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 Reduced ovarian function is associated with development of the metabolic 

syndrome (MetS).  Increased risk for MetS is strongly linked to hepatic metabolic 

dysfunction. However, at this time few studies have examined metabolic function of 

hepatic tissue under conditions of reduced ovarian function. The purpose of this study 

was to determine if ovariectomy (OVX) impaired hepatic mitochondrial function and 

its potential association with sirtuin (SIRT) function. Female C57BL/6 mice were 

divided into two groups (SHAM, OVX). Hepatic mitochondrial function was 

measured by assessing oxygen consumption, reactive oxygen species (ROS) 

production, and mitochondrial protein content. In addition, mitochondrial acetylation 

status and SIRT protein content was determined. The OVX group exhibited increased 

ROS production compared to the SHAM group. However, no differences were 

detected in oxygen consumption, mitochondrial protein content, acetylation status, or 

total SIRT content between groups. The data shows that ovariectomy increases 

mitochondrial ROS production, which suggests a novel mechanism to consider.   
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Introduction 

Metabolic-related diseases such as cardiovascular disease and type 2 diabetes are 

currently among the leading causes of mortality in the Western world. The majority of 

metabolic diseases are associated with obesity, making them a major concern in the United 

States, where over 30% of Americans are classified as obese and another third as overweight 

(Menifield et al, 2008).  Both a sedentary lifestyle and increased caloric consumption 

contribute to the onset of obesity and increase the susceptibility to a constellation of 

conditions such as hypertension, dyslipidemia, insulin resistance, and hyperglycemia. The 

onset of any of these conditions increases the risk for mortality, and when at least three of the 

afore-mentioned conditions are present it becomes known as the metabolic syndrome (MetS). 

Epidemiological studies show that post-menopausal women are at a higher risk for 

developing the MetS than their pre-menopausal counterparts, resulting in a substantial 

increase in the mortality risk in this population (Polotsky & Polotsky, 2010). Further, 

estrogens appear to play a key role in the regulation of a number of metabolic processes that 

would be predicted to protect women from metabolic disease.  Thus, any condition that 

results in the attenuation or ablation of estrogen function would likely increase the risk of 

developing metabolic disease. 

Independent of obesity, individuals with the MetS have up to five-fold more stored 

lipid in the liver than those without the MetS (Kotronen et al., 2008). Accordingly, increased 

liver fat content is strongly associated with the development of insulin resistance, which is a 

characteristic of the MetS (Eckles et al., 2005).  Enhanced lipid deposition in the liver 

decreases hepatic insulin sensitivity, resulting in increased gluconeogenesis and VLDL 

secretion, all of which exacerbate the risk for the MetS (Choi & Ginsberg, 2011). Reduced 
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ovarian function in post-menopausal women is associated with metabolic abnormalities that 

increase the susceptibility for insulin resistance, central obesity, and dyslipidemia (Qureshi et 

al., 2007; Chow et al., 2011). Recent data suggest that the loss of estrogen function leads to 

insulin resistance in the hepatic tissue, suggesting that estrogens play a key role in defining 

hepatic metabolic function (Stubbins et al. 2011). Unfortunately, we have a poor 

understanding of the key factors contributing to the development of insulin resistance in the 

liver under conditions of reduced estrogen function.   

Individuals diagnosed with the MetS often exhibit non-alcoholic fatty liver disease 

(NAFLD), a condition characterized by the accumulation of hepatic fat making up more than 

5% of the total liver weight. NAFLD is the most prevalent form of liver disease worldwide 

and affects 95% of obese individuals (Basaranoglu et al., 2010). The increased fat storage 

can result in the development of insulin resistance (Satia-Abouta et al., 2002), and if left 

untreated NAFLD can progress into non-alcoholic steaohepatitis, fibrosis, cirrhosis, and 

hepatic carcinoma (Day, 2002).  Recent data have shown that the incidence of NAFLD is 

most frequent in older sedentary men, with growing evidence suggesting that fatty liver 

develops in women who are in states of estrogen deficiency (Lin et al., 2006). We have 

previously found that the surgical removal of the ovaries in the mouse contributes to 

increased hepatic lipid accumulation (Jackson et al., 2011), which is confirmed by similar 

findings by Stubbins et al. (2011), Kamada et al., (2011), and Rogers et al., (2009). This 

occurs even though the animals were maintained on a low-fat rodent chow, indicating the 

importance of estrogens in the maintenance of liver metabolic function in females.  

Furthermore, the Aromatase knockout male mouse (ArKO), which is unable to produce 

estrogen, has increased adiposity and enhanced hepatic lipid storage, both of which are 
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reversed by the administration of either exogenous estradiol (Hewitt et al., 2004) or an 

estrogen receptor agonist (Chow et al., 2011). In humans, 43% of female cancer patients 

developed hepatic steatosis within two years of Tamoxifen treatment, which is an estrogen 

receptor antagonist (Nishino et al., 2003). Collectively, these studies provide compelling 

evidence that the loss of ovarian hormone function is associated with abnormalities in hepatic 

metabolism.  

Under conditions of reduced ovarian function, one of the contributing factors to 

hepatic fat accumulation is the onset of visceral adiposity. Studies show that free fatty 

acids (FFAs) released via visceral adipose tissue lipolysis are the predominant source of 

stored hepatic lipid in patients with NAFLD (Thorne et al., 2010). Unlike the 

subcutaneous fat depot, FFAs derived from visceral adipose tissue have direct access to 

the liver through the hepatic portal vein. We have previously shown that there is a 

substantial increase in visceral adiposity in the ovariectomized (OVX) mouse model when 

compared to the age-matched controls (Wohlers & Spangenburg, 2010).  This increase in 

visceral adiposity is also seen in other models of reduced estrogen function such as the 

ArKO (Chow et al., 2011) and estrogen receptor alpha knockout (ERKO) (Bryzgalova et 

al., 2006). Our data also indicate that OVX mice have a loss of regulatory control over 

basal lipolytic function (Wohlers et al., 2011), resulting in enhanced FFA release from the 

visceral depot into the portal vein where the FFAs have direct access to the hepatic tissue. 

Therefore, it is likely that the enhanced rate of basal lipolysis in the OVX animal increases 

the rate of FFA transport through the portal vein, ultimately resulting in increased lipid 

deposition in the liver. The development of fatty liver due to increased lipolysis in visceral 

adipose tissue is referred to as the portal vein hypothesis (Basaranoglu et al., 2010).  This 
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hypothesis could explain why most of the obese population exhibits NAFLD, and why 

increased visceral fat mass in postmenopausal women puts them at a higher risk for 

NAFLD.   

At this point, there is a relatively poor understanding of how estrogens regulate lipid 

metabolism within hepatic tissue.  Under conditions of reduced estrogen function, the 

accumulation of hepatic lipid could be due to either enhanced lipid storage or poor lipid 

utilization.  The formation of triacylglycerol (TAG), which comprises most of the lipid 

stored in the liver, can either be derived from FFAs in circulation or by synthesis of FA 

through de novo lipogenesis (DNL). Lipogenesis, or the assembly of FAs from glucose 

derivatives, is enzymatically regulated by Acetyl CoA Carboxylase (ACC) and Fatty Acid 

Synthase (FAS). Pighon et al., (2011) found that the hepatic mRNA expression of ACC 

and FAS as well as their transcription factor, sterol regulatory element-binding protein 

(SREBP-1c) were enhanced in OVX rats compared to SHAM rats  (Pighon et al., 2011).  

Furthermore, ArKO mice have increased hepatic FAS mRNA and protein expression 

(Chow et al., 2011).  In contrast, my group has failed to see any changes in the protein 

content of ACC or FAS in livers from OVX mice compared to SHAM mice.  Further, we 

failed to detect any difference in the lipogenic index (16:0/18:2n-6), suggesting the 

accumulation of TAG in the liver of the OVX mice is not the result of enhanced 

lipogenesis (Jackson et al., 2011).  The discrepancies between our data and those of 

Pighon et al. (2011) may be explained by the species-specific differences in the response 

to OVX, specifically, rats significantly increase their food intake in response to OVX 

(Paquette et al., 2007), while mice do not (Rogers et al, 2009). Thus, it is possible that the 

changes in FAS and ACC protein content in OVX rats may be more due to increased 
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caloric consumption rather than a loss of ovarian function. In addition, we have also failed 

to see changes in mRNA expression of TAG assembly proteins such as diacylglyceol 

transferase (DGAT-1) and (DGAT-2) (Jackson et al., 2011), suggesting that the increase 

in hepatic TAG content is not a result of increased esterification of FFA.  

However, we have found significant differences in the FA composition of TAG 

isolated from hepatic tissue of OVX mice compared to SHAM mice. We have shown that 

OVX mice have proportionately higher levels of the monounsaturated FAs, palmitoleic 

(16:1) and oleic (18:1) acids, than the saturated FAs palmitic (16:0) and stearic (18:0) acid 

(Jackson et al., 2011). The ratio between the monounsaturated to the saturated forms of 

FAs is known as the desaturase index, which is used as a measure of the conversion of 

saturated FAs into monounsaturated FAs (Kotronen et al., 2009). This conversion is 

regulated by the enzyme stearoyl Coa desaturase (SCD-1). Increased hepatic SCD-1 

activity is associated with increased lipid storage in the liver, as well as hepatic insulin 

resistance (Cohen et al., 2003; Choi et al., 2011).  Our lab has found a significant increase 

in hepatic SCD-1 protein content in OVX mice, suggesting the increased TAG in the 

desaturase index is the result of an upregulation in SCD-1 protein content (Jackson et al., 

2011).  Furthermore, we found that by providing the OVX mice access to voluntary 

running wheels we were able to completely prevent the increases in SCD-1 content , 

desaturase index, and hepatic TAG content when compared to sedentary OVX mice.  At 

this time it is unclear why exercise prevented an increase in SCD-1 activity, however we 

have hypothesized this could be a result of increased oxidation of the FFA’s by the hepatic 

mitochondria ,thus providing less substrate to SCD-1.   



 

 6 
 

Therefore, if exercise can prevent increased hepatic lipid storage in OVX mice, it 

might be speculated that hepatic mitochondrial dysfunction is a contributor to 

accumulation of hepatic TAG accumulation.  This speculation is based on data by others 

showing that modest amounts of exercise training increase hepatic mitochondrial function 

and prevent the onset of NAFLD in animals that are extremely susceptible to metabolic 

diseases (Rector et al., 2008).  These authors suggested that the prevention of NAFLD is 

mediated by improvements in mitochondrial function.  However, at this time there are few 

data examining hepatic mitochondrial function in animal models of reduced estrogen 

function, with the exception of Paquette et al. (2009) who demonstrated a 34% reduction 

in oxidation of 9,10-[3-H] palmitate in isolated hepatocytes of OVX rats.  Thus, it is 

critical to undertake more studies to dissect the possibility that mitochondrial dysfunction 

may exist in hepatic tissue under conditions of reduced ovarian function. 

 A challenging issue in studying the OVX mouse model is that it often does not 

mimic other animal models of obesity when examining alterations in metabolic 

mechanisms.  Thus, it has been difficult to derive hypotheses based on traditional 

literature searches.  However, a recent publication described the development of the 

sirtuin3 knockout mouse (SIRT3 KO), which has a remarkably similar hepatic phenotype 

to what we have found in the OVX mouse model. Specifically, the SIRT3 KO mouse not 

only develops hepatic lipid accumulation, but it also has a similar gene profile to our OVX 

mouse model (Hirschey et al., 2011). The development of metabolic dysfunction in the 

SIRT3 KO mouse is a result of impaired mitochondrial function that occurs as a result of 

hyperacetylation of mitochondrial proteins.  
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 Sirtuins (SIRT) are a family of deacetylases, which are involved in the post-

translational modification of proteins through the removal of acetyl groups (Finkel et al., 

2009;  Lombard et al., 2007). Acetylation is a form of post-translational modification 

mediated by the addition of acetyl groups to lysine residues within the protein sequence.  

The activities of SIRT1 and SIRT3 are mediated by changes in NAD+ levels, and thus it is 

largely affected by changes in nutrient flux to the cell (Imai et al., 2000; Lombard et al., 

2007).  For example, in cases of caloric excess, the decrease in the NAD+/NADH ratio 

suppresses SIRT3 activity resulting in increased acetylation of proteins (Kendrick. et al., 

2011), while fasting increases SIRT3 activity leading to deacetylation (Hirschey et al., 

2010). When mitochondrial protein acetylation is increased, enzymes involved in lipid 

oxidation (i.e. long chain acylCoA dehydrogenase and succinate dehydrogenase) decrease 

their function, resulting in an impaired abolity to oxidize lipid (Hirschey et al., 2010).   

