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Abstract
Diabetes increases mortality and accelerates left ventricular (LV) dysfunction following myocardial
infarction (MI). This study sought to determine the impact of impaired myocardial insulin signaling,
in the absence of diabetes, on the development of LV dysfunction following MI. Mice with
cardiomyocyte-restricted knock out of the insulin receptor (CIRKO) and wild type (WT) mice were
subjected to proximal left coronary artery ligation (MI) and followed for 14 days. Despite equivalent
infarct size, mortality was increased in CIRKO-MI vs. WT-MI mice (68 % vs. 40 %, respectively).
In surviving mice, LV ejection fraction and dP/dt were reduced by > 40% in CIRKO-MI vs. WT-
MI. Relative to shams, isometric developed tension in LV papillary muscles increased in WT-MI
but not in CIRKO-MI. Time to peak tension and relaxation times were prolonged in CIRKO-MI vs.
WT-MI suggesting impaired, load-independent myocardial contractile function. To elucidate
mechanisms for impaired LV contractility, mitochondrial function was examined in permeabilized
cardiac fibers. Whereas maximal ADP-stimulated mitochondrial O2 consumption rates (VADP) with
palmitoyl carnitine were unchanged in WT-MI mice relative to sham-operated animals, VADP was
significantly reduced in CIRKO-MI (13.17 ± 0.94 vs. 9.14 ± 0.88 nmol O2/min/mgdw, p<0.05).
Relative to WT-MI, expression levels of GLUT4, PPAR-α, SERCA2, and the FA-Oxidation genes
MCAD, LCAD, CPT2 and the electron transfer flavoprotein ETFDH were repressed in CIRKO-MI.
Thus reduced insulin action in cardiac myocytes accelerates post-MI LV dysfunction, due in part to
a rapid decline in mitochondrial FA oxidative capacity, which combined with limited glucose
transport capacity may reduce substrate utilization and availability.
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1. Introduction
Diabetes increases the risk of cardiovascular disease with diabetic subjects having a 2- to 4-
fold greater risk of death from myocardial infarction compared with non-diabetic subjects
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[1-5]. Multiple abnormalities associated with diabetes mellitus such as hyperglycemia,
hyperlipidemia and insulin resistance, have been postulated to contribute to adverse outcomes
in diabetes following myocardial ischemia [6-11]. The specific contribution of impaired
myocardial insulin action per se in the response of the heart to myocardial ischemia is
incompletely understood. To examine the role of altered cardiomyocyte insulin signaling in
the adaptation to myocardial infarction, independently of confounding systemic factors, we
subjected mice with cardiomyocyte-selective knockout of the insulin receptor (CIRKO) [12]
to coronary artery ligation. CIRKO mice have normal serum insulin and lipid concentrations
and normal systemic glucose homeostasis. Despite a 20% reduction in heart-weight, CIRKO
mice develop an equivalent or increased LV hypertrophy following aortic banding or
isoproterenol infusion. In addition, CIRKO mice develop decreased LV function in the setting
of these stressors [13,14]. Thus we hypothesized that impaired myocardial insulin action would
accelerate adverse LV remodeling following myocardial infarction. The present study revealed
that loss of myocardial insulin signaling led to accelerated LV dysfunction that was associated
with significant mitochondrial dysfunction due in part to an accelerated decline in
mitochondrial fatty acid (FA) oxidative capacity.

2. Materials and methods
2.1. Animals/Myocardial Infarction

Mice with cardiomyocyte-selective ablation of the insulin receptor (CIRKO) were generated
as previously described [12]. The animals were fed a standard chow and housed in temperature-
controlled facilities with a 12-h light and 12-h dark cycle. Myocardial infarction (MI) was
induced in 12 week-old female CIRKO and WT mice. Mice were anesthetized, intubated, and
ventilated with room air. A left thoracotomy was performed via the fourth intercostal space.
The left coronary artery proximal to the bifurcation of the largest lateral branch was ligated
with a 9-0 silk suture. Ligation was considered successful if blanching of the anterior wall of
the left ventricle wall occurred and ST segment elevation was observed on the
electrocardiogram. Because early studies revealed increased mortality in CIRKO-MI mice,
hemodynamic measurements and papillary muscle data were collected 11 days post infarction
for WT-MI group and 7 days post infarction for CIRKO-MI group. The goal was to assess
potential mechanisms of LV dysfunction during the time period of greatest risk, rather than at
the end stage of the process. In later studies, echocardiographic data, mitochondrial respiration,
gene expression and capillary density data were collected 14 days post infarction in both
groups. All animal experimentation was conducted in accordance with guidelines approved by
the Institutional Animal Care and Use Committee of the University of Utah.

