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Intracellular Na* is approximately two times higher in diabetic
cardiomyocytes than in control. We hypothesized that the in-
Crease in Na*, activates the mitochondrial membrane Na*/Ca®*
exchanger, which leads to loss of intramitochondrial Ca®*, with
a subsequent alteration (generally depression) in bioenergetic
function. To further evaluate this hypothesis, mitochondria
Were isolated from hearts of control and streptozotocin-induced
4 weeks) diabetic rats. Respiratory function and ATP synthesis
were studied using routine polarography and *'P-NMR meth-
ods, respectively. While addition of Na* (1-10 mM) decreased
State 3 respiration and rate of oxidative phosphorylation in both
diabetic and control mitochondria, the decreases were signifi-
cantly greater for diabetic than for control. The Na* effect was
reversed by providing different levels of extramitochondrial
Ca®* (larger Ca®* levels were needed to reverse the Na* depres-
sant effect in diabetes mellitus than in control) and by inhibiting
the Na*/Ca?*exchanger function with diltiazem (a specific
blocker of Na*/Ca?* exchange that prevents Ca** from leaving
the mitochondrial matrix). On the other hand, the Na* depres-
sant effect was enhanced by Ruthenium Red (RR, a blocker .of
Mitochondrial Ca?* uptake, which decreases intramitochondrial
Ca?"). The RR effect on Na* depression of mitochondrial biqen-
ergetic function was larger In diabetic than control. These find-
ings suggest that intramitochondrial Ca?* levels could be lower
in diabetic than control and that the Na* depressant effect has
some relation to lowered intramitochondriat Ca®*. Conjoint ex-
Periments with *'P-NMR in isolated superfused mitochondria
embedded in agarose beads showed that Na* (3-30 mM) led to
significantly decreased ATP levels in diabetic rats, but pro-
duced smaller changes in control. These data support our hy-
Pothesis that in diabetic cardiomyocytes, increased Na* leads
to abnormalities of oxidative processes and subsequent de-
Crease in ATP levels, and that these changes are related to Na*
induced depletion of intramitochondrial Ca®*.
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Introduction

Cytoplasmic Na* (Na*) is elevated in diabetic cardio-
myocytes (1-5). This increase is partially explained by a
decrease of sarcolemmal Na*-K* pump function (1, 2, 4, 5)
by an increase of sarcolemmal Na*-H* exchanger function
(6) and, possibly, by changes in sarcolemmal membrane
Na*-Ca®* exchanger function.

Na*-induced abnormalities in energetics have been
demonstrated in diabetes mellitus (DM) heart and isolated
cardiomyocytes (5, 7). The role of mitochondria in these
changes is still unclear. In DM heart mitochondria, we and
others have shown that parameters of respiration and oxi-
dative phosphorylation are decreased when a-ketoglutarate
(KG) or pyruvate (plus malate) are used as substrate (7-10),
At present, it is unclear whether changes in bioenergetics
contribute to altered Na™ transport, or whether altered Na*
transport leads to progressively depressed mitochondrial
bioenergetic function (or both), possibly by inducing
changes mitochondrial matrix Ca®* levels.

Mitochondrial Ca®* uptake capacity is significantly de-
pressed in diabetic cardiomyocytes compared with control
(11). Cox and Matlib (12) have shown that activation of the
mitochondrial Na*-Ca?* exchanger by extramitochondrial
Na* leads to Ca®* efflux and subsequent decrease in matrix-
free Ca”*. The role of mitochondrial Ca?* is important in the
regulation of several matrix dehydrogenases (DH; including
pyruvate DH, isocitrate DH, and a-ketoglutarate DH) in-
volved in oxidative ATP synthesis (13-15). It is possible
that the decrease of mitochondrial Ca®* can result in de-
creased activity of these Ca®*-sensitive dehydrogenases,
which can lead to a decrease in turnover of the Krebs cycle
intermediates, resulting in a decreased rate of oxidative
phosphorylation.

