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ABSTRACT
A high fat diet causes a reduction in the expression of the genes of the electron transport
chain, mitochondrial carrier proteins, and PGC-1α and PGC-1ß mRNA. Mitochondrial
dysfunction has been linked to numerous chronic diseases. The antioxidant quercetin has been
shown to protect against damage caused by exogenous and endogenous free radicals. The
purpose of this study was to determine if quercetin would protect the genes of mitochondrial
biogenesis (PGC-1α and PGC-1ß) and OXPHOS regulation (NDUFB5 and SDHB) from the
downregulation caused by consumption of a high fat diet. The quadriceps muscle was removed
from 21 male, C57BL/6J mice that had been fed a low fat (10% kcal fat), a high fat (45% kcal
fat), or a high fat plus quercetin (45% kcal fat + 1.2% quercetin) diet for 3 weeks. RNA was
isolated from the samples and quantitative RT-PCR was used to compare gene expression. As
expected, there was a significant difference between gene expression in the low fat group
compared to the high fat and high fat plus quercetin groups for all measured genes ((pgc-1α: F =
5.76, df = 2, P = 0.011; pgc-1ß: F = 5.28, df = 2, P = 0.016; NDUFB5: F = 5.66, df = 2, P =
0.012; SDHB: F = 5.04, df = 2, P = 0.018). We found no significant difference between gene
expression of the high fat group compared to the high fat plus quercetin group (pgc-1α: t = -0.71,
df = 12, P = 0.49; pgc-1ß: t = 0.16, df = 12, P = 0.87; NDUFB5: t = 0.27, df = 12, P = 0.79;
SDHB; t = -0.20, df = 12, P = 0.84). These results indicate that this dose of quercetin is not
effective in protecting the expression of genes associated with mitochondrial health from the
deleterious effects cause by consumption of a high fat diet.
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INTRODUCTION
Approximately two-thirds of all U.S. adults are overweight or obese (Ogden et al., 2006),
thereby increasing the risk of type 2 diabetes and death (Must et al., 1999). Furthermore, type 2
diabetes mellitus has become an epidemic (Phielix & Mensink, 2008) with more than 180
million people worldwide currently afflicted expected to double by 2030 (WHO, 2006).
Roughly 6% of the United States adult population, approximately 18.3 million individuals, have
been diagnosed as type 2 diabetic, with another 41 million people considered pre-diabetic, or
having a blood glucose level between 100 and 125 mg/dl (Qatanani & Lazar, 2007). The number
one cause of death among diabetics is cardiovascular disease. CVD deaths are up to four times
higher for diabetics than for non-diabetics. Hypertension, atherosclerosis, and stroke, all
common among diabetics, are highly correlated with obesity (Iqbal, 2007).
A high fat diet, a known cause of obesity and type 2 diabetes (Bray & Popkin, 1998), has
been linked to rapid development of insulin resistance. While the exact mechanisms of high fat
induced insulin resistance have yet to be elucidated, reduced mitochondrial function and
biogenesis has been implicated in both human and murine models. Specifically, Sparks et al.
(2005) found a reduction in the expression of the genes of the electron transport chain,
mitochondrial carrier proteins, and PGC-1α and PGC-1ß mRNA.
Peroxisome proliferator-activated receptor gamma coactivator-1 (PGC-1) is important in
the development of diabetes mellitus (Sparks et al., 2005) and a master regulator of oxidative
phosphorylation gene expression and mitochondrial biogenesis (Puigserver & Spiegelman,
2003). Wu et al. (1999) have suggested that the mitochondrial dysfunction associated with type
2 diabetes is due to a down-regulation of the genes that code for PGC-1α and PGC-1ß. This
further suggests that decreased insulin sensitivity in humans may be due to defects in
1

mitochondrial function and that this dysfunction causes increased levels of intracellular fatty acid
metabolites that interfere with insulin signaling within the muscle (Qatanani & Lazar, 2007).
Cardiovascular disease and diabetes, among others, have been related to mitochondrial
dysfunctions and mutations in mitochondrial DNA (mtDNA) (Wallace, 1999). Reactive oxygen
species (ROS) are known to target mtDNA (Knight-Lozano et al., 2002) causing a variety of
effects such as mtDNA damage, decreased mtDNA-encoded mRNA transcription, and decreased
ATP levels and mitochondrial redox function (Ballinger et al., 2000). In animal models of
atherosclerosis, mtDNA damage is increased and this damage is shown to occur prior to
development of the disease (Knight-Lozano et al., 2002).
While exercise is known to be an important factor in obesity prevention (Jakicic, 2003),
individuals partaking in high fat meals may require more than exercise alone to counteract or
stave off the deleterious effects of such a diet. As a result, many natural and complimentary
approaches are being explored to counteract or reduce these effects. Quercetin (3.3’, 4’, 5, 7pentahydroxyflavone) is a polyphenolic plant compound in the flavonol subgroup of flavonoids
(Enkhmaa et al., 2005) that has been shown to protect against cellular stress in animal models
(Coskun, Kanter, Korkmaz, & Oter, 2005) and improve antioxidant status in humans (Kay &
Holub, 2002). High concentrations are found in apples, tea, onions, blueberries, and red wine
(Williamson & Manach, 2005). Quercetin exhibits antioxidative properties that are much
stronger than those of vitamin C (Heo & Lee, 2004). In apolipoprotein E–deficient mice,
quercetin attenuated atherosclerotic lesion development and protected LDLs from oxidation
(Hayek et al., 1997). In humans, quercetin intakes of greater than 4mg per day reduced
cardiovascular disease mortality by 21% (Graf, Milbury, & Blumberg, 2005). Graf et al. (2005)
found a significant inverse correlation between quercetin consumption and diabetes that was not
2

observed when considering total flavonoid intake. Streptozotocin (STZ) induced diabetic rats
given intraparatoneal (i.p.) injections of quercetin (70 mg/kg body weight) may inhibit the tissue
damage caused by hyperglycemia (Dias et al., 2005). Coskun et al. (2005) found that i.p.
injections (15 mg/kg body weight) of quercetin provided a protective effect in STZ induced
diabetes, possibly by preserving the integrity of pancreatic ß-cells.
Few studies have examined the effect of purified quercetin on mitochondrial function and
biogenesis. A 1% quercetin dietary intervention in a rat model resulted in an up regulation of
genes involved in beta oxidation and ketogenesis and a reduction in free fatty acid levels in the
lungs (de Boer et al., 2006). Santos et al. (1998) found that quercetin protected rat liver
mitochondrial membranes from lipid peroxidation and increased permeability caused by ROS.
Another rat study involving heart mitochondria suggests that quercetin may provide a
cardioprotective effect by improving mitochondrial function (Trumbeckaite et al., 2006). Our
goal in this study is to determine whether the antioxidant quercetin will protect mitochondrial
function against the damaging effects of a high fat diet. In order to accomplish this, we will
measure PG1-α and PGC1-ß mRNA, and the expression of oxidative phosphorylation genes
using real time quantitative PCR and RT-PCR. This data will support future research combining
exercise and quercetin supplementation.
Specific Aims and Hypotheses
Specific Aim 1
I will examine the influence of quercetin on mitochondrial biogenesis by measuring
PGC-1α and PGC-1ß mRNA, using real time quantitative PCR. I hypothesize that expression of
PGC1α and PGC1ß mRNA will be greater in the high fat plus quercetin treatment group as
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compared to the high fat treatment group suggesting that quercetin protected mitochondrial
biogenesis from the effects of a high fat diet.
Specific Aim 2
I will examine the influence of quercetin on the expression of genes related to oxidative
capacity and the electron transport chain, specifically NDUFB5 and SDHB. I hypothesize that
expression of NDUFB5 and SDHB will be greater in the high fat plus quercetin treatment group
as compared to the high fat treatment group suggesting that quercetin compensates for the effects
of a high fat diet on oxidative capacity.