2.2. Assessment of in vivo cardiac function
Echocardiography and invasive LV hemodynamic measurements were performed as
previously described by us [15].

2.3. Isometric developed tension in isolated LV papillary muscles
LV papillary muscles were dissected in an oxygenated muscle bath. A portion of the mitral
valve and chordae tendinae were preserved at one end and a small section of LV wall at the
other. These ends were clamped with compression springs, mounted horizontally in a bath
perfused with 37°C Tyrode's solution (bubbled with 100% O2, 1mM[Ca2+] and pH 7.4) and
electrically stimulated at 1-10 Hz. At the end of the experiment, the length and weight of each
muscle was obtained and the average cross sectional area calculated assuming cylindrical
geometry. Force was normalized to cross sectional area.
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2.4. Capillary density and infarct size
Capillary density was determined by isolectin GS-IB4 staining. Briefly, mice received an
intravenous bolus injection of isolectin GS-IB4 Alexa Fluor 488 (20 μg; Invitrogen, Carlsbad,
CA) into the jugular vein. Two minutes after injection, mice were killed, the hearts were
removed, rinsed and then formalin fixed for 24 hours. Fixed tissues were paraffin-embedded
and 8 μm sections cut. Capillary count was then determined using Image J® software and
normalized to tissue area. Six sections from each heart that showed the capillaries in cross
section were analyzed. In the subset of hearts used for papillary muscle studies, the
interventricular septum was cut longitudinally and the left ventricle was opened. The
endocardial surface of the heart was photographed and the infarcted area and the non-infarcted
area were measured by planimetry. Clear demarcation between infarcted and normal tissue
was present in all cases. This method provides similar estimates of infarct size as those obtained
using Triphenyltetrazolium chloride (TTC) (Supplemental Figure 1). TTC or other staining
techniques were not used in this study because of the need to obtain tissue for papillary muscle
and mitochondrial studies.

2.5. Mitochondrial respiration
Mitochondrial function (oxygen consumption rates) was studied in saponin-permeabilized
fibers using previously described methods [16-18]. Substrates used were 20 μM palmitoyl-
carnitine with 2 mM malate.

2.6. Total RNA isolation and quantitative PCR
Total RNA was extracted using TRIzol reagent (Invitrogen) and purified using the RNAeasy
total RNA isolation kit (Qiagen, Valencia, CA) as previously described by us [15]. Data were
normalized relative to the levels of the invariant transcript cyclophilin and expressed as fold
change relative to the mean WT sham value. Primer sequences are available upon request.

2.7. Statistics
Data are presented as means ± SEM. Statistical significance was determined by one way
ANOVA followed by Fisher's least protected squares test using StatView 5.0.1 software (SAS
Institute, Cary, NC) and p < 0.05 was considered significant.

3. Results
3.1. Morphology

Infarct size (% of LV surface) was similar in WT-MI and CIRKO-MI (48 ± 3 % versus 47 ±
3 %, respectively). Body weights, and tibia lengths, were unchanged in sham or infarcted WT
and CIRKO mice (Table 1). Heart weights normalized to body weight or tibia length were
reduced in sham CIRKO relative to WT shams, as previously described [12], and increased
equivalently in WT-MI and CIRKO-MI relative to their respective shams (Table 1).

3.2. Increased mortality after MI in CIRKO mice
As shown in Table 2, CIRKO mice undergoing MI surgery had higher acute and late (> 24
hours after surgery) mortality rates compared to WT (68% versus 40%, P <0.05).

3.3. Contractile dysfunction in CIRKO MI hearts
LV catheterization and echocardiography were performed to evaluate in vivo cardiac function.

Echocardiography—Systolic and diastolic chamber dimensions and posterior wall
thickness were increased in WT hearts following MI, but fractional shortening, ejection fraction
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and stroke volumes were preserved. CIRKO-MI also developed increased chamber
dimensions, but in contrast to WT, adverse LV remodeling was evidenced by thinning of the
interventricular septum and 32%, 34% and 28% reduction in ejection fraction, fractional
shortening and stroke volume respectively vs. sham operated CIRKO mice (Table 3).

