
R eversible protein phosphorylation
and dephosphorylation mediated
by cellular protein kinases and pho-

sphatases represents one of the most ele-
gant molecular regulatory mechanisms in
nature,1 responsible for control of process-
es as diverse as glycolysis, cell-cycle control
and cardiac function. In times of stress,
adrenergic signaling is activated through-
out the body. In the heart, this leads to
increased phosphorylation of various
phosphoproteins, such as phospholam-
ban, the L-type calcium channel, the ry-
anodine receptor, and troponin I.2 These
phosphorylation events coordinate the
increase of several indices of cardiac con-
tractility, including cardiac inotropy and
lusitropy.

Among these cardiac phosphoproteins,
phospholamban is a key determinant of sar-

coplasmic reticulum calcium cycling and
cardiomyocyte relaxation. This small, 52-
amino-acid protein is subject to reversible
phosphorylation by protein kinase A and
dephosphorylation by protein phosphatase
1.2,3 In its dephosphorylated state, phos-
pholamban reduces the calcium affinity of
the cardiac sarcoplasmic reticulum ATPase
(SERCA). Increased adrenergic drive ac-
tivates protein kinase A, which phospho-
rylates phospholamban, resulting in de-
creased inhibition of SERCA.4 This results
in enhanced sarcoplasmic reticulum calci-
um cycling, improved relaxation and aug-
mented contractility.4 When the protein
kinase A activity decreases, protein phos-
phatase 1 dephosphorylation of phospho-
lamban predominates, restoring phospho-
lamban to its inhibitory, dephosphorylated
form.3
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In failing hearts, the normal function of the adren-
ergic signaling axis is compromised5,6 and the activity of
the protein phosphatase 1 is increased.7,8 This results in
an overall decreased level of phospholamban phospho-
rylation, contributing to reduced sarcoplasmic reticulum
calcium uptake9-15 and diastolic calcium overload,16,20

which are characteristic features of heart failure.
In addition, decreased sarcoplasmic reticulum

calcium cycling causes a gradual depletion of sar-
coplasmic reticulum calcium stores, ultimately result-
ing in decreased levels of systolic calcium release.4 In-
terestingly, augmentation of sarcoplasmic reticulum
calcium cycling by inhibition or ablation of phospho-
lamban has shown significant promise in reversing or
attenuating heart failure progression.21-23 A key ap-
proach in reducing phospholamban activity includes
inhibition of the phospholamban phosphatase, which
results in higher calcium cycling and contractility.24-26

To investigate the physiological and pathophysio-
logical relevance of inhibiting the phospholamban
phosphatase in the normal and failing heart, several
lines of studies were carried out. Specifically, a constitu-
tively active form of the inhibitor-1 protein, a potent
and specific inhibitor of the protein phosphatase 1, was
expressed in normal and failing hearts using transgene-
sis and adenoviral gene transfer technologies.24 Cardiac-
specific expression of this inhibitor protein was associated
with increases in cardiac contractility, linked to increased
phosphorylation of phospholamban.24,26 Interestingly,
this strategy was not associated with any changes in the
phosphorylation or activity of other cardiac phospho-
proteins, including troponin I, the ryanodine receptor,
or the L-type calcium channel. Parallel studies in trans-
genic mice and gene delivery studies in a rat model of
heart failure yielded similar results with respect to
phospholamban and phosphoprotein phosphorylation,
suggesting that the effects of inhibitor-1 were predomi-
nantly linked to inhibition of phospholamban dephos-
phorylation. Based on these findings, it was suggested
that inhibitor-1 may constitute a new therapeutic target
to augment cardiac function in the failing myocardium.