4

LITERATURE REVIEW
Over 2 billion adults are overweight worldwide. Of those, 300 million are clinically
obese. (Li, Bowerman, & Heber, 2005) making obesity a global epidemic (ZimmermannBelsing & Feldt-Rasmussen, 2004). Two-thirds of the population of the United States is
overweight or obese (Ogden et al., 2006). Over 9% of all health care dollars, approximately 93
billion dollars annually, can be attributed to obesity (Finkelstein, Fiebelkorn, & Wang, 2003).
Persons who are overweight or obese are at an increased risk of type 2 diabetes, cardiovascular
disease, hypertension, stroke, some cancers, and death (Must et al., 1999), however, it has been
well established that even a small reduction (10%) in body weight can ameliorate, or even
reverse, these conditions (Pi-Sunyer, 1996).
The incidence of type 2 diabetes mellitus is rapidly increasing (Phielix & Mensink,
2008). More than 180 million people worldwide are afflicted with type 2 diabetes mellitus and
this number is expected to double by 2030 (WHO, 2006). Roughly 6% of the United States adult
population, approximately 18.3 million individuals, has been diagnosed as type 2 diabetic, with
another 41 million considered pre-diabetic (Qatanani & Lazar, 2007), defined as having a fasting
blood glucose level between 100 and 125 mg/dl.
Disease States And Mitochondrial Function
Insulin resistance is defined as the inability of a normal amount of insulin to elicit a
response in organs such as muscle, fat, and liver that results in an increase in circulating levels of
glucose (Ranheim, Dumke, Schueler, Cartee, & Attie, 1997). Increased glucose concentrations
lead to increased insulin production (Smith, 1994). Excessive fat ingestion causes an increase in
circulating triacylglycerides and free fatty acids (FFA) (Montecucco, Steffens, & Mach, 2008).
FFA increase the activation of protein kinase C θ, which, in turn, inhibits the activation of the
5

insulin receptor substrate preventing the uptake of glucose into the cell (Montecucco et al.,
2008).
A HFD has been implicated in obesity and type 2 diabetes development (Bray & Popkin,
1998). Increased lipid oxidation is associated with a HFD (Storlien et al., 1991). Kim et al.
(2000) demonstrated that rats fed a high fat diet for three weeks developed insulin resistance,
possibly through a decrease in glycogen synthase activity in skeletal muscle caused by increased
levels of oxidized lipids.
Skeletal muscle is one of the most important tissues affected by DM2 (Phielix &
Mensink, 2008). Skeletal muscle contains large quantities of mitochondria and relies heavily on
the energy produced by oxidative phosphorylation (Kelley, He, Menshikova, & Ritov, 2002).
Obese and type 2 diabetics have been shown to have smaller mitochondria than their lean,
healthy counterparts, however Kelley et al. have also demonstrated that the skeletal muscle
mitochondria of type 2 diabetics may also be enlarged and damaged (Kelley et al., 2002).
Reduced mitochondrial biogenesis and oxidative phosphorylation have been implicated
in the pathogenesis of type 2 diabetes (Boirie, 2003). Reduced expression of the genes involved
with oxidative phosphorylation as well as mitochondrial biogenesis has been associated with
ingestion of a high fat diet in both humans and mice (Sparks et al., 2005). In vivo, impaired
mitochondrial function is involved in the early pathogenesis of type 2 diabetes (Phielix &
Mensink, 2008). Mitochondrial function has been shown to be impaired even after
normalization for mitochondrial content (Ritov et al., 2005). In other words, the reduction in
mitochondrial number, as demonstrated by mitochondrial DNA quantities, was not great enough
to account on its own for the reduction in electron transport chain activity.
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It has been hypothesized that impaired mitochondrial function may contribute to the
development of skeletal muscle insulin resistance (Simoneau, Veerkamp, Turcotte, & Kelley,
1999). Insulin resistant individuals have been shown to have significantly higher triglyceride
concentrations in muscle which is accompanied by decreased mitochondrial function as
evidenced by a reduction in mitochondrial oxidative capacity and ATP production (Petersen et
al., 2003). Increased lipid accumulation in skeletal muscle is associated with a reduced oxidative
capacity in type 2 diabetics and the obese.
Increased lipid accumulation is also associated with insulin resistance. Impaired
mitochondrial function, as measured by the rates of incomplete fatty acid oxidation and the
accumulation of beta oxidative intermediates, contributes to the development of human insulin
resistance (Lane, 2006). Incomplete fatty acid oxidation is increased in the muscle tissue of highfat diet induced insulin resistance. 3-hydroxy-butyryl carnitine, a marker of incomplete fat
oxidation, is increased in the muscle tissue during high-fat diet induced insulin resistance in
rodents (Koves et al., 2005) . When mitochondrial function is recovered, circulating levels of
insulin and levels of incomplete fat oxidation, as measured by 3-hydroxy-butyryl carnitine,
decrease and insulin sensitivity is returns (An et al., 2004; Boucher et al., 2004).
Type 2 diabetics have been reported to have an increased number of mitochondrial DNA
(mtDNA) mutations. Mitochondrial DNA is more susceptible to ROS and NOS damage than
nuclear DNA (nDNA) and has a repair mechanism that is less efficient increasing the likelihood
of developing acquired mutations (Liang, Hughes, & Fukagawa, 1997). Diabetes and
cardiovascular disease have both been linked to mtDNA mutations and mitochondrial
dysfunction(Wallace, 1999). Nishikawa et al. (2000) have shown an increased level of free
radical damage to mtDNA of diabetic patients.
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PGC-1 is important in the development of diabetes mellitus (Sparks et al., 2005). PGC-1
α has been demonstrated to be a master regulator of oxidative phosphorylation gene expression
and mitochondrial biogenesis (Puigserver & Spiegelman, 2003). Wu et al. (1999) have suggested
that the mitochondrial dysfunction associated with type 2 diabetes is due to a down-regulation of
the genes that code for PGC-1 α and PGC-1 ß. PGC-1 α and PGC-1 ß are both down-regulated in
overweight non-diabetic and obese diabetic Mexican Americans (Patti et al., 2003) while obese
Caucasians with type 2 diabetes have down-regulated PGC-1-responsive genes (Mootha et al.,
2003). This further suggests that decreased insulin sensitivity in humans may be due to defects
in mitochondria function and that this dysfunction causes increased levels of intracellular fatty
acid metabolites that interfere with insulin signaling within the muscle (Qatanani & Lazar,
2007).
The electron transport chain of oxidative phosphorylation involves five enzyme
complexes, each comprised of multiple subunits. While complex II is encoded completely by
nDNA, the subunits of complexes I, III, IV, and V are encoded by both nDNA and mtDNA (Ton,
Hwang, Dempsey, & Liew, 1997).
Complex I catalyzes the transfer of two electrons from NADH to coenzyme Q, which, in
turn, transfers them to complex III. Complex I is the least understood of the complexes, mostly
because of its large size and number of subcomplexes. The NADH dehydrogenase (ubiquinone)
1B gene is encoded by mtDNA and codes for a protein subcomplex of complex I (Ton et al.,
1997). Defects leading to reduced or altered production of the subunits of complex I will reduce
oxidative capacity causing an increase in free radical production and a reduction in ATP
production (Ugalde, Janssen, van den Heuvel, Smeitink, & Nijtmans, 2004).
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Complex II is the smallest of the electron transport complexes. It accepts electrons from
succinate through FAD and transfers them to complex III via ubiquinone. The nDNA gene of
the same name encodes its subcomplex succinate dehydrogenase complex, subunit B (SDHB).
Any reduction in the ability of SDHB to transfer electrons results in decreased ATP production
as well as increased oxidative stress from both the respiratory chain and exogenous sources
(Rustin, Munnich, & Rotig, 2002).
Lifestyle Interventions
Weight loss resulted in an increase of oxidative capacity in skeletal muscle (Kern,
Simsolo, & Fournier, 1999). Weight loss also improved insulin sensitivity in all obese
individuals, diabetic and non-diabetic (Friedman et al., 1992). The expression of oxidative
enzymes is enhanced with physical activity (Papa, 1996). Physical activity also causes an
increase in mitochondrial biogenesis as represented by an increase in the expression of the
enzymes succinate dehydrogenase and NADH dehydrogenase among others, while inactivity
causes a reduction in biogenesis (Essig, 1996). Endurance training causes up to a 10-fold
increase in PGC-1 mRNA. The increased expression of PGC-1α may lead to increased levels of
GLUT4 that could explain the improved mitochondrial biogenesis seen with exercise (Baar,
2004).
Despite the evidence of the benefits physical activity and weight loss, lifestyle
interventions are difficult to achieve or maintain (Qatanani & Lazar, 2007). The need for
pharmaceutical or naturaceutical treatments to this pandemic seems evident.
Free Radical Activity
The reactivity of free radicals comes from the presence of at least one unpaired electron.
They are formed as mediators or by-products of processes such as neurotransmission
9

