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Abstract

The aim of this study was to examine whether short- and long-term gene transfer of Ca2* handling
proteins restore left ventricular (LV) mechanoenergetics in aortic banding-induced failing hearts.
Aortic banded rats received recombinant adenoviruses carrying sarcoplasmic reticulum Ca2*-
ATPase (SERCA2a) (Banding+SERCA), parvalbumin (Banding+Parv) or -galactosidase (Banding
+pgal), or an adeno-associated virus carrying SERCA2a (Banding+AAV.SERCA) by a catheter-
based technique. LV mechanoenergetic function was measured in cross-circulated hearts. “Banding”,
“Banding+pgal” and “Banding+saline” groups showed lower end-systolic pressure at 0.1 ml
intraballoon water (ESPg 1), higher end-diastolic pressure at 0.1 ml intraballoon water (EDPg 1) and
slower LV relaxation rate, compared with “Normal” and “Sham”. However, “Banding+SERCA” and
“Banding+Parv” showed high ESPy 1, low EDPg 1, and fast LV relaxation rate. In “Banding”,
“Banding+pgal” and “Banding+saline”, slope of relation between cardiac oxygen consumption and
systolic pressure-volume area, O, cost of total mechanical energy, was twice higher than normal
value, whereas slope in “Baning+SERCA” and “Banding+Parv” was similar to normal value.
Furthermore, O, cost of LV contractility in the 3 control banding groups was ~3 times higher than
normal value, whereas O, cost of contractility in “Banding+SERCA”, “Banding+AAV.SERCA” and
“Banding+Parv” was as low as normal value. Thus, high O, osts of total mechanical energy and of
LV contractility in failing hearts indicate energy wasting both in chemomechanical energy
transduction and in calcium handling. Improved calcium handling by both short- and long-term
overexpression of SERCAZ2a and parvalbumin transforms the inefficient energy utilization into a
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more efficient state. Therefore enhancement of calcium handling either by resequestration into the

SR or by intracellular buffering improves not only mechanical but energetic function in failing hearts.
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1. Introduction

Calcium handling is central to the process of excitation-contraction (E-C) coupling.
Sarcoplasmic reticulum (SR), which releases CaZ* during contraction by a trigger of CaZ* entry
and takes it up during relaxation by SR-ATPase (SERCA2a) pump, plays a major role in
controlling the synchronized Ca2* handling in myocardial cells [1]. Removal of Ca2* from the
cytoplasm is governed mainly by SERCAZ2a, of which the activity is regulated by
phospholamban, and to a lesser extent by Na*-Ca2* exchanger (NaCaX). SERCA2a protein/
mRNA expression and activity were decreased in human heart failure and in animal models
of heart failure [2,3]. This SERCA2a reduction results in abnormal Ca2* handling, which
causes a prolongation of Ca2* transient, an increase in diastolic intracellular Ca2*, a decrease
in systolic intracellular Ca?* and a reduced SR Ca%* content. Therefore, abnormal Ca2*
handling by the SERCAZ2a reduction contributes to the systolic and diastolic dysfunction in
failing hearts [4,5].

Our group [6-11] has previously shown that overexpression of SERCAZ2a, ablation of
phospholamban, or overexpression of parvalbumin by adenoviral gene transfer modify
intracellular Ca* handling and modulate physiological mechanical performance in normal,
senescent, aortic banding-induced failing and ischemia/reperfusion-injured rat whole hearts.
In addition, global cardiac gene transfer of SERCAZ2a improved survival and energetic state
shown as phosphocreatine/ATP ratio in failing rat hearts induced by aortic banding [9], and
reduced ventricular arrhythmias in the model rat of ischemia followed by reperfusion [10].
More recently, SERCAZ2a overexpression improved the energy utilization in special reference
to myocardial oxygen consumption in diabetic failing hearts [12].

The aim of this study was to examine whether restoring calcium cycling by either re-
sequestering the elevated intracellular calcium back into the SR (through SERCA2a gene
transfer) or by buffering the elevated intracellular calcium (through parvalbumin gene transfer)
would improve the left ventricular (LV) mechanical and energetic functions in the aortic
banded rats, especially in terms of oxygen cost of LV contractility.

2. Materials and methods

2.1. Recombinant adenoviral vectors

Recombinant adenoviral vectors were used with cytomegalovirus-driven expression cassettes
for SERCAZ2a, parvalbumin, or B-galactosidase with a second cassette in each adenovirus
containing green fluorescent protein substituted for E1 by means of homologous
recombination. Adenoviral SERCAZ2a (Ad.SERCA), adenoviral parvalbumin (Ad.Parv) and
adenoviral p-galactosidase (Ad.pgal) had concentrations of 9 X 1019 pfu/ml, 10 X 1019 pfu/
ml and 8 X 1010 pfu/ml, respectively, with a particle/pfu ratio of 10:1. Wild-type adenovirus
contamination was excluded by the absence of PCR-detectable E1 sequences.
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2.2. Recombinant adeno-associated virus (AAV) vectors

The AAV1 vector used in this study was manufactured using standard calcium phosphate
transfection methods in 293 cells. Three plasmids were used, one containing helper functions
from adenovirus, one containing the AAV rep2 and capl genes, and the third containing the
vector genome. Vector production, harvest, purification and testing were as previously
described [13].

