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ONLINE APPENDIX 
 
Supplemental table 1: Body weight and metabolic profiles in lean mice, db (-/-) mice and 
DKO mice treated with or without rosiglitazone (Rosi, 20 mg/kg body weight/day for four 
weeks) 
 

   Lean 
(n=6) 

db (-/-) +Vehicle
(n=6) 

DKO + Vehicle 
(n=6) 

db(-/-) + Rosi 
(n=6) 

DKO + Rosi 
(n=6) 

Blood glucose (mg/dL) 129.6 ± 8.9 269.3± 19.2* 281.7 ± 16.9* 168.9 ± 12.4# 172.6 ± 13.3# 
Fasting insulin (ng/mL) 0.9 ± 0.14 12.3 ± 1.8* 13.1 ± 1.5* 8.9 ± 1.3# 9.4 ± 1.2# 
Body weight (g) 26.2 ± 1.4 43.6 ± 2.3* 45.2 ± 1.8* 47.9 ± 2.6* 49.5 ± 3.1* 
Serum TG (mg/dL) 93.2 ± 6.5 203.7 ± 11.6* 216.8 ± 13.3* 135.9 ± 7.7# 141.6 ± 8.2# 
Serum total cholesterol (mg/dL) 68.3 ± 3.9 150.2± 7.6* 158.5 ± 8.8* 142.3 ± 6.8* 149.1 ± 8.2* 

 
*, P<0.01 versus lean group; #, P<0.01 versus the corresponding vehicle-treated group. 
 
 
 

 
 
Supplemental Figure 1: Systemic administration of recombinant adiponectin increases 
circulating EPCs in both adiponectin KO mice and wild type (WT) controls. 20-week-old 
male mice were administrated with recombinant adiponectin (ADN) or saline as vehicle 
control using the osmotic pumps. (A): Serum levels of adiponectin at various time points 
after infusing recombinant adiponectin. (B): Circulating number of EPCs as measured by 
FACS analysis for c-Kit/Flk-1 double positive cells. n=6 in each group.  
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Supplemental Figure 2: High glucose-induced p16INK4A expression and senescence in 
human EPCs are abrogated by adiponectin or pharmacological inhibition of p38 MAPK, but 
not ERK1/2. Human EPCs were grown in normal glucose (5 mmol/L, open bar) or high 
glucose (25 mmol/L, black bar) were incubated with the p38 MAPK inhibitor SB203508 (2 
μmol/L), ERK1/2 inhibitor PD98059 (10 μmol/L), or recombinant adiponectin (ADN, 15 
μg/mL) for 72 hours. The protein level of p16 INK4A and cellular senescence were analyzed as 
in Figure 5 and Figure 4 respectively. **P<0.01 versus high glucose group; ## P<0.01 versus 
normal glucose group (n=4-6).  
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Supplemental Figure 3: Role of AMPK and PKA in adiponectin-mediated suppression of 
high glucose-induced ROS production and senescence of human early EPCs. Cells were 
transfected with siRNA specific to AMPKα1 (siAMPK, Cat No: L-005027-00), or to the 
catalytic unit of PKA-α (siPKA, Cat No: L004649-00) or non-silencing RNA as a control 
(Cat No: D-001206-13) according to the protocol recommended by the manufacturer 
(Dharmacon Inc.). A: Western blot analysis for expression of AMPKα and the catalytic unit 
of PKA-α at 72 hours after transfection. The bar chart below each blot represents the 
densitometry-based quantitative analysis of each protein target. B: Intracellular 
DCF-sensitive ROS expressed as fold over normal glucose control. Cells were transfected 
with various siRNA as above, and were then grown under normal glucose or high glucose in 
the absence or presence of adiponectin (ADN, 15 μg/ml) for 72 hours, followed by 
measurement of intracellular DCF-sensitive ROS as in Figure-6. C: Cellular senescence 
under various conditions was analyzed as in Figure-5. * p<0.05; ** p<0.01 (n=6).  
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Supplemental Figure 4: Both the antioxidant NAC and recombinant adiponectin prevent the 
aging-associated elevation of p16INK4A expression (A) and decline in circulating EPCs (B) in 
DKO mice.  8-week-old male DKO mice were treated with NAC (200 mg/kg body 
weight/day ), recombinant adiponectin (2 mg/kg body weight/day ) or vehicle control for four 
weeks using the osmotic pump. The expression of p16INK4A in bone marrow-derived EPCs 
and the number of circulating EPCs before (week-8) and after the treatments (week-12) were 
determined by Western blot and FACS respectively. ** P<0.01 versus the week-8 group; # 
P<0.05; ## P<0.01 versus vehicle group (n=5).  
 
 

 
 
 
  

 