inflammatory reactions (Boots, Haenen, & Bast, 2008). Free radicals are involved in the
pathology of a number of conditions. Oxidized LDL is involved in the development of
atherosclerosis. Free radicals play several roles in the development of cancer. They contribute
to the development of diabetes by playing a role in the autoimmune destruction of ß cells while
also impairing the action of insulin. Free radicals have even been implicated in asthma,
rheumatoid arthritis, and cataracts (Knekt et al., 2002).
ROS react easily with and damage many biological molecules including DNA, RNA,
lipids, carbohydrates, and proteins (Diplock et al., 1998) ROS cause damage to cells and tissues
through lipid peroxidation, DNA breakage processes, and protein cross-linkage (Chow, Shen,
Huan, Lin, & Chen, 2005). The free radical oxidizes the attacked molecule by removing an
electron or hydrogen atom. For example, when ROS oxidize unsaturated fatty acids, a hydrogen
atom is removed and an unpaired electron remains on the fat molecule. The lipid radical reacts
with oxygen to form a peroxyl radical. The peroxyl radical removes a hydrogen atom from a
second fatty acid forming a lipid hydroperoxide and a new lipid radical. A by-product of this
chain reaction is malondialdehyde (MDA) (Halliwell & Chirico, 1993). MDA has the ability to
cause mutagenic lesions by reacting with DNA bases (Spiteller, 2001). The damage caused by
ROS can also cause loss of enzyme function, disturbed cell signaling, increased cell
permeability, and cell death (Boots et al., 2008). These damages are thought to be involved in
the etiology of diseases such as diabetes (Mehta, Rasouli, Sinha, & Molavi, 2006), stroke,
coronary artery disease (Prior, 2003) and cancer (Valko, Rhodes, Moncol, Izakovic, & Mazur,
2006). When the production of reactive species surpasses the body’s endogenous antioxidant
network’s ability to provide protection, a state of “oxidative stress” occurs (Boots et al., 2008).
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Oxidative phosphorylation is the primary source of endogenous ROS. Almost 90% of
consumed oxygen goes to the mitochondria where it is reduced to H2O creating a proton
electrochemical gradient in the inner mitochondrial membrane necessary for the production of
ATP. During oxidative phosphorylation a small fraction of that oxygen (approximately 3%) is
only partially reduced resulting in the formation of reactive oxygen species (Magder, 2006).
ROS, such as hydrogen peroxide (H2O2), singlet oxygen (1O2), superoxide radicals (O2.-), and
hydroxyl radicals (OH•) are the most reactive species derived from aerobic metabolism
(Gutteridge, 1994).
Various types of cells, such as endothelial cells, cells of the nervous system, and
macrophages, produce nitric oxide through the enzyme activity of nitric oxide synthase (NOS).
Neuronal (nNOS) and endothelial NOS (eNOS) produce nitric oxide important for the regulation
of vascular function and nerve cell communication (Huk et al., 1998). Activated macrophages
increase production of nitric oxide as well as the free radical superoxide. The inducible NOS
(iNOS) produced by macrophages leads to much larger nitric oxide concentrations. When NO
and the free radicals react, peroxynitrite is formed. Peroxynitrite has the ability to directly
oxidize the LDL leading to irreversible cell membrane damage.
Antioxidant Activity
Halliwell and Seis (1995; Sies, 1993) define an antioxidant as “any substance that, when
present in low concentrations compared to that of an oxidizable substrate, significantly delays or
inhibits the oxidation of that substrate.” Conditions associated with high levels of oxidative stress
could see halted progression or even a reversal as a result of antioxidant supplementation (Boots
et al., 2008). Dietary intake of naturally occurring antioxidants can possibly prevent the
development of diabetes and atherosclerosis (Wang et al., 2006) by reducing the state of
11