2.3. Animals

All animal experiments in this study were performed with the approval of the Animal Care
Committee of Massachusetts General Hospital and in accordance with the National Institute
of Health’s Guide for the Care and Use of Laboratory Animals. Five-week-old male Wistar
rats (Charles River, Mass; body weight (BW), 100 to 120 g) were anesthetized with
intraperitoneal (i.p.) Ketamine-Xyla-Jet mixture and placed on a ventilator. An incision on the
right side of chest was made, exposing the aortic root, and a tanatalum clip with an internal
diameter of 0.58 mm (Weck Hemoclip) was placed on the ascending aorta. Animals in the
sham group underwent a similar procedure without insertion of a clip. Twenty-four to twenty-
six weeks later, about 90 % of the animals thus operated survived (aortic banding, 89%; sham-
operation, 93%), and were randomized into 8 groups:

1. six normal control rats (Normal);
six uninfected sham-operated rats (Sham);
six uninfected aortic banded rats (Banding);

five aortic banded rats infected with Ad.pgal (Banding+pgal)

six aortic banded rats infected with Ad.SERCA (Banding+SERCA);

2

3

4

5. five aortic banded rats injected with saline (Banding+saline);
6

7. five aortic banded rats infected with Ad.Parv (Banding+Parv);
8

three aortic banded rats infected with AAV1 carrying SERCA2a (Banding+
AAV.SERCA).

2.4, Cardiac gene delivery

The in vivo cardiac gene transfer has been described previously in detail by our group [14].
Briefly, after the rats were anesthetized and a thoracotomy performed, a 22-guage catheter
containing 200 | of adenovirus and 50 | adenosine (3 mg/ml) was advanced from the apex of
the left ventricle to the aortic root. The aorta and main pulmonary artery were clamped for 30
seconds distal to the site of the catheter and the solution injected, then the chest was closed,
and the animals were allowed to recover. In the group (4) - (8), 60-67% of the rats thus operated
survived until LV mechanical and energetic studies (Banding+pgal, 60%; Banding+saline,
63%; Banding+SERCA, 62%; Banding+Parv, 64%; Banding+AAV.SERCA; 67%). The rats
underwent LV mechanical and energetic studies 2-3 days after the injection of the adenovirus
or saline and 45 days after the AAV injection.

2.5. LV mechanical and energetic studies

Surgical preparations—The LV mechanical and energetic studies were performed on the
excised, cross-circulated rat heart preparations. The surgical preparations have been described
previously in detail [15]. Briefly, in each experiment, 2 male 500 to 650g Wistar rats (blood

supplier and metabolic supporter) and 1 heart donor rat were anesthetized with pentobarbital
sodium (50 mg/kg, ip) and intubated and heparinized (1000 U, iv). In the beating heart, cross-
circulated and maintained at 37°C, a thin latex balloon, which was connected to a pressure
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transducer for measuring LV pressure (LVP), was inserted into the LV. Systolic unstressed
volume (V=0.08 ml for normal or sham-operated hearts and V(=0.06 ml for aortic banded
hearts) should be determined as the volume at which peak isovolumic pressure was zero. Heart
rate was maintained constant at 300 beats/min by right atrium electrical pacing. Systemic
arterial blood pressure of the support rat served as coronary perfusion pressure (diastolic-
systolic, 80-120 mmHg; mean, about 90 mmHg). Arterial pH, Po,, and Pco, of the support rat
and perfused blood were maintained within their physiological ranges by supplemental oxygen
and sodium bicarbonate throughout the experiment.

Calculation for oxygen consumption—Cardiac VO, was obtained as the product of
coronary flow and arteriovenous O, content difference. The right ventricular (RV) component
of total VO,, which is considered constant irrespective of LV volume, was calculated by
multiplying biventricular VO, under LV volume-unloading with the weight ratio of RV/RV
+LV. The RV VO, was subtracted from the total VO, to yield LV VO,.

Experimental protocol—LVP, LV VO, and systolic pressure-volume area (PVA) data
were obtained at five different LV volumes, changed with a step of 0.025 ml, without any
inotropic interventions (control volume run). After control volume run, Ca2* inotropism run
was performed at a midrange LV volume (mLVV) by intracoronary infusion of 1% CaCl,
solution. In some experiments, dobutamine (78 M) inotropism run was also performed after
Ca?* inotropism run. The steady state of heart was reached 2-3 min after change of LV volume
and 4 min after change of the infusion rate. Cardiac arrest was induced by intracoronary
infusion of 1M KCI (12 ml/h) to obtain VO, for basal metabolism. In each steady state, the
data sampling, performed at 500 Hz for 2 s, was repeated 3 times at intervals of 0.5 min.

2.6. Data analysis

PVA calculation—The best-fit end-systolic/diastolic pressure-volume relations (ESPVR/
EDPVR) were obtained by fitting the data with the exponential functions [12]. PVA was
defined as the pressure-volume area circumscribed by the curvilinear ESVPR, EDPVR and the
systolic portion of the ventricular pressure-volume trajectory.

VO, for Ca?* handling in E-C coupling during inotropic run—During Ca2*/
dobutamine inotropic run at a mLVV, ESP-volume relations at different infusion rates were
obtained as a best-fit exponential function curve. We calculated PVA at mLVV (PVAmLwY)
by integrating each ESPVR from V( up to mLVV. We then obtained the two composite VOo-
PVAnL vy data points. Next, the lines including each VO,-PV A, v data point were drawn
in parallel to control VO,-PVA relation. VO,-intercept value (PVA-independent VVO,) at each
infusion rate was thus obtained. VO, for Ca2* handling in E-C coupling was obtained by
subtracting basal metabolic VO, per beat, measured in KCl-induced arrest hearts, from PVA-
independent VO,.