However, it was important to investigate whether
long-term expression of the inhibitor-1 protein, and
the associated increased contractility, gave rise to sig-
nificant changes in the expression of other cardiac
proteins, which could contribute to or compromise
the enhanced function. While the transgenic method-
ology is a useful tool in investigating the functional role
of proteins, chronic elevation in the levels of a protein
is often associated with many secondary adaptations,
including compensatory increases and/or decreases in

several proteins.27,28 Previous proteomic studies in a
hyperdynamic model of cardiac function, linked to
genetic ablation of phospholamban, revealed in-
creased expression of proteins that regulate energy
production, myofilament dynamics, and stress-re-
sponse pathways.27,28

In this study, the powerful and unbiased proteom-
ic methodology was implemented to uncover com-
pensatory changes associated with long term expres-
sion of the protein phosphatase 1 inhibitor-1. Herein,
we present the identification of key protein alter-
ations in metabolic and oxido-reductive pathways in
this model of hyperdynamic cardiac function, and
provide valuable insights into alterations associated
with inhibitor-1 therapy in heart failure.

Materials and Methods

Sample preparation

Hearts were excised from 3 wild-type and 3 constitutive-
ly active inhibitor 1 (I-1c) expressing male mice at 3-4
months of age. Connective tissue was trimmed, and the
whole heart was finely powdered, using a liquid nitrogen
cooled mortar and pestle. The homogenization buffer
consisted of 9.5 M urea, 2% CHAPS, 1% DTT, and
0.8% Pharmalyte pH 3-10. This extract was centrifuged
for 1 hour at 10,000 g and 4o C. Aliquots of the extract
were saved for calculation of protein concentration. 

Two-dimensional gel electrophoresis

Two-dimensional gel electrophoresis was carried out at
the University of Cincinnati Proteomics Core, as previ-
ously described.27 The gel was removed from the stain-
ing tray and placed onto the imaging tray of the Investi-
gator ProImage CCD camera (Genomic Solutions) for
image acquisition (multiple exposures). Images were
saved as TIFF files for export into the image analysis
software. Image analysis, including evaluation of statis-
tical significance, was completed using HT Analyzer
v3.1 (Genomic Solutions/Non-Linear Dynamics).

In-gel digestion of proteins for mass spectrometry

The protein-acrylamide complex was de-stained and
then dehydrated with 25 ÌL of 1:1 50 mM ammonium
bicarbonate: acetonitrile for 10 minutes. Dehydrated gel
pieces were treated with dithiothreittol and iodoacetic
acid to reduce and alkylate the cysteine. The gel was
washed 2 times with 50 mM ammonium bicarbonate and
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then dried in a vacuum centrifuge. Following this, diges-
tion with 20 ng/Ìl trypsin (10 Ìl) was carried out
overnight. Peptides were extracted using 5% formic acid.

Matrix-assisted laser desorption/ionization time-of-
flight analysis

Matrix-assisted laser desorption/ionization time of flight
analysis (MALDI-TOF) was carried out by the Mass
Spectroscopy Core at the University of Cincinnati, as
previously described.27 The resulting spectra from
MALDI-MS were used to search the SWISSPROT and
NCBI databases with the MASCOT algorithm.

MASCOT analysis

For each excised protein, a set of unique trypsinized
protein fragments exhibited a particular set of mass-to-
charge ratios. Based on these ratios, a numerical value
was assigned for the predicted protein. This was based
on the similarity of the observed mass-to-charge ratios
with the predicted ratios for each protein; a score gre-
ater than 46 indicated a statistically significant probabili-
ty of correct protein identification (p<0.05). Only posi-
tively identified proteins that met this statistical criterion
were included in this manuscript. Six out of eight pro-
tein spots excised were positively identified in this way.

Results

Proteomic analysis of active inhibitor-1 expressing hearts

Hearts were excised from three individual wild-type and

active inhibitor-1 expressing male mice and processed
for two dimensional proteomic analysis, using a pH 3 to
10 range isoelectric focusing strip, followed by immedi-
ate polyacrylamide gel electrophoresis. Upon comple-
tion and staining of the gels, a comparison was carried
out between the wild-type and transgenic proteome. Us-
ing image analysis software, 321 prominent protein
spots were matched between wild-type and inhibitor-1
hearts. Statistically significant changes were found in 28
of the 321 protein spots which were compared (p<0.05).
Inhibitor-1 expressing hearts exhibited increased expres-
sion of 12 proteins and decreased expression of 16 pro-
teins, compared to isogenic, age- and sex-matched wild-
type cohort hearts. Of the 12 proteins increased in the
inhibitor-1 hearts, 8 proteins were processed for mass
spectroscopic analysis, based on protein yield from the
corresponding spots on 2D gels.

Identification of proteins with increased expression in
the protein phosphatase 1 inhibitor-1 hearts

On MASCOT analysis of protein fragments, 6 out of
the 8 proteins processed were positively identified, at
a level of statistical significance based on mass/charge
ratio of trypsinated fragments (Figure 1, Table 1).

Increased expression of several metabolic proteins
was observed. Spot #125, which was increased by 11.63
fold in the transgenic inhibitor-1 hearts, was identified
as hydroxyacyl CoA dehydrogenase II (Hadh2). This
protein is alternatively known as SCHAD, a mitochon-
drial protein and member of the short-chain dehydroge-
nase family of proteins, responsible for oxidation of free
fatty acids. The empirically determined isoelectric
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Figure 1. Proteomic analysis of active inhibitor-1 ex-
pressing hearts. Comparative proteomic analysis of
wild-type and active inhibitor-1 expressing (I-1c)
transgenic hearts (n=3 each) indicated statistically
significant changes in 28 proteins. 12 proteins were
increased in the I-1c expressing transgenic hearts
(green), while 16 proteins were decreased in the I-1c
expressing transgenic hearts (yellow). Of the 12 in-
creased proteins, 8 protein spots (20, 100, 102, 142,
163, 146, 103, 125) were excised, digested and pro-
cessed for identification via mass-spectroscopy. Of
these proteins, 6 were positively identified, including:
spot 100 (Anxa5: 3.2 fold increased; Annexin A5),
spot 163 (Atp5a1: 4.05 fold increased; Mitochondrial
Proton-ATPase, Alpha Subunit), spot 146 (Prdx2:
7.029 fold increased; Peroxiredoxin 2), spot 103
(Efhd2: 8.2 fold increased; EF-hand containing pro-
tein 2, Swiprosin-1) and spot 125 (Hadh2: 11.6 fold
increased; Hydroxyacyl CoA Dehydrogenase II).



point for this protein was 7.87 versus the predicted
9.1. This discrepancy may also be attributed to post
translational modifications of this protein, which may
include phosphorylation. Fatty acid oxidation is the
predominant source of energy in the normal, non-fail-
ing heart; upregulation of a key enzyme involved in this
process may indicate an important compensatory adap-
tation in the inhibitor-1 heart. It is likely that increased
cardiac function in these hearts was associated with up-
regulation of the metabolic machinery, illustrating the
close link between cardiac function and energetics.

Next, spot #163 was identified as the mitochondrial
H+-ATPase alpha subunit (Atp5a1). Interestingly, the
actual and calculated isoelectric points again differed
markedly for this protein (actual: 6.89 versus predicted
of 9.22), while the actual and predicted molecular
weights were similar. The more acidic isoelectric point
of the mitochondrial ATPase subunit identified may al-
so represent phosphorylation of this protein. The
Atp5a1 mitochondrial ATPase alpha subunit repre-
sents an important, enzymatically active member of the
F0-F1 mitochondrial ATPase complex, which is the fi-
nal electron acceptor in the mitochondrial electron
transport chain, allowing for the generation of ATP, a
critical energy source in the heart. The parallel increase
in key enzymes responsible for fatty acid oxidation and
ATP synthesis in this model of hyperdynamic cardiac
function further illustrates the energetic adaptations in
hearts with increased contractility.

Significant differences were also uncovered in pro-
teins involved in calcium binding and reduction of ox-
idative stress. Specifically, spot #146 (7.03 fold elevat-
ed) was identified as peroxiredoxin 2 (Prdx2). The em-
piric and theoretically determined pI and MW were
both similar for this protein. The functional significance
of peroxiredoxin 2 in the heart has not been previously
explored, though current literature supports that the
peroxiredoxin family of proteins plays an important
role in preventing free radical damage.29,30

The proteomic analysis also revealed a significant
increase in other, less well characterized proteins.
The level of the EF-hand containing protein 2
(Efhd2), known as swiprosin-1 (spot #103), was ele-
vated 8.2 fold in the active inhibitor-1 expressing
heart relative to the wild-type control. The actual
pI/MW of this protein was 4.56/30.7 versus the pre-
dicted 5.72/35.9. One of the limitations of proteomic
analysis is that this method is more likely to uncover
differences in highly expressed proteins. Thus, it is
likely that this protein is highly expressed in the heart
and may represent an important calcium binding
player. Other protein changes identified included an-
nexin A5 (spot #100), which was increased 3.24 fold
in the active inhibitor-1 expressing hearts. In addi-
tion, the levels of the uncharacterized cDNA
2310005O14Rik were increased 3.46 fold in the active
inhibitor-1 overexpressing hearts relative to the wild-
type cohorts (spot #102).
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Table 1. Proteomic changes in active protein phosphatase 1 inhibitor-1 expressing hearts.

Fold 
Spot Change Mass Spec ID Accession # Symbol pI pI MW MW
# (I-1c/WT) (DET) (EST) (DET) (EST)

100 3.244 Annexin A5 AAH03716 Anxa5 4.34 4.83 32092 35716

102 3.463 RIKEN cDNA AAH36386 2310005 4.69 5.6 30740 35061
O14Rik

163 4.05 Mitochondrial H+- AAH14854 Atp5a1 6.89 9.22 51904 59716
ATPase Alpha Subunit

146 7.029 Peroxiredoxin 2 BAB27093 Prdx2 4.63 5.2 20420 21797

103 8.209 Swiprosin-1 (EF-hand BAC33348 Efhd2 4.56 5.72 30692 35969
Containing Protein 2)

125 11.633 Hydroxyacyl CoA BAB28800 Hadh2 7.87 9.1 24866 27257
Dehydrogenase II

pI (DET) – Iso-electric point detected on the 2-D gel; pI (EST) – Iso-electric point estimated by primary protein sequence (SWISS-PORT Database); MW
(DET) – Molecular weight determined on the 2-D gel; MW (EST) – Molecular weight estimated by primary sequence (SWISS-PORT Database).



Discussion

In an effort to better understand the molecular changes
associated with chronic expression of the protein
phosphatase 1 inhibitor-1, an important regulator of
cardiac contractility and a promising therapeutic tar-
get, we carried out cardiac proteomic analysis, which
allows for a whole-scale, unbiased examination of
protein changes. In this process, significant increases
were uncovered, mainly in proteins involved in car-
diac metabolism and reduction of oxidative stress.
These protein changes may represent important ada-
ptations in a hyperdynamic heart, and comparison of
these findings to the pathological changes in heart
failure reveals a unique pattern, which may be clini-
cally important.

Critical alterations In fatty acid oxidation and
mitochondrial oxidative reductive machinery

The active inhibitor-1 expressing hearts exhibited sig-
nificant increases in metabolic enzymes consistent
with increased energetic demands and energy produc-
tion. An 11.6-fold increase was observed in the levels
of hydroxyacyl coA dehydrogenase II, an important
enzyme in the breakdown of fatty-acid chains into
acetyl-coA, which is the predominant metabolic
process in the heart. In addition, active inhibitor-1 ex-
pressing hearts exhibited a 4.05-fold increase in the
levels of the mitochondrial proton ATPase-alpha sub-
unit, consistent with increased metabolic activity.
Cardiac metabolism in the normal and failing heart
represents an important and emerging field of re-
search. Investigators have shown that heart failure is
mainly associated with a decrease in fatty acid oxida-
tion and an increase in glycolysis.31 The non-failing
heart derives the majority (70-80%) of its high ener-
getic requirements from fatty acids and the remain-
der from glycolysis (20-30%). In the failing heart,
however, there is a shift towards glycolysis; this shift
has often been described as a shift towards the fetal
phenotype, where glycolysis plays a more prominent
role.32,33 Ultimately, the downregulation of the fatty
acid oxidation pathway and increased energetic de-
mands of the failing heart lead to a 25-30% decrease
in the cell’s steady state ATP levels32,33 and decreased
levels of phosphorylated creatine.34,35

A reduction in overall available energy may be a
critical deficit in heart failure, and should be amenable
to new therapeutic strategies targeting cardiac metabo-
lism. 

In our current murine model of hyperdynamic
cardiac function, induced by inhibition of the protein
phosphatase 1 inhibitor-1, there was upregulation of
critical enzymes in the fatty-acid oxidation and oxida-
tive phosphorylation pathways. Interestingly, previous
studies in another hyperdynamic model of cardiac
function, generated by phospholamban ablation,
yielded similar results.27 Phospholamban null hearts
also exhibited significant increases of enzymes in-
volved with fatty acid oxidation, including increases in
short chain Acyl-CoA dehydrogenase (ACDS) and
medium chain Acyl-CoA dehydrogenase (ACDM)
levels.27 Future studies using the inhibitor-1 to benefit
the failing heart may utilize state-of-the-art technolo-
gies to simultaneously measure cardiac function and
metabolism, using 31P NMR spectroscopy,31 and de-
termine whether similar energetic alterations enhanc-
ing fatty acid oxidation may also be present in heart
failure. 

Upregulation of peroxiredoxin-2: a novel cardiac oxido-
reductive enzyme

Another key change uncovered in the inhibitor-1 ex-
pressing hearts was increased levels of peroxiredoxin 2,
which scavenges and reduces hydrogen peroxide. Im-
portantly, the increase in the levels of peroxiredoxin 2
in the heart may be tied to the critical changes in meta-
bolic machinery, discussed above. A major conse-
quence of increased cardiac metabolism is the signifi-
cant increase in formation of oxidative radicals at the
level of the cellular NAD(P)H oxidases in the mito-
chondrial electron transport chain.36 This mechanism
represents a major source of free radical generation in
cells.36 Generally, increased levels of free radicals can
be damaging to tissue, causing significant lipid peroxi-
dation and protein nitration, ultimately leading to cellu-
lar dysfunction. Indeed, transgenic overexpression of
peroxiredoxin 3 in the mouse heart was shown to fore-
stall heart failure progression in a model of myocardial
infarction-induced heart failure, highlighting the impor-
tance of mitochondrial oxidative stress reduction in the
progression of heart failure.37 Complementary to this
gain-of-function experiment, genetic ablation of perox-
iredoxin 6 was shown to increase the susceptibility to is-
chemia-reperfusion injury.38

Interestingly, proteomic analysis of the hyperdy-
namic inhibitor-1 expressing and phospholamban
knockout hearts indicated parallel increases in the levels
of peroxiredoxin 2. This protein was elevated by approx-
imately 7 fold in the inhibitor-1 expressing hearts and
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approximately 4 fold in the phospholamban ablated
hearts. The increase in peroxiredoxin 2 in these models
may represent an essential adaptation of the hyperdy-
namic heart to neutralize oxidative stress generated by
increased oxido-reductive activity. This energetic adap-
tation may also be important in heart failure, where
multiple anatomic and molecular factors converge to in-
crease the net energetic demands on the heart. 

Additional proteomic findings in the inhibitor-1 hearts

In addition, the active inhibitor-1 expressing hearts
exhibited increased levels of calcium binding or
buffering proteins. The active inhibitor-1 hearts ex-
pressed increased annexin 5 levels. Annexins are cal-
cium and phospholipid binding proteins. Many an-
nexins (A2, A4, A5, A7) are expressed in the heart
and are reported to control various aspects of vascu-
lar and cardiac function.39 Interestingly, hyperdynam-
ic phospholamban knockout hearts also exhibited in-
creased expression of annexin 2.27 The exact role of
each annexin in the heart remains to be elucidated.39

Annexin 5 is predominantly expressed in cardiomy-
ocytes and apoptotic signaling triggers its transloca-
tion to the cytosolic face of the sarcolemmal mem-
brane.40 Assays for apoptosis in the active inhibitor-1
expressing heart (TUNEL assays), however, have re-
vealed no increase of DNA fragmentation, which rep-
resents a critical event in programmed cell death.
Thus, the functional significance of elevated annexin
5 in the inhibitor-1 expressing heart remains unclear.

Active inhibitor-1 expressing hearts also exhibited
an increase (spot 103, 8.2 fold increased) in swipro-
sin-1, a novel EF-hand containing protein. Little is
currently known about the role of swiprosin-1 in the
cardiomyocyte. However, bioinformatic analysis indi-
cates that swiprosin-1 contains 2 EF-hand domains,
suggesting that it may be a buffer for cations, such as
calcium, in the heart. Currently, swiprosin-1 has been
identified in human lymphocytes;41 further investiga-
tions may reveal its function in cardiac muscle. Due
to the bias of in-gel proteome analysis towards abun-
dant proteins, it is likely that swiprosin-1 represents a
highly expressed cation binding protein in the heart.
Further investigations are necessary to uncover the
role and localization of this protein.

Conclusions and clinical significance

In summary, findings from this study illustrate an in-
teresting protein alteration pattern in the hyperdy-

namic heart, associated with increased expression of
inhibitor-1. The increased cardiac energetic demand
resulted in compensatory upregulation of the meta-
bolic machinery involved with fatty acid oxidation.
This may have increased the levels of oxidative radi-
cals, leading to upregulation of a key cardiac enzyme
(peroxiredoxin 2) responsible for quenching of oxida-
tive stress. Future studies may further investigate the
functional significance of increased inhibitor-1 activi-
ty in the failing heart and the potential associated in-
creases in fatty acid oxidation and peroxiredoxin 2 ac-
tivity, which may provide additional benefits to the
starved heart. 

Acknowledgements

This work was supported in part by grants from the Na-
tional Institutes of Health: HL26057, HL64018 and
HL77101 (EGK), and HL07382 (AP), and the Leducq
Foundation.

References

1. Hunter T: Protein kinases and phosphatases: the yin and yang of
protein phosphorylation and signaling. Cell 1995; 80: 225-236.

2. Bers DM: Cardiac excitation-contraction coupling. Nature
2002; 415: 198-205.

3. Carr AN, Schmidt AG, Suzuki Y, et al: Type 1 phosphatase, a
negative regulator of cardiac function. Mol Cell Biol 2002; 22:
4124-4135.

4. MacLennan DH, Kranias EG: Phospholamban: a crucial reg-
ulator of cardiac contractility. Nat Rev Mol Cell Biol 2003; 4:
566-577.

5. Bristow MR, Ginsburg R, Minobe W, et al: Decreased cate-
cholamine sensitivity and beta-adrenergic-receptor density in
failing human hearts. N Engl J Med 1982; 307: 205-211.

6. Bristow MR, Hershberger RE, Port JD, et al: Beta 1- and be-
ta 2-adrenergic receptor-mediated adenylate cyclase stimula-
tion in nonfailing and failing human ventricular myocardium.
Mol Pharmacol 1989; 35: 295-303.

7. Neumann J: Altered phosphatase activity in heart failure, in-
fluence on Ca2+ movement. Basic Res Cardiol 2002; 97 (Suppl
1): 191-195.

8. Neumann J, Eschenhagen T, Jones LR, et al: Increased ex-
pression of cardiac phosphatases in patients with end-stage
heart failure. J Mol Cell Cardiol 1997; 29: 265-272.

9. Bailey BA, Houser SR: Calcium transients in feline left ven-
tricular myocytes with hypertrophy induced by slow progres-
sive pressure overload. J Mol Cell Cardiol 1992; 24: 365-373.

10. Bentivegna LA, Ablin LW, Kihara Y, et al: Altered calcium
handling in left ventricular pressure-overload hypertrophy as
detected with aequorin in the isolated, perfused ferret heart.
Circ Res 1991; 69: 1538-1545.

11. Brooks WW, Bing OH, Litwin SE, et al: Effects of treppe and
calcium on intracellular calcium and function in the failing
heart from the spontaneously hypertensive rat. Hypertension
1994; 24: 347-356.

Protein Alterations and Hyperdynamic Cardiac Function

(Hellenic Journal of Cardiology) HJC ñ 35



12. Gwathmey JK, Copelas L, MacKinnon R, et al: Abnormal in-
tracellular calcium handling in myocardium from patients
with end-stage heart failure. Circ Res 1987; 61: 70-76.

13. Moore RL, Yelamarty RV, Misawa H, et al: Altered Ca2+ dy-
namics in single cardiac myocytes from renovascular hyper-
tensive rats. Am J Physiol 1991; 260(2 Pt 1): C327-337.

14. Perreault CL, Shannon RP, Komamura K, et al: Abnormali-
ties in intracellular calcium regulation and contractile func-
tion in myocardium from dogs with pacing-induced heart fail-
ure. J Clin Invest 1992; 89: 932-938.

15. Siri FM, Krueger J, Nordin C, et al: Depressed intracellular cal-
cium transients and contraction in myocytes from hypertro-
phied and failing guinea pig hearts. Am J Physiol 1991; 261(2 Pt
2): H514-530.

16. Bartel S, Stein B, Eschenhagen T, et al: Protein phosphoryla-
tion in isolated trabeculae from nonfailing and failing human
hearts. Mol Cell Biochem 1996; 157: 171-179.

17. Brush MH, Weiser DC, Shenolikar S: Growth arrest and DNA
damage-inducible protein GADD34 targets protein phos-
phatase 1 alpha to the endoplasmic reticulum and promotes de-
phosphorylation of the alpha subunit of eukaryotic translation
initiation factor 2. Mol Cell Biol 2003; 23: 1292-1303.

18. Hasenfuss G, Meyer M, Schillinger W, et al: Calcium handling
proteins in the failing human heart. Basic Res Cardiol 1997;
92(Suppl 1): 87-93.

19. Mishra S, Gupta RC, Tiwari N, et al: Molecular mechanisms
of reduced sarcoplasmic reticulum Ca(2+) uptake in human
failing left ventricular myocardium. J Heart Lung Transplant
2002; 21: 366-373.

20. Schwinger RH, Bolck B, Munch G, et al: cAMP-dependent
protein kinase A-stimulated sarcoplasmic reticulum function
in heart failure. Ann N Y Acad Sci 1998; 853: 240-250.

21. del Monte F, Harding SE, Dec GW, et al: Targeting phospho-
lamban by gene transfer in human heart failure. Circulation
2002; 105: 904-907.

22. Eizema K, Fechner H, Bezstarosti K, et al: Adenovirus-based
phospholamban antisense expression as a novel approach to
improve cardiac contractile dysfunction: comparison of a con-
stitutive viral versus an endothelin-1-responsive cardiac pro-
moter. Circulation 2000; 101: 2193-2199.

23. He H, Meyer M, Martin JL, et al: Effects of mutant and anti-
sense RNA of phospholamban on SR Ca(2+)-ATPase activity
and cardiac myocyte contractility. Circulation 1999; 100: 974-
980.

24. Pathak A, del Monte F, Zhao W, et al: Enhancement of cardiac
function and suppression of heart failure progression by inhibi-
tion of protein phosphatase 1. Circ Res 2005; 96: 756-766.

25. Carr A, Kranias EG: Type-1 phosphatase activity is a critical
regulator of b-adrenergic contractile responses and remodel-
ing in the heart. MCB 2001.

26. El-Armouche A, Rau T, Zolk O, et al: Evidence for protein
phosphatase inhibitor-1 playing an amplifier role in beta-adren-
ergic signaling in cardiac myocytes. Faseb J 2003; 17: 437-439.

27. Chu G, Kerr JP, Mitton B, et al: Proteomic analysis of hyper-
dynamic mouse hearts with enhanced sarcoplasmic reticulum
calcium cycling. Faseb J 2004; 18: 1725-1727.

28. Pan Y, Kislinger T, Gramolini AO, et al: Identification of bio-
chemical adaptations in hyper- or hypocontractile hearts from
phospholamban mutant mice by expression proteomics. Proc
Natl Acad Sci USA 2004; 101: 2241-2246.

29. Lehman JJ, Kelly DP: Gene regulatory mechanisms govern-
ing energy metabolism during cardiac hypertrophic growth.
Heart Fail Rev 2002; 7: 175-185.

30. Osorio JC, Stanley WC, Linke A, et al: Impaired myocardial
fatty acid oxidation and reduced protein expression of retinoid
X receptor-alpha in pacing-induced heart failure. Circulation
2002; 106: 606-612.

31. Ingwall JS, Weiss RG: Is the failing heart energy starved? On
using chemical energy to support cardiac function. Circ Res
2004; 95: 135-145.

32. Starling RC, Hammer DF, Altschuld RA: Human myocardial
ATP content and in vivo contractile function. Mol Cell Bio-
chem 1998; 180: 171-177.

33. Nascimben L, Ingwall JS, Pauletto P, et al: Creatine kinase
system in failing and nonfailing human myocardium. Circula-
tion 1996; 94: 1894-1901.

34. Tian R IJ: The molecular energetics of the failing heart from
animal models - small animal models. Heart Failure Rev
1999; 4: 235-253.

35. Zhang J BR: The molecular energetics of the failing heart
from animal models - large animal models. Heart Failure Rev
1999; 4: 255-267.

36. Griendling KK, FitzGerald GA: Oxidative stress and cardio-
vascular injury: Part I: basic mechanisms and in vivo monitor-
ing of ROS. Circulation 2003; 108: 1912-1916.

37. Matsushima S, Ide T, Yamato M, et al: Overexpression of mi-
tochondrial peroxiredoxin-3 prevents left ventricular remod-
eling and failure after myocardial infarction in mice. Circula-
tion 2006; 113: 1779-1786.

38. Nagy N, Malik G, Fisher AB, et al: Targeted disruption of
peroxiredoxin 6 gene renders the heart vulnerable to ischemia
reperfusion injury. Am J Physiol Heart Circ Physiol 2006; 291:
H2636-2640.

39. Camors E, Monceau V, Charlemagne D: Annexins and Ca2+

handling in the heart. Cardiovasc Res 2005; 65: 793-802.
40. Monceau V, Belikova Y, Kratassiouk G, et al: Externaliza-

tion of endogenous annexin A5 participates in apoptosis of
rat cardiomyocytes. Cardiovasc Res 2004; 64: 496-506.

41. Vuadens F, Rufer N, Kress A, et al: Identification of swiprosin
1 in human lymphocytes. Proteomics 2004; 4: 2216-2220.

A. Pathak et al

36 ñ HJC (Hellenic Journal of Cardiology) 