 In a similar fashion to the OVX mouse, SIRT3KO mice develop normally, but 

eventually develop visceral adiposity, fatty liver, and glucose intolerance (Hirschey et al., 

2011).  Also, like the OVX mouse SIRT3KO mice exhibit significant increases in hepatic 

SCD-1 levels with no changes in regulators of hepatic de novo lipogenesis (Hirschey et 

al., 2011). Instead, the SIRT3KO exhibit abnormalities in mitochondrial function that are 

mediated by hyperacetylation of specific mitochondrial proteins (Lombard et al., 2007; 

Hirschey et al., 2011; Kendrick et al., 2011). To date, one hundred and thirty three 

different mitochondrial proteins have been identified as regulated by acetylation including 

enzymes in the TCA cycle, gluconeogenesis, and β-oxidation (Hirschey et al., 2010; Kim 

et al., 2006). For example, acetylation of succinate dehydrogenase (SDH) leads to a 

reduction in its activity, thus hyper-acetylation results in a decrease in metabolic function 
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(Cimen et al., 2010). Acetylation is increasingly being recognized as a cellular regulatory 

mechanism that plays a role in metabolic disorders.  For instance, chronic high fat feeding 

induces hypercetylation of mitochondrial hepatic proteins, a reduction in SIRT3 activity, 

and the development of fatty liver and glucose intolerance (Kendrick. et al., 2011) 

(Hirschey et al., 2011).  

 These data suggest that acetylation and SIRT3 activity play an important role in 

mitochondrial function, however to the best of our knowledge no link has ever been found 

between estrogen status and SIRT regulation of mitochondrial function in hepatic tissue. 

Due to the qualitative similarities between the OVX model and the SIRT3KO mice ,it is 

possible that ovarian hormones affect hepatic mitochondrial function by regulating protein 

acetylation patterns. Thus, it is possible that any changes in mitochondrial function in the 

OVX model may be mediated by alterations in acetylation due to changes in SIRT 

function. 

Our previous studies show the increase in lipid accumulation in hepatic tissue is 

not mediated by increased lipogenesis or FA esterification (Jackson et al., 2011).  This 

could suggest that the increased hepatic TAG accumulation in OVX mice is not the result 

of increased rates of lipid storage, but of decreased rates of lipid utilization by the 

mitochondria that could be associated with increased acetylation of mitochondrial 

proteins.  At this time, few data exist which examine the effects of ovarian hormones on 

hepatic mitochondrial function and acetylation patterns.  Therefore, the objective of these 

experiments was to determine whether the surgical removal of the ovaries resulted in 

changes in hepatic mitochondrial function, in order to better define why mice have 

accelerated rates of lipid accumulation in the liver following ovariectomy.  
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Overall Purpose: The purpose of this study was to determine if the loss of ovarian 

function in female mice results in impaired hepatic mitochondrial function.  

 

OVERALL HYPOTHESIS: Ovariectomy leads to hepatic lipid accumulation due to the 

development of mitochondrial dysfunction when compared to intact SHAM controls. 

 

SPECIFIC AIM 1: To determine if OVX mice exhibit reduced hepatic mitochondrial 

function compared to SHAM mice. 

RATIONALE: The accumulation of lipid within a tissue in the form of TAG is either 

the result of enhanced anabolic processes or reduced catabolic processes.  Previous 

data from our lab failed to demonstrate an upregulation of mechanisms that would be 

expected to contribute to increased TAG formation, thus we are hypothesizing the 

increases in TAG content are due to mitochondrial dysfunction.  To the best of my 

knowledge, no data have been published measuring mitochondrial function in the 

liver from the OVX mouse model.  Thus, this study seeks to determine if an increase 

in hepatic TAG content is associated with mitochondrial dysfunction, which is 

defined as reduced respiration rates coupled with increased reactive oxygen species 

(ROS) production when provided with adequate metabolic substrate. 

HYPOTHESIS 1:  Livers from OVX mice will exhibit increased lipid storage  

   compared to SHAM mice. 

HYPOTHESIS 2:  Mitochondria isolated from hepatic tissue of OVX mice will 

   exhibit reduced respiration rates compared to mitochondria  

   from hepatic tissue in SHAM mice. 
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HYPOTHESIS 3:  Mitochondria isolated from hepatic tissue of OVX mice will 

   exhibit increased ROS production rates compared to  

   mitochondria from hepatic tissue in SHAM mice 

 

SPECIFIC AIM 2: To determine if acetylation patterns of hepatic mitochondrial 

proteins differ in OVX mice compared to SHAM mice.  

RATIONALE: Qualitatively, the OVX mouse model has a similar hepatic phenotype and 

gene expression profile to the SIRT3KO mouse. Specifically, both accumulate hepatic 

TAG and have impaired glucose tolerance without changes in food intake.  The increased 

TAG content in the SIRT3KO mouse is the result of impaired lipid oxidation that results 

from the hyperacetylation of mitochondrial proteins.  Due to the similarities between the 

OVX and SIRT3KO mice, it is possible for hepatic mitochondrial acetylation to be altered 

under states of estrogen deficiency. Therefore, OVX mice may have alterations in hepatic 

mitochondrial function resulting from alterations in acetylation and SIRT function. To 

date, we are not aware of any published experiments testing this hypothesis. 

HYPOTHESIS 1:  Mitochondria isolated from hepatic tissue of OVX mice will 

   exhibit hyperacetylation compared to mitochondria from  

   hepatic tissue in SHAM mice. 

HYPOTHESIS 2:  Hyperacetylation in OVX hepatic mitochondrial proteins will 

   be inversely related to sirtuin protein content. 
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Methods 

 

Animal care: Twenty-six eight-week-old C57BL/6 female mice were divided into two 

groups. One group underwent bilateral ovariectomy (OVX), and the other underwent 

SHAM surgery. Animals were housed in a temperature-controlled room on a twelve-

hour light and dark cycle, and were provided with ad libitum access to water and 

standard rodent chow (Purina Laboratory Rodent Diet 5001: 23% protein, 4.5% fat, 

6% fiber). After eight weeks we have found that the OVX group manifests significant 

differences in body weight, glucose tolerance, and hepatic TAG composition 

compared to the SHAM group (Jackson, et al., 2011). Thus, tissue was collected eight 

weeks after the OVX or SHAM surgery.  On the day of tissue collection, the mice 

were fasted for 4 hours prior to euthanasia. For one set of mice (n=6/group) the whole 

liver was surgically removed and used to isolate mitochondria as described by Frezza 

et al. (2007).  After isolation, mitochondria were immediately used to assess 

mitochondrial oxygen consumption and H2O2 production. In a second set of 

experiments, livers were surgically removed from another set of SHAM and OVX 

mice (n=8). One half of the liver was snap frozen in liquid nitrogen, and the other half 

was used to isolate mitochondria. The mitochondrial pellet was then isolated and 

stored at  -80°C for subsequent immunoblotting. All aspects of this study were 

approved by the University of Maryland Animal Care and Use Committee Review 

Board.  
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Hepatic TAG analysis: Using a small section of liver,  FA’s were measured as 

previously described (Jackson et al., 2011) through a previously described extraction 

procedure (Folch et al., 1957).  

 

Mitochondrial Isolation: Liver tissue was collected and immediately placed in ice-

cold isolation buffer (IBc) containing 10mM Tris-MOPS, 1mM EGTA/Tris, and 

0.2M sucrose (pH 7.4). All procedures were performed in an ice bath to prevent 

mitochondrial degradation. The liver was washed with IBc until the solution was 

clear. Then it was minced with scissors and gently homogenized using a 30ml 

glass/Teflon potter Elvehjem tissue grinder. The homogenate was transferred to a 

conical tube and centrifuged at 600g for 10 minutes at 4°C. The supernatant was 

transferred to a glass centrifuge tube and spun at 7,000g for 10 minutes at 4°C. The 

pellet was re-suspended in 5ml IBc and centrifuged at 7,000g for 10 minutes at 4°C. 

The resulting supernatant was discarded. Then the pellet was loosened with a ice-cold 

glass rod and transferred to a microcentrifuge tube. Any excess buffer solution was 

removed. The protein concentration of the pellet was determined using the Pierce 

BSA protein assay. Only freshly isolated mitochondria were used to measure oxygen 

consumption and H2O2 production, and the remaining mitochondria were stored at -

80°C.  

 

Mitochondrial H2O2 production: Hydrogen peroxide production by isolated 

mitochondria was measured fluorimetically with the oxidation of nonfluorescent 

Amplex red into fluorescent resorufin (530nm excitation, 590 emission) (Schonfeld, 



 

 13 
 

et al., 2009) using a Synergy H1 plate reader (BioTek). All of these assays were 

measured at 37°C in a black-bottom 96-well plate. Mitochondria (~0.2mg protein) 

was added to respiration buffer (125mM KCl, 2mM K2PO4, 10mM HEPES, 1mM 

MgCl, 0.1mM EGTA, 1%BSA, pH 7.4) with horseradish peroxidase 0.1 U/ml and 

50µM Amplex Red reagent. Mitochondrial H2O2 production was assessed in the 

presence of 500µM glutamate, 25µM malate, 300µM ADP (stage 3 respiration), or in 

the presence of 40µM oligomycin (stage 4 respiration). The content of hydrogen 

peroxide was calculated using a standard H2O2 curve in respiration buffer and 

normalized to the total mitochondrial protein in each well.  Four to five replicates 

were measured from each isolated mitochondrial sample from both groups. 

 

Mitochondrial oxygen consumption: Oxygen consumption was measured  

polarographically using an Oxytherm (Hansatech) as described by Garcia-Cazarin et 

al. (2011). Freshly isolated mitochondria (~150μg) from each group were placed in 

the calibrated electrode chamber containing 500μl of respiration buffer (125mM KCl, 

2mM K2PO4, 10mM HEPES, 1mM MgCl, 0.1mM EGTA, 1%BSA), 0.5mM 

glutamate/0.025mM malate and 300µM ADP (Sigma) as substrates to induce state 3 

or maximal respiration. After 3 minutes, oligomycin (Calbiochem) was added for a 

final concentration of 40µM to induce state 4 (i.e. basal respiration) for 3 minutes. 

This was repeated at least eight times for each sample. To ensure mitochondrial 

integrity, samples were only used when the respiratory control ratio (RCR= state 3 

VO2/ state 4 VO2) fell between 2.49 and 6.0 (Valle et al., 2007).  All mitochondria 

measures with RCR values outside this range were discarded. 
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Immunoprecipitation of Acetylated Long Acyl Chain CoA Acetyl Dehydrogenase 

(LCAD): 250µg of protein from the mitochondrial pellet was diluted in a modified 

Mueller buffer (100mM KCl, 50mM HEPES, 5mM MgSO4, 1mM EGTA) and 

incubated in 1:100 dilution of long-chain acyl-CoA dehydrogenase (LCAD) antibody 

rocking overnight in 4°C. High affinity sepharose beads (Sigma) were washed two 

times in 1ml of Mueller buffer and centrifuged at 8,000g for 2 minutes at 4°C. The 

protein-antibody complex was then added to 30µl of washed beads and left rocking 

overnight in 4°C. Beads bound with the antigen-protein complex were then washed 

three times with Mueller buffer and centrifuged at 13,000g for 5 minutes at 4°C, 

followed by the addition of 6.25µl of sample buffer (25mM Tris, 192mM Glycine, 

0.1%SDS). The protein was then loaded in a Mini-PROTEAN®TGX™ Precast Gel 

(BioRad) at 180V for 45 minutes, and transferred onto a PDVF membrane. The blot 

was then incubated in Acetylated-Lysine (1:1000) antibody overnight (diluted in 

5%BSA-TBS-T), and washed with 0.05%TBS-T prior to an hour-long incubation 

with horseradish peroxidase (HRP)-conjugated rabbit secondary antibody (1:1000) in 

a buffer of 3% nonfat dry milk and TBS-T. Membrane was then visualized as 

described below. To assess for LCAD content the blot was stripped by incubating 

membrane in strip buffer at 50°C while rotating at 125RPM for 30 minutes. The blot 

was then probed for LCAD as described below.  

 

Western Blot Analysis of ETC enzymes, protein acetylation, and sirtuin content: 

Western blotting was used to quantify protein content of electron transport chain 
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(ETC) enzymes (MitoSciences) (1:250), acetylated-lysine proteins (1:1000) (Cell 

Signaling), SIRT3 and SIRT1 (1:1000) (Cell Signaling), and LCAD, very long chain 

acyl-Coa dehydrogenase (VLCAD), and medium chain acyl-Coa dehydrogenase 

(MCAD) (1:2500) (kind gift of Dr. Gerald Vockley, University of Pittsburgh). Equal 

amounts of protein (30-35µg) were run in a Mini-PROTEAN®TGX™ Precast Gel 

(BioRad) and transferred onto a PDVF membrane. Blots were blocked for one hour 

using 3% nonfat dry milk dissolved in Tris-buffered saline with 0.05% or 0.01% 

Tween (TBS-T). Following, the membrane was incubated in the appropriate primary 

antibody diluted in TBS-T and 5% BSA overnight in 4°C. The membrane was then 

washed with TBS-T and incubated for one hour with horseradish peroxidase (HRP)-

conjugated secondary antibody (1:1000 for Cell Signaling antibodies and 1:2000 for 

ACAD antibodies) in a buffer of 3% nonfat dry milk and TBS-T. Membranes were 

incubated for one minute in enhanced chemiluminescence reagent (PierceProtein 

Research). Membranes were visualized with a chemiluminescence imager (Syngene, 

Frederick, Md., USA) and quantified with Image J software (National Institutes of 

Health, Bethesda, MD). 