The goal of the work presented in this paper was to
further evaluate the role of Na*; in regulation of mitochon-
drial respiration and oxidative phosphorylation in diabetic,
in contrast to control, hearts. We found that Na*; does regu-
late mitochondrial ATP levels.
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Materials and Methods

Streptozotocin- (STZ) Induced Diabetes Melli-
tus. An animal model of DM was made using STZ to
damage pancreatic cells. Sprague-Dawley (SD) male rats
were injected intraperitoneally with STZ (65 mg/kg body wt
dissolved in citrate buffer) (16). Blood glucose was mea-
sured from the tail vein blood using the blood glucose moni-
tor, Accu-Chek bG (Bio-Dynamics-Boehringer, Indianapo-
lis, IN). The diabetic state was maintained for 4 weeks prior
to mitochondria isolation. In control (CON) and DM rats,
blood glucose was 7.12 + 0.10 mM and 20.7 £ 0.59 mM,
respectively.

Polarographic Experiments. Heart mitochondria
preparation for polarographic studies. For polaro-
graphic experiments, mitochondria were isolated from one
or two male rat hearts using a method of differential cen-
trifugation previously described (10). Briefly, hearts were
quickly excised and chilled. Blood was washed from the
heart through the aorta and pulmonary artery with cold
buffer No. 1 containing (in millimoles): sucrose, 300; N-[2-
hydroxyethyl]piperazine-N'-[2-ethanesulfonic acid]
(HEPES), 10 (pH 7.4); ethylene glycol-bis(B-aminoethyl
ether)-2N,N,N’,N'-tetraacetic acid) (EGTA), 5 or 10; and
bovine serum albumin (BSA), 0.25% at a temperature of 0°
to 4°C.

Hearts were initially homogenized in buffer No. 1 (8 ml
of buffer per 1 g of tissue) with a Teflon pestle containing
a metal core. The primary homogenate was homogenized
again with a routine Glass/Teflon Potter-Elvehjem homog-
enator. Nuclei and other cellular debris were sedimented at
420 to 500¢ for 8 min. The supernatant was centrifuged at
8000g for 15 min. The mitochondria pellet was resuspended
and re-centrifuged in buffer No. 2 containing (in milli-
moles): KCI, 180; HEPES, 10 (pH 7.4); and EGTA, 0.05 at
a temperature of 0° to 4°C. Finally, the mitochondrial pellet
was diluted in buffer No. 2 to a concentration of 6 to 7 mg
of protein per 1 ml, and was kept in the tube on ice until
polarographic measurements were made.

Measurement of oxygen consumption. Mitochon-
dria respiration and oxidative phosphorylation were studied
with polarographic methods using a Clark oxygen electrode
(YSI 5300 Biological Oxygen Monitor, YSI Inc., Yellow
Springs, OH). State 3 (oxygen consumption stimulated by
ADP), State 4 (oxygen consumption after cessation of ADP
phosphorylation), respiratory control index (RCI; ratio State
3 and State 4), and rate of oxidative phosphorylation (ROP;
State 3 x ADP/O) were measured. The incubation medium
(buffer No. 3) for this procedure contained (in millimoles):
KCl, 180; KHPQO,, 1; and HEPES, 5 (pH 7.4). Because Cox
and Matlib (12, 17) demonstrated that 0.2 to 1 mM «-ke-
toglutarate (but not 10 mM) was the optimal substrate con-
centration’s range to reveal the Na* effect on State 3 and
NADH formation in heart mitochondria, we decided to use
I mM «-ketoglutarate as oxidative substrate for our polaro-
graphic experiments. Different concentrations of NaCl (in
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millimoles: 1.0, 3.0, 5.0, and 10) were added to the polaro-
graphic cuvette (volume of 1.5 ml) to evaluate the effects of
Na® on mitochondrial function.

To check that mitochondrial function for NMR experi-
ments was comparable with that of mitochondria used for
routine polarography, mitochondrial respiratory func-
tion was determined prior to NMR studies using buffer
No. 4 containing (in millimoles): sucrose, 250; KCI, 50;
HEPES, 5 (pH 7.4); and ethylenediaminetetraacetic acid
(EDTA), 0.5.

For polarography experiments, the concentration of mi-
tochondria in the cuvette was 1.13 + 0.04 mg of protein. In
some experiments, 1 M Ruthenium Red (RR), a blocker of
mitochondrial Ca®* uptake, or 250 pM diltiazem (DLTZ), a
blocker of Na*/Ca?* exchange, was added to the cuvette
before the addition of NaCl. In another set of experiments to
evaluate the effect of Ca®*on the Na* effect, two different
concentrations of Ca** (0.035 and 0.114 uM) were added to
the cuvette before the addition of NaCl. In another set of
experiments to evaluate the pH dependence of Na* effect,
buffer No. 3 with different pHs (adjusted with KOH and/or
HCl to 6.7, 7.0, 7.2, and 7.4) were used.