LV contractility—Equivalent maximal elastance (eEmax), an index for LV contractility, was
obtained by calculating ESP-volume ratio of the specific virtual triangle, which is energetically
equivalent to the real PVAq vv [16].

Oxygen cost of LV contractility—The oxygen cost of LV contractility was obtained as
the slope of the linear relation between VO, for Ca2* handling in E-C coupling and eEmax
during Ca2*/dobutamine inotropism run. This slope is considered an index quantifying Ca2*
handling VO, per unit LV contractility change.
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Logistic time constant—To evaluate the LV relaxation rate, we analyzed LV isovolumic
relaxation pressure-time curves at mLVV by using the logistic time constant (T, ) derived from
a logistic model.

2.7. Western blot for SERCAZ2a protein

Lysates from hearts were matched for protein concentration and then separated by SDS-PAGE
and transferred to nitrocellulose membranes. Blots were incubated with SERCA?2a antibodies
(Affinity Bioreagents, CA) followed by detection with enhanced chemi-luminescence.

2.8. Statistics

Data are presented as mean + SD. Multiple comparisons were performed by ANOVA with
STATVIEW (Abacus Concepts, Barkeley, CA). Statistical significance was accepted at the
level of P<0.05.

3. Results

3.1. Characterization of animals

There was no statistical difference in BW among the 7 groups (Table 1). LV/BW ratio and LV
+RV/BW ratio, as well as LV weight and LV+RV weight, in 5 aortic banding groups were
significantly higher than those of “Normal” and “Sham” groups, while RV/BW ratio, as well
as RV weight, was not different among 7 groups (Table 1). Thus, the rats, which underwent
an aortic banding for 24-26 weeks, had a significant increase in LV mass normalized to BW,
and a cross-section of the aortic banded hearts showed apparent LV concentric hypertrophy
(data not shown).

3.2. LV mechanics

Figure 1A shows representative control ESVPRs and EDPVRs in “Sham”, “Banding” and
“Banding+SERCA” hearts. Curvilinear ESPVRs and EDPVRs of “Banding+pgal” and
“Banding+saline” hearts were similar to those of “Banding” hearts (data not shown). ESPVR
of “Banding+SERCA” and “Banding+Parv” hearts was shifted upward compared with ESPVR
of “Banding” hearts. Summarized data of LV mechanics are shown in Table 2. The volume
intercepts of ESPVR and EDPVR, Vg and V,, in 5 aortic banding groups were significantly
smaller than those of “Normal” and “Sham” groups, resulting from LV concentric hypertrophy.
In “Banding” hearts, the end-systolic pressure observed at 0.1 ml of intraballoon water volume
(ESPg.1), was lower (130 +27 mmHg), and end-diastolic pressure observed at 0.1 ml of
intraballoon water volume (EDPg 1), was higher (22.1 £6.2 mmHg), compared with “Normal”
hearts (ESPq.1,188 £15 mmHg; EDPg 1, 9.8 £4.0 mmHg). However, in “Banding+SERCA”
group, like in “Banding+Parv” group, ESPg 1 was increased over 200 mmHg and EDPg 1 was
decreased to 12.4 £2.7 mmHg, although ESPg 1 in “Banding+pgal” and “Banding+saline”
groups was as low as that of “Banding” group. “Banding+pgal” group showed a higher
EDPy 1, but without significant difference, compared with “Banding+SERCA” group. Two of
“Banding+pgal” hearts had lower EDPg 1 (12.3 and 12.6 mmHg), shorter logistic time constant,
T, (13.0and 14.2 msec) and higher eEmax at mLVV (3538 and 3005 mmHg-ml-1.g), compared
with the rest of “Banding+pgal” hearts. Thus, in the two hearts, the systolic/diastolic cardiac
function was not much deteriorated. The systolic/diastolic function was dependent on the levels
of SERCAZ2a protein expression or SERCA2a activity [17,18]. In this study, therefore, the
degree of cardiac dysfunction appears somewhat different among the aortic-banded animals
because of the different levels of down-regulated SERCA2a expression. In all groups,
moreover, T, was obtained from LV isovolumic relaxation pressure-time curves at mLVV.
T in “Banding” group was significantly longer than that of “Normal” and “Sham” groups
(p<0.05). In “Banding+SERCA” and “Banding+Parv” groups, however, T; was decreased to
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T level observed in “Normal” and “Sham” groups, although T|_in “Banding+pgal” and
“Banding+saline” groups remained as long as that of “Banding” group.

3.3. LV energetics; VO,-PVA relations

Figure 1C shows representative control VO,-PVA relations in “Sham”, “Banding” and
“Banding+SERCA” hearts. “Banding” heart showed a linear VO,-PVA relation with steeper
slope compared with “Sham” and “Banding+SERCA” hearts. Summarized data of LV
energetics are shown in Table 3. There was no significant difference in the VO, intercept of
VO, -PVA relation among 7 groups. On the other hand, the slope in “Banding” group was
about twice as high as that of “Normal” and “Sham” groups. However, the slope in “Banding
+SERCA” and “Banding+Parv” groups was similar to the slope found in “Normal” and “Sham”
groups, although the slope in “Banding+pgal” and “Banding+saline” groups remained high.
In five aortic banding groups, moreover, the minute VO, for basal metabolism and for Ca2*
handling in E-C coupling, which are both components of the VO, intercept of VO, -PVA
relation, were not significantly different from those of “Normal” and “Sham” groups.