 

Statistical Analysis: To compare means between SHAM and OVX, a one-tailed t-test 

was used for detecting significant differences between groups. Statistical significance 

was set at a level of p≤0.05. 
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 Results 

Anatomical characteristics of SHAM and OVX groups 

The OVX group had 14% higher body weight compared to the SHAM group (Table 

1). In addition, the OVX group exhibited a significant three-fold higher visceral fat 

mass and 121% higher inguinal fat mass compared to the SHAM group.  These 

differences in fat mass were still present even after adjusting to total body weight (p < 

0.01). The liver mass was not different between groups, but it was significantly 

different when adjusted to body weight (P < 0.05). This trend was also seen when 

adjusting heart mass to total body weight (p <0.01).  

 

 

 

Hepatic TAG content 

There were no significant differences in hepatic TAG storage between the two groups 

(Fig. 1). However, OVX mice tended to store more hepatic TAG (10.5±1.8 µg/mg) 

than SHAM mice (7.8±1.2µg/mg) (p=0.119).  

Table 1: Anatomical characteristics for SHAM and OVX groups  
 

 SHAM  
n=14 

OVX  
n=14 

P-value 

 
Body Weight (g) 

22.7±0.5 25.8±0.8*  < 0.01 

Heart  (mg) 134±4 126±4  0.097 
Heart/BW 0.006±0.0001 0.005±8.5E-05* < 0.01 

Visceral Fat  (mg)  260±24 842±69* < 0.01 
VCF/BW 0.011±0.001 0.032±0.003* < 0.01 

Inguinal Fat (mg) 233±14 514±48* < 0.01 
ING/BW 0.010±0.001 0.020±0.001* < 0.01 
Liver (g) 1.08±0.05 1.08±0.08 0.494 

Liver/BW 0.047±0.001 0.042±0.003* <0.05 
    

Values presented as means ± SEM 
* Significant with a p-value < 0.05 
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Oxygen consumption of hepatic mitochondria 

 The rate of mitochondrial oxygen consumption was measured using glutamate 

and malate as substrates (Fig. 2A).  ADP was added to induce state 3 respiration (i.e. 

maximal respiration), followed by the addition of oligomycin to induce state 4 

respiration (i.e. minimal respiration). No statistical differences were detected in state 

3 or state 4 respiration rates (Fig. 2b), or in the average RCR values (VO2 state 3/ VO2 

state 4) between SHAM and OVX groups (data not shown). 
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Figure 1: Hepatic TAG content was not 
significantly different between SHAM and 
OVX group (p= 0.119). Bars represent means 
± SEM of 5 animals per group. 
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Figure 2: Example output of hepatic 
mitochondrial oxygen consumption using 
a Hansatech Oxytherm (Fig. 2a). 
Maximal oxygen consumption (State 3) 
was measured when mitochondria were 
provided with 0.5mM  glutamate, 
0.125mM malate, and 300µM ADP. 
Basal oxygen consumption (State 4) was 
induced with 40µM oligomycin. 
Ovariectomy had no effect on hepatic 
mitochondrial O2 consumption during 
state 3 nor state 4 respiration (Fig. 2b). 
Bars represent means ± SEM of 5 
animals per group.  
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Mitochondrial hydrogen peroxide production 
  
 Hepatic mitochondria from the OVX mice had increased rates of H2O2 

production (Fig.3) in state 3 (p = 0.07) and in state 4 (p < 0.05). 

 

Mitochondrial protein content  

 There were no differences detected between the SHAM and OVX mice 

regarding the protein content of LCAD, MCAD, and VLCAD, which are critical 

enzymes involved in β-oxidation (Fig. 4). There were also no differences in the 

protein content of the five complexes in the ETC (Fig. 5).   

p = 0.07 p < 0.05 
Figure 3: Effect of ovariectomy on 
H2O2 production by hepatic 
mitochondria. Mitochondria were 
incubated with Amplex Red reagent, 
0.5mM glutamate/0.125 malate, 300µM 
ADP (state 3), and 40µM oligomycin 
(state 4) for 30 minutes. Bars represent 
means ± SEM of 5 animals. 
*Represents significance p<0.05. 
 

 

Figure 4: Ovariectomy (closed bars) had no 
effect on the content of MCAD, VLCAD, or 
LCAD proteins in isolated hepatic 
mitochondria (n=8). Bars represent means ± 
SEM. 
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Acetylation of mitochondrial proteins 

 Acetylation of lysine residues regulates enzymatic activity of numerous 

mitochondrial enzymes. No differences were detected in global acetylation patterns of 

mitochondrial proteins (Fig. 6).  In addition, no significant differences were detected 

in key deacetylase proteins Sirt1 and Sirt3 (Fig. 7) or in the acetylation of LCAD 

(Fig. 8).  
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Figure 6: Ovariectomy (closed bars) 
had no effect on global acetylation of 
mitochondrial proteins in isolated 
hepatic mitochondria (n=8). Acetylation 
was detected on proteins ~155kDa 
(Peak 1), ~40kDa (Peak 2), and  
~22kDa (Peak 3). Bars represent means 
± SEM. 

 
 

 
 
Figure 5:  Ovariectomy (closed bars) had no effect on the content of electron transport chain 
(ETC) proteins in isolated hepatic mitochondria (n=8). Bars represent means ± SEM.  
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Figure 7: Ovariectomy (closed bars) had no effect on SIRT3 content (7a) and SIRT1 content (7b) in 
isolated hepatic mitochondria (n=8). Bars represent means ± SEM. 
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Figure 8: Ovariectomy (closed bars) had no effect on LCAD acetylation in isolated hepatic 
mitochondria (n=3). Bars represent means ± SEM. 
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Discussion 
 
 
 Numerous studies including our own have shown that OVX mice develop 

significant alterations in metabolic function in multiple peripheral tissues (Chen et al., 

2009; Mauvais-Jarvis, 2011; Wohlers et al., 2011; Jackson et al., 2011).  Although the 

liver is a key tissue for the regulation of whole-body metabolic function, there are few 

published studies examining the role of ovarian hormone deficiency on hepatic 

metabolic function.  In this study, hepatic mitochondria isolated from OVX mice 

produced higher levels of reactive oxygen species (ROS) during State 4 respiration 

and a trend for increased ROS production in State 3 compared to hepatic 

mitochondria isolated from SHAM mice.   However, there were no differences in any 

other measures of mitochondrial function or in hepatic TAG content despite a two-

fold increase in visceral fat mass in the OVX animals.  These data suggest that 

increased ROS production may contribute to the previously documented onset of 

hepatic steatosis in the OVX animals (Rogers et al., 2009).  The data further indicate 

that metabolic changes in the OVX model occur in a time-dependent manner, and 

thus, in the future more time point based experiments are necessary to completely 

elucidate the mechanisms contributing to the onset of metabolic disease in the OVX 

animals.    

 My data demonstrate for the first time that ROS production is increased in 

mitochondria isolated from hepatic tissue of OVX animals when compared to SHAM 

animals.  Although there was no indication of hepatic steatosis in these animals eight 

weeks following OVX, other groups have reported the development of hepatic 

steatosis at later time points (i.e. 12 weeks and later)(Rogers et al., 2009; Paquette et 



 

 22 
 

al. 2009). The tendency for elevated hepatic TAG content in the OVX mouse was 

quantitatively similar to previous findings from my laboratory group (Jackson et al., 

2011).  Thus, it appears that the animals would continue to accumulate hepatic TAG 

if they were allowed to age for a longer period of time following OVX (Rogers et al., 

2009).  The eight-week time point was chosen based on previous data where my 

laboratory group has found significant increases in visceral fat mass in the OVX 

animals (Wohlers et al., 2010) coupled with development of glucose intolerance (data 

not published).  At this time, I am unaware of any other published data demonstrating 

increased mitochondrial ROS production in hepatic tissue from OVX mice. Since the 

increase in ROS production precedes hepatic TAG accumulation in this current study, 

it is possible that ROS production is a critical signal for the development of 

mitochondrial dysfunction that would ultimately contribute to increases in hepatic 

TAG accumulation at later timepoints in the OVX group. 

 Mitochondria utilize an intermembrane hydrogen ion gradient created by the 

movement of reducing equivalents (i.e. NADH and/or FADH) through complex I 

and/or II of the electron-transport chain (ETC) to ultimately drive ATP synthesis in 

the cell.  The movement of the hydrogen ions against the electrochemical gradient is 

possible due to a transfer of electrons across the various complexes of the ETC with 

oxygen (O2) acting as the final electron acceptor. Thus, O2 consumption by the 

mitochondria is necessary for optimal function of the organelle.  In this study, I 

defined mitochondrial dysfunction as reduced respiration rates (as measured by 

mitochondrial O2 consumption) coupled with increased mitochondrial ROS 

production. Based on this definition, ovariectomy induced some signs of 
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mitochondrial dysfunction as evidenced by increased ROS production. Surprisingly, 

my data did not demonstrate any differences in the hepatic mitochondrial O2 

consumption in the OVX group when compared to age-matched SHAM animals. 

However, mitochondrial function encompasses more processes than O2 consumption 

by the electron transport chain (ETC), such as the activity of β-oxidation and the 

Krebs cycle. Other published data have suggested that hepatic mitochondria from 

OVX animals lack the ability to oxidize fatty acids compared to SHAM animals 

(Paquette et al., 2009; Campbell et al., 2003).  These data are somewhat conflicting 

with my own, but are likely due to the different experimental approaches. My 

approach directly addressed function of the ETC, while the other published 

approaches have examined the function of upstream processes of FA oxidation (i.e β-

oxidation and Krebs Cycle function).  Specifically, Paquette et al. (2009) found 

deficiencies in oxidation of radiolabeled palmitate in isolated hepatic mitochondria 

from OVX animals compared to SHAM animals, as determined by reduced release 

rates of radiolabeled CO2. These data suggest that deficiencies in β-oxidation may 

have specifically developed under conditions of reduced ovarian hormone function; 

however, these measures do address ETC function.  On the other hand, my data 

directly addressed hepatic mitochondrial ETC function and suggest that there is no 

deficiency eight weeks following OVX. It is possible that an estrogenic effect acting 

on enzymes specific to β-oxidation is responsible for the discrepant findings, since 

the impact of estrogens on ETC enzymes is unknown (Campbell et al., 2003; Toda et 

al., 2001).  However, I was unable to detect any differences in the protein content of 

mitochondrial acyl-CoA dehydrogenases LCAD, MCAD, or VLCAD (key regulators 
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of β-oxidation), between the SHAM and OVX animals. However, measuring the total 

protein content does not account for the activation level of these proteins, thus, it is 

possible that their activity is reduced independent of the protein content. 

 Acetylation is a recently described post-translational regulator of 

mitochondrial function (Hirschey et al., 2010). SIRT1 and SIRT3 are the major 

deacetylases that modulate mitochondrial function in response to changes in energetic 

demand (i.e. increases in the NAD+/NADH ratio) by removing acetyl groups bound to 

lysine residues in a given mitochondrial protein sequence (Lombard et al., 2007). 

Growing evidence supports that excessive acetylation decreases the activity of 

proteins involved in lipid oxidation in the mitochondria (Hirschey et al., 2010; Cimen 

et al., 2010; Kendrick et al., 2011).  In addition, Hirschey et al. (2011) found an 

association between increased acetylation of mitochondrial proteins and the 

development of hepatic steatosis and impaired glucose homeostasis. In similar 

fashion to our previously published data in the OVX model, the SIRT3KO model 

develops hepatic steatosis without changes in the function of known lipogenic 

regulators (e.g. SREBP-1c, ACC-1, FAS) (Jackson et al., 2011; Hirschey et al, 2010). 

The SIRT3KO mouse also exhibits impaired palmitate oxidation due to decreased 

activity of LCAD (Hirschey et al., 2010). Thus, based on the number of striking 

similarities between the SIRT3KO mouse and the OVX mouse model, acetylation and 

hepatic SIRT content were measured as a potential mechanism for explaining 

differences in mitochondrial function in the OVX mouse model. However, no 

differences were detected in total acetylation of mitochondrial proteins or in the 

specific acetylation of LCAD between the SHAM and OVX groups.  In addition, I 
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found no differences in total hepatic SIRT1 and SIRT3 content. These observations 

suggest that at eight weeks following OVX there are minimal changes in SIRT 

function and, thus, it appears that changes in deacetylase function do not contribute to 

hepatic TAG accumulation.  

 It has been previously observed that impaired mitochondrial function is often 

associated with hepatic steatosis and insulin resistance.  For example, a decline in 

hepatic mitochondrial function predisposes elderly lean subjects to accumulate 

intrahepatic lipid, contributing to the development of hepatic insulin resistance 

(Petersen et al., 2003; Petersen et al., 2004). This effect corresponds with an increase 

in intrahepatic lipid content, which is associated with a reduction in mitochondrial 

rates of oxidative phosphorylation. However, it is difficult to confirm the order of 

events based on these studies, in that it is hard to determine whether mitochondrial 

dysfunction occured prior to intrahepatic lipid accumulation or vice versa. It is for 

this reason that the implementation of animal studies has allowed researchers to gain 

a better understanding of regulation of hepatic TAG dynamics by the mitochondria. 

A number of animal studies demonstrate that impaired fat oxidation actually 

precedes the development of hepatic steatosis and insulin resistance. Bruce et al. 