LV catheterization—As shown in Figure 1(A-C), invasive hemodynamic measurements
showed a significant reduction in LV systolic pressure (LVSP) in CIRKO-MI vs. WT-MI
hearts. Peak rates of LV pressure increase (+dP/dt) and decrease (-dP/dt) were significantly
lower in CIRKO-MI relative to WT-MI (40 and 45% lower, respectively, P<0.05).

Papillary muscle function—Isometric developed tension and maximum rate of force
development (dF/dt) in isolated LV papillary muscles increased significantly in infarcted WT
relative to shams, but did not increase significantly in CIRKO-MI relative to CIRKO-sham
(Figure 1D-E). Time to peak tension and the decay time were prolonged in the CIRKO-MI
compared to the WT-MI muscles (72.28±1.60 vs. 66.90±1.39 ms and 65.49±4.06 vs. 54.70
±2.48 ms, respectively, [Ca2+]=1.0 mM, P <0.05), indicating differences in intrinsic
myocardial contractile function (Figure 1F-G).

Gene expression—Consistent with the greater decline in contractile function in CIRKO-
MI, mRNA levels of hypertrophy/heart failure markers alpha skeletal actin (ACTA1), brain
natriuretic peptide (BNP) and atrial natriuretic peptide (ANP) were disproportionately
increased in CIRKO-MI hearts relative to WT-MI. Additionally, CIRKO-MI hearts showed a
significant increase in the β-myosin heavy chain isoform while the mRNA expression of the
sarcoplasmic reticulum Ca2+ ATPase2 (SERCA2) was significantly repressed relative to the
WT-MI group (Figure 2).

3.4. Mitochondrial oxygen consumption
To explore potential mechanisms for accelerated LV dysfunction in CIRKO-MI we examined
mitochondrial function by determining oxygen consumption in fibers that were exposed to the
FA substrate palmitoyl carnitine (Figure 3). Basal mitochondrial respiration rates (V0) were
unchanged in all fiber preparations. Maximal ADP-stimulated mitochondrial respirations
(VADP) in fibers from non-infarcted LV of WT-MI were similar to those of sham operated WT
mice. VADP in fibers from sham CIRKO although lower than sham WT, did not achieve
statistical significance (p=0.174). VADP was significantly decreased in CIRKO-MI (9.14 ±
0.88 nmol/min/mg dry weight) relative to WT sham and WT-MI groups (14.07 ± 0.97 and
13.17 ± 0.94 nmol/min/mg dry weight, respectively; P <0.05) and the reduction in VADP in
CIRKO-MI relative to sham CIRKO (9.14 ± 0.88 versus 12.11 ± 0.72 nmol/min/mg dry weight)
approached statistical significance (P=0.057, Figure 3). VOligo, (oxygen consumption in the
presence of the ATP synthase inhibitor oligomycin) and the respiratory control (RC) ratio were
not different in any group.

3.5. Expression of metabolic genes
To explore mechanisms that could account for mitochondrial dysfunction, expression levels
of genes that regulate mitochondrial function and metabolism were determined (Figure 4). In
WT-MI but not in CIRKO hearts, expression levels of PGC-1α were reduced relative to their
respective shams. In contrast, PPAR-α expression was selectively repressed in CIRKO-MI
relative to all other groups. PGC-1β expression was reduced in WT-MI hearts relative to WT
sham. Interestingly loss of insulin receptors reduced PGC-1β expression that was not further
changed in CIRKO-MI. The expression of fatty acid oxidation (FAO), FA transporter and
OXPHOS genes was reduced in the hearts of WT mice following MI. These genes were already
lower in CIRKO mice at baseline and expression levels of most, did not change further
following MI. However, there was additional repression of the complex I subunit gene
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NDUFA9, the electron transfer flavoprotein dehydrogenase (ETFDH), the FAO genes for long
and medium-chain acyl CoA dehydrogenases (MCAD and LCAD), and carnitine palmitoyl
transferase 2 (CPT2) in CIRKO–MI. UCP2 expression was increased in WT-MI. Levels of
UCP2 mRNA were already increased in Sham CIRKO and did not increase further after MI.
With regards to genes that regulate glucose uptake and glycolysis, MI reduced expression levels
of the glucose transporter GLUT4, pyruvate dehydrogenase kinase (PDK4) and hexokinase 2
(HK2) in WT mice. Loss of insulin receptors lowered the expression levels of GLUT4, PDK4
and HK2 genes in non-stressed hearts. In CIRKO-MI, PDK4 and HK2 expression did not
decline further, however there was additional reduction in GLUT4 expression. Of interest,
expression levels of the hypoxia-inducible factor (HIF-1α) were significantly induced in
CIRKO-MI hearts.