oxidative stress and damage (Halliwell, 1996). It is this possible use of antioxidants as treatment
and prevention that has spurred much of the recent interest in them (Vertuani, Angusti, &
Manfredini, 2004).
Flavonoids
Flavonoids act as potent free radical scavengers (Kandaswami & Middleton, 1994). It is
well established that flavonoids, polyphenols found in plants, have antioxidant, antiinflammatory, anticarcinogenic, antiviral, and antithrombotic properties (Nijveldt et al., 2001).
The antioxidant activity of flavonoids is related to molecular structure. Flavonoids are composed
of three six-membered rings (Peluso, 2006) As the number of hydroxyl groups attached to the
flavonoid increases, so does antioxidant capacity (Behling et al., 2006). The hydroxyl groups of
flavonoids are highly reactive. As a result, free radicals readily oxidize the flavonoid resulting in
a less reactive and more stable radical (Korkina & Afanas'ev, 1997). Current data points to the
idea that it is this antioxidant activity that provides the health benefits linked to dietary
vegetables, fruits, and red wine (Rahman, Biswas, & Kirkham, 2006).
The flavonoids are subdivided, based on molecular structure, into 4 main classes:
flavones, flavanones, catechins, and anthrocyanins (Nijveldt et al., 2001). Flavones are found in
celery and parsley and have anti-cancer properties. Citrus fruits are good sources of flavanones
(Peluso, 2006). Catechins are found in teas, chocolate, wine and many other plant sources and
have been shown to help prevent the development of the metabolic syndrome, possibly by
increasing lipid metabolism (Ikeda, 2008). Anthrocyanins sp? provide the red or purple
pigments to many plants, fruits and vegetables. They provide a protective effect against cancer,
inflammation and diabetes (Mazza, 2007).
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It has been suggested that flavonoids may provide effective treatments for obesity as well
as cardiovascular disease and type 2 diabetes mellitus (Peluso, 2006). More specifically,
flavonoids have an effect on energy metabolism. In animal models, green tea, which contains
the polyphenol epigallocatechin gallate (EGCG), is associated with a reduction in adipose tissue
mass that was not accompanied by a reduction in energy intake (Choo, 2003). Furthermore, a
diet containing caffeine-free green tea extract, known to be rich in polyphenols, stimulated lipid
metabolism in mice (Murase, Haramizu, Shimotoyodome, Nagasawa, & Tokimitsu, 2005).
Kampferol and quercetin increased the oxygen consumption of human skeletal muscle cells by as
much as 30%, thereby increasing cellular energy expenditure. It is believed that this is
accomplished through an upregulation of type 2 deiodinase which, when in circulation, causes an
increase in the production of the thyroid hormonone triiodothyronin (T3) (da-Silva et al., 2007).
This, in turn, causes an increase in energy expenditure (Silva, 2006).
Quercetin
Quercetin is the strongest of the flavonoid free radical scavengers (it contains five
hydroxyl groups) and it is suggested that quercetin has the ability to contribute to the total
plasma antioxidant capacity more than 6 times that of vitamin C and urate combined (Arts,
Sebastiaan Dallinga, Voss, Haenen, & Bast, 2004). Quercetin (3.3’, 4’, 5, 7pentahydroxyflavone) is a polyphenolic compound in the flavonol subgroup of flavones, along
with kampferol and myricetin (Enkhmaa et al., 2005). Quercetin also has the ability to boost the
endogenous antioxidant system. Treatment with quercetin (25, 50 and 75 mg/kg body weight)
reduced the amount of alcohol damage to the antioxidant enzymes superoxide dismutase,
catalase, glutathione peroxidase, glutathione reductase, and the nonenzymatic endogenous
antioxidant glutathione (Molina, Sanchez-Reus, Iglesias, & Benedi, 2003).
13

Interest in quercetin within the scientific community (Pawlikowska-Pawlega et al., 2007)
and the supplements industry has increased in recent years due to an increase in the
popularization of quercetin’s health benefits (Weldin, Jack, Dugaw, & Kapur, 2003). Even
though quercetin is the major bioflavonoid in the human diet, (Lamson & Brignall, 2000) U.S.
consumption of dietary quercetin is only about 30 mg/day (Weldin et al., 2003). High
concentrations are found in apples, red grapes, tea, onions, berries, leafy green vegetables, and
red wine (J. C. Chen et al., 2005; Williamson & Manach, 2005). Absorption occurs within 30
minutes of ingestion (Lesser, Cermak, & Wolffram, 2004).
Quercetin is taken up in the small intestine (de Boer et al., 2006), although the exact
mechanism of absorption has yet to be elucidated (Murota & Terao, 2003). It is immediately
metabolized by epithelial cell enzymes and then further metabolized in the liver resulting in the
quercetin metabolites isorhamnetin (3’OCH3-quercetin) and tamarixetin (43’OCH3-quercetin).
Quercetin metabolites accumulate in the blood stream (Murota & Terao, 2003). Quercetin and
its metabolites were found in all tissues analyzed after treating rats for 11 weeks with a 1000 or
10,000 mg quercetin per kg diet. The highest concentrations were found in lung tissue; the
lowest in white fat and brain. Within analyzed quadriceps muscles, 69% was in the isorhamnetin
form, 19% as tamarixetin, 11% as quercetin (de Boer et al., 2005). While quercetin is conjugated
during absorption, this does not have a detrimental effect on its antioxidant capacity (Juzwiak et
al., 2005; Morand et al., 1998). Because quercetin accumulates in the system, quercetin’s effects
last for an extended period of time (Castilla et al., 2006).
Fat content of the quercetin-enriched diet seems to be important for bioavailability.
Bioavailability in pigs fed quercetin enriched diets (approximately 9mg/kg body weight) was
significantly higher with a diet containing 17% fat compared to a standard pig diet containing
14

3% fat (Lesser et al., 2004). In humans, the food source is also important. Even after adjusted
for intake, the bioavailability of quercetin from onions was twice that of the bioavailability from
tea. This is probably due to the difference in the quercetin conjugates within the two foods. The
quercetin glucoside in the onions is likely absorbed more readily than the quercetin rutinoside
found in the tea (de Vries et al., 1998). The ingestion of 11mg per day of quercetin by healthy
volunteers caused an increase in both plasma quercetin concentration and total plasma
antioxidant capacity (Wilms, Hollman, Boots, & Kleinjans, 2005). In humans, quercetin’s
plasma half-life is between 17 and 28 hours (de Boer et al., 2006). Ingestion of 50 mg quercetin
will lead to plasma concentrations of approximately 0.75-1.5 µmol/L (Rowland et al., 2003;
Scalbert & Williamson, 2000).
The maximum tolerable dose has been established to be at least 2 doses of 2500 mg/kg
taken 24 hours apart (J. da Silva et al., 2002). This is the maximum tested dosage and no adverse
effects were observed. This is much higher than the common dose of quercetin used for
supplemental or medicinal purposes (100 – 500 mg/day) (Goodman & Gilman, 1970). Quercetin
was not carcinogenic at 10,000 40,000 or 100,000 mg quercetin per kg diet (Morino et al., 1982)
and has been demonstrated to be nonmutagenic in doses as high 1000 mg/kg body weight
(Aeschbacher, Meier, & Ruch, 1982).
Quercetin is involved in various biological actions including antiviral, anticarcinogenic,
and anti-inflammatory actions (Mi, Zhang, & Taya, 2007). It prevents the oxidation of lipids
both in vivo and in vitro (Ferry et al., 1996; Fiorani et al., 2001). It is even suggested that he
antioxidant effects of quercetin could protect neuronal cells against oxidative-stress induced
neurotoxicity such as the type that causes Alzheimer’s disease (Heo & Lee, 2004). These actions
are believed to be related to the antioxidant properties of quercetin, such as its ability to diminish
15