(2009) showed that the offspring from mice maintained on a chronic high-fat diet 

exhibit significant declines in mitochondrial function prior to developing hepatic 

steatosis. Similar findings were published by Rector et al. (2010) in the OLETF rat 

model, which develops severe NAFLD due to hyperphagia. This study demonstrated 

that insulin sensitivity was not impaired in OLETF rats until twelve weeks after the 

development of hepatic steatosis, suggesting that the presence of lipid in hepatic 
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tissue contributed to the pathology of insulin resistance in this model (Rector et al., 

2010).  Importantly, at only 5 weeks of age (before there are any signs of hepatic lipid 

accumulation) these animals manifest a significantly reduced ability to oxidize lipid 

(Rector et al., 2010). Collectively, these studies indicate that a loss of normal 

mitochondrial function appears to act as a precursor in the development of hepatic 

steatosis and insulin resistance in obesity.  

 Thus, my data suggest that excessive ROS production could potentially be the 

precipitating event that contributes to the development of overt mitochondrial 

dysfunction, ultimately leading to the significant accumulation of lipid in hepatic 

tissue.  Using other experimental models, a few studies have shown that increased 

ROS levels induce mitochondrial dysfunction in hepatocytes due to excessive lipid 

peroxidation. Lipid peroxidation leads to altered permeability of the mitochondrial 

membrane, contributing to the leakage of matrix enzymes and a subsequent alteration 

in the electrochemical gradient that is critical for the synthesis of ATP (Carini et al., 

1992). Increased levels of ROS also play a role in the etiology of alcohol-induced 

fatty liver disease (AFLD). Ethanol induced- mitochondrial ROS production in 

cultured rat hepatocytes led to a 66% increase in lipid peroxidation, which resulted in 

significant mitochondrial dysfunction (Devi et al., 1993). Collectively, these studies 

suggest that ROS-induced mitochondrial dysfunction is an important component of 

the pathology of fatty liver disease, and thus ROS production could be one of the 

initial signals leading to NAFLD in the OVX model.  

 To the best of my knowledge, this is the first study that has shown increased 

ROS production in hepatic mitochondria from OVX animals. However, other studies 
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have found increased ROS production in in other tissues when estrogen function is 

reduced (Duckles et al., 2010; Strione et al., 2005; Razmara et al., 2008). It is 

suggested that estrogen down regulates ROS production by increasing the expression 

of ROS-scavenging enzymes such as catalase (Toda et al., 2001) and glutathione 

(Valle et al., 2007). Further, estrogen treatment increased levels of ROS-scavenging 

enzymes in brain endothelial cells from OVX mice (Razmara et al., 2008) so it is 

possible that OVX results in excess ROS production by hepatic mitochondria due to a 

loss in the activity of ROS-scavenging enzymes.  

 Ovarian dysfunction or inhibition of estrogen function in women increases the 

risk for NAFLD, insulin resistance, and ultimately the MetS.  An estimated 20-30% 

of middle-aged women have MetS, but the prevalence escalates significantly after the 

onset of menopause, resulting in increased mortality risk in this population (Janssen 

et al., 2008; Ervin, 2009). The data presented here show that ovarian dysfunction is 

associated with an increase in ROS production by hepatic mitochondria, which I have 

hypothesized to be a potential signal for the development of hepatic metabolic 

dysfunction under conditions of reduced ovarian function.  Due to the importance of 

the liver in the regulation of metabolic function, increased ROS production may be a 

significant contributor to the development of overt metabolic disease in post-

menopausal women. Therefore, if we can target the single initial metabolic change 

that is induced by ovarian dysfunction, such as a rise in hepatic mitochondrial ROS 

production, we may drastically improve and even prevent the consequential metabolic 

changes that predispose middle-aged women to the MetS.  
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Limitations and Delimitations 

  This study used eight-week old C57Bl/6 mice to study the effects of a 

reduction in female sex hormones on metabolic function.  This design does not 

consider the effect of aging, which is yet another factor affecting the rate of hepatic 

lipid accumulation. For this reason, my research approach is appropriate to study how 

reduced ovarian function affects hepatic metabolism without aging as a confounding 

variable; however, I also cannot account for the effect of age on hepatic lipid 

accumulation using this model.   

 Moreover, studies suggest that a reduction in female sex steroid hormones 

increases appetite in some animals, like the OVX rat, which may affect hepatic 

metabolism differently. Based on unpublished data from my lab group and previous 

publications (Rogers et al., 2009), the OVX mouse model does not show signs of 

hyperphagia, but does show significant loss of spontaneous physical activity levels 

that could influence my results, independent of the ovarian hormone status.  Physical 

activity is also a critical regulator of hepatic mitochondrial function in the liver, thus 

this is a likely key factor that needs to be considered (Rector & Thyfault, 2011). 

Furthermore, estrogen can affect numerous different tissues, such as skeletal muscle 

and adipose tissue, both of which may influence whole body metabolism as well as 

hepatic metabolism. Therefore, by using this model I could not account for the effects 

of estrogen in tissues other than the liver. 

 Finally, evidence suggests that this OVX model reproduces a number of 

metabolic similarities when compared to the human with estrogen dysfunction.  
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However, it is not clear if the mechanisms affected would be the same in mice and 

humans, especially when there are inconsistencies in the effects of ovariectomy 

between different types of rodents.  Nevertheless, this is a starting point for defining 

targets of interest to follow-up in human based studies. 

 

 

Future direction 

 In this study I provided evidence for hepatic mitochondrial ROS production to 

be the initiating factor for further mitochondrial dysfunction that predisposes the liver 

to fat accumulation and insulin resistance in the OVX model. However, the OVX 

model exhibits other confounding variables such as increased visceral fat mass and 

decreased physical activity that could also affect hepatic mitochondrial function. In 

order to isolate the effects of estrogen function to the liver alone, it would be an 

appropriate next step to genetically knock out the estrogen receptor in hepatic tissue 

(LERKO). I would hypothesize that LERKO animals would have normal body 

weight, visceral fat mass, and physical activity levels at an early stage when hepatic 

metabolism is not fully impaired. This approach would allow me to examine 

mitochondrial function and hepatic TAG content at different time points in LERKO 

mice independent of secondary changes seen in the OVX model that could influence 

hepatic tissue function. This study would then provide insight as to the effects of 

estrogen on hepatic mitochondrial function and to determine whether ROS production 

is a critical step that prompts changes in hepatic metabolism that lead to hepatic 

steatosis.  
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Review of Literature 

 

The metabolic syndrome increases the rate of mortality  

 The rate of mortality is increasing in the United States partially due to the high 

incidence rates of cardiovascular disease, cancer, and type 2 diabetes (Centers for 

Disease Control and Prevention [CDC], 2010; Lakka et al., 2002). These conditions 

are linked to the Metabolic Syndrome (MetS). Currently, it is estimated that over a 

third of the population over the age of 20 has the MetS (Nedungadi & Clegg, 2009), 

making it a critical risk factor for mortality in the American population. 

 

 

Insulin resistance is a main characteristic of the metabolic syndrome 

 A cluster of metabolic abnormalities gives rise to the MetS, including visceral 

adiposity, insulin resistance, dyslipidemia, and hypertension (NCEP, 2001). However, 

the most accepted and unifying hypothesis to describe the pathophysiology of the 

MetS is the development of insulin resistance (IR) (Eckel et al., 2005; Grundy et al., 

1999), which is characterized by defective insulin action resulting in a dysregulation 

in blood glucose levels.  Insulin resistance predisposes multiple organs to 

metabolic abnormalities, such as increased glucose and lipoprotein secretion by the 

liver (Austin et al., 1996; Haffner et al., 1995), increased secretion of fatty acid (FA) 

by adipose tissue (Mostazza et al., 1998), and impaired vasodialation of endothelial 

cells (Steinberg et al., 1996). Therefore, the metabolic abnormalities that give rise to 

the MetS are also consequences of insulin resistance.  
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Insulin resistance is associated with visceral adiposity  

 The risk of becoming insulin resistant is strongly associated with the 

development of visceral adiposity. It was reported that the strongest predictor for 

common manifestations of insulin resistance (i.e. increased circulating glucose, 

insulin, and triglycerides) was the waist-to-hip ratio (Evans et al., 1984). Which 

suggests that the distribution of fat in the abdominal area versus gluteal region 

increases the risk for insulin resistance (Evans et al., 1984). In addition, abdominal 

adiposity is associated with developing impaired fasting glucose over a 5-year period 

(Guthrie et al., 2001). Moreover, it was suggested that in order for visceral fat to 

promote insulin resistance in women, visceral fat mass had to reach a certain 

threshold that was comparable to the levels found in men (De Nino et al., 2001). 

Therefore, the volume of fat in the visceral region is highly associated with the 

development of insulin resistance.  

  

 

Visceral adiposity is associated with increased hepatic lipid storage 

 Obesity is often associated with the development of non-alcoholic fatty liver 

disease (NAFLD), which is characterized by increased hepatic triacylglycerol (TAG) 

accumulation (>5% of total liver mass) in the absence of excess alcohol consumption 

(Rector & Thyfault, 2011). NAFLD is the most common chronic liver disease 

worldwide, affecting more than 75% of all obese individuals (Thorne et al., 2010). 

Because of the high prevalence of NAFLD in obesity, it is suggested that visceral 

adiposity, is a strong predictor for hepatic fat content (Parks et al., 2007). Moreover, 
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most of hepatic TAG (~60%) in NAFLD patients comes from circulating FFA 

derived from visceral adipose tissue (Donnelly et al., 2005).  This association was 

evident when comparing adipose tissue distribution through CT scans and hepatic 

lipid storage using liver biopsies from healthy human subjects (Parks et al., 2007). 

This study found that some of the predictors for hepatic steatosis were BMI, increased 

alanine aminostrasferase (ALT), low levels of high-density lipoprotein (HDL), and 

the ratio between visceral to subcutaneous fat. However, the strongest predictor for 

risk and degree of hepatic steatosis in both men and women was the mass of visceral 

fat, which led to the conclusion that visceral fat is an independent risk factor for 

hepatic steatosis in both men and women.  

 

 

Hepatic lipid storage is a strong predictor for insulin resistance 

 Current studies using non-invasive imaging techniques support the idea that 

intrahepatic fat (IHF) is a stronger predictor of insulin resistance than visceral fat 

(Hwang et al., 2007; Gentile et al., 1993; Kotronen et al.,2008). This concept is 

further supported in patients with type 2 diabetes, as the content of intrahepatic fat 

(IHF) was closely correlated with the sensitivity to endogenous insulin, insulin dose, 

and it often explained the variation in insulin requirements between subjects (Gentile 

et al., 1993). Also, IHF was the only independent predictor of insulin mediated 

glucose disposal when compared to visceral adipose tissue and intramyocellular lipid 

content (IMCL) (Koska et al., 2008). Collectively, the data suggest that the 
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accumulation of fat in the liver has severe implications in whole-body insulin 

sensitivity.  

 

 

Loss of ovarian function increases the risk for the metabolic syndrome 

 Women over the age of 40 who have the MetS are at a much higher risk for 

not only cardiovascular-mortality, but all-cause mortality as well (Lin et al., 2010). 

More women are affected by MetS than men once they reach the age of 60 (Ervin, 

2009), an age in which women are menopausal (Reyes, 1977). In a longitudinal study, 

it was estimated that 20%-30% of middle aged women have the MetS, but it was 

observed that the incidence rate of the MetS increased steadily after the onset of 

menopause (Janssen et al., 2008). This is evidenced by the higher fasting insulin and 

glucose levels reported in post-menopausal women when compared to premenopausal 

women (Poehlman et al., 1997; Razay et al., 1992; Lynch et al., 2002). Lindheim et 

al. (1994) also found that postmenopausal women had decreased insulin sensitivity 

compared to age-matched premenopausal women, which suggest that the onset of 

metabolic defects are a direct result of menopause instead of age alone. The metabolic 

syndrome was also highly prevalent in women with bilateral oophorectomy (Dorum 

et al., 2007), and recent data also show that oophorectomy before the age of 40 in 

overweight women were more than twice as likely to die from CVD than same-age 

non-obese women with intact ovaries (McCarthy et al., 2012). Collectively, the data 

suggest that ovarian dysfunction increases the risk for MetS and mortality in women.    
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Loss of ovarian function increases visceral adiposity  

 Obesity is more prevalent among middle-age women than in men, with 

approximately two thirds of women between 40 to 60 years of age being overweight 

or obese (Ogden, 2006). One of the major contributing factors to the development of 

adiposity during a woman’s life is the onset of menopause (Polotsky, 2010), which is 

a period when ovarian hormone production is substantially reduced (Reyes, 1977). 

Pre-menopausal women tend to store more subcutaneous fat, but women exhibit 

significant increases in visceral fat mass with the onset of menopause (Janssen et al., 

2008); however, these data are based from cross-sectional studies, and their findings 

are not fully consistent with those reported by Lovejoy et al. (2008). In a longitudinal 

study of over a hundred women, it was reported that visceral fat increased throughout 

the four years prior to the onset of menopause, and it also remained relatively stable 

after the first two years of menopause (Lovejoy et al., 2008). However, the increase in 

adiposity was associated with decreased levels of circulating estradiol before 

menopause, which is consistent with the hypothesis that a decrease in estrogen 

influences the gain in visceral adiposity (Lovejoy et al., 2008; Sowers et al., 2005).  

