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Supplementary Figure 1. eNOS, AGEs and RAGE protein expression levels measured using Western 
blot in HF and NF arteries from LZ and ZDF rats, either treated with ALT-711 or left untreated (control, 
CONT). Mean band density was normalized to β-actin. Mean ± SEM is presented (n=10 per group).   
*P<0.05, HF compared to NF arteries. 
$P<0.01, ZDF versus LZ. 
#P<0.05, ALT-711 compared to control (untreated). 
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Supplementary Figure 2. eNOS and phosphorylated eNOS (ph-eNOS) were determined in mesenteric 
resistance arteries exposed to high (HF) or normal (NF) blood flow, in vivo. Arteries were isolated from 
ZDF or LZ rats. Isolated arteries were incubated 10 minutes with acetylcholine (1µmol/L) and quickly 
frozen for western-blot analysis. The ratio of ph-eNOS to eNOS level after stimulation by acetylcholine 
is shown in the bargraph. 
  
Values are presented as mean±SEM, n=8 per group.  
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Supplementary Figure 3. The mRNA levels for the following proteins were determined using 
Quantitative Real-time PCR: MCP1, CD68, COX2, COX1, iNOS and eNOS. Mesenteric arteries were 
dissected in ice-cold physiological salt solution (PSS) and kept in 100 µL RNAlater (Sigma) at -20°C 
until RNA extraction using the RNeasy® micro kit (Qiagen). 200 ng of total RNA extracted from each 
artery were used to synthesize cDNA for RT-PCR using the QuantiTect® Reverse Transcription kit 
(Qiagen) according to the manufacturer instruction. Q-RT PCR reactions were performed on a 7500 Fast 
Real-Time PCR System (Applied Biosystems) using Power SYBR® Green PCR Master Mix (Applied 
Biosystems) and gene-specific primers designed using Primer3 online software. All data were 
normalized to the Hprt mRNA. Differences in transcript level were determined using the cycle threshold 
method as described by the manufacturer. Mean ± SEM is presented (n=8 per group). $P<0.01, ZDF 
versus LZ. #P<0.05, ALT-711 compared to control (untreated).   
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Supplementary Figure 4. Immunohistological detection of 3-nitrotyrosine in mesenteric resistance 
arteries exposed to high (HF) or normal (NF) blood flow, in vivo. Arteries were isolated from ZDF or 
LZ rats. Values are presented as mean±SEM, n=8 per group.   
*P<0.05, HF vs. NF arteries;  
$P<0.05, ZDF versus LZ. 
  
Methods as in Belin De Chantemele EJ, Vessieres E, Dumont O, Guihot AL, Toutain B, Loufrani L, 
Henrion D. Reactive Oxygen Species Are Necessary for High Flow (Shear Stress)-induced Diameter 
Enlargement of Rat Resistance Arteries. Microcirculation. 2009;16:391-402   
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Supplementary Figure 5. Immunohistological detection of iNOS in mesenteric resistance arteries 
exposed to high (HF) or normal (NF) blood flow, in vivo. Arteries were isolated from ZDF or LZ rats. 
Negative control was obtained by omitting primary antibody. A positive control performed using arteries 
from lipopolysaccharide-treated rats. Values are presented as mean±SEM, n=8 per group. *P<0.05, HF 
vs. NF arteries; #P<0.05, ZDF vs. LZ.  
  
Brightness and contrast were enhanced by 10% in the images shown below. 
  
Methods as in Belin de Chantemele et al.: 
Belin De Chantemele EJ, Vessieres E, Dumont O, Guihot AL, Toutain B, Loufrani L, Henrion D. 
Reactive Oxygen Species Are Necessary for High Flow (Shear Stress)-induced Diameter Enlargement 
of Rat Resistance Arteries. Microcirculation. 2009;16:391-402   
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Supplementary Figure 6. Immunohistological detection of COX-2 in mesenteric resistance arteries 
exposed to high (HF) or normal (NF) blood flow, in vivo. Arteries were isolated from ZDF or LZ rats. 
Negative control was obtained by omitting primary antibody. A positive control performed using arteries 
from lipopolysaccharide-treated rats. Values are presented as mean±SEM, n=8 per group.   
#P<0.05, ALT-711 compared to control (untreated). $P<0.05, ZDF versus LZ. 
  
Methods as in Belin de Chantemele et al.: 
Belin De Chantemele EJ, Vessieres E, Dumont O, Guihot AL, Toutain B, Loufrani L, Henrion D. 
Reactive Oxygen Species Are Necessary for High Flow (Shear Stress)-induced Diameter Enlargement 
of Rat Resistance Arteries. Microcirculation. 2009;16:391-402  
  
Brightness and contrast were enhanced by 10% in each image. 
 

 