reactive oxygen species, inhibit lipid peroxidation, scavenge free radicals, and inhibit the damage
hydrogen peroxide causes to DNA (E. L. da Silva, Piskula, Yamamoto, Moon, & Terao, 1998;
Fiorani et al., 2001; Johnson & Loo, 2000; Mi et al., 2007).
Quercetin has also been shown to have an effect on athletic performance. Elite cyclists
given 300 mg quercetin twice per day in an antioxidant supplementation beverage experienced a
3.1% decrease in a 30 km time trial performance with no change to diet or training regimen as
compared to baseline and the control group who received the antioxidant beverage without the
quercetin. This is practically significant as the difference between first and fifth place in the
2004 men’s Olympic 50km road time trial was 1%; the difference between first and ninth was
3%. The decrease in time is attributed to an increase in power output, although a mechanism for
this increase has yet to be determined (MacRae & Mefferd, 2006). A repeat of this study is
necessary to look at dose as well as absorption, preferably using a quercetin supplementation
alone as opposed to general antioxidant supplementation. Trained cyclists ingesting 500 mg pure
quercetin twice daily (mixed into Tang beverage) for 3 weeks had 9 times the plasma quercetin
levels compared to the placebo group. This group also had a significantly reduced incidence rate
of upper respiratory tract infection during the two weeks following a 3-day period of intense
exercise, despite no changes in immune function (Nieman et al., 2007).
A 21% decrease in cardiovascular disease mortality is seen in humans ingesting 4 mg or
more of quercetin per day (Graf et al., 2005). A study of the dietary habits of over 10,000
Finnish participants revealed an association between higher levels quercetin intake and reduced
ischemic heart disease mortality (Knekt et al., 2002). A separate study with the same participants
revealed that those individuals with higher flavoniod intakes also had smaller common carotid
artery intima-media thickness (CCA-IMT) (Mursu et al., 2007). This finding is important as
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CCA-IMT is an independent predictor of cardiovascular disease (Lorenz, Markus, Bots, Rosvall,
& Sitzer, 2007). Graf et al. (2005) found a significant inverse correlation between quercetin
consumption and diabetes by extrapolating the data collected by the Knekt group (2002). This
correlation was not seen when looking at total flavonoid intake.
In vitro, 2 – 30 µmol/L of quercetin prevented the oxidation of LDL cells (O'Reilly,
Sanders, & Wiseman, 2000). Quercetin ingestion levels were negatively correlated with plasma
total and LDL cholesterol levels (Arai et al., 2000). A reduced progression of atherosclerosis
through reduced LDL oxidation and aggregation, and decreased foam cell production was seen in
apo E-null mice that were given 50 µg quercetin per day (Hayek et al., 1997). An increased
resistance to LDL oxidation was seen in humans after 14 days of supplementation with 30 mg
quercetin per day (Chopra, Fitzsimons, Strain, Thurnham, & Howard, 2000). Red grape juice, of
which quercetin is a major polyphenol, decreases blood plasma levels of the inflammatory
biomarker MCP-1, LDL and oxidized LDL while simultaneously increasing HDL levels (Castilla
et al., 2006). Mulberry leaves prevented development of atherosclerotic lesions in LDL receptor
deficient mice by protecting the LDL from oxidation provided by the very high levels of
quercetin aglycone in the leaves (250 mg aglycone per 100 g fresh weight) that equaled
approximately 0.02 mg/kg body weight (Enkhmaa et al., 2005). These leaves are also known to
provide an antihyperglycemic effect (F. Chen, Nakashima, Kimura, & Kimura, 1995). They
have been extensively used in this manner as a naturaceutical treatment for diabetes in Chile,
Korea, and Japan (Lemus, Garcia, Delvillar, & Knop, 1999).
Stage 1 hypertensive patients saw a significant drop in systolic, diastolic, and mean
arterial pressure after ingesting 730 mg quercetin per day for four weeks. The same was not seen
in pre-hypertensive patients, suggesting that while quercetin may provide a protective effect, it
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will only bring about improvements when used to treat an existing disease state (Edwards et al.,
2007). The reduction seen was similar to that seen with lifestyle modifications such as increased
physical activity, weight loss, or decreased sodium or alcohol intake (Whelton et al., 2002).
Interestingly quercetin supplementation did not cause a decrease in systemic oxidative stress
markers (Edwards et al., 2007).
This is contrary to results seen with daily quercetin ingestion (10 mg/kg body weight) by
spontaneously hypertensive rats. Duarte et al. (2001) found a reduction in oxidative state as well
as decreases in elevated blood pressure and cardiac and renal hypertrophy compared with healthy
Wistar Kyoto rats. There was no change in body weight in either group of rats (Duarte et al.,
2001). Carlstrom et (2007) saw similar effects, but only after administering quercetin by gavage
for 4 days. When the rats were given a diet enriched with 1500 mg quercetin per kg diet, there
were no differences between the SHR and SHR+Q groups in hypertension, cardiac hypertrophy,
or vascular dysfunction (Carlstrom et al., 2007).
When Sprague-Dawley rats were fed a high-fat, high-sucrose (HFS) diet supplemented
with 200, 700, 2000, or 5000 mg per kg diet for four weeks, there was a suppression of blood
pressure elevation compared to those fed a HFS diet with no added quercetin. Quercetin also
reduced lipid peroxidation and reduced the decrease in plasma and urine nitric oxide levels as
well as vascular tissue NOS activity. The increased availability of nitric oxide, due do increased
NOS activity, coupled with quercetin’s antioxidant activity is believed to be the reason behind
the decrease in blood pressure, although more research needs to be done in order to determine an
exact mechanism (Yamamoto & Oue, 2006).
Mitochondrial membrane permeability transition (MMPT) is a condition that occurs
during a pathological build-up of free radicals in which the mitochondrial membrane
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permeability increases due to lipid peroxidation. Damage caused by MMPT is key in cellular
damage as well as apoptosis. Of the flavonoids tested, quercetin was found to be the most potent
inhibitor of lipid peroxidation and MMPT, as measured by mitochondrial swelling in rat liver
(Santos et al., 1998).
Our lab has observed an increase in energy expenditure in C57BL/6J mice given free
access to a high fat diet supplemented with 800 mg quercetin per kg diet for 3 weeks compared
to those given a high fat control diet (Stewart et al., 2008). Quercetin has been shown to increase
lypolysis in rat adipocytes through the inhibition of PDE3 (Kuppusamy & Das, 1992). Quercetin
also has the ability to increase fatty acid catabolism thereby modifying the metabolism of fatty
acids. The 41 week, long-term intervention demonstrated the ability of a 1% quercetin diet
(approximately 500 mg quercetin per kg body weight per day) to effectively reduce circulating
concentrations of free fatty acids in Fisher 344 rats as well as upregulate genes involved in the
fatty acid catabolism pathways in rat lung tissue. Similar effects were not seen with a 0.1%
quercetin diet (approximately 50 mg quercetin per kg body weight per day) (de Boer et al.,
2006). When 1.08 µg/L quercetin were was combined with rutin and hyperoside, Trumbeckaite
et al. (2006) saw a decrease in state 3 respiration rate in rat heart mitochondria, suggesting that
the quercetin was involved in the protection of mitochondrial function. This is important given
the difficulty in finding molecules that increase energy expenditure (da-Silva et al., 2007).
Combined, these data point to the possibility that quercetin may have an influential effect on
mitochondrial health.
Animal Model
Within 6W of being placed on a high fat (35.8% kcal) diet, C57BL/6J mice develop
abdominal obesity and type 2 diabetes (Surwit, Kuhn, Cochrane, McCubbin, & Feinglos, 1988).
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Previous work has shown that skeletal muscle contributes to the development of insulin
resistance in C57BL/6J mice after 3 weeks of being fed a high-fat diet (55% kcal fat) (Park et al.,
2005). It has also been established that C57BL/6J fed a high fat diet for 3 weeks will experience
a downregulation of necessary OXPHOS and mitochondrial biogenesis genes (Sparks et al.,
2005).
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MATERIALS AND METHODS
Animals
Male, C57BL/6J mice (N = 80) (Jackson Laboratory, Bar Harbor, ME) were weaned onto
a low fat diet (10% kcal fat, Research Diets, New Brunswick, NJ). At 6 weeks of age, the mice
were allowed free access to one of three diets (Research Diets): 1. high fat (HF) (45% kcal fat)
(D12451), 2. high fat + quercetin (HF + Q) (45% kcal fat + 1.2 % quercetin diet) (D06081502),
3. Low fat diet (10% kcal fat) (D12450B) (table 1). Five cohorts of animals were used in this
study. Energy expenditure was measured in cohort A at the 3-week timepoint in order to
determine the zenith and nadir of the metabolic cycle. Food consumption and body composition
were measured in cohorts B and C. Cohorts B and C were then sacrificed during zenith or nadir
at the 3-week timepoint. All mice were individually housed in shoebox cages with corncob
bedding in controlled environmental conditions (22°C) on a 12 hour light: dark cycle. All
experiments were reviewed and approved by the Pennington Biomedical Research Center
Institutional Animal Care and Use Committee (Protocol # 297).
Diets And Food Consumption
HF + Q diets were cold processed by Research Diets using quercetin > 98% purity
(HPLC) (Q0125) purchased from Sigma Aldrich (St. Louis, MO). All diets were stored at 4˚C in
airtight, light protected refrigerators. Mass spectrometry was used at the start of the study and
again on a sample stored in the same conditions for 8 weeks to evaluate the stability of the diet
during storage as well as the final concentration of quercetin within the diet. Every 3 days all
food was removed from cages and replaced. A 48-hour food consumption mea