 Due to the multifactorial nature of the onset of obesity in women, various 

animal models have been employed to study the effects of female sex steroids on 

metabolism.  These animal models allow for better control over other factors 

including, genetics, food intake and age that may contribute to the development of the 

MetS.  A number of animal models have been employed including: ovariectomized 

female mice (OVX), estrogen receptor knockouts (ERKO), and aromatase knockouts 

(ArKO), all of which develop striking increases in visceral fat mass.  The OVX model 
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has a 70-90% reduction in circulating estrogens (Gorzek et al., 2007; Sitnick et al., 

2006) which is associated with a significant increase in body weight (~25%) and 

visceral adiposity (over 100%) independent of changes in food intake (Wohlers et al., 

2011; Rogers et al., 2009). Similar increases in adiposity are evident in mice lacking 

the aromatase enzyme (ARKO), which is responsible for endogenous estrogen 

production (Hewitt et al., 2004), and the ERαKO mice (Bryzgalova et al., 2005). In 

fact, visceral adiposity is one of the most striking and apparent metabolic changes 

induced with reduced function of ovarian hormones. Moreover, various studies have 

supporting evidence that the metabolic changes occur as a result of decreased 

estrogen function, as treatment with estradiol or estrogen receptor agonists often 

prevent or even reverse excess visceral adiposity (Brygazlova et al., 2005; Hewitt et 

al., 2004; D’Eon et al., 2005; Turgeon et al., 2006).  

 

Visceral fat deposits fatty acids into the liver  

 Most of stored hepatic lipid appears in the form of triacylglycerol (TAG), of 

which the majority is derived from portal circulation (Donnelly et al., 2005). 

Increases in circulating FFA are often the result of the hydrolysis of TAG (i.e. 

lipolysis) in different tissue depots. It is well established that visceral adipose tissue 

has increased lipolytic activity compared to subcutaneous adipose tissue (Arner, 

1995). Thus, the lipolytic activity of visceral fat is related to hepatic fat accumulation, 

as FFAs released from this tissue have direct access to the liver through the portal 

vein (Thorne et al.,2010; Park et al., 2007). Membrane bound transporters like fatty 
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acid transport protein-2 and 5 (FATP2, FATP5) or fatty acid translocase (FAT/CD36) 

then facilitate FFA entry into the liver from the portal circulation.  

  There is also evidence that the release of FFA by adipose tissue is more 

strongly associated with adipocyte cell size rather than fat mass (Laurencikiene et al., 

2011; Koska et al., 2008). Larger adipocytes have an enhanced lipolytic rate 

compared to small adipocytes in basal (un-stimulated) conditions (Laurencikiene et 

al., 2011). Thus, adipocyte size is strongly linked to the risk for type 2 diabetes and 

CVD (Koska et al., 2008). Evidence from my lab group has found that the increase in 

visceral fat mass in the OVX animal model is due to increased adipocyte size and not 

due to increased adipocyte number (Wohlers & Spangenburg, unpublished). In 

addition, isolated adipocytes and adipose tissue explants from OVX animals exhibit 

increased circulating FFA and glycerol under basal conditions and impaired lipolysis 

when stimulated with catecholamines (D’Eon et al., 2005, Wohlers & Spangenburg, 

unpublished). Conceptually, these data suggest that under conditions of chronic 

ovarian dysfunction an increase in visceral fat mass leads to unregulated release of 

FFA into the portal circulation, which may contribute to increased hepatic lipid 

deposition.  

 

Loss of ovarian function in women increases their risk for NAFLD 

 With the onset of menopause the prevalence of NAFLD is higher in women 

than men (Nomura et al., 1988; Kojima et al., 2006; Park et al., 2006). If untreated, 

the progression of NAFLD leads to non-alcoholic steaohepatitis (NASH), chronic 

hepatitis B, and/or cirrhosis, which are most prevalent in men and postmenopausal 
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women when looking across the entire population (Massard et al., 2006; Poynard et 

al., 2001). A population-based study in Japan gave evidence that at the age of 60 

women were more likely to have NAFLD than men of the same age (Nomura et al., 

1988; Kojima et al., 2006). Similar reports were made in the American population by 

the NHANES study (Clark et al., 2007). The NHANES study also indicated that the 

prevalence of NAFLD is greater in postmenopausal women compared to both 

premenopausal women and postmenopausal women under hormone replacement 

therapy (HRT). Thus epidemiological data suggest that the menopausal status in 

women is associated with the risk for developing NAFLD, and that normal ovarian 

function may protect the liver from excess lipid accumulation that may lead to 

NAFLD.  

 

Excessive hepatic fat accumulation causes hepatic insulin resistance and 

impaired glucose homeostasis 

 NAFLD is commonly referred to as the hepatic manifestation of the MetS 

(Bruce et al., 2009; Brunt 2004). This concept is supported by evidence showing that 

obese women with the high amounts of hepatic lipid content also had elevated plasma 

glucose levels and HOMA index (Thorne et al., 2010). Severe insulin resistance can 

also be found in lean, young and older subjects, which is associated excess lipid 

accumulation in the liver (Petersen et al., 2003; Petersen et al, 2004). However, 

because of the nature of these cross-sectional studies, it is impossible to determine 

whether hepatic steatosis causes insulin resistance, or whether insulin resistance 

promotes hepatic steatosis. Fortunately, animal-based studies measuring hepatic TAG 
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accumulation and glucose homeostasis at different ages and time points have allowed 

us to gain a better understanding on the series of events causing the relationship 

between hepatic steatosis and insulin resistance.  

 Evidence from animal studies suggests that hepatic lipid accumulation 

precedes insulin resistance (Rector et al. 2010; Bruce et al., 2009). This was evident 

in rodents with diet-induced obesity that developed insulin resistance 12 weeks after 

evidence of hepatic steatosis (Rector et al., 2010). In addition, rodents did not exhibit 

abnormal glucose and insulin homeostasis until 15 weeks after manifesting signs of 

NASH (Bruce et al., 2009). However, Ibdah et al. (2005) had different findings as 

insulin resistance overlapped with the development of hepatic steatosis in rodents 

with impaired hepatic mitochondrial function (Ibdah et al., 2005). However, the 

reduction of hepatic TAG content in rodents by inducing hepatic fat oxidation, was 

able to improve both insulin sensitivity in peripheral tissues and whole body glucose 

homeostasis (Jie et el., 2004). Collectively, these studies suggest that hepatic steatosis 

is highly associated with insulin resistance and often precedes its manifestation.  

 

Impaired hepatic mitochondrial function precedes TAG accumulation the liver 

 Most of the FA delivered to the liver are oxidized by the mitochondria, thus a 

reduced mitochondrial capacity is associated with increased lipid storage in the 

muscle and liver. Mitochondria regulate FA oxidation through a number of dynamic 

regulatory pathways. The FA enters the mitochondria through carnitine-palmitoyl 

transferase 1 (CPT-1), which catalyzes the conversion of FA-CoA into FA-carnitine 

to be transported into the matrix. The FA-CoA is then broken down into acetyl-CoA 
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by β-oxidation to be used as a substrate for the Kreb’s Cycle. The electron-transport 

chain (ETC) then utilizes a proton gradient driven by the flow of electrons from 

reducing equivalents produced by the Krebs cycle (i.e. NADH and FADH2), in order 

to drive the synthesis of ATP.    

 The loss of mitochondrial function can occur for a variety of reasons. For 

example, a build-up of acetyl-CoA can occur if the flux from β-oxidation exceeds the 

activation of the ETC, which results in the inhibition of CPT-1 (through allosteric 

inhibition by malonyl-Coa) and halting further fat oxidation. This excess flux can also 

lead to increased ROS production by the ETC (Fischer-Wellman & Neufer, 2012). 

Therefore, when the flux of lipid exceeds the capacity for hepatic mitochondria to 

oxidize it, fatty oxidation is inhibited which ultimately contributes to enhanced 

hepatic lipid storage.   

 A reduced enzymatic capacity of mitochondria to oxidize fat has also been 

associated with increased lipid storage in the muscle and liver. For instance, it was 

reported that obese individuals had a 3 to 4-fold reduction in ETC activity in skeletal 

muscle mitochondria compared to age-matched lean subjects. Moreover, in obese 

subjects with type 2 diabetes, ETC activity was decreased by 7-fold compared to lean 

subjects (Ritkov et al., 2005). Furthermore, lean individuals with reduced oxidative 

capacity in mitochondria from skeletal muscle (Petersen et al., 2003) and liver, 

(Petersen et al., 2004) exhibited TAG accumulation in each respective tissue, as well 

as severe insulin resistance despite their lean phenotype.  

 The link between mitochondrial function, tissue lipid accumulation, and 

insulin resistance is also evident in animal models (Bruce et al., 2009; Thyfault et al, 
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2009; Ibdah et al, 2005). Impaired mitochondrial function was the primary event 

mediating fat deposition in the liver in rats selectively bred with low aerobic capacity 

(Thyfault et al., 2009). These rats manifested hepatic steatosis as well as impaired 

palmitate oxidation, reduced β-HAD activity, and reduced mitochondrial content. A 

similar loss in mitochondrial capacity was evident with diet induced-obesity, which 

triggered the development of hepatic steatosis three weeks after measurable 

impairments in mitochondrial function (Rector et al., 2009).  Moreover, hepatic 

steatosis was evident in even in the absence of excess abdominal fat, suggesting that 

lipid accumulation was not due to increased flux from visceral adipose tissue, and 

rather due to impaired fat oxidation in the liver (Bruce et al., 2009). More strikingly, 

when these mice were challenged with a chronic high-fat diet, they developed 

extensive hepatic fat accumulation, impaired glucose homeostasis, and inflammation 

resulting in a diagnosis of NASH. Moreover, it has been shown that obese rats with 

hepatic steatosis do not show signs of insulin resistance until 12 weeks after the onset 

of hepatic TAG accumulation (Rector et al., 2009). These studies provide insight 

towards the importance of the capacity of mitochondria to oxidize fat as in preventing 

the development of hepatic steatosis and insulin resistance. Therefore, fat oxidation 

may be a critical target in the prevention of metabolic disease.  

 

Lipid promotes insulin resistance by promoting the phosphorylation of serine 

residues of IRS 

 Excess lipid accumulation promotes insulin resistance via activation of known 

stress kinases resulting in the hyper-phosphorylation of serine residues in insulin 
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receptor substrate-1 (IRS-1). For example, lipid metabolites can activate protein 

kinase C (PKCθ) in skeletal muscle (Kim et al., 2004) and PKC-ε in hepatic tissue 

(Samuel et al., 2004) resulting in loss of insulin-induced glucose regulation in both 

tissues. Lipid intermediates such as DAG and fatty-acyl CoA can act as ligands for 

the induction of PKC in hepatocytes (Neschen et al., 2005). Furthermore, by reducing 

the DAG content in hepatic tissue it is possible to protect mice from developing 

NAFLD (Engeli, 2008). Finally, the critical role of PKC was elucidated using mice 

lacking the PKC gene, which was used to demonstrate that the lack of PKC protected 

mice from developing fat-induced insulin resistance (Kim et al., 2004). These data 

suggest that by encouraging complete oxidation of hepatic FA it would be possible to 

reduce the activation of PKC by any fat metabolites, and maintain insulin sensitivity 

in the liver.  

 

Hepatic TAG accumulation and insulin resistance occur in states of reduced 

ovarian function 

 Evidence suggests that estrogens play a protective role in the liver by 

attenuating the development of hepatic steatosis (Cole et al., 2010; Maffei et al., 

2004; Anezaki et al., 2009). For instance, over 50% of women with normal liver 

function who were undergoing cancer treatment with tamoxifen, an estrogen 

antagonist, developed hepatic steatosis, elevated blood triglycerides, and fasting 

blood glucose (Akhondi-Meybodi et al., 2011). Aromatase deficient male patients, 

who lack the ability to make endogenous estrogen, exhibit insulin and glucose 

intolerance, and hepatic steatosis. (Maffei et al., 2004). However, estrogen therapy 
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induced a significant reduction in hepatic lipid storage and improved insulin 

sensitivity in these same men (Maffei et al., 2004). Estrogen therapy was also 

effective in decreasing the incidence of type 2 diabetes even after adjusting for BMI 

or waist circumference in postmenopausal women participating in the Women’s 

Health Initiative (2002), which Suzuki et al. (2009) suggested was the result of 

estrogen preventing the development of NAFLD. 

 This is similar to findings in animal models that accumulate hepatic fat under 

conditions of reduced estrogen function. For instance, mice treated with tamoxifen 

develop hepatic steatosis and insulin resistance without changes in food intake or 

body weight (Cole et al., 2010). Also, both ERKO and ARKO mice developed 

hepatic steatosis (Bryzgalova et al., 2008; Hewitt et al., 2004), which was prevented 

by estrogen administration in ArKO mice (Hewitt et al., 2004). A sex dimorphism in 

hepatic metabolism was also evident in a clinical model of non-alcoholic 

steaohepatitis (NASH) as female mice had reduced levels hepatic fat accumulation 

when compared to male mice (Anezaki et al., 2009). This suggests that ovarian 

function is protective against hepatic lipid accumulation. Furthermore, ovariectomy 

also results in hepatic steatosis and insulin resistance in rodents. Lavoie et al, (2007) 

has shown that ovariectomy induces the accumulation of TAG in the hepatic tissue of 

rats. This occurs independent of the previously reported hyperphagic effect of 

estrogen in this model (Paquette et al., 2007). After 12 weeks of ovariectomy mice 

also exhibit evidence the development of hepatic steatosis (Rogers et al., 2009, 

Jackson et al., 2012).  Overall, in both humans and animals the loss of estrogen 

function leads to an increase in hepatic lipid accumulation resulting in the 
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development of insulin resistance, which would be expected to contribute to the 

development of NAFLD and ultimately the MetS. 

