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Supplementary Methods 

Determination of non-transferrin bound iron (NTBI) level.  The levels of plasma NTBI 

was measured using nitrilotriacetic acid disodium salt (NTA) chelation/flow cytometry 1,2 

with some modifications for determining free iron in plasma of all rats in each group.  Plasma 

NTBI was performed according to the method described previously 3.   

 

Determination of malondialdehyde (MDA) level.  The levels of plasma and cardiac MDA 

were measured using the high-performance liquid chromatography (HPLC) method 4 for 

assessing systemic and cardiac oxidative stress in iron overload rats in each group.  Plasma 

and cardiac MDA concentration were performed according to the method described 

previously 3.   

 

Determination of cardiac iron concentration.  Cardiac iron concentration was measured 

using a colorimetric method 5,6 for determining non-heme iron in heart tissues of rats in each 

group.  Cardiac iron concentration was performed according to the method described 

previously 3.   
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Supplementary Table 1.  Effects of all pharmacological interventions on iron status in iron-overloaded rats. 

Iron status ND HFeV HFeDFO HFeDFP HFeDFX HFeNAC HFeDFP+NAC 

Plasma NTBI level 

(M) 
0.00±0.00 0.61±0.12* 0.28±0.07*,† 0.36±0.06*,† 0.35±0.05*,† 0.38±0.06*,† 0.31±0.05*,† 

Plasma MDA level 

(M) 
1.85±0.23 14.84±1.91* 8.47±1.28*,† 9.08±1.00*,† 10.23±0.61*,† 8.86±1.00*,† 8.72±1.14*,† 

Cardiac iron 

concentration  

(M/mg protein) 

8.04±0.47 

 

48.00±7.91* 

 

 

23.68±1.34*,†,‡ 

 

 

23.58±1.24*,†,‡ 

 

 

24.43±1.16*,†,‡ 

 

 

25.69±2.08*,†,‡ 

 

 

14.23±2.10† 

 

Cardiac MDA 

concentration 

(M/mg protein) 

3.39±0.96 39.20±11.97* 20.55±3.34*,†,‡ 20.31±5.44*,†,‡ 20.62±6.15*,†,‡ 5.11±1.08† 3.85±0.76† 

MDA=malondialdehyde; *P < 0.05 vs. ND control, †P < 0.05 vs. HFeV, ‡P < 0.05 vs. HFeDFP+NAC. 
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Supplementary Figure 1.  Full-length blots of data shown in Fig. 3a,d and 4c,d. 

The gels were initially cut ranged from 20 kDa to 245 kDa. 
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Supplementary Figure 2.  Full-length blots of data shown in Fig. 3b and 4a. 

The gels were initially cut ranged from 35 kDa to 245 kDa. 
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Supplementary Figure 3.  Full-length blots of data shown in Fig. 3c and 4b. 

The gels were initially cut ranged from 35 kDa to 180 kDa.  
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