sure was

preformed every week by weighing the food before and after the measurement period. Mice
were given water ad libitum.
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Blood Plasma Quercetin Analysis
Two hundred µL blood plasma samples were diluted with 200µl water and 500µl of
sodium acetate buffer (100mM, pH 5). β-Glucuronidase type HP-2 (20014 units) (Sigma-St.
Louis, MO.) was added, vortexed, and incubated for 30 minutes at 37°C. Samples were then
added to glass tubes with 1ml of water. These were partitioned once with 2ml hexane to defat.
The samples were sonicated at 50°C for 15 minutes then centrifuged for 6 minutes at 5000 rpm
after which the hexane fraction was discarded. Samples were then partitioned 3 times with ethyl
acetate (2ml), vortexed, and placed back in the sonicator again at 50˚C for another 15 minutes.
The samples were re-centrifuge at 5000 rpm for 6 minutes. Ethyl acetate partitions were
SpeedVac dried then resuspended in 95% ethanol (125 µL) in a sonicator for 10 minutes at 50°C.
After a brief centrifugation, the samples were transferred into autosampler vials and analyzed
with a liquid chromatography-mass spectrometry LC/MS system consisting of a Waters
(Milford, MA) LC-MS Integrity™ unit with a W616 pump and W600S controller, W717plus
auto-sampler, W996 PDA detector and a Varian 1200L (Varian Inc., Palo Alto, CA) triple
quadrupole mass detector with electrospray ionization interface (ESI), operated in either positive,
or negative ionization mode. The electrospray voltage was -4.5 kV, heated capillary temperature
was 240o C, sheath gas air for the negative mode, and electrospray voltage 5 kV and sheath gas
nitrogen for the positive ionization mode; mass detector scanning from 110 to 1400 atomic mass
units. Data from the Varian 1200L mass detector was collected and compiled using Varian’s MS
Workstation, v. 6.41, SP2.
A standard curve for quercetin was made from solutions at concentrations of 0.1 µg/ml,
1.0µg/ml and 10µg/ml in 95% ethanol to quantify the abundance of quercetin measured in
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plasma which can be used to estimate quercetin concentrations in the blood of the animals.
Naïve high fat plasma samples where spiked with either 500ng or 5000ng of quercetin in order to
determine the percent recovery of quercetin during sample preparation. The mouse plasma
samples and standards were prepared for analysis by LC-MS as described above. The recovery
of the quercetin from the spiked samples was at 22% for low and high concentrations, suggesting
predictably higher actual concentrations of quercetin in the blood of the treated animals than
reported.
Analysis Of Dietary Quercetin
A mortar and pestle were used to powder 1-gram samples of murine high fat diet
formulated with 1.2% quercetin. The samples were extracted with 5 mL of 95% ethanol. We
simultaneously processed 1-gram high fat diet samples with 12 mg of quercetin. Solids were
removed using centrifugation. The extract was speedvac dried, resuspended in 1 mL of water
and partitioned 3 times with 1 mL of hexane. The water was then partitioned 3 times with 1 mL
of ethyl acetate, dried, and resuspended in 500 µl ethanol. This was then analyzed using LC-MS
analysis.
The ratio of the quercetin formulated food and the quercetin-spiked food was used to
estimate any potential degradation of quercetin in the diet after formulation at the beginning of
the study prior to animal treatment and after the study was completed. The initial ratio was 67%
and the final ratio was 66% suggesting some degradation of the quercetin during the diet
formulation but little degradation over the time course of the study. The high fat diet without
quercetin as well as the low fat diet did not contain any detectable amounts of quercetin using
these sensitive methods.
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Body Weight And Composition
Body weight and composition (NMR Bruker Minispec, Billerica, MA) were measured
every week in 2 cohorts (n=8 mice/treatment/time point) for the duration of the study. Body
weight was determined by weighing the mouse in an NMR tube using a laboratory scale tared to
the weight of the tube for every measurement. A mouse NMR (Bruker, Minispec) was used to
measure body composition. Fat free mass (FFM) was determined by subtracting fat mass (FM)
from total body weight. FFM or FM were divided by total body weight and multiplied by one
hundred in order to determine percent FFM and percent FM.
RNA Isolation And Quantification
RNA from skeletal muscle samples will be isolated using the TRIzol reagent method
(Chomczynski, 1993). Mitochondrial DNA and genomic DNA primers and probes were
purchased from Integrated DNA Technologies (Coralville, Iowa). Real-time reverse
transcriptase PCR were carried out using the SmartCycler thermal cycler (Cephein, Sunnyvale,
CA).
Statistical Analysis
Measured genes were quantified using the ∆∆ Ct method in which the Ct values of the
experimental groups are compared to those of the control groups using the following formula:
∆∆ Ct = ∆Ct, treatment - ∆Ct, control. Statistical analysis was performed using an unpaired Student’s ttest for high fat diet ∆∆ Ct and high fat plus quercetin ∆∆ Ct. Validation of the effects of the
high fat diet was performed using a 1-way analysis of variance (ANOVA) to examine the
difference between the ∆Ct of the low fat group and that of the high fat and high fat plus
quercetin groups followed by Tukey’s post hoc test. A P value < 0.05 was used to determine
significance.
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RESULTS
According to mass spectrometry, at the start of the intervention the high fat plus quercetin
diet contained 0.8% (8000 mg/kg diet) quercetin. High fat plus quercetin samples stored for the
study duration in the diet storage area contained 0.79% (7900 mg/kg diet) indicating a 1%
decrease in the quercetin during storage. Quercetin was found in neither the low fat nor the high
fat diets.
Plasma quercetin content was measured at the zenith (1:00 a.m., night) and nadir (1:00
p.m., day) of the metabolic cycle. Mice are nocturnal and consume the majority of their diet
during their waking hours. Nighttime plasma quercetin concentration was 1.5 times that of
daytime concentration.
Food consumption averaged 5.00 ± 0.08 (high fat) and 4.90 ± 0.05 (high fat plus
quercetin per 48-hour period for the 3-week intervention period. Food consumption was not
significantly different between groups throughout the duration of the study and consumption did
not change during the study (Fig. 1).

Figure 1: Weekly average food consumption. There was no difference in food consumption
between groups at any point during the study.
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Body weight and body composition were measured weekly during the intervention
period. There was no significant difference in body weight between the high fat and the high fat
plus quercetin groups at any point during the study (Fig. 2). Average body weight throughout
the intervention was 21.88 ± 0.23g for the high fat group and 21.77 ± 0.15g for the high fat plus
quercetin group with an average weight gain over the 3 weeks of 3.2g and 3.4g respectively.