 

Mitochondrial function and fat oxidation is impaired in hepatic tissue under 

conditions of reduced female sex steroid function  

 Evidence suggests that ovarian hormones enhance the capacity for 

mitochondria to oxidize fat (Campbell et al., 2005; Valle et al., 2007; Bryzgalova et 

al., 2005). For instance, Valle et al. (2007) showed that hepatic mitochondria from 

female mice exhibited increased activity of Complex I and III of the ETC resulting in 

increased rates oxygen consumption by the mitochondria when compared to male 

mice. Conversely, ovarian dysfunction also leads to reductions in fat oxidation.  For 

example, OVX rats had a 34% decrease in hepatic palmitate oxidation compared to 

controls and a 114% increase in liver TAG storage (Paquette et al., 2009). 

Ovariectomy also induced hepatic steatosis in mice that was associated with 

decreased oxygen consumption through indirect calorimentry without differences in 

energy intake compared to SHAM mice (Rogers et al, 2009). Furthermore, ArKO 

exhibited reductions in MCAD expression, a key enzyme in β-oxidation, which 

appears to contribute to the development of hepatic steatosis (Toda et al., 2001).  

 In non-hepatic tissue, evidence also suggests that ovarian function promotes 

the expression and activity of mitochondrial oxidative enzymes. Estrogen treatment 

induced a 7-fold increase in CPT-1 transcription in skeletal muscle, increased CPT-1 

activity, and restored β-HAD activity (Campbell et al, 2003). As expected, in 

conditions of reduced estrogen levels CPT-1 and β-HAD activity were also reduced 
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(Campbell et al., 2001).   Thus, the data suggest that estrogens have a powerful effect 

on mitochondria, and ovarian function appears to be critical to the maintenance of 

optimal mitochondrial function.  

 

CONCLUSION: Collectively, the evidence suggests that impaired hepatic 

mitochondrial function in states of reduced ovarian function promotes TAG 

accumulation in the liver, resulting in insulin resistance. Currently 20%-30% of 

middle-aged women have the MetS, and its prevalence escalates with the reduction in 

ovarian function caused by menopause.  This is a critical matter to resolve as MetS 

increases the risk for CVD, which is the leading cause of death in women. Insulin 

resistance is one of the main characteristics of the MetS, and evidence suggests that 

mitochondrial dysfunction may be a pathological cause of insulin resistance by 

promoting hepatic lipid accumulation.  Therefore, the mechanisms involved in 

mitochondrial dysfunction from the lack of ovarian function require further study.  

 

 

 

 

 

 
 
 



 

 45 
 

Appendices 
 

a) Institutional Animal Care & Use Committee letter 
b) Animal Protocol 

 

  



 

 46 
 

 



 

 47 
 

APPENDIX B: Animal Protocol 

 

 

 

 



 

 48 
 

Bibliography 
 
 
Aguirre, V., Werner, E.D., Giraud, J., Lee, Y.H., Shoelson, S.E., & White, M.F. 

(2002). Phosphorylation of Ser307 in insulin receptor substrate-1 blocks 
interactions with the insulin receptor and inhibits insulin action. Journal of 
Biological Chemistry, 277(2), 1531–1537. 

 
Akhondi-Meybodi, M., Mortazavy-Zadah, M.R., Hashemian, Z., & Moaiedi, M. 

(2011). Incidence and risk factors for non-alcoholic steatohepatitis in females 
treated with tamoxifen for breast cancer. Arab Journal of Gastroenterology, 
12(1), 34-6. 

 
Andersson, D.P., Lofgren, P., Thorell, A., Arner, P., Hoffstedt, J. (2011). Visceral fat 

cell lipolysis and cardiovascular risk factors in obesity. Hormone and 
Metabolic Research, 43(11), 809-15. 

  
Anezaki, Y., Ohshima, S., Ishii, H., Kinoshita, N., Dohmen, T., Kataoka, E., …Horie, 

Y. (2009). Sex difference in the liver of hepatocyte-specific Pten-deficient 
mice: A model of non-alcoholic steaohepatitis. Hepatology Research: The 
official journal of the Japan Society of Hepatology, 39(6), 609-18  

 
Arner, P. (1995). Differences in lipolysis between human subcutaneous and omental 

adipose tissues. Annals of Medicine, 27(4), 435-8. 
 
Austin, M.A. & Edwards, K.L. (1996). Small, dense low-density lipoproteins, the 

insulin resistance syndrome and noninsulin-dependent diabetes. Current 
Opinions in Lipidology, 7, 167–171. 

 
Basaranoglu, M., Kayacetin, S., Yilmaz, N., Kayacetin, E., Tarcin, O., & Sonsuz, A. 

(2010). Understanding mechanisms of the pathogenesis of nonalcoholic fatty 
liver disease. World Journal of Gastroenterology , 16 (18), 2223-26. 

 
Biddinger, S. & Kahn, R. (2006). From mice to men: insights unto the insulin 

resistance syndromes. Annual Review of Physiology, 68, 123-58 
 
Bjorntorp, P. (1992). Abdominal fat distribution and the metabolic syndrome. Journal 

of Cardiovascular Pharmacology, 20, S26-S28  
 
Bryzgalova, G., Gao, H., Ahren, B., Zierath, J., Galuska, D., Steiler, T., … Dahlman-

Wright, K. (2006). Evidence that oestrogen receptor- α plays an important 
role in the regulation of glucose homeostasis in mice: insulin sensitivity in the 
liver. Diabetologia (49), 588-597. 

 



 

 49 
 

Bryzgalova, G., Lundholm, L., Portwood, N., Gustafsson, A.K., Efendic, S., & 
Dahlman-Wright, K. (2008). Mechanisms of antidibetogenic and body 
weight-lowering effects of estrogen in high-fat dietfed mice. American 
Journal of Physiology Endocrinology and Metabolism, 295, E904-E912. 

 
Campbell, S.E. & Febbraio, M.A. (2001). Effect of ovarian hormones on 

mitochondrial enzyme activity in the fat oxidation pathway of skeletal muscle. 
American Journal of Physiology: Endocrinology and Metabolism, 281, E803-
E808. 

 
Campbell, S.E., Mehan, K.A., Tunstall, R.J., Febbraio, M.A. & Cameron-Smith, D. 

(2003). 17β-estradiol upregulates the expression of peroxisome proliferator-
activated receptor α and lipid oxidative genes in skeletal muscle. Journal of 
Molecular Endocrinology, 31, 37-45.  

 
Centers for Disease Control and Prevention. (2010). Deaths and mortality. Retrieved 

from http://www.cdc.gov/nchs/fastats/deaths.htm 
 
Chen, J-Q., Brown, T.R., & Russo, J. (2009). Regulation of energy metabolism 

pathways by estrogens and estrogenic chemicals and potential implications in 
obesisty associated with increased exposure to endocrine disruptors. 
Biochimica et Biophysica Acta, 179(7), 1128-43. 

 
Choi, S., & Ginsberg, H. (2011). Increased very low density lipoprotein (VLDL) 

secretion, hepatic steatosis, and insulin resistance. Trends in Endocrinology 
and Metabolism , 22 (9), 353-363. 

 
Choudhury, M., Jonscher, K., & Friedman, J. (2011). Reduced mitochondrial function 

in obesity-associated fatty liver: SIRT3 takes on the fat. Aging , 3 (2), 175-
178. 

 
Chow, J., Jones, M., Prelle, K., Simpson, E., & Boon, W. (2011). A selective estrogen 

receptor a agonist ameliorates hepatic steatosis in the male aromatase 
knockout mouse. Journal of Endocrinology , 210, 323-334. 

 
Cimen, H., Han, M., Yang, Y., Tong, Q., Koc, H., & Koc, E. (2010). Regulation of 

succinate dehydrogenase activity by SIRT3 in mammalian mitochondria. 
Biochemistry , 49, 304-311. 

 
Clark, J.M., Brancati, F.L., & Diehl, A.M. (2002). Nonalcoholic fatty liver disease. 

Gastroenterology 122, 1649–57. 
 
Cohen, P., Ntambi, J., & Friedman, J. (2003). Stearoyl-CoA Desaturase-1 and the 

Metabolic Syndrome. Current Drug Targets - Immune, Endocrine & 
Metabolic Disorders , 3(4). 

 



 

 50 
 

Cole, L., Jacobs, R., & Vance, D. (2010). Tamofixen induces triacylglycerol 
accumulation in the mouse liver by activation of fatty acid synthesis. 
Hepatology, 52, 1258-1265. 

 
Day, C. (2002). Pathogenesis of steatohepatitis. Best Practice and Research in 

Clinical Gastroenterology, 16, 663-678. 
 
D'Eon, T. M., Souza, S.C., Aronovitz, M., Obinm M.S., Fried, S.K., & Greenberg., 

A.S.  (2005). Estrogen regulation of adiposity and fuel partitioning. The 
Journal of Biological Chemistry , 280 (43), 35983-91. 

 
DeNino, W.F., Tchernof, A., Dionne, I.J., Toth, M.J., Ades, P.A., Sites, C.K., & 

Poehlman, E.T. (2001). Contribution of abdominal adiposity to age-related 
differences in insulin sensitivity and plasma lipids in healthy nonobese 
women. Diabetes Care, 24, 925–932 

 
Demeilliers, C., Maisonneuve, C., Grodet, A., Mansouri, A., Nguyen, R., Tinel, M., 

Letteron, P.,…Fromenty, B. (2002). Impaired adaptive resynthesis and 
prolonged depletion of hepatic mitochondrial DNA repeated alcohol binges in 
mice. Gastroenterology, 123(4), 1278-90. 

 
Devi, B.G., Henderson, G.I., Frosto, T.A., & Schenker, S. (1993).  Effect of acute 

ethanol exposure on cultured fetal rat hepatocytes: relation to mitochondrial 
function. Hepatology, 18(3), 648-59 

 
Dresner, A., Laurent, D., Marcucci, M., Griffin, M.E., Dufour, S., Cline, G.W.,… 

Shulman, G.I. (1999). Effects of free fatty acids on glucose transport and IRS-
1–associated phosphatidylinositol 3-kinase activity. Journal of Clinical 
investigations, 103, 253–259. 

 
Drew, B., & Leewenburgh, C. (2003). Method for measuring ATP production in 

isolated mitochondria: ATP production in brain and liver mitochondria of 
Fischer-344 rats with age and caloric restriction. American Journal of 
Physiology - Regulatory, Integrative and Comparative Physiology, 285(5), 
R1259-67. 

 
Donnelly, K.L., Smith, C.I., Schwarzenberg, S.J., Jessurun, J., Boldt, M.D., & Parks, 

E.J. (2005). Sources of fatty acids stored in liver and secreted via lipoproteins 
in patients with non-alcoholic liver disease. Journal of Clinical Investigation, 
115(5), 1343-51. 

 
Dorum, A., Tonstad, S., Liavaag, A.H., Michelsen, T.M., Hildrum, B., & Dahl, A.A. 

(2008). Bilateral oophorectomy before 50 years of age is significantly 
associated with the metabolic syndrome and Framingham risk score: a 
controlled, population-based study (HUNT-2). Gynecologic Oncology, 109(3), 
377-83. 



 

 51 
 

 
Duckles, S.P.,  & Krause, D.N. (2011). Mechanisms of cerebrovascular protection: 

oestrogen, inflammation and mitochondria. Acta Physiologica, 203, 149-154. 
 
Eckel, R.H., Grundy, S.M., & Zimmet, P.Z. (2005). The metabolic syndrome. Lancet, 

365, 1415-28 
 
Engeli, S. (2008). Dysregulation of the endocannabinoid system in obesity. Journal of 

Neuroendocrinology, 20, (Suppl 1), 110–115. 
 
Evans, D.J., Hoffman, R.G., Kalkhoff, R..K., & Kissebah, A.H. (1984). Relationship 

to body fat topography to insulin sensitivity and metabolic profiles of 
premenopausal women. Metabolism, 33(1), 68-75 

 
Farris, M.W., Chan, C.B., Patel, M., Van Houten, B., & Orrenius, S. (2005).  Role of 

mitochondria in oxidative stress. Molecular Interventions, 5(2), 94-111. 
 
Finkel, T., Deng, C., & Mostoslavsky, R. (2009). Recent progress in the biology and 

physiology of sirtuins. Nature Reviews , 460, 587-591. 
 
Fisher-Wellman, K.H., Neufer, P.D. (2012). Linking mitochondrial bioenergetics to 

insulin resistancevia redox biology. Cell Rev: Trends in Endocrinology and 
Metabolism, xx(2012), 1-2.  

 
Frezza, C., Cipolat, S., & Scorrano, L. (2007). Organelle isolation: functional 

mitochondria from mouse liver, muscle and cultured filroblasts. Nature 
Protocols, 2 (2), 287-295. 