3.4. ESP vy in response to calcium

Table 4 shows changes in end-systolic pressure observed at a mLVV (ESPpLvv) in response
to Ca2* infusion. ESPy vy prior to CaZ* infusion in “Banding+SERCA” and “Banding+Parv”
groups were significantly higher than those in “Banding”, “Banding+pgal” and “Banding
+saline” groups. ESPm v\ Was gradually increased as the infusion rate of Ca2* solution was
increased step-wise from 2 to 6 ml/h. In “Banding+SERCA” and “Banding+Parv” groups, the
maximal increase in ESPy, vy in response to Ca2* solution (6 ml/h) were similar to those in
“Normal” and “Sham” groups, and were much higher than those in “Banding”, “Banding
+pgal” and “Banding+saline” groups. In some experiments, we infused dobutamine solution
into the coronary perfusion tubing at 2-4 mi/h of infusion rate after the Ca2* infusion. The
changes in ESP, vy in response to dobutamine were similar to those to Ca%* in all groups

(data not shown).

3.5. LV contractility

The eEmax at mLVV, an index of LV contractility, in “Banding+SERCA” and “Banding
+Parv” groups was significantly higher than that in “Normal”, “Sham” and 3 other control
aortic banding groups (Fig. 2). In the preliminary experiments, 3 aortic banded rats underwent
LV mechanical and energetic studies 45 days after recombinant AAV.SERCA transfer. As
shown in Fig. 2, “Banding+AAV.SERCA” group showed the high LV contractility similar to
that found in “Banding+SERCA” and “Banding+Parv” groups. On the other hand, “Banding”,
“Banding+pgal” and “Banding+saline” groups showed the lower LV contractility.

3.6. LV energetcs; oxygen cost of LV contractility

Figure 3A shows representative relations between VO, for Ca2* handling in E-C coupling and
eEmax at mLVV during Ca2* inotropism run in “Sham”, “Banding” and “Banding+SERCA”
hearts. These 3 distinct linear relations had the different slopes, which mean the different
oxygen costs of LV contractility. In some experiments, the intracoronary dobutamine infusion
was performed after the Ca2* infusion in the same heart preparation. There was a fairly good
correlation between the oxygen costs of LV contractility in response to Ca2* and to dobutamine
(Fig. 3B). The oxygen cost of LV contractility for Ca2* in “Banding” group was about 3 times
as high as that in “Normal” and “Sham” groups (Fig. 3C). In “Banding+SERCA”, “Banding
+AAV.SERCA” and “Banding+Parv” groups, the oxygen costs of LV contractility were as
low as those in “Normal” and “Sham” groups, but in “Banding+pgal and ”Banding+saline*
groups the oxygen costs remained as high as that of "Banding* group.
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3.7. SERCA2a & parvalbumin protein expression

We examined the protein expression of SERCAZ2a in the heart preparations used for the analysis
of mechanical and energetic function. As shown in Figure 4, there is a decrease in SERCA2a
expression in the failing hearts compared to sham. The overexpression of SERCAZ2a either by
adenovirus or AAV1 restores SERCAZ2a protein levels in the failing hearts. Gene transfer of
parvalbumin induces a robust expression in the hearts infected.

4. Discussion

In this study, using a unique technique for measuring LV mechanoenergetics in the cross-
circulated heart preparations, we found that cardiac gene transfer of Ca* handling proteins
(SERCAZ2a and parvalbumin) can restore not only mechanical but also energetic function in
pressure overload-induced failing hearts.

4.1. Mechanical function and gene transfer

In the failing rats, we found a downward shift of ESPVR, a decreased ESPg ; and deceased
eEmax at mLVV compared with “Normal” and “Sham” rats. Furthermore, the logistic time
constant of isovolumic relaxation and EDPg 1 were found to be increased in these failing rats.
Thus the aortic banded rats used in this study showed both LV systolic and diastolic
dysfunction. The central mechanisms for systolic dysfunction in this rodent model of heart
failure have been reported to be: decreased SERCAZ2a expression [17], increased sarcolemmal
NaCaX expression [19], and the transition of cardiac myosin isoform components from Vq
with higher ATPase activity to V3 with lower ATPase activity [20]. The decreased SERCA2a
and/or the increased NaCaX can reduce the Ca2* content in the SR and limit the Ca?* release
fromthe SR, leading to diastolic increases in calcium and general intracellular calcium overload
[19]. V; is known to be associated with an increased shortening velocity of the cardiac fibers
and V3 with a slower shortening velocity [21], although in aortic banded rats, the improved
contractile function by clenbuterol, a selective B,-adrenergic agonist, was not related to changes
in myosin isoform components [3]. On the other hand, the central mechanisms that cause
diastolic dysfunction in this rodent model of heart failure are due to decreased SERCA2a
expression and increase in cardiac stiffness due to enhanced collagen and fibrosis [3]. However,
in this study the contractile dysfunction found in the “Banding” hearts (ESPVR, ESPg 1,
EDPg 1, and time constant of isovolumic relaxation) could be completely corrected by
SERCAZ?2a gene transfer, indicating that the decreased SERCAZ2a expression plays a key role
in both systolic and diastolic dysfunction. Furthermore, similar correction of contractile
dysfunction could be accomplished by parvalbumin gene transfer as reported in normal and
aged rats [11,22]. In senescent rat cardiomyocytes, introduction of parvalbumin, that functions
as a Ca?* sink due to its Ca2* affinity and enhances relaxation in skeletal muscle, increased
both the rate of Ca2* transient decay and the rate of myocyte re-lengthening [23]. This in vitro
study provides the cellular mechanism for improved diastolic function by parvalbumin gene
transfer in the present in vivo study. On the other hand, the possible mechanism for improved
systolic function by the parvalbumin gene transfer is as follows; the parvalbumin-induced
decline in intracellular free Ca2* during relaxation attenuates the intracellular Ca* overload
and may improve the impaired Ca2* handling in the present failing hearts. Finally, the
prominent eEmax at mLVV could be induced by the SERCAZ2a or parvalbumin gene transfer
in the aortic banded hearts. The high LV contractility, as indicated by high ESPg ; and high
eEmax at mLVV, seems due mainly to both the hypertrophied LV free wall and the enhanced
Ca?* handling by overexpression of the SERCA2a or parvalbumin.

