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Supplementary Table 1. Primer sequences used for real-time PCR 
 

ET-1 sense 5’- TTC CCG TGA TCT TCT CTC TGC T -3’  
 anti-sense 5’-TCT GCT TGG CAG AAA TTC CA-3’  
GAPDH sense 5’-ACC CAG AAG ACT GTG GAT GG-3’  
 anti-sense 5’-CAC ATT GGG GGT AGG AAC AC-3’  

 
 
 
 
 
Supplementary Figure 1. Effects of transgenic expression of APPL1 on acetylcholine- and bradykinin- 
induced endothelium-dependent or SNP-induced–independent relaxation induced in mesenteric arteries.  
Relaxation to increasing doses of acetylcholine (A), bradykinin (B), and SNP (C)  in  rings of mesenteric arteries 
from 8-weeks-old APPL1-Tg and WT (n=8) during U46619 contraction. Data are expressed as percentage of the 
U46619-induced contraction. 
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Supplementary Figure 2. Generation and confirmation of the APPL1 KO mouse. A. Schematic 
representation of gene targeting of the APPL1 locus. Wild-type locus (top), targeting vector (middle) 
and the disrupted locus (bottom). Neomycin (Neo). B. PCR genotyping of genomic DNA distinguishing 
APPL1 KO and APPL1 heterozygous (Heter) from WT mice. M: DNA ladder. C. Western blot analysis 
of proteins isolated from mesenteric arteries of WT and APPL1 KO mice using antibodies against 
APPL1 or ß-actin as specified.  
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Supplementary Figure 3. Effect of APPL1 deficiency on insulin-stimulated phosphorylation of 
Akt, eNOS and ERK1/2 in mesenteric arteries. The arterial rings from 16-weeks-old APPL1 KO mice 
or WT littermates on either STD or HFD were stimulated with insulin for ten minutes, followed by 
Western blot analysis using the primary antibodies as specified (A). The ratio of p-Akt/t-Akt (B), p-
eNOS/t-eNOS (C), p-ERK/T-ERK (D) were quantified by densitometry and are expressed as fold 
changes relative to basal levels in preparations of WT mice fed STD. * P﹤0.05 ** P﹤0.01 (n=5-6). 
 

 
  
 