 
Garcia-Cazarin, M., Snider, N., & Andrade, F. (2011). Video Article Mitochondrial 

Isolation from Skeletal Muscle. Journal of Visual Experiments , 49 (e2452). 
 
Gao, H., Bryzgalova, G., Hedman, E., Khan, A., Efendic, S., Gustafsson, J., & 

Dahlman-Wright, K. (2008). Long-term administration of estradiol decreases 
expression of hepatic lipogenic genes and impoves insul.in sensitivity in ob/ob 
mice: A possible mechanism is through direct regulation of signal transducer 
activator factor of transcription 3. Molecular Endocrinolog, 20(6), 1287-99.  

 
Gentile, S., Loguercio, C., Marmo, R., Carbone, L., & Del Vecchio-Blanco, C. 

(1993). Incidence of altered glucose tolerance in liver cirrhosis. Diabetes 
Research in  Clinical Practice, 22, 37-44. 

 
 
Gorzek, J.F., Hendrickson, K.C., Forstner, J.P., Rixen, J.L., Moran, A.L., & Lowe, 

D.A. (2007). Estradiol and tamoxifen reverse ovariectomy-induced physical 
inactivity in mice. Medicine and science in sports and exercise, 39(2):248-56. 

 



 

 52 
 

Griffin M.E., Marcucci, M.J., Cline, G.W., Bell, K., Barucci, N., Lee, D., Goodyear, 
L.J., Kraegen, E.W., White, M.F., & Shulman, G.I. (1999). Free fatty acid-
induced insulin resistance is associated with activation of protein kinase C 
theta and alterations in the insulin signaling cascade. Diabetes 48, 1270 –
1274. 

 
Grundy, S.M. (1999). Hypertriglyceridemia, insulin resistance, and the metabolic 

syndrome. American Journal of Cardiology, 83, 25F-29F. 
 
Guthrie, J.R., Ball, M., Dudley, E.C., Garamszegi, C.V., Wahlqvist, M.L., 

Dennerstein, L., & Burger, H.G. (2001). Impaired fasting glycaemia in 
middle-aged women: a prospective study. International Journal of Obesity-
Related Metabolic Disorders, 25, 646–651. 

 
Gutierrez-Grobe, Y., Ponciano-Rodriguez, P., Ramos, M.H., Uribe, M., Mendez-

Sanchez, N. (2010). Prevalence of non-alcoholic fatty liver disease in 
premenopausal, postmenopausal, and polycystic ovary syndrome women. The 
role of estrogens. Annals of Hepatology, 9(4), 402-9.  

 
Haffner, S.M., Mykkanen, L., Robbins, D., Valdez, R., Miettinen, H., Howard, B.V., 

Stern, M.P., & Bowsher, R. (1995) A preponderance of small dense LDL is 
associated with specific insulin, proinsulin and the components of the insulin 
resistance syndrome in non-diabetic subjects. Diabetologia, 38, 1328 –36. 

 
Hao, L., Wang, Y., Duan, Y., & Bu, S. (2010). Effects of treadmill exercise training 

on liver fat accumulation and estrogen receptor α expression in intact and 
ovariectomized rats with or without estrogen replacement treatment. 
European Journal of Applied Physiology , 879-86. 

 
Hewitt, K., Pratis, K., Jones, M. E., & Simpson, E. (2004). Estrogen replacement 

reverses the hepatic steatosis phenotype in the male aromatase knockout 
mouse. Endocrinology , 145 (4), 842-48. 

 
Hirschey, M., Shimazu, T., Goestzman, E., Jing, E., Schwer, B., Lombard, D., 

…Verdin, E. (2010). SIRT3 regulates mitochondrial fatty acid oxidation by 
reversible enzyme deacetylation. Nature , 464, 121-125. 

 
Hirschey, M., Shimazu, T., Jing, E., Grueter, C., Collins, A., & Aouizerat, B. (2011). 

SIRT3 deficiency and mitochondrial protein hyperacetylation accelerate the 
development of the metabolic syndrome. Molecular Cell , 44, 177-190. 

 
Hirosumi, J., Tuncman, G., Chang, L. , Gorgun, C.Z., Uysal, K.T., Maeda, K., Karim, 

M.  & Hotamisligil, G.S. (2002). A central role for JNK in obesity and 
insulin  resistance. Nature, 420(6913), 333–36. 

 



 

 53 
 

Hwang, J., Stein, D., Barzilai, N., Cui, M., Tonelli, J., Kishore, P. & Hawkins, M. 
(2007). Increased intrahepatic is associated with peripheral insulin resistance: 
in vivo MR imaging and spectroscopy. American Journal of Physiology: 
Endocrinology and Metabolism, 293, E1663-9 

Ibdah, J.A., Perlegas, P., Zhao, Y., Anddisen, J., Borgerink, H., Shadoan, 
M.K.,…Cline, J.M. (2005). Mice heterozygous for a defect in mitochondrial 
trifunctional protein develop hepatic steatosis and insulin resistance. 
Gastroenerology, 128, 1381-90. 

 
Imai, S., Armstrong, C., Kaeberlein, M., & Guarente, L. (2000). Transcriptional 

silencing and longevity protein Sir2 is an NAD-dependent histone 
deacetylase. Nature , 403, 795-800. 

 
Isomaa, B., Almgren, P., Tuomi, T…(2001). Cardiovascular morbidity and mortality 

associated with the metabolic syndrome. Diabetes Care, 24, 683-89. 
 
Janssen, I., Powell, L.H., Crawford, S., Lasley, B., & Sutton-Tyrrell. (2008). 

Menopause and the metabolic syndrome: The study of women's health across 
the nation. Archices of Internal Medicine, 168(14), 1568-75. 

 
Jackson, K.C, Wohlers, L.M., Valencia, A.P., Cilenti, M., Borengasser, S., Thyault, 

J., & Spangenburg, E.E. (2011). Wheel running prevents the accumulation of 
monounsaturated fatty acids in liver of ovariectomized mice by attenuating 
changes in SCD-1 content. Applied Physiology Nutrition and Metabolism , 36, 
1-13. 

 
Jie, A., Muoio, D.M., Shiota., M., Fujimoto, Y., Cline, G.W., & Shulman, G.I.,… 

Newgard, C.B. (2004). Hepatic expression of malonyl-CoA decarboxylase 
 reversed muscle, liver, and whole-animal insulin resistance. Nature 
Medicine, 10  (3), 268-74. 

 
Kaneto, H., Katakami, N., Matsuhisa, M., & Matsuoka, T. (2010). Role of reactive 

oxygen species in the progression of type 2 diabetes and atherosclerosis. 
Mediators of Inflammation, 2010, 1-11. 

 
Kendrick., A., Choudhury, M., Rahman, S., McCurdy, C., Friederich, M., Van Hove, 

J., e…Jonscher, K.R. (2011). Fatty liver is associated with reduced SIRT3 
activity and mitochondrial protein hyperacetylation. Biochemical Journal , 
433, 505-514. 

 
Kim, J.K., Fillmore, J.J., Sunshine, M.J., Albrecht, B., Higashimori, T.H., Kim, 

D.W.,  …Shulman, G.I. (2004). PKC-θ knockout mice are protected from fat-
induced  insulin resistance. The Journal of Clinical Investigation, 
114(6), 823-27. 

 



 

 54 
 

Kim, S.C., Sprung, R., Chen, Y., Xu, Y., Ball, H., Pei, J.,… Zhao, Y. (2006). 
Substrate and functional diversity of lysine acetylation revealed by a 
proteomics survey. Molecular Cell , 23, 607-618. 

 
Kimberly, D.B., Cagampang, F.R., Argenton, M., Zhang, J., Ethirajan, P.L.,… Byrne, 

C.D. (2009). Maternal high-fat feeding primes steaohepatitis in adult mice 
offspring, involving mitochondrial dysfunction and  altered lipogenesis gene 
expression. Hepatology, 50(6), 1797-1808 

 
Kojima, S., Watanabe, N., Numata, M., Ogawa, T., & Matsuzaki, S. (2003). Increase 

in the prevalence of fatty liver in Japan over the past 12 years: analysis of 
clinical background. Journal of Gastroenterology, 38, 954–961. 

 
Koska, J., Stefan, N., Permana, P.A., Weyner, C., Sonoda, M., Bogardus, C., Smith, 

S.R., Joanisse, D.R.,…Bunt, J.C. (2008). Increased fat accumulation in liver 
may link insulin resistance with subcutaneous abdominal adipocyte 
enlargement, visceral adiposity, and hypoadiponectinemia in obese 
individuals. American Journal of Clinical Nutrition, 87(2), 295-302.  

 
Kotronen, A., Seppala-Lindroos, A., Bergholm, R., & Yki-Jarvinen, H. (2008). 

Tissue specificity of insulin resistance in humans: fat in the liver rather than 
muscle is associated with features of the metabolic syndrome. Diabetologia , 
51, 130-138. 

 
Lakka, H.M., Laaksonen, D.E., Lakka, T.A.,…Salonen, J.T. (2002). The metabolic 

syndrome and total and cardiovascular disease mortality in middle aged men. 
JAMA, 288, 2709-16. 

 
Lavoie, J.M., & Pighon, A. (2011). NAFLD, estrogens, and physical exercise: the 

animal  model. Journal of Nutrition and Metabolism, 2012.  
 
Lattuada, G., Ragona, F., & Perseghin, G. (2011). How does NAFLD predict type 2 

diabetes? Current Diabetes Reports, 11, 167-172 
 
Laurencikiene, J., Skurk, T., Kulyte, A., Heden, P., Astrom, G., Sjolin, E.,…Arner, P. 

(2011). Regulation of lipolysis in small and large fat cells of the same subject. 
Journal of Clinical Endocrinoligy and Metabolism, 96(12), E2045, 49. 

 
Lin, W.Y., Yang, W.S., Lee, L.T., Chen, C.Y., Liu, C.S., Lin, C.C., & Huang, K.C. 

(2006). Insulin resistance, obesity, and metabolic syndrome among non-
diabetic pre- and post-menopausal women in North Taiwan. International 
Journal of Obesity , 30(6), 912-917. 

 
Lindheim, S.R., Buchanan, T.A., Duffy, D.M., Vijod, M.A., Kojima, T., Stanczyk, 

F.Z., & Lobo, R.A. (1994). Comparison of estimates of insulin sensitivity in 
pre- and postmenopausal women using the insulin tolerance test and the 



 

 55 
 

frequently sampled intravenous glucose tolerance test. Journal of the Society 
for Gynecologic Investigation, 1, 150–154 

Lombard, D., Alt, F., Cheng, H., Bunkenborg, J., Streeper, R., Mostoslavsky, R., … 
Schwer, B. (2007). Mammalian Sir2 homolog SIRT3 regulates global 
mitochondrial lysine acetylation. Molecular Cell Biology , 27(24), 8807-14. 

 
Lovejoy, J.C., Champagne, C.M., de Jonge, L., Xie, H., & Smith, S.R. (2008). 

Increased visceral fat and decreased energy expenditure during the 
menopausal transition. International Journal of Obesity, 32, 949-958. 

 
Lynch, N.A., Ryan, A.S., Berman, D.M., Sorkin, J.D., & Nicklas, B.J. (2002) 

Comparison of VO2max and disease risk factors between perimenopausal and 
postmenopausal women. Menopause, 9, 456–462 

 
Ma, Z.A., Zhao, Z., & Turk, J. (2012). Mitochondrial dysfunction and beta-cell 

failure  in type 2 diabetes mellitus. Experimental Diabetes Research, 2012, 1-
11 

 
Machado, M.V., Ferreira, D.M., Castro, R.E., Silvestre, A.R., Evangelista, T., 

Coutinho, J., …Cortez-Pinto, H. (2012). Liver and muscle in morbid obesity: 
The interplay  of fatty liver and insulin resiatance. Plos One, 7(2), e31738 

 
Madsen, A.N., Hanse, G., Paulsen, S.J., Lykkegaard, K., Tang-Christensen, M., 

Hansen, H.S., … Vrang, N. (2010). Long-term characterization of the diet-
induced obese and diet-resistant rat model: a polygenetic rat model mimicking 
the human obesity syndrome. Journal of Endocrinology, 206, 287-96 

 
Maffei, L., Murata, Y., Rochira, V., Tubert, G., Aranda, C., Vasquez, M.,…Carani, C. 

(2004). Dysmetabolic syndrome in a man with novel mutation of the 
aromatase gene: effects of testosterone, alendronate, and estradiol treatment. 
The Journal of Clinical Endocrinology and Metabolism, 89(1), 61-70.  

 
Marcinek, D.J. (2004). Mitochondrial dysfunction measured in vivo. Acta 

Physiologica Scandinavica, 182, 343-352. 
 
Massard, J., Ratziu, V., Thabut, D., Moussalli.., J., Lebray, P., Benhamou, Y., & 

Poynard, T. (2006). Natural history and predictors of disease severity in 
chronic hepatitis C. Journal of Hepatology, 44(S1), S19–S24 

 
Mauvais-Jarvis, F. (2011). Estrogen and androgen receptors: regulators of fuel 

homeostasis and emerging targets for diabetes and obesity. Cell Rev: Trends 
in Endicronology and Metabolism, 22(1), 24-33. 