In the failing hearts, the increase in ESPyi vy in response to Ca2* infusion was much lower
than that of “Normal” and “Sham” hearts. This blunted inotropic response to Ca2* is most
likely caused by multiple factors including abnormal Ca2* handling, deficient production of
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cyclic AMP [24], along with a decrease in energy reserve via a deficient creatine kinase reaction
[25]. Both SERCAZ2a and parvalbumin gene transfer was capable of completely reversing the
inotropic response to Ca2* (i.e., contractile reserve), indicating that in the aortic banded hearts
the abnormal Ca2* handling is a central cause of the lowered contractile reserve and regardless
how calcium is decreased intracellularly, there is a beneficial response.

4.2. LV energetic function and gene transfer

In the failing hearts, the slope of the VO,-PVA relation, which is an index of the O, cost of
PVA, i.e., the O, cost of total mechanical energy of LV contraction [26], was about twice as
high as that of “Normal” and “Sham” hearts. A similar steeper slope of the VO,-PVA relation
was reported in hyperthyroid rabbit hearts which actually have increased V1/V3 ratio [27]. In
contrast, in hypothyroid [15] and diabetic [12] rat hearts with decreased V1/V3 ratio, the slope
remained unchanged. Thus the inconsistent relationship between the slope and the V1/V3 ratio
suggests that a change in myosin isoform components, i.e., a change in myosin ATPase activity,
does not directly affect the contractile efficiency, which is the reciprocal of slope of the VO,-
PVA relation [26]. The contractile efficiency reflects the chemo-mechanical energy
transduction efficiency of the contractile machinery. Therefore, in the aortic banded hearts, the
high O, cost of total mechanical energy, shown by the steeper slope of the VO,-PVA relation,
indicates that energy wasting in the chemomechanical energy transduction is present. In the
pressure overload-induced hypertrophied myocardium, the slope of relation between VO, and
isometric developed tension was increased [28,29], and the increased VO, was due to the
increased nonphosphorylating (state 4) mitochondrial respiration linked to CaZ* transport
[28], while in volume overload-induced hypertrophied myocardium, the slope was not different
from that of normal myocardium [30]. Therefore, It seems likely that in the aortic banded
hearts, the increased slope of the VO,-PV A relation is attributable to the increased VO, induced
by the increased nonphosphorylating mitochondrial respiration. This high slope could be
completely improved by gene transfer of SERCAZ2a or parvalbumin. We have speculated on
one possible mechanism for this; the overexpression of SERCAZ2a or parvalbumin restores the
increased cytosolic free Ca2* o normal levels and improves the enhanced Ca?* transport to
mitochondria, leading to the normal nonphosphorylating respiration of mitochondria. On the
other hand, the VOo-intercept (i.e., PVA-independent VO,) of the VO,-PVA relation, that
reflects VO, for non-mechanical works consisting of Ca?* handling during E-C coupling and
basal metabolism [26], did not differ among all the groups studied. Furthermore, there was no
significant difference in minute VO, for Ca2* handling and basal metabolism among all the
groups, showing that these minute VO, are affected neither by cardiac hypertrophy nor by
adenoviral gene transfer. In addition, the unchanged VO, for Ca2* handling found in the aortic
banded hearts suggests that SERCAZ2a, albeit down-regulated, can exert its function normally
because of a lower level of cytosolic free Ca2* during diastole in steady state of mechanically
unloaded and Ca?* unloaded hearts.

