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Isolation of Mouse Heart Endothelial Cells (MHECS)

CD31

Fig.1S. Endothelial cells (green) were confirmed
by immuno-histochemical staining of the
endothelial marker CD31, Blue, nuclei
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MHECs were isolated from the harvested heart of
mice with or without type-2 DM, as previously
described.' For each experiment, primary cultures
were started simultaneously (a pool of 5 cases per
group). The isolated heart was placed in a 15cm
dish containing 15 mL of cold DMEM medium, cut
into 2-3 pieces and transferred heart pieces in 25
mL of pre-warmed, 37°C Collagenase (2 mg/mL),
incubate at 37°C with gentle agitation for 45 min.
The cell suspension was triturated and Pipetted
through a 70 um disposable cell strainer (Falcon
#35 2350) into a 50mL conical tube and then wash
sieve with 10 mL of Medium. The cell suspension
was then spined down at 400g (1300 rpm in GH3.7
rotor) for 8 min at 4°C and then re-suspended in 2
mL of cold PBS + 0.1% BSA. The nucleated cells
were counted on a Coulter counter by adding 5uL
of suspension to 10mL of Isotonic buffer plus 3
drops of Zap-globin. MHECs (passage 0) were
grown in the DMEM with 20%FCS + Pen/Strep +
100pg/mL Heparin (Sigma) + 100 pg/mL ECGS
(Biomedical Technologies, Stoughton, MA) +1x
nonessential amino acids + 2mM L-glutamine + 1x
sodium pyruvate + 25mM HEPES in a humidified
incubator with 5%CO2 at 37°C according to the

manufacturer’s
Fig.2S. Effects of chronic treatment with mito- | Protocols  and
Tempo (MT) on protein expression of MNnSOD, our previous
PRDX3 and TXN2 in ND and DM heart tissue 13
samples. A. Representative immunoblots for of StUdy- CD31
MnSOD, PRDX3 and TXN2. B. Densitometric positive cells
analysis of signal intensity in of MNSOD, PRDX3
and TXN2 protein expression of heart tissue | (Qreen) have

samples in DM and ND mice treated with or
without mito-Tempo; DM + MT = diabetic mice
treated with mito-Tempo for 4 weeks, ND + MT
= non-diabetic mice treated with mito-Tempo for
4 weeks, n=3/group. ND vs. DM : no
significance, ND vs. ND+MT: no significance,
DM vs. DM+MT : no significance

MnSOD, PRDX3 and TXN2 Protein Expression
The methods for measuring the protein expression of MNSOD (manganese-dependent

superoxide dismutase),

PRDX3 (peroxiredoxin-3,

been shown in
Fig. 1S to
confirm the
isolated
endothelial
cells..

thioredoxin-dependent peroxide

reductase) and TXN2 (Thioredoxin-2, a redox-active protein) has been described in the
manuscript. Mito-Tempo treatment tends to increase MnSOD expression in both ND and
DM mice, but failed to reach statistical significance (Fig.2S). There were no significant
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Fig.3S. Effects of chronic treatment with mito-
Tempo (MT) on protein expression of AlF, AKT,
caspase 3 and MCL-1 in ND and DM heart
tissue samples. A. Representative immunoblots
for AIF, AKT, caspase 3 and MCL-1. B.
Densitometric analysis of signal intensity in AlF,
AKT, caspase 3 and MCL-1 protein expression
of heart tissue samples in DM and ND mice
treated with or without mito-Tempo; DM + MT =
diabetic mice treated with mito-Tempo for 4
weeks, ND + MT = non-diabetic mice treated
with  mito-Tempo for 4 weeks, n = 3-5/group.
ND vs. DM : no significance, ND vs. ND+MT: no
significance, DM vs. DM+MT : no significance

differences in PRDX3 and TXN2 protein
expression between ND and DM, or Mito-Tempo
treated and untreated groups (P>0.05),
respectively.

AlIF, AKT, Caspase 3 and MCL-1 Protein
Expression

The methods of Western Blotting for measuring
the pro-apoptosis protein expression has been
described in the manuscript. There were no
significant differences in the protein expression of
AIF, AKT, caspase 3 and MCL-in the mouse heart
between ND and DM, or mito-Tempo treated and
untreated groups, respectively (Fig.3S).
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