 
McCarthy, A.M., Menke, A., Ouyang, P., & Visvanathan, K. (2012). Bilateral 

ooporectomy, body mass index, and mortality in U.S. women aged 40 years 



 

 56 
 

and older. Cancer Prevention Research (Philadelphia, PA), Published Online 
First on May 3, 2012. 

Menifield, C., Doty, N., & Fletcher, A. (2008). Obesity in America. ABNF J. , 19, 83-
88. 

 
Michael, M.D., Kulkarni, R.N., Postic, C., Previs, S.F., Shulman, G.I., Magnuson, 

M.A.,  & Kahn, C.R. (2000). Loss of insulin signaling in hepatocytes leads to 
severe  insulin resistance and progressive hepatic dysfunction. Molecular Cell, 
6(1), 87–97 

 
Morino, K., Petersen, K.F., Dufour, S., Befroy, D., Frattini, J., Shatzkes, N., 

…Shulman G.I. (2005). Reduced mitochondrial density and increased IRS-1 
serine phosphorylation in muscle of insulin-resistant offspring of type 2 
diabetic parents. Journal of Clinical Investigations, 115, 3587–3593. 

 
Morino, K., Petersen, K.F., & Shulman, G.I. (2006). Molecular mechanisms of 

insulin resistance in humans and their potential links with mitochondrial 
dysfunction. Diabetes, 55(s2), S9-S15. 

 
Mostaza, J.M., Vega, G.L., Snell, P., & Grundy, S.M. (1998). Abnormal metabolism 

of free fatty acids in hypertriglyceridaemic men: apparent insulin resistance of 
adipose tissue. Journal of Internal Medicine, 243, 265–274  

 
NCEP Expert Panel on Detection, Evaluation, and Treatment of High Blood 

Cholesterol in Adults. Executive Summary of the Third Report of the National 
Cholesterol Education Program (NCEP). JAMA. 2001;285:2486–2497. 

 
Nedungadi T.P. & Clegg D.J. (2009). Sexual dimorphisms in body fat distribution 

and risk for cardiovascular disease. Journal of Cardiovascular Translational 
Research, 2(3), 321-7 

 
Neschen, S., Morino, K., Hammond, L.E., Zhang, D., Liu, Z.X., Romanelli, A.J., 

Cline, G.W., Pongratz, R.L., Zhang, X.M., & Choi, C.S. (2005). Prevention of 
hepatic steatosis and hepatic insulin resistance in mitochondrial acyl-
CoA:glycerol-sn-3-phosphate acyltransferase 1 knockout mice. Cell 
Metabolism, 2, 55–65. 

 
Nomura, H., Kashiwagi, S., Hayashi, J., Kajiyama, W., Tani, S., & Goto, M. (1988) 

Prevalence of fatty liver in a general population of Okinawa, Japan. Japan 
Journal of Medicine, 27, 142–149. 

 
Ogden, C., Carroll, M., Curtin, L., McDowell, M., Tabak, C., & Flegal, K. (2006). 

Prevalence of overweight and obesity in the United States, 1999-2004. JAMA , 
295 (13), 1549-1555. 

 



 

 57 
 

Paquette, A., Chapados, N. A., Bergeron, R., & Lavoie, J. M. (2009). Fatty acid 
oxidation is decreased in the liver of ovariectomized rats. Hormone and 
Metabolic Research, 41, 511–515. 

 
Paquette, A., Shinoda, M., Rabasa Lhoret, R., Prud'homme, D., & Lavoie, J. (2007). 

Time course of liver lipid infiltration in ovariectomized rats: Impact of a high 
fat diet. Maturitas , 58, 182-190. 

 
Park, B.J., Kim, Y.J., Kim, D.H., Kim, W., Jung, Y.J., Yoon, J.H.,…Lee, H.S. (2008). 

Visceral adipose tissue area is an independent risk factor for hepatic steatosis. 
Journal of Gastroenerology and Hepatology, 23, 900–907 

 
Park, S.H., Jeon, W.K., Kim ,S.H., Park, D.I., Cho, Y.K., Sung, I.K.,… Kim, B.I. 

(2006). Prevalence and risk factors of non-alcoholic fatty liver disease among 
Korean adults. Journal of Gastroenterology and Hepatology, 21(1 Pt 1), 138–
143. 

 
Petersen, K. F., Befroy, D., Dufour, S., Dziura, J., Ariyan, C., Rothman, D.L., 

…Shulman, G.I. (2003). Mitochondrial dysfunction in the elderly: possible 
role in insulin resistance. Science, 300(5622), 1140-2. 

 
Petersen, K.F., Dufour, S., Befroy, D., Garcia, R., & Shulman, G.I. (2004). Impaired 

mitochondrial activity in the insulin-resistant offspring of patients with type 2 
diabetes. The New England Journal of Medicine, 350, 664–671. 

 
Pighon, A., Gutkowska, J., Jankowski, M., Rabasa-Lhorel, R., Lavoie, J.M. (2011). 

Exercise training in ovariectomized rats stimulates estrogenic-like effects on 
expression of genes involved in lipid accumulation and subclinical 
inflammation in liver. Metabolism , 60 (5), 629-39. 

 
Poehlman, E.T., Toth, M.J., Ades, P.A., & Rosen, C.J. (1997). Menopause-associated 

changes in plasma lipids, insulin-like growth factor I and blood pressure: 
longitudinal study. European Journal of Clinical Investigation, 27, 322–326. 

 
Polotsky, H., & Polotsky, A. (2010). Metabolic implications of menopause. Seminars 

in Reproductive Medicine , 28 (5), 426-434. 
 
Poynard, T., Ratziu, V., Charlotte, F., Goodman, Z., McHutchison, J., Albrecht, J. 

(2001) Rates and risk factors of liver fibrosis progression in patients with 
chronic hepatitis C. Journal of Hepatology, 34, 730–739. 

 
Qureshi, K., & Abrams, G. (2007). Metabolic liver disease of obesity and role of 

adipose tissue in the pathogenesis of nonalcoholic fatty liver disease. World 
Journal of Gastroeneterology , 13 (26), 3540-3553. 

 



 

 58 
 

Razay, G., Heaton, K.W., & Bolton, C.H. (1992). Coronary heart disease risk factors 
in relation to the menopause. The Quarterly Journal of Medicine, 85, 889–
896. 

 
Rector, R., & Thyfault, J. (2011). Does physical inactivity cause non-alcoholoc fatty 

liver disease? Journal of Applied Physiology, 111, 1828-35. 
 
Rector, R.S., Thyfault, J.P., Laye, M., Morris, R., Borengasser, S., Uptergrove, G.,… 

Ibdah, J.A. (2008). Cessation of daily exercise dramatically alters precursors 
of hepatic steatosis in Otsuka Long–Evans Tokushima Fatty (OLETF) rats. 
Journal of Physiology , 586, 4241–4249. 

 
Rector, R.S., Thyfault, J.P., Uptergrove, G., Morris, N. S., Borengasser, S., Mikus, 

C., … Ibdah, J.A. (2010). Mitochondrial dysfunction precedes insulin 
resistance and hepatic steatosis and contributes to the natural history of non-
alcoholic fatty liver disease in an obese rodent model. Journal of Hepatology , 
52, 727-736. 

 
Rogers, N.H., Perfield, J.W., Strissel, K.J., Obin, M.S., & Greenberg, A.S. (2009). 

Reduced energy expenditure and increased inflammation are early events in 
the development of ovariectomy-induced obesity. Endocrinology, 150(5), 
2161-68. 

 
Samuel, V.T., Liu, Z.X., Qu, X.Q., Elder, B.D., Bilz, S., Befroy, D., Romanelli, A.J., 

& Shulman, G.I. (2004). Mechanism of hepatic insulin resistance in non-
alcoholic fatty liver disease. The Journal of Biological Chemistry, 279,32345–
32353 

 
Satia-Abouta, J., Patterson, R.E., Schiller, R.N., & Kristal, A.R. (2002). Energy from 

fat is associated with obesity in US men: results from the Prostate Cancer 
Prevention Trial. Preventative Medicine , 34, 493–501. 

 
Schonfeld, P. D. (2009). Acyl-CoA-induced generation of reactive oxygen species in 

mitochondrial preparations is due to the presence of peroxisomes. Free 
Readical Biology and Medicine , 47 (5), 503-509. 

 
Sitnick, M., Foley, A.M., Brown, M., Spangenburg, E.E. (2006). Ovariectomy  

prevents the recovery of atrophied gastrocnemius skeletal muscle mass. 
Journal of Applied Physiology, 100(1), 286-93. 

 
Sowers, M., Zheng, H., Tomey, K., Karvonen-Gutierrez, C., Jannausch, M., Li, 

X.,…Symons, J. (2007). Changes in body composition in women over six 
years at midlife: ovarian and chronological aging. Journal of Clininical 
Endocrinoly and Metabolism, 92, 895–901. 

 



 

 59 
 

Spangenburg, E., Brown, D., Johnson, M., & Moore, R. (2009). Alterations in 
peroxisome proliferator-activated receptor mRNA expression in skeletal 
muscle after acute and repeated bouts of exercise. Molecular and Cellular 
Biochemistry , 332 (1-2), 225-31. 

Steinberg, H.O., Chaker, H., Leaming, R., Johnson, A., Brechtel, G., & Baron, A.D. 
(1996). Journal of Clinical Investigations, 97(11), 2601-10. 

 
Stubbins, R., Najjar, K., Holcomb, V., Hong, J., & Nunez, N. (2011). Estrogen alters 

adipocyte biology and protects female mice from adipocyte inflammation and 
insulin resistance. Diabetes, Obesity & Metabolism , 8. 

 
Suzuki, A., & Abdelmalek, M.F. (2009). Nonalcoholic fatty liver disease in women. 

Women's Health, 5(2), 191-203. 
 
Thorne, A., Lofgren, P., & Hoffstedt, J. (2010). Increased Visceral Adipocyte 

Lipolysis—A Pathogenic Role in Nonalcoholic Fatty Liver Disease? The 
Journal of Clinical Endocrinilogy & Metabolism , 95 (10), E209–E213. 

 
Thyfault, J.P., Rector, S.R., Uptergrove, G.M., Borengasser, S.J., Morris, E., Wei, 

Y.,…Ibdah, J.A. (2009). Rats selectively bred for low aerobic capacity have 
reduced hepatic mitochondrial oxidative capacity and suceptibility to hepatic 
steatosis and injury. Journal of Physiology, 587(8), 1805-1816. 

 
Toda, K., Takeda, K., Akira, S., Saibara, T., Okada, T., Onishi, S., & Shizuta, Y. 

(2001). Alterations in hepatic expression of fatty-acid metabolizing enzymes 
in ArKO mice and their reversal by the treatment with 17beta-estradiol or a 
peroxisome proliferator. Steroid Biochemistry & Molecular Biology, 79, 11-
17.   

 
Turgeon, J.L., Carr, M.C., Maki, P.M., Mendelsohn, M.E., & Wise, P.M. (2006). 

Complex actions of sex steroids in adipose tissue, the cardiovascular system, 
and brain: Insights from basic science and clinical studies. Endocrine reviews, 
27(6):575-605. 

 
Valle, A., Guevara, R., Garcia-Palmer, F.J., Roca, P., & Oliver, J. (2007). Sexual 

dimorphism in liver mitochondrial oxidative capacity is conserved under 
caloric restriction conditions. American Journal of Physiology: Cell 
Physiology, 293, C1302-08. 

 
Vianna, C., Huntgeburth, M., Coppari, R., Lin, C., Krauss, Barbatelli, G.,…Lowell, 

B.B. (2006). Hypomorphic mutation of PGC-1β causes mitochondrial 
dysfunction and liver insulin resistance. Cell Metabolism, 4, 453-464. 

 
Wohlers, L.M., & Spangenburg, E.E. (2010). 17β-estradiol supplementation 

attenuates ovariectomy-induced increases in ATGL signaling and reduced 



 

 60 
 

perilipin expresion in visceral adipose tissue. Journal of Cellular 
Biochemistry, 110 (2), 420-427. 

 
Wohlers, L.M, Jackson, K.C., & Spangenburg, E.E. (2011). Lipolytic signaling in 

response to acute exercise is altered in female mice following ovariectomy. 
Journal of Cellular Biochemistry, 112 (12), 3675-84. 

 
Women's Health Initiative Investigators. (2002). Risks and benefits of estrogen plus 

progestin in healthy postmenopausal women: principal results from the 
Women's Health Initiative randomized control trial. JAMA, 288(3), 321-33 

 
Yu, C., Chen, Y., Cline, G.W., Zhang, D., Zong, H., Wang, Y.,…Shulman, G.I. 

(2002). Mechanism by which fatty acids inhibit insulin activation of insulin 
receptor substrate-1 (IRS-1)-associated phosphatidylinositol 3-kinase activity 
in muscle. The Journal of Biological Chemistry, 277, 50230–50236. 

 
Zhou, Y., Li, Y., Nie, Y., Ma, J.X., Lu, L.G., Shi, S.L., Chen, M.H., & Hu, P.J. 

(2007).  Prevalence of fatty liver disease and its risk factors in the 
population of South  China. World Journal of Gastroenterology, 13, 6419–
6424  

 
 
 
 
 
 
 
  
 
 
 
 
 
 

 

 
  
 
 
 
 
 
 
 



 

 61 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 62 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 