The most important finding of this study is that the O, cost of LV contractility, defined as the
slope of relation between Ca?* handling VO, and eEmax, was increased in the failing hearts,
and this increased O, cost could be restored to normal levels by short-term and long-term gene
transfer of SERCAZ2a or parvalbumin. The O cost of LV contractility is thought to indicate
the energy cost of Ca2* handling during E-C coupling in failing hearts where the Ca2*
responsiveness of myofilaments remains unchanged [31]. There seems three possible
mechanisms for the increased O, cost of LV contractility, which means the energy wasting in
Ca?* handling, in the aortic banded hearts. First, the molar coupling ratio of calcium to ATP
in SERCA2a was decreased due to increased Ca?* permeability of the SR membrane [32].
Such SERCA2a dysfunction would need more ATP to lower cytosolic Ca2* during relaxation.
Second, abnormal Ca2* leak through ryanodine receptor (RyR), caused by RyR conformational
change due to a partial loss of RyR-bound FK506-binding protein, was found in a canine model
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of heart failure [33]. This Ca2* leak via RyR will elevate basal cytosolic Ca2* levels during
diastole, leading to the futile Ca2* handling. However, the above-mentioned mechanisms
cannot fully explain the increased O, cost of LV contractility because of the down-regulated
SERCAZ2a expression in our aortic banded hearts. Finally, cardiac NaCaX expression was
reported to be up-regulated in heart failure [19,34,35]. Although NaCaX consumes no ATP to
remove cytosolic Ca2* in exchange with influx Na* on the basis of a stoichiometry of 3Na*:
1Ca2*, the influx Na* will be pumped out by Na*-K*-ATPase with a stoichiometry of 3Na*:
2K*:1ATP, resulting in the net stoichimetry of 1Ca2*:1ATP [36]. On the other hand, SERCA2a
removes cytosolic CaZ* on the basis of a stoichiometry of 2Ca2*:1ATP. Therefore, the Ca2*
extrusion via NaCaX leads to twice increase in energy expenditure compared with the Ca%*
uptake by SERCA2a. Thus it seems most likely that the energy wasting in Ca2* handling is
induced mainly by the enhanced NaCaX activity. Nevertheless, overexpression of SERCA2a
or parvalbumin was capable of restoring the high O, cost of LV contractility to normal levels
in the aortic banded hearts. The enhanced expression of SERCAZ2a or parvalbumin appears to
induce the decrease in the cytosolic free Ca2* level during diastole and thereby the decrease
in Ca2* extrusion via NaCaX, leading to the decrease in the energy cost of Ca2* handling,
namely, the decrease in the O, cost of LV contractility.

4.3. Therapeutic implications

In patients with congestive heart failure (CHF), inotropic agents improve contractility and
hemodynamics in the short term. However, they increase VO,, and subsequently induce an
energetic imbalance, followed by arrhythmias and worsening survival. Therefore, long-term
inotropic interventions have been shown to increase morbidity and mortality in patients with
CHF [37]. In this study, gene transfer of SERCAZ2a or parvalbumin was found to improve the
energy wasting both in chemomechanical energy transduction and in Ca2* handling during E-
C coupling in pressure-overload failing hearts. In a previous study [9], our group had already
shown improvement in mortality and energy reserve (measured by NMR) in the same model
of heart failure following short-term gene transfer of SERCAZ2a. Therefore, targeting Ca2*
handling in CHF may provide great advantage of efficient energy utilization over standard
inotropic agents.

4.4. Limitations of the study and future directions

In the present failing hearts, correction of the energetic dysfunction by SERCA2a
overexpression was accomplished, in a long-term transgene expression system of AAV1-based
vectors as well as in a short-term transgene expression system of adenoviral vectors. To further
confirm this finding, large animal studies are also required to verify these provocative results,
because the contribution of SERCA2a to the lowering of cytosolic CaZ* levels varies between
rodents and large mammals. In humans, about 75% of the Ca2* is removed by SERCA2a,
whereas in rodents 92% is removed by SERCAZ2a [1]. However, overexpression of SERCA2a
was capable of improving contractile function in failing human cardiomyocytes [38].
Therefore, SERCAZ2a overexpression is expected to be useful for improving LV energetic
function in failing human hearts. Taken together, large animal studies using AAV vectors are
indispensable for leading to clinical trials of gene therapy for CHF.

4.,5. Conclusions

High O, costs of total mechanical energy and of LV contractility in the aortic banded hearts
indicate the energy wasting both in chemomechanical energy transduction and in CaZ* handling
during E-C coupling. The gene transfer of CaZ* handling proteins (SERCA2a and parvalbumin)
was capable of correcting both the high O, costs. Thus the gene transfer of the Ca?* handling
proteins transforms the inefficient energy utilization into a more efficient state, and improves
not only mechanical but also energetic function in pressure-overload failing hearts. Gene
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transfer of CaZ* handling proteins may be a potential therapeutic strategy with the benefit of
efficient energy utilization.
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(A) End-systolic volume relation (closed symbols) and end-diastolic pressure-volume relation
(open symbols) in “Sham” (mand o), “Banding” (A and A) and “Banding+SERCA” (e and
o) hearts. Both relations were obtained by control volume-loading runs where balloon water
was changed from 0 to 0.1 ml by 0.025 ml. (B) Comparison of logistic time constants among
7 groups. Logistic time constants were obtained from a best-fit logistic curve of pressure-time
curve during isovolumic relaxation at midrange LV volume (0.05 ml of balloon water volume).
*P<0.05 compared to “Normal” and “Sham” groups. ¥P<0.05 compared to “Banding”,
“Banding+pgal” and “Banding+saline” groups. n=6 in “Normal”, n=6 in “Sham”, n=6 in
“Banding”, n=5 in “Banding+pgal”, n=5 in “Banding+saline”, n=6 in “Banding+SERCA”,
n=5 in “Banding+Parv”. (C) Linear relations between myocardial oxygen consumption per
beat (VO,) and systolic pressure-volume area (PVA) in “Sham” (m), “Banding” (A) and
“Banding+SERCA” (e) hearts.
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Comparison of eEmax at midrange LV volume, an index of LV contractility, among all groups.
*P<0.05 compared to “Normal”, “Sham”, “Banding”, “Banding+pgal” and “Banding+saline”
groups. n=6 in “Normal”, n=6 in “Sham”, n=6 in “Banding”, n=5 in “Banding+fgal”, n=5in
“Banding+saline”, n=6 in “Banding+SERCA”, n=3 in “Banding+AAV.SERCA”, n=5 in
“Banding+Parv”.
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(A) Linear relations between Ca2* handling VO2 and eEmax at midrange LV volume during
Ca?* inotropic run in “Sham” (m), “Banding” (A ) and “Banding+SERCA” (e) hearts. Slope
of these linear relations means oxygen cost of LV contractility. (B) Correlation between 02
costs for Ca2* and for dobutamine. In 17 heart preparations, dobutamine (78 M) inotropic run
was performed after CaZ* inotropic run. An equation of regression line is f(x) = 0.93x +
1.8X106, r = 0.96. (C) Comparison of oxygen costs of LV contractility among all groups.
*P<0.05 compared to “Normal” and “Sham” groups. #P<0.05 compared to “Banding”,
“Banding+pgal” and “Banding+saline” groups. n=6 in “Normal”, n=6 in “Sham”, n=6 in
“Banding”, n=5 in “Banding+pgal”, n=5 in “Banding+saline”, n=6 in “Banding+SERCA”,
n=3 in “Banding+AAV.SERCA”, n=5 in “Banding+Parv”.
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Immunoblots of SERCA2a and parvalbumin from left ventricular tissues of various groups.

