTIO (200 µM) and VEGF164 neutralizing antibody (VEGF-
aptamer, 50 nM) added to the abluminal chamber. Measurements were made using a Tecan 
Genios Plus fluorescence plate reader in 0, 30, 60, 90 and 120 minutes. 
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Supplementary Figure 1. Panel A illustrates the effeect of nitrite (10 mM) 4 hour treatment on 
murine endothelial cell VEGF-A production under normoxia. Nitrite plus high glucose (HG) 
stimulates a slight but significant increase in VEGF-A production. Treatment with the NO 
scavenger cPTIO or the VEGF164 aptamer significantly blunts detectable VEGF levels. Panel 
B reports 4 hour nitrite treatment on endothelial VEGF production under hypoxia (1% oxygen). 
Nitrite or nitrite plus HG significantly increase endothelial VEGF expression that is blocked by 
cPTIO or VEGF164 aptamer. Panels C and D illustrate the effect of 4 hour nitrite treatment on 
endothelial cell proliferation under normoxia and hypoxia, respectively. Nitrite significantly 
increases hypoxic endothelial cell proliferation under HG conditions in an NO and VEGF 
dependent manner. Panels E and F illustrate the effects of nitrite on endothelial cell 
transmigration under normoxia or hypoxia. Nitrite significantly increases hypoxia dependent 
endothelial cell migration under high glucose conditions that is blocked by cPTIO and 
VEGF164 aptamer. *p<0.05 versus PBS control treatments, #p<0.05 versus nitrite treatments. 
n=5 per experiment type. 
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Supplementary Figure 2. Panel A illustrates the effect of sodium nitrite (165 g/kg) versus 
sodium nitrate (165 g/kg) on diabetic ischemic blood flow. *p<0.05 versus PBS or Sodium nitrate, 
n=6 per treatment cohort. Panel B shows the effect of sodium nitrite versus sodium nitrate on 
diabetic ischemic tissue necrosis severity. **p<0.01 versus PBS or sodium nitrate, n=6 per treatment 
cohort. Panel C reports the effect of sodium nitrite (165 g/kg) versus sodium nitrate (165 g/kg) on 
diabetic ischemic angiogenesis. **p<0.01 versus PBS or sodium nitrate, n=6 per treatment cohort. 
Panel D shows the effect of sodium nitrite (165 g/kg) versus sodium nitrate (165 g/kg) on diabetic 
ischemic cell proliferation. **p<0.01 versus PBS or sodium nitrate, n=6 per treatment cohort. 
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