NMR Experiments. Heart mitochondria prepara-
tion for NMR studies. Mitochondria were isolated from
four hearts for each experiment. The mitochondria isolation
techniques for NMR studies were similar to those described
above for polarographic studies with the following differ-
ences. After final centrifugation, three-fourths of the mito-
chondria pellet was suspended in 0.8 ml of buffer No. 5
containing (in millimoles): sucrose, 150; KCl, 50; KH,PO,,
1; HEPES, 20 or 30; MgSO,, 2; EDTA, 0.5; creatine, 2.5;
KG, 5; ADP, 0.6; and ATP, 2. The remainder (approxi-
mately one-fourth) of the mitochondria pellet was sus-
pended in buffer No. 2 (0.2 ml) for polarographic measure-
ment of mitochondrial function. After completion of polaro-
graphic measurements, all isolated mitochondria not used in
polarography were combined with the other mitochondria
and were embedded in agarose beads.

Incorporation of mitochondria into agarose beads
for NMR experiments. To maintain mitochondria in a
stable environment during NMR experiments, they were
placed in agarose beads using methods previously described
(18, 19). In brief, the mitochondria suspension was added to
1.5 ml of gelling agarose (6%; Sigma type VII: low gelling
temperature of 70°C) in buffer No. 5 (37°C) and stirred. The
mitochondria/agarose suspension was immediately added to
50 ml of mineral oil (37°C) and was stirred continuously
with a magnetic stirrer for 5 min, while decreasing the water
bath temperature to 10°C. The interaction of the oil and
agarose caused the formation of the beads with the follow-
ing characteristics: bead size ~800 to 1000 wm; 2000 to
2500 beads/cm®; 6 to 7 mg of mitochondrial protein per 1
ml; and the average volume of mitochondria in the beads
was 84 to 120 ! (18). The oil was removed and beads were
rewashed with 200 ml of buffer No. 5, now containing
0.25% BSA.



Perfusion apparatus for NMR experiments. Beads
containing mitochondria were placed in a 10-mm diameter
glass NMR tube and maintained in place by a filter (100-wm
pore size) (17) and continuously superfused at 2.7 mi/min
(28°C). The superfusion medium (buffer No. 3 without ATP
and BSA) was gassed with 95% 0,/5% CO,.

%’P-NMR. The NMR measurements were performed
on a Bruker AM-400 spectrometer (Billerica, MA) at 162
MHz using 60° pulses and a 0.62-sec repetition time with
1000 accumulations over 10 min (18, 19).

Protein Measurement. Mitochondrial protein was
Mmeasured prior to polarography with the Bio-Rad Protein
Assay (Bio-Rad Assay, Hercules, CA) method (rapid deter-
mination of protein) to estimate the amount of protein to add
to the polarography cuvette (~1 mg of protein/cuvette). To
accurately measure mitochondrial protein used for each set
of polarographic studies, mitochondrial protein was mea-
Sured with the Lowry method (19) after each polarographic
€xperiment. Rates of respiration and oxidative phosphory-
lation were calculated per 1 mg of protein (Lowry method).

To determine protein for each NMR experiment, mito-
chondria in agarose beads were homogenized in 10 ml of
0.1 N NaOH, and protein concentration was measured with
the Lowry method.

Statistical Analysis. The parameters of mitochon-
drial respiration and high-energy phosphate content were
analyzed by two-way analysis of variance (ANOVA). Then,
Ppost hoc comparisons among the experimental groups were
performed using least significant difference (LSD) tests. All
values are reported as means + SEM.

Results

Polarographic Experiments. Na* effects on mi-
tochondrial respiratory function in control and diabetic
heart mitochondria. We hypothesized that increased cy-
tosolic sodium is involved in regulation of mitochondrial
oxidative phosphorylation (State 3, RCI, and ROP). To in-
vestigate this hypothesis, different concentrations of NaCl

were added to mitochondria in a polarographic cuvette,
while respiratory function was monitored. Of note, baseline
respiratory parameters were lower in DM than CON (Table
I). State 3 and ROP were the most sensitive parameters of
the Na* effect. Na* in concentrations greater than 3 mM
significantly decreased mitochondrial respiratory function
in both CON and DM (P < 0.01 compared with baseline;
Table I). Maximum effects of Na* were found at 5 and 10
mM NaCl. The effects of increasing Na* concentrations in
DM mitochondria were greater than those found in CON
(Fig. 1, State 3 data are presented).