3.6. Capillary density
We previously reported that LV dysfunction following isoproterenol treatment was associated
with increased fibrosis and decreased capillary density [14]. Thus to determine if decreased
vascularity of the heart following myocardial infarction could account for contractile
dysfunction and increased mortality in the CIRKO mice, we determined capillary density using
isolectin staining. Capillary density was equivalently decreased in both WT-MI and CIRKO-
MI groups compared to their respective sham animals (Figure 5), ruling out the possibility that
decreased capillary density in CIRKO hearts following MI accounted for contractile
dysfunction.

4. Discussion
The present study shows that genetic loss of insulin signaling leads to accelerated LV
dysfunction following myocardial infarction. LV dysfunction is associated with reduced rates
of mitochondrial oxygen consumption in response to the FA substrate palmitoyl carnitine.
Although there is a general repression of FAO genes in the post-MI LV in control mice, loss
of insulin signaling is associated with reduced expression of many FAO and OXPHOS genes
at baseline. However, there is progressive reduction in levels of the transcriptional regulator
of FAO, PPAR-α and additional declines in expression levels of MCAD, LCAD, CPT2 and
ETFDH. Thus loss of insulin signaling in the heart may limit FA utilization during remodeling
of the LV following myocardial infarction. In addition, there is further repression of GLUT4
expression in the LV of CIRKO mice post-MI. GLUT4 is an important mediator of basal
myocardial glucose uptake in vivo [12,19,20], thus reduced GLUT4 expression might further
limit substrate availability thereby contributing to impaired LV function following MI.
Although we focused primarily on the potential role of mitochondrial dysfunction in impairing
LV function in CIRKO hearts following MI, our studies revealed additional pathogenic
mechanisms. Invasive LV catheterization revealed reduced −dP/dt and papillary muscle
preparations revealed impaired relaxation kinetics. Although diastolic relaxation is an energy
requiring process, which could be impaired in the context of reduced mitochondrial energetics,
defects in calcium re-uptake or myosin isoform switching could also contribute to impaired
diastolic relaxation, as was confirmed by increased expression of the slow-twitch β-myosin
isoform and reduced expression of SERCA2 in CIRKO hearts following MI.

Many human studies confirm that outcomes of ischemia/reperfusion and adaptations of diabetic
hearts to ischemia are impaired [1,3,21-25]. Ischemic heart disease accounts for more than
50% of deaths in diabetic patients and mortality from acute myocardial infarction is increased
2-fold in diabetic patients compared with non-diabetic individuals [26-29]. Metabolic
disturbances associated with diabetes mellitus such as hyperglycemia, hyperlipidemia and
insulin resistance, have been postulated to contribute to the incidence and outcomes of
myocardial ischemia in diabetes [6-11], however the specific contribution of insulin resistance
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or loss of insulin action per se have been difficult to elucidate. Studies in animal models of
genetic or diet-induced insulin resistance and obesity, have illustrated adverse outcomes
following in vivo coronary artery ligation (reviewed in [30]). And although in some of these
models, myocardial insulin resistance has been reported, it remains uncertain the extent to
which impaired myocardial insulin action may directly contribute to adverse outcomes
following myocardial infarction. The present study utilized a model with a genetic deficiency
in insulin signaling that was isolated to cardiomyocytes and suggests that impaired myocardial
insulin signaling might independently contribute to adverse LV remodeling following
myocardial infarction. Importantly, vascular smooth muscle and endothelial insulin signaling
are not affected in this model