J Mol Cell Cardiol. Author manuscript; available in PMC 2008 April 1.



Page 16

Sakata et al.

"dnoJb ,weys,, 01 pasedwod G0'0 > d

q

"dnoJb JewloN,, 01 pasedwod G0'0 > n_m.

'SLIR3Y 4O JAQUINU ‘U B]9LIUBA 1B ‘AY ‘9]01IUBA Yo ‘AT yBiam Apog ‘Mg "AS F UBBW Se UMOUS aJe BIep [

qe 6207 18T S0'0F 250 qe PZOFZET 2 GET'0 ¥ G9G'T £20°0 7 882°0 qe STTOF 22T 75 F 55 S Aled + Buipueg
qe EV0 S8 STOF .50 qe 82082 e G6T0F2P9T 190°0 ¥ G20 qe SETOFLIET 9v ¥ 085 9 VOY3S + Buipueg
qe €1078L¢C LO0F 60 qe CT0F62C qe 09T'0 ¥ 66L'TT 200 ¥ ZTE0 qe VOT0F88Y7'T 65 ¥ 8Y9 S autfes + Buipueg
qe 9107992 SO0 F IS0 qe VTOF9TC 2 L0207 819'T Zv0'0 ¥ 900 qe 9LTOFCIET G9 ¥ 209 g [e6g + Buipueg
qe0E0F 1T 1007050 qe YZ0F T2 e EVTOFE€S9'T G20'0 ¥ 200 qe LCTOF1SET €5 ¥ 719 9 Buipueg
0T0¥ 12T SO0 F LY0 900 F vL'T 65T°0 7 88T 6v0°0 F L62°0 GTT0F160'T €5 ¥ 129 9 weys
TT0¥ 81T S0'0¥ 870 800 ¥ 69'T ¥80°0 ¥ TOE'T 2200 78820 9,00 F V10T € ¥ 866 9 [EWION
(-0TX) (-0TX)
METASEAT Ma/AY (;-0TX) ME/AT (6) AY+AT (6) Ay ) A1 (6) ma u dnoio
sasA[eue oLnawoydion
T algelL

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

J Mol Cell Cardiol. Author manuscript; available in PMC 2008 April 1.



Page 17

Sakata et al.

‘dnoJb ,aulfes + Buipueg,, 01 pasedwod G0'0 > n_w

‘dnoJb Jebgd+ Buipueg,, 03 pasedwod 500 > n__U

‘dnouf Buipueg,, 01 pasedwod 00 > n_o

‘dnouf weys,, 01 pasedwod 50°0 > ag

*dnoib . JewloN,, 01 patsedwod GO0 > n_m

'SpeaY 40 JaqINU ‘U {(3WINJOA JSJeM UOO|[eq JO |W T°0) SWN|OA JE[NOLIUSA 3] WNLWIXeW Je PaAIasqo ainssaid a1jolseip-pus ‘T°04a3

‘uole[al awnjoA-ainssaid 2110IseIP-pUB 40 1d32J83ul swnjoA ‘NA

{1-[("A-A).gldxa},w=da3 uonenba ayy ui sis1eweled ate g pue ,\ ‘Uoejal swnjoA-ainssald o1joiselp-pus ‘YAdA3

‘(3WINjOA Ja¥em UOO|[eq JO |W T'0) SWNJOA JBNJLIUSA Ja| WNWIXeW Je panIasqo ainssaid o1joisAs-pus ‘T'04s3

‘uolie|al awnjoA-ainssaid 21103sAs-pus Jo 1dadisiul swnjoA ‘OA

{I(OA-N)g-]dxe-T}w=dS3 uoirenba ay ul sislawiered ase g pue \ ‘Uolje|al awnjoA-ainssald 91]01SAS-pua ‘“YAdST "AS F UeaW Se UMOYS ale elep ||V