When comparisons between CON (Na* 5 mM) and DM
(Na* 10 mM) (Na* concentrations, which could exist in
vivo) were done, we found that State 3 and ROP were sig-
nificantly lower in DM than CON (see Table .

Na* effects on mitochondrial function in diabetic
heart compared with control: overall ANOVA analysis.
The overall two-way ANOVA showed a significant disease
(diabetic) effect with respect to State 3, State 4, ROP,
ADP/Q ratio, and RCI (Table IT). The ANOVA also showed
a significant sodium effect with respect to State 3, State 4,
ROP, but not with respect to ADP/O ratio and RCI. The
results of post hoc comparisons for CON and DM groups
are presented following text.

RR effects on Na*-induced changes in mitochon-
drial respiratory function. To evaluate the possible role of
mitochondrial Ca®*-uptake and/or intramitochondrial Ca?*
levels on Na™-induced effects on State 3, RR, which blocks
Ca®* uptake into mitochondria, was added to the polaro-
graphic cuvette before addition of Na*,

RR alone did not change mitochondria respiratory func-
tion. For example, State 3 (in nanograms of atoms of OXy-
gen per minute per milligram of protein) without RR was
184.5 + 16.6; and with RR it was 184.8 + 16.9. However,
when RR was used in conjunction with Na*, Na* caused
larger depression in mitochondria respiratory function
(State 3) in both CON and DM (Fig. 2). For example, in
CON mitochondria, the decrease of State 3 after addition 10

Table I. Effect of Na* on Respiratory Function in Control and Diabetic Mitochondria (Means + SE)

NaCl

Parameters N (M) State 3 State 4 RCI ADP/O ROP

T 58.7+4.83  312:0.17  250£0.07 8.08 + 0.45
om ; S laeriior 469459  317:027  252:008 6264075
CON 5 1 155.4 £ 21.9 565:360  266:037  252:012  7.204059
DM 5 1 102.4  18.1° 466+660 220:039  230£010  4.30+0.88°
CON 5 3 144.0:193 529+480  272:036  247:009 647 +083
DM 5 3 87.6+144%°  419:678  209:034 229009 3941100
CON 5 5  123.6x232° 4612363  268x021 243005  507+0.10°
DM 5 5 815+ 116%°  397:578  205:029° 222:008° 2741053
CON 4 10 1012:7.17° 374303 271:019 2441010  3.871053°
DM 4 10 734+8095%°0  347:521  211:026°  231:010  2.641081%°"

i imulated by ADP (200 pM) in ng-atoms O/min/mg protein; State 4, oxygen consumption after cessation
Zo;\ebgtat;‘aoz, ﬁ)c()yglztt}:r? ri\:ur:g?:g:nss“gyn?in/mgyproteir(l; RCI, Respiratory Control Index = State 3/State 4; ADP/O, efficiency of oxidative
Phos hop Iatign irr!( nmoles ADP/ng-atoms O; ROP, Rate of Oxidative Phosphorylation in nmoles ADP/rrlm/mg protein. Significance: CDON
Versups th!//'_ 4 P<0.05, 9 P<0.01; CON: Na* versus baseline (0 mS\'A Na*): |, P<0.05, ¢, P<0.01; DM: Na* versus baseline (OmMNa*): 2 p
<0.05, %, P < 0.01; CON 5 mM versus DM 10 mM: 9, P < 0.0006, *, P < 0.001.
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Figure 1. Influence of different concentrations of Na* on ADP stimu-
lated mitochondrial oxygen consumption (State 3) in CON and DM
heart mitochondria (means + SE, n=5). *, P<0.05 CON versus DM.
Baseline State 3 (without Na*) is assumed to be 100%.

mM Na* without RR was -32.3% (P < 0.05) and with RR
it was —42.1% (P < 0.01). In DM, this effect was —43.3% (P
< 0.05) and -61.1% (P < 0.01), respectively (Fig. 2). It
appears the RR influence on the Na* effect is greater in DM
than in CON.