The mechanisms by which impaired insulin signaling leads to mitochondrial dysfunction are
complex. We have recently reported that in CIRKO hearts, mitochondrial dysfunction in non-
stressed hearts is due in part to oxidative stress and a global reduction in mitochondrial content
of FAO proteins and critical subunits of the pyruvate dehydrogenase complex, that are due to
reduced expression of FAO genes and their regulator PPAR-α and the PDH E1α1 subunit
[31]. Moreover, PI3K signaling may play an important role in increasing mitochondrial FAO
capacity in the context of physiological cardiac hypertrophy [32]. Thus impaired insulin-PI3K
signaling reduces mitochondrial metabolic capacity that likely renders them more susceptible
to progressive mitochondrial dysfunction during post-MI LV remodeling. Although our data
raises the possibility of a causal relationship between mitochondrial dysfunction and
accelerated LV dysfunction in the remodeled LV of CIRKO mice following myocardial
infarction, an alternative possibility is that mitochondria in CIRKO mice are sensitized to the
increase in oxidative stress and tissue hypoxia that characterizes the remodeling LV. Indeed,
we observed a striking increase in expression of HIF-1α mRNA in CIRKO hearts post MI.
Oxidative stress has been shown to increase the binding of NFKB to the HIF-1α promoter
thereby increasing its expression [33-35]. Moreover, HIF-1α has been shown to directly repress
the expression of PPAR-α in epithelial cells [36]. Thus it is possible that an initial impairment
in mitochondrial dysfunction in CIRKO hearts could be amplified during the process of LV
remodeling, which sets up a vicious cycle leading to an acceleration of mitochondrial and
contractile dysfunction following MI in CIRKO hearts.

Some recent studies have examined the mitochondrial adaptations to LV hypertrophy following
pressure overload and to LV remodeling following myocardial infarction. In general,
compensated pressure overload hypertrophy is associated with reduced expression of
PGC-1α and its co-activated genes, leading to reduced FAO and OXPHOS capacity [37-40].
In addition, many studies have reported repression of PPAR-α levels in the failing heart
[41-44]. In contrast, in heart failure following coronary artery ligation, mitochondrial function
has been reported to be preserved and associated with normal PPAR-α expression [45,46].
These differences might reflect differences in model systems and duration or severity of heart
failure. Our data in WT-MI hearts, in which mitochondrial function was normal, is consistent
with these latter reports. It is important to note that in the present study, heart failure had not
yet developed in WT mice but there was compensated cardiac hypertrophy, with reduction in
expression of PGC-1α, OXPHOS and FAO genes. In contrast, CIRKO-MI mice had significant
LV dysfunction and although they shared many of the transcriptional changes observed in WT-
MI mice, there was clear evidence of mitochondrial dysfunction. Our transcriptional analyses
suggest that this could be the result of a specific reduction in PPAR-α expression, which might
have contributed to the additional reduction in expression of the beta oxidation enzymes LCAD
and MCAD, CPT2, which would limit mitochondrial FA-acyl CoA uptake, and ETFDH, which
might limit the delivery of reducing equivalents generated by beta oxidation to the electron
transport chain. These mechanisms could all contribute to the observed defect in palmitoyl
carnitine supported mitochondrial oxygen consumption. Given that FA oxidation generates up
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to 70% of myocardial ATP, the reduction in mitochondrial FA oxidative capacity could
plausibly contribute to impaired LV function following MI in CIRKO hearts.

Uncoupling protein (UCP2) expression was increased in hearts of WT-MI, despite repression
of PGC-1α. In CIRKO hearts, UCP2 expression was induced in non-stressed hearts and
remained increased post MI, despite progressive repression of PPAR-α. Cardiac UCP2
expression is regulated by PPAR-α dependent and independent mechanisms [47]. Thus PPAR-
α independent pathways primarily regulate UCP2 expression following ischemia in these
models. It is generally accepted that the ischemic myocardium generates reactive oxygen
species (ROS) from mitochondrial sources in response to ischemic injury, (reviewed in
[48-50]). Activation of uncoupling proteins has been suggested to play a cardioprotective
during ischemia and reperfusion [51]. UCP2 expression and activity may be regulated by ROS
and a putative mechanism by which this may occur in the heart in the context of ischemia may
involve activation of ASK1/JNK-p38/CREB-NFκB signaling pathways [49,52-54]. We have
recently reported that oxidative stress is increased in non-stressed CIRKO hearts [31].
Activation of uncoupling proteins could contribute to reduced mitochondrial energetics [55].
Future studies will be required to determine if mitochondrial uncoupling could also contribute
to the reduction in mitochondrial energetics in insulin resistant hearts following myocardial
ischemia.