Figure 2: Weekly average body weight. There were no significant differences at any point
during the study period.
Body composition was determined as the NMR measure of fat mass divided by body
weight, multiplied by 100. Percent fat mass did not differ significantly between the high fat and
the high fat plus quercetin groups during the entirety of the study (Fig 3).
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Figure 3: Weekly average percent fat mass. There were no significant differences at any point
during the study period.
Mice fed a high fat diet had a reduced expression of the genes involved in mitochondrial
biogenesis (pgc-1α: F = 5.76, df = 2, P = 0.011; pgc-1ß: F = 5.28, df = 2, P = 0.016) as well as
the genes involved in the regulation of complex I (NDUFB5: F = 5.66, df = 2, P = 0.012) and
complex II (SDHB: F = 5.04, df = 2, P = 0.018) of the electron transport chain as compared to
those fed a low fat diet, as previously demonstrated by Sparks et al. (2005).
There was no significant difference between the high fat ∆∆Ct and the high fat plus
quercetin ∆∆Ct for the expression of genes tested for mitochondrial biogenesis (pgc-1α: t = 0.71, df = 12, P = 0.49; pgc-1ß: t = 0.16, df = 12, P = 0.87) (Fig. 4). There was also no
significant difference for the high fat ∆∆Ct and the high fat plus quercetin ∆∆Ct for the
expression of genes from complex I (NDUFB5: t = 0.27, df = 12, P = 0.79) and complex II
(SDHB; t = -0.20, df = 12, P = 0.84) of the electron transport chain as a measure of oxidative
capacity (Fig 5).
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Figure 4: ∆∆Ct values for PGC-1α and PGC-1ß, markers of mitochondrial biogenesis.
PGC-1 = peroxisome proliferator-activated receptor gamma coactivator-1

Figure 5: ∆∆Ct values for NDUFB5 of complex I and SDHB of complex II of the electron
transport chain.
NDUFB5 = NADH dehydrogenase (ubiquinone) one ß subcomplex 5
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DISCUSSION
The purpose of this study was to examine the effects of the antioxidant flavonoid
quercetin on mitochondrial health. Specifically, we measured the expression of genes involved
in mitochondrial biogenesis and oxidative capacity of skeletal muscle mitochondria in a murine
model known to exhibit a downregulation of genes required for oxidative phosphorylation in
skeletal muscle (Sparks et al., 2005) when fed a high fat diet. This same diet is also known to
cause this model to develop obesity and type 2 diabetes mellitus (Petro et al., 2004).
Reactive oxygen species (ROS) have been implicated in the development of diabetes as well as
the pathology of a number of other conditions such as cancers, and atherosclerosis (Knekt et al.,
2002). As a result of the high reactivity of ROS with molecules such as DNA and RNA, ROS
are capable of causing genetic mutations leading to a loss of cell function or cell death (Spiteller,
2001). ROS have also been shown to target mtDNA (Knight-Lozano et al., 2002) causing
mtDNA damage, decreased mtDNA-encoded mRNA transcription, and decreased ATP levels
and mitochondrial redox function (Ballinger et al., 2000). As oxidative phosphorylation is the
primary source of endogenous ROS (Magder, 2006), studies examining the effects of flavonoids,
such as quercetin, on mitochondrial health are of particular importance and yet are
underrepresented in the literature (Trumbeckaite et al., 2006).
The quadriceps muscle was removed from 21 male, C57BL/6J mice that had been fed a
low fat (10% kcal fat), a high fat (45% kcal fat), or a high fat plus quercetin (45% kcal fat +
1.2% quercetin) diet for 3 weeks. RNA was isolated from the samples and quantitative RT-PCR
was used to compare the expression of select genes of mitochondrial biogenesis and oxidative
phosphorylation.
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In accordance with the findings of Sparks et al. (2005), expression of genes involved in
mitochondrial biogenesis (PGC-1α: F = 5.76, df = 2, P = 0.011; PGC-1ß: F = 5.28, df = 2, P =
0.016) and OXPHOS genes (NDUFB5: F = 5.66, df = 2, P = 0.012, SDHB: F = 5.04, df = 2, P =
0.018) was reduced in mice fed a high fat diet compared to those fed a low fat diet.
PGC-1α and PGC-1ß are responsible for mitochondrial biogenesis activation as well as increases
in the expression of the OXPHOS genes. Increases in expression of PGC-1α may cause an
increase in OXPHOS gene expression by the transcription factors necessary for the replication of
mitochondrial DNA (Sparks et al., 2005). There was not a significant difference in the
expression of PGC-1α and PGC-1ß in mice fed a high fat diet supplemented with quercetin
compared to those fed a high fat diet (pgc-1α: t = -0.71, df = 12, P = 0.49; pgc-1ß: t = 0.16, df =
12, P = 0.87) (Fig. 1), indicating that the quercetin did not provide a protective effect against the
damage consumption of a high fat diet has on the mitochondrial biogenesis.
The NDUFB5 gene is located in the mitochondrial genome. It codes for a protein subunit
of complex I of the electron transport chain. Complex I is responsible for the transfer of an
electron from NADH to complex III through ubiquinone. SDHB codes for a subunit of complex
II of the electron transport chain, however it is part of the nuclear genome. Complex II also
transports electrons to complex III through ubiquinone, however it receives them from FADH.
No significant difference occurred in the gene expression of NDUFB5 (t = 0.27, df = 12, P =
0.79) or SDHB (t = -0.20, df = 12, P = 0.84) (Fig. 2) in mice fed a high fat diet as opposed to
those fed a high fat diet supplemented with quercetin. Again, this suggests that quercetin was
unable to compensate for the effects of a high fat diet on oxidative capacity.
The lack of quercetin’s effect on mitochondrial function is contrary to what has been seen
by other researchers. Quercetin upregulated beta oxidation and ketogenesis in rats (de Boer et
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al., 2006), prevented lipid peroxidation increased membrane of rat liver mitochondrial
membranes by scavenging free radicals (Santos et al., 1998), and increased state 2 respiration in
rat heart mitochondria (Trumbeckaite et al., 2006).
The lack of a difference in food consumption between the high fat and the high fat plus
quercetin groups (Fig 1) coupled with the increase in energy expenditure at the 3-week timepoint
previously discovered (Stewart et al., 2008) in the high fat plus quercetin group led us to expect
decreased fat deposition. We, however, found no differences in either body weight (Fig. 2) or
body composition (Fig. 3) suggesting that there was no shift in substrate utilization. These
results are not without precedence. Yamamoto et al. (2006) found no difference in weight gain
or epididymal fat weight in spontaneously hypertensive rats fed a high fat, high sucrose diet
containing 0, 0.02%, 0.07%, or 0.2% quercetin. There were no differences in weigh gain, final
weight, or organ weight between healthy Swiss mice fed a standard commercial diet for 4 weeks
compared to those fed the same diet supplemented with 0.5% quercetin (Barrenetxe et al., 2006),
suggesting quercetin had no effect on growth rate or metabolism. However, neither of these
studies measured energy expenditure or body composition.
One possible explanation for this is the very large dose of quercetin fed to the mice. In
this study, 1.2% quercetin supplementation translated into a murine consumption of
approximately 30mg/day or 1600mg quercetin/kg body weight/day during the 3-week
intervention period. This is 10,000 times the average U.S. daily quercetin consumption of
approximately 30mg/day or between 0.35 and 0.41mg/kg body weight (CDC, 2008; Weldin et
al., 2003). Even when accounting for the quercetin degradation that occurred during diet
formulation, the dose is still very large at just over 1000mg/kg body weight/day. While doses as
high as 10% quercetin supplementation in an oral diet have shown no carcinogenicity (Morino et
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al., 1982), other aspects of toxicity and mutagenicity have not been adequately tested at the dose
administered in the current study. The researchers who demonstrated increased state 2
mitochondrial respiration also saw that at high concentrations (1.08 ng / ml and higher) quercetin
caused a decrease in state 3 respiration thereby reducing the ability of the mitochondria to
convert ADP to ATP, possibly through the inhibition of the complexes of the electron transport
chain (Trumbeckaite et al., 2006). Mattarei et al. (2008) also found that quercetin had the ability
to reduce ATP production by inhibiting ATP synthase suggesting that flavonoid concentration
may play a role in this (Kanadzu, Lu, & Morimoto, 2006).
It has also been demonstrated that at high concentrations quercetin can become a prooxidant, generating ROS through autoxidation and redox-cycling (Chang, Chi, & Wang, 2006).
Quercetin mediated by H2O2 has also been shown to cause DNA cleavage and fragmentation
(Kawanishi, Oikawa, & Murata, 2005). While 10 – 25 µmol/L of quercetin protected against
DNA strand breaks, H2O2 induced cell toxicity, and apoptosis, 50 – 250 µmol/L of quercetin
these as well as capsase activation and oligonucleosomal DNA fragmentation (Watjen et al.,
2005). Yamashita et al. (1999) found that when quercetin reacted with DNA bound copper (II),
it resulted in extensive oxidative DNA damage. It is thought that the same is possible with other
metal ions, such as iron (III) (Oikawa, 2008). Lipid bound copper (II) is also a target for prooxidant quercetin, leading to the oxidation of LDL. Interestingly, when another pro-oxidant is
available, quercetin will preferably react with it in place of the copper (Filipe et al., 2004).
The production of ROS by quercetin is also possible without a transition metal. Oxidized
quercetin can react with the endogenous antioxidant glutathione (GSH) forming a thiyl radical.
The thiyl radical then reacts with another GSH to form GSSG•-, a radical disulfide anion, which
rapidly reacts with oxygen to form GSSG and superoxide (Galati, Chan, Wu, & O'Brien, 1999).
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According to Boots et al. (2007), the oxidized quercetin may cause a reaction with the sulfhydryl
group of the enzyme calcium-ATPase, impairing its ability to contribute to cellular calcium
balance maintenance (Boots, Haenen, den Hartog, & Bast, 2002). The elevated cytosolic
calcium will reduce mitochondrial efficiency by increasing the permeability of the mitochondrial
membrane allowing the escape of cytochrome-c (Orrenius, Zhivotovsky, & Nicotera, 2003), the
protein responsible for the transport of electrons between electron transport chain complexes III
and IV.
Mattarei et al. (2008) also suggest that an alternative possible mechanism may be the
ability of oxidized quercetin to form covalent bonds directly with DNA and cellular proteins.
This has been seen in vitro in human intestinal and hepatic cells with binding to protein
occurring at a greater rate than binding to DNA, however both occur simultaneously (Walle,
Vincent, & Walle, 2003). While there is evidence that quercetin DNA adducts are transient (van
der Woude et al., 2005; Walle et al., 2003), this was determined through examination of a single
quercetin treatment. Quercetin DNA adduct formation during chronic exposure to high levels of
quercetin has not been examined. It had been suggested that in vivo methylation of quercetin may
protect DNA, however it has recently been demonstrated that adduct formation does occur, only
in reduced levels (van der Woude, Boersma, Alink, Vervoort, & Rietjens, 2006) suggesting that
chronic exposure to dietary quercetin may contain DNA toxicity risks. More research in this
area, especially in an in vivo, model is necessary and may shed light on the results of the current
study.
Our lab group is currently reproducing the current study with three much smaller doses of
quercetin (0.05, 0.24, 0.5 mg/kg body weight/day) that more accurately reflect feasible human
consumption. It will be possible, through this new study, to determine if smaller doses of
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quercetin may protect the expression of the genes associated with mitochondrial biogenesis and
oxidative phosphorylation regulation from the damaging effects of a high fat diet. Measuring the
expression of these genes in mice that remained on the quercetin diet for a longer period of time
could provide greater insight into the role quercetin may have played. If after 8 weeks of
quercetin supplementation, gene expression were lower in the high fat plus quercetin group as
compared to the high fat group, it would suggest that this dose of quercetin may have
compounded the damaging effects of the high fat diet. Examining the effects of such a high dose
of quercetin on the mitochondrial function in a murine model fed a low fat diet would also be of
interest, as it would provide further and more definitive evidence that the dose we used did,
indeed, become toxic.