Ca®* effects on Na*-induced changes in mitochon-
drial respiratory function. To further demonstrate that
Na* effects can be related to intramitochondrial Ca®* levels,
CaCl, (0.035 and 0.114 n.M) was added to the buffer before
adding 3 mM NaCl. In this set of experiments, because we
were looking for Na*-induced regulatory mechanisms
(which very likely would occur at low Na* levels), we used
a Na* concentration (3 mM) that we have shown earlier to
produce a metabolic effect, but that is not the maximal effect
(Table I). The lower Ca** concentration (0.035 M) abolished
the Na* effect on State 3 and ROP in CON mi- tochondria,
but not in DM mitochondria (Fig. 3). The higher Ca®* con-
centration (0.114 uM) abolished the Na* effect in both
CON and DM mitochondria. In fact, Ca®* in this concen-
tration actually stimulated respiration in both CON and DM.

Effect of DLTZ on Na*-induced changes in State 3.
The depletion of intramitochondrial Ca** can result from
mitochondrial Na*-Ca®* exchanger activation by extramito-
chondrial Na™. To estimate the possible role of mitochon-
drial Na*-Ca?* exchange on respiratory function, DLTZ, a
specific inhibitor of the mitochondrial Na*-Ca®* exchanger
(which maintains the intramitochondrial Ca®* levels), was
used in conjunction with exogenous Na*. (DLTZ, a well-
known inhibitor of L-type Ca** channels in sarcolemma,
can be used as specific blocker of Na*-Ca®* exchange with
K., 250 pm in isolated mitochondria [12]). The post hoc
LSD test showed a significant effect of DLTZ (250 uM)
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with respect to State 3. DLTZ abolished the Na*- (5 mM)
induced decrease of State 3 in both CON (P < 0.015) and
DM (P < 0.023) mitochondria (Fig. 4). Of note, DLTZ alone
did not change State 3 compared with baseline.

pH effects on Na’-initiated changes in mitochon-
drial respiratory. The pH experiments were done to deter-
mine the optimum pH to evaluate the Na* effect (polarog-
raphy and 3!P NMR), and to evaluate effects of H* change
on Na*-induced changes in metabolism (Na™-H* ex-
changer). We exposed isolated mitochondria to different H*
levels by changing pH in the polarographic cuvette. In
CON, the largest effects of Na* were found at buffer pH 7.4;
State 3 decreased 13.8% (P < 0.05); ROP decreased 14.1%
(P < 0.05; Table III). Increasing pH above 7.4 did not lead
to significant increases in the Na* effect. On the other hand,
decreasing buffer pH (7.2, 7.0, and 6.7) led to decreased
Na* effect on State 3 and ROP in both DM and CON.
However, in DM mitochondria, pH needed to be decreased
to lower levels to abolish the Na* effect; i.e., lowering pH to
7.0 did not abolish the Na*-induced changes in State 3,
which is in contrast to what we found in CON (Table HI).
At pH 7.0, the effect without Na* minus the effect with Na*
was significantly different in DM than in CON (Table I1I).
This may be because the baseline intracellular pH (and thus,
intramitochondrial pH) is lower in DM than CON. (Note:
As measured with a pH electrode, the addition of mitochon-
dria to buffer caused pH to decrease from 0.1 to 0.15 units:
for example buffer pH 7.4 was decreased to 7.30 to 7.25.
Thus, the actual pHs of the buffer/mitochondria combina-
tion were similar to those found in intact cells).

NMR Experiments. Greater sensitivity of diabetic
heart mitochondria to increasing extramitochondrial
Na*. In support of the polarographic data, we used >'P
NMR to study the influence of different concentrations of
NaCl on mitochondria ATP levels (Table IV). (For NMR
experiments, only well-functioning mitochondria with RCI
of 7.10 + 0.53 in polarographic buffer No. 4 were used).
Exposure of DM mitochondria to Na* (5-30 mM) led to
greater decreases in BATP and greater increases in P, than
that found in CON. In this case, BATP/P; ratio was signifi-
cantly lower in DM mitochondria (mostly due to decrease of
BATP) after perfusion with 3, 5, 10, and 30 mM NaCl (Fig.
5A). DLTZ, an inhibitor of mitochondrial Na*-Ca®* ex-
change, abolished the Na* (5-30 mM) initiated decrease of
ATP in DM mitochondria and reduced the increase of P;
with resultant values of BATP/P; similar in both CON and
DM mitochondria (Fig. 5B).

Discussion

Others have demonstrated that Na* transport mecha-
nisms such as sarcolemmal Na*-K* ATPase, Na*-Ca®* ex-
change, Ca®*-pump, and Ca®*-binding activities are de-
creased in diabetic cardiomyopathy (1, 21-26). Experimen-
tal data collected in our laboratory with 2>Na NMR also
suggest that abnormalities in Na* transport mechanisms
may be involved in the DM disease process (4). We and



Table Il. Resuit of F Test for Overall Two-Way Analysis of Variance (ANOVA) C_omparison of Diabet_ic and
Control Mitochondria and Different NaCl Concentrations on Parameters of Oxidative Phosphorylation

Effect State 3 State 4 RCI ADP/O ROP
Disease 20.4* 9.21* 13.9* 5.64* 24.6*
(P < 0.000035) (P < 0.0041) {P < 0.00086) (P < 0.0223) (P< 0.009012)
Sodium 11.6* 3.97* 2.54 1.48 13.0
(P < 0.000001) (P < 0.0084) (P < 0.055) (P < 0.226) (P < 0.000001)
Note. Disease, Diabetes Mellitus; Sodium, NaCl (in mM): 0, 1, 3, 5, and 10. For definitions of other abbreviations, see Table I.
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Figure 2. Effect of RR (1 uM) on Na*-initiated changes in CON (A) and DM (B) mitochondria (means + SE, n= 5). *, P < 0.05 with RR versus

without RR. Baseline State 3 (without Na*) is assumed to be 100%.

others have found that Na,* is significantly increased (at
least 1.5-2 times) in DM cardiomyocytes (1, 3, 5, 22, 2.3).
The changes in myocardial contractile function (depression
of contractile force and slower rate of relaxation [27]) may
be related to changes in sodium transport and Na™;.

Other studies in animal models of DM reveal that myo-
cardial dysfunction is associated with depressed cardiomyo-
cyte bioenergetics, as evidenced by changes in mitochon-
drial function (State 3, ROP, and ATP levels) (7-10, 28).

The goal of the present group of studies was to shqw
that increased Na™; is a cause of depressed mitochf)ndnz}l
bioenergetics. Our first set of experiments, done with mi-
tochondria from CON rats, was designed to simulate the
increased intracellular Na* found in the diabetic condi-
tion (5, 29). In this case, exposure of heart mitochondria
from control rats to increasing levels of Na* caused de-
creases in State 3 and ROP; thus suggesting that changes in
cellular Na* levels can be involved in depression of bio-
energetic function in cardiomyopathies such as those asso-
ciated with DM.

To further evaluate the Na* effect in a DM model, we
also exposed DM mitochondria to varying levels of l-\l.a““.
We found that DM mitochondria were much more sensitive
to extramitochondrial Na* levels than CON, suggesting that

SODIUM AND DIABETIC HEART BIOENERGETICS

the DM condition (and long-term exposure to increased
Na®)) causes residual changes (possibly with upregulation
and/or downregulation of various mitochondrial membrane
and transport systems) in mitochondrial function. We went
on to further explore the potential etiology of these effects.

Since we knew from the literature and from some our
earlier studies that Na* and Ca®* transport (and their poten-
tial effects on metabolism) are intimately related (17, 29),
we completed a number of experiments to evaluate the po-
tential role of intramitochondrial Ca®* on the Na* effects in
both CON and DM mitochondria. We found that when Ca2*
uptake was blocked by RR, the Na* (10 mM) depressant
effect on bioenergetics was increased in both CON and DM,
but that in DM mitochondria, the effect of RR was signifi-
cantly greater. These data suggest that baseline Ca?* is
lower in DM than CON. Further support of this hypothesis
was found when the addition of Ca®* to the mitochondrial
cuvette caused an amelioration of the Na* depressant effects
on State 3 and ROP. Of note, higher concentrations of Ca2*
were needed to reverse the effects of Na* in DM compared
with CON.

These results are consistent with those of others, which
show that in DM the energy-dependent intramitochondrial
Ca®* uptake is inhibited, resulting in decreased intramito-
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Figure 3. Effect of Ca2* on Na*-initiated decrease in State 3 (A) and
on ROP (B) in CON and DM mitochondria (means + SE, n = 5). 1,
Baseline (NaCl, 0 mM); 2, NaCl, 3 mM; 3, NaCl, 3 mM + CaCl,, 0.035
uM; 4, NaCl, 3 mM + CaCl,, 0.114 pM. Significance: CON versus
DM: *, P < 0.03, **, P < 0.004; Na* with Ca®* versus Na* without
Ca?*: #, P < 0.05, ##, P<0.01; Na* (3 mM NaCl) versus baseline (0
mM NaCl): &, P < 0.05.

chondrial Ca* (8, 11, 26). Ca®* regulation of bioenergetic
functions can be realized in the physiological range of Ca**
(0.1-1 pM). In our experiments, the absence of a clear
saturation effect of Na*-induced decrease of State 3 could
be explained by a decrease of mitochondrial Ca?* to a range
lower than that found in physiological conditions, which in
turn could lead to depletion of bioenergetic processes and
nonreversible decrease of membrane potential and ATP
synthesis.

The level of intramitochondrial Ca** is also under con-
trol of the mitochondrial Na*-Ca** exchanger, which medi-
ates the efflux of Ca** in exchange for the influx of Na* (30,
31). It is possible that the increase Na™; in diabetic cardio-
myocytes leads to activation of the Na*-Ca®* exchanger,
which mediates mitochondrial Ca* release from mitochon-
dria (1-3, 22, 23). DLTZ, an inhibitor of the Na*-Ca**
exchanger, abolished the Na® effect on bioenergetics in
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CON and DM, further confirming the intimate relationship
of Na* and Ca** on bioenergetics.

With depletion of intramitochondrial Ca®*, bioenergetic
functions (State 3, ROP, and substrate oxidation) have been
found to be significantly reduced (7-10, 28). These abnor-
malities could be the result of altered dehydrogenase activ-
ity; e.g., Ca®*-dependent DH such as a-ketoglutarate DH,
pyruvate DH, or isocitrate DH could be depressed due to
decrease in Ca®*. The decrease of enzyme activity can lead
to a decrease in turnover of the Krebs cycle intermediates,
resulting in a decreased rate of oxidative phosphorylation.
The decrease of the Ca®*-dependent Krebs cycle DH activ-
ity could also lead to an increased NAD*/NADH ratio, thus
decreasing electron flow through the mitochondrial respira-
tory chain, and decreasing the electrochemical proton gra-
dient on the mitochondrial membrane. These changes sub-
sequently could lead to decreased ATP synthesis. Our *'P
NMR data support this hypothesis; i.e., exposure of mito-
chondria to increasing levels of exogenous Na* was asso-
ciated with decrease of ATP levels. These decreases were
significantly greater in DM mitochondria compared with
CON. The energetic deficit may be a causal factor in the
development of contractile dysfunction and may be linked
to the lower levels of Ca®* in mitochondria from DM rats.

Because the Na* effect may be related to H* levels and
may be at least partially dependent on Na*-H™ exchanger
activity, in one set of experiments we exposed mitochondria
to different H* levels (by changing pH) to evaluate the
interaction of Na* with H* ions. We found in both DM and
CON that external buffer pH 7.4 (the plasma pH that is
generally considered to be the most physiologic) allowed
the largest Na* effect. Higher pHs did not significantly
change the Na* depressant effect, while lower pHs (7.2, 7.0,
and 6.7) decreased the Na* depressant effect on State 3 and
ROP. However, DM mitochondria were less sensitive to
changes in external buffer pH, as demonstrated by persis-
tence of Na* effects down to pH 7.0. This may be due to the
fact that intracellular pH is generally lower in DM com-
pared with CON cardiomyocytes due to downregulation of
the Na*-H" exchanger (32). The pH effect may be related to
a number of physiological processes, including pH depen-
dence of the mitochondrial Na*-Ca®* exchanger and the
Na*-H" exchanger. In addition, the pH effect may be related
to the opening of the permeability transition pore (PTP).
The mitochondrial permeability transition can be caused by
a loss of Ca** (for example, due to Na*-induced activation
of the Na*-Ca** exchanger), and an entry of protons, giving
rise to a greater decrease of the transmembrane potential
and ApH (33). The maximum opening probability is ob-
served at pH close to 7.3 (34, 35). It is interesting that our
data show that the maximum effect of Na* depression on
State 3 was found at pH 7.27 + 0.02 (Table 1), a pH close
to the maximum opening probability for the PTP. At pH 7.0
and lower, the opening of the PTP is inhibited (34). This
may explain why the Na* inhibitory effect on State 3 does
not occur at lower pHs (7.0 and 6.7).
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Figure 4. Influence of DLTZ on Na* induced decrease of State 3 respiration in CON and DM mitochondria (means + SE, n= 7 [CON] and
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+DLTZ: *, P < 0.015 (CON), *, P < 0.025 (DM); NaCl versus DLTZ: **, P < 0.0003 (CON), **, P < 0.023 (DM).
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Table lll. Effect of Na* and pH on Respiratory Function in Control (CON) and Diabetic (DM) Heart
Mitochondria (Means + SE, N = 4)