Our study has some limitations. CIRKO mice exhibited increased acute mortality following
coronary artery ligation. We do not know the mechanisms for this interesting phenomenon but
speculate that the initial early mortality in the immediate peri-MI period could be due to
arrhythmias. CIRKO mice have previously been shown to exhibit attenuated cardiac potassium
currents, a feature which could promote arrhythmias [56]. Future studies will probe these
mechanisms further. Because of challenges in generating large numbers of CIRKO mice, we
did not measure substrate metabolism in isolated hearts or activity levels of beta-oxidation
enzymes or of carnitine palmitoyl transferase, or activity of intracellular survival or stress-
activated kinases. It is possible that absence of additional insulin signaling-mediated pro-
survival mechanisms [57-60] could have contributed to the accelerated rate of LV dysfunction
or excess mortality. Genetic deletion of insulin signaling is perhaps more severe than the more
partial degrees of cardiac insulin resistance that might occur in individuals with diabetes,
obesity or insulin resistance. Thus additional studies in models with selective, but partial
impairment in myocardial insulin action will be required to determine the consequences of
lesser degrees of insulin resistance on the myocardial adaptations following myocardial
infarction.

In summary, the present study demonstrates that impaired insulin signaling in cardiomyocytes
accelerates adverse post-MI LV dysfunction. These changes are associated with a rapid decline
in mitochondrial function that parallels a specific reduction in the expression of the
transcriptional regulator PPAR-α and additional reduction in expression of genes whose
products determine mitochondrial beta-oxidation capacity. Thus, insulin signaling might play
an important role in sustaining LV metabolic capacity in post-MI LV remodeling.

Supplementary Material
Refer to Web version on PubMed Central for supplementary material.
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Figure 1. Hemodynamic parameters obtained after LV catheterization (in vivo) and isometric
developed tension in isolated LV papillary muscles
A, LVSP: LV systolic pressure; B, +dP/dt: peak rate of LV pressure increase; C, -dP/dt: peak
rate of LV pressure decrease from 4 sham WT, 4 sham CIRKO, 7 WT MI, 4 CIRKO MI. Data
represent mean ± SEM., a, p <0.05 vs. WT Sham; b, p <0.05 vs. CIRKO Sham; c, p <0.05 vs.
WT MI. D, developed tension; E, dF/dt: rate of change in force development normalized to
muscle cross sectional area; F, time to peak force development; G, Decay time from 90% to
10% of maximal force in isolated papillary muscles obtained from 4 sham WT, 4 sham CIRKO,
7 WT MI, 4 CIRKO MI. Buffer Ca2+ concentration was 1mM. Data represent mean ± SEM.,
a, p <0.05 vs. WT Sham; b, p <0.05 vs. CIRKO Sham; c, p <0.05 vs. WT MI. Hemodynamic
measurements and papillary muscle data were collected 11 days post infarction for WT-MI
group and 7 days post infarction for CIRKO-MI group.
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Figure 2. Expression of MHC isoforms, SERCA2 and markers of heart failure
mRNA from 6 sham WT, 6 sham CIRKO, 6 WT-MI and 6 MI- CIRKO hearts were amplified
by real-time PCR and normalized to cyclophilin. Values represent fold change in mRNA
transcript levels relative to wildtype, which was assigned as 1. Data represent mean ± SEM.,
a, p <0.05 vs. WT Sham; b, p <0.05 vs. CIRKO Sham; c, p <0.05 vs. WT MI. MHC-α/β: myosin
heavy chain isoforms α/β; SERCA2: sarcoplasmic reticulumCa2+ ATPase 2; ACTA1: α-
skeletal actin; BNP: brain natriuretic peptide; ANP: atrial natriuretic peptide.
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Figure 3. Mitochondrial function
Mitochondrial oxygen consumption in the presence of palmitoyl-carnitine (20μmol/l) and
malate (2mmol/l) as substrate, in permeabilized fibers obtained from sham-operated WT and
CIRKO mice, and WT and CIRKO mice, 14- days after MI as indicated. a p<0.05 vs. WT
Sham; c p<0.05 vs. WT MI. V0 – basal rates of O2 consumption, VADP – maximal ADP
stimulated rates of O2 consumption, VOligo – O2 consumption rates in the presence of substrate
and oligomycin (1μg/ ml); RC – respiratory control ratio (VADP/Voligo).