34

LITERATURE CITED
Aeschbacher, H. U., Meier, H., & Ruch, E. (1982). Nonmutagenicity in vivo of the food flavonol
quercetin. Nutr Cancer, 4(2), 90-98.
An, J., Muoio, D. M., Shiota, M., Fujimoto, Y., Cline, G. W., Shulman, G. I., et al. (2004).
Hepatic expression of malonyl-CoA decarboxylase reverses muscle, liver and wholeanimal insulin resistance. Nat Med, 10(3), 268-274.
Arai, Y., Watanabe, S., Kimira, M., Shimoi, K., Mochizuki, R., & Kinae, N. (2000). Dietary
intakes of flavonols, flavones and isoflavones by Japanese women and the inverse
correlation between quercetin intake and plasma LDL cholesterol concentration. J Nutr,
130(9), 2243-2250.
Arts, M. J. T. J., Sebastiaan Dallinga, J., Voss, H.-P., Haenen, G. R. M. M., & Bast, A. (2004). A
new approach to assess the total antioxidant capacity using the TEAC assay. Food
Chemistry, 88(4), 567-570.
Baar, K. (2004). Involvement of PPAR gamma co-activator-1, nuclear respiratory factors 1 and
2, and PPAR alpha in the adaptive response to endurance exercise. Proc Nutr Soc, 63(2),
269-273.
Ballinger, S. W., Patterson, C., Yan, C. N., Doan, R., Burow, D. L., Young, C. G., et al. (2000).
Hydrogen peroxide- and peroxynitrite-induced mitochondrial DNA damage and
dysfunction in vascular endothelial and smooth muscle cells. Circ Res, 86(9), 960-966.
Barrenetxe, J., Aranguren, P., Grijalba, A., Martinez-Penuela, J. M., Marzo, F., & Urdaneta, E.
(2006). Effect of dietary quercetin and sphingomyelin on intestinal nutrient absorption
and animal growth. Br J Nutr, 95(3), 455-461.
Behling, E. B., Sendao, M. C., Francescato, H. D., Antunes, L. M., Costa, R. S., & Bianchi Mde,
L. (2006). Comparative study of multiple dosage of quercetin against cisplatin-induced
nephrotoxicity and oxidative stress in rat kidneys. Pharmacol Rep, 58(4), 526-532.
Boirie, Y. (2003). Insulin regulation of mitochondrial proteins and oxidative phosphorylation in
human muscle. Trends Endocrinol Metab, 14(9), 393-394.
Boots, A. W., Haenen