[re—

State 3* ROP*
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—_ a* effect) Na* effect)
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Note. State 3* and ROP*, value of the Na* effect: subtraction of values without Na* minus with Na*. For definitions of other abbreviations, see
Table I. Significance: with Na* versus without Na*: °, P < 0.05; CON (without Na* minus with Na*) versus DM (without Na* minus with Na*):
% P<0.05. % “d"in Table I.

Table IV. 3'P-NMR Data: Effect of Extramitochondrial Na* on P;, BATP, and yATP/BADP in Control (CON)
and Diabetic (DM) Heart Mitochondria (Means + SE, n= 4)

[ —

NaCl P BATP vATP/BADP
(mM) CON DM CON DM CON DM
1 99.6 + 12.7 115 £ 10.9 97.8 +7.52 87.6 + 3.07 107 £ 6.24 76.0 + 4.67
3 104 + 5.48 115 + 5.68 103+ 10.6 80.4 + 3.17 109 + 7.39 75.9 + 6.53°
5 102 + 4.95 130 + 7.497 103 £ 6.13 69.9 + 7.07% 100 = 8.77 77.4 £10.2
10 111 £ 8.45 126 £ 10.1 102 + 6.34 63.9 + 5.69% 105 + 4.97 59.3 + 9.507
30 118 x 6.30 123 + 8.81 87.4 + 4.08 49.3 + 5.46% 88.9 + 6.14 52.3 + 10.12

[ ——

Note. Each P, and BATP value in this table is the percent change from baseline (without Na*) of peak areas (normalized using an MDP
Standard). Significance: DM versus CON: 2, P < 0.05, #2, P =< 0.01.

on bioenergetics may be mediated through effects on Ca?*:
i.e., due to activation of mitochondrial Na*-Ca®* exchange
by Na*, and energy-dependent decreased Ca®* uptake, lead-
ing to decreased mitochondrial matrix Ca®*, which in turn
prevents optimum activity of mitochondrial Ca®*-dependent

In summary, altered bioenergetics found in DM cardio-
Mmyopathy may be associated with Na*™ and Ca®* abnormali-
ties: both higher baseline cytoplasmic Na*; and lower mi-
tochondrial Ca®* may contribute to altered bioenergetics
found in the cardiomyopathic myocytes. The effects of Na*
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Figure 5. *'P-NMR data. The effect of extramitochondrial Na* and DLTZ on BATP and P, ratio in CON and DM heart mitochondria (means
£ SE, n= 4). (A) Without DLTZ. (B) With 250 yM DLTZ. Each data point is the mean of the ratio of BATP and P, peak area. Baseline (without
Na*) is assumed to be 100%. Significance: DM versus CON: *, P < 0.05.

dehydrogenases. It is possible that the changes (increased
Na* and decrease Ca**) found in DM mitochondria may act
similar to the ischemic preconditioning effects found in iso-
lated perfused control hearts, in that they may allow DM
hearts to withstand ischemia better than non-preconditioned
control hearts (36).

Our data suggest that while localized changes in bio-
energetic function may be a cause of ion transport abnor-
malities, it is just as likely that abnormalities of cytoplasmic
ion content and mitochondrial ion transport mechanisms
may contribute to metabolic (bioenergetic and respiratory
function) abnormalities. Results of the present study sug-
gest that increased Na* concentration in diseased cardio-
myocytes may be a factor leading to chronically decreased
myocardial bioenergetics and to development of diabetic
cardiomyopathy.
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