8'€F.L'9T qe P00'0FL50'0 6'0TFL'EE ST'TFET apo TE¥CET qe Y00'0FLY0'0 £'81F9'LY op 6EF8EC g Aed + Buipueg
00 LTFTT qe S0007970'0 2T 95°E¥51'C apo 9V¥012 qe S00'0790'0 eT'0E79'59 pdrF90Z 9 VOY3S + Buipueg
qe 867872 qe S00'0%0¥0'0 vIFYLE v.TFS1'C qe 6T78TT qe S00°070¥0'0 £9TFE'LT ©ZZFGST g auljes + Buipueg
0'€FT'ST qe L00'0FL70°0 9'ZIFOVE 6L2FCT'T qe L7821 qe L000FLY0'0 £8'9270°L5 qe VZFEET g [ebg+ Buipueg
ol 9F12T qe S00'0%570°0 SGFYEY GE'0FE6°0 qe LZFOET qe'S00'0¥570'0 v'L17E'Se SYFLLT 9 Buipueg
LYFYeT 800°0F7.0'0 §'9%0'87 LOTFIY'T GT¥88T 800°0F1L0°0 9'TCF6'SY 0ZF16T 9 weys
0'v¥8'6 L00°06.0°0 ZTIFI'8C 0r'0FSE0 GT¥88T 100°0¥6.0°0 V'SFCET 02F122 9 [eWION
(PHWW) T'0da3 (B/1w) nA (lw/r) .4 (BHWW) v (PHWW) T°0dS3 (B/1w) oA (wr) g (PHWW) v u dnoto
dAda3 dAdS3
SolueyIaW A JO S3|qeLieA
¢ 9|gel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

J Mol Cell Cardiol. Author manuscript; available in PMC 2008 April 1.



Page 18

Sakata et al.

‘dnoif auifes + Buipueg,, 01 pasedwod GO0 > am

‘dnouf Jeby + Buipueg,, 01 pasedwod 500 > n_u

‘dnouf . Buipueg,, 01 pasedwod 500 > ao

‘dnouf weys,, 01 pasedwod 50'0 > n_n

"dnoJb JewloN,, 01 pasedwod G0'0 > n_m.

*UOI19RIIU0I (J81eM UOO[|R] 4O 981} “'8°1) papeojun Ajjealueydsw 1o} axnuiw Jad O WoJ) Wsijogelaw eseq Jos axnuiw Jad COA Bunoengns
Aq paureiqo sem Buijdnoa D-3 Joy ainuiw Jad COA "1sa.ie padnpul-|D 3 Japun sueay syl Ul Panseall Sem WsIjogeIsw [eseq 1oy sinuiw Jad COA "SUBay JO Jaquinu ‘U ‘UoIoeiuod-uolielioxs ‘0-3

‘eale awnjoA-ainssald 91101SAS “WAd ‘1eaq Jad uondwnsuod uabAxo [eipsedoAw ‘COA "AS F Ueaw Se UMOYS aJe Blep ||V

T' /%769 TY¥0°2€ Z£0°0705€°0 apo VEOFLET g Aed + Buipueg
6°.T%9'8L L'TFEE 790°0FLLE0 apo €C'0F60°T 9 VOu3Ss + Buipueg
8'TT+.¢9 €'€¥9'8¢ 9€0°0¥¥0€°0 gm.ov.oﬂi.m S aulfes + Buipueg
SETFL'9S VEFT'SE vv0'0F0TE0 qe'SC'0761°C 5 [eBg + Buipueg
8TTFr'2L T'E¥8'€E 0v0'0FY9E0 qe C8'0719'C 9 Buipueg
€'GT8TL Y'EF9'6C 920°0¥8YE0 v2'0792'T 9 weys
7'E€TFE'09 7'€F0'6C €70'0FE€0E°0 6C0FET'T 9 [eWION
Buijdnod o-3 wisijogelsN [eseg r.m r._E u dnoio
; . - ¥e8q £0 |) 1de0saIuI-FON PHWW - 20 i, 0TX) 8dols
(1B puw - 2o ) snunw sad ZOA uonejal VAd-SON
sonablisus A7 JO So|qeLeA
€9|gel

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

J Mol Cell Cardiol. Author manuscript; available in PMC 2008 April 1.



1duasnue Joyiny vd-HIN 1duasnue Joyiny vd-HIN

1duosnue Joyiny vd-HIN

Sakata et al. Page 19

Table 4
ESP at midrange left ventricular volume in response to Ca 2* infusion

Group N ESPMLVV before Ca® ESPMLVV during Ca** Increase in ESPmLVV
infusion (mmHg) infusion (mmHg) (mmHg)
Normal 6 114.2 +26.0 168.2 +24.8 54.0+18.1
Sham 6 1445+ 227 199.8+21.7 553+12.2
Banding 6 86.1+26.7 98.8 + 28.9,20 127462
Banding + pgal 5 94.6 + 26.8 115.0 + 34.8.2 20.3+9.80
Banding + saline 5 91.1+215 114.7 +18.6° 236+7.1,20
Banding + SERCA 6 154.1 + 58.2,6d¢ 198.8 + 62.6,04¢ 44.7+ 147,08
Banding + Parv 5 1706 + 26.1,00¢ 231.8 + 34,1,3¢08 61.2 +11.2,50€

All data are shown as mean + SD.

ESPmLVV, end-systolic pressure observed at midrange left ventricular volume (0.05 ml of balloon volume); n, number of hearts.

ESPmLVV during Ca2* infusion was obtained in a steady state of hearts after intracoronary infusion of 1% CaCl2 at a 6 ml/h infusion rate for at least 4
minutes.

aP < 0.05 compared to “Normal” group.

bP < 0.05 compared to “Sham” group.

CP < 0.05 compared to “Banding” group.

dP < 0.05 compared to “Banding + Bgal” group.

eP < 0.05 compared to “Banding + saline” group.
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