Sena et al. Page 14

J Mol Cell Cardiol. Author manuscript; available in PMC 2010 June 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 4. Expression levels of genes that regulate mitochondrial metabolism and substrate
utilization
mRNA from 6 sham WT, 6 sham CIRKO, 6 WT-MI and 6 CIRKO-MI hearts were amplified
by real-time PCR and normalized to cyclophilin. Values represent fold change in mRNA
transcript levels relative to wildtype, which was assigned as 1. A, Transcriptional regulators
of mitochondria, B, Regulators of mitochondrial oxidative phosphorylation (OXPHOS), C,
Regulators of FA transport and mitochondrial FA oxidation, D, Regulators of glucose
metabolism. Data represent mean ± SEM., a, p <0.05 vs. WT Sham; b, p <0.05 vs. CIRKO
Sham; c, p <0.05 vs. WT MI. PPARα: peroxisome proliferator-activated receptor α; PGC1α/
β: peroxisome proliferator-activated receptor gamma co-activator 1 α/β; NDUFA9: NADH
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dehydrogenase (ubiquinone) 1 alpha subcomplex, 9; NDUFV1: NADH dehydrogenase
(ubiquinone) flavoprotein 1; Cox4i1: cytochrome c oxidase subunit IV isoform 1; Cox5b:
cytochrome c oxidase subunit Vb; Uqcrc1: ubiquinol-cytochrome-c reductase complex core
protein 1; ETFDH: electron transfer flavoprotein dehydrogenase; CKMT2: mitochondrial
creatine kinase 2; MCAD: medium chain acyl-CoA dehydrogenase; LCAD: long chain acyl-
CoA dehydrogenase; UCP2/3: uncoupling protein 2/3; FABP: fatty acid binding protein;
HADHα/β: 3-hydroxyacyl-Coenzyme A dehydrogenase α/β; CPT1β: carnitine palmitoyl
transferase 1β; CPT2: carnitine palmitoyl transferase 2; MTE1: mitochondrial thioesterase 1;
CD36: fatty acid translocase; GLUT4: glucose transporter 4; PDK4: pyruvate dehydrogenase
kinase 4; HIF1α: hypoxia inducible factor 1α; HK2: hexokinase 2; FATP1/6: fatty acid
transport protein 1/6.
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Figure 5. Capillary Density
A, Representative micrographs of isolectin staining on tissue sections obtained from WT Sham,
WT MI, CIRKO Sham and CIRKO MI hearts. B, Quantification of capillary number in the 4
groups. WT Sham (n=4), WT MI (n=7), CIRKO Sham (n=4), CIRKO MI (n=4). a, p <0.05 vs.
WT Sham; b, p <0.05 vs. CIRKO Sham; c, p <0.05 vs. WT MI.
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Table 1
Heart and body weight measurements

WT Sham
(n=10)

WT MI
(n=6)

CIRKO Sham
(n=10)

CIRKO MI
(n=4)

Body Weight (BW) (g) 22.35±0.82 20.55±1.07 23.00±0.67 21.10±1.42

Heart Weight (HW)
(mg)

110±4 126±6a 93±3a,c 114±7b

Tibia Length (TL)
(mm)

16.42±0.09 16.20±0.18 16.60±0.14 16.97±0.25

HW/BW 4.96±0.14 6.31±0.61a 4.08±0.20a,c 5.44±0.32b

HW/TL 6.74±0.29 7.84±0.46a 5.61±0.18a,c 6.73±0.38b

Data are mean ± SEM.,

a
p<0.05 vs. WT Sham;

b
p<0.05 vs. CIRKO Sham;

c
p <0.05 vs. WT MI
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Table 2
Increased Mortality after Myocardial Infarction in CIRKO Mice

WT Sham
(n=11)

WT MI
(n=22)

CIRKO Sham
(n=11)

CIRKO MI
(n=25)

Perioperative Death 1 5 1 11

Survival to end of study 10 13 10 8

Late Death (>24 hours) 0 4 0 6

Total Mortality Rate 9% 40% 9% 68%*

*
P<0.05 versus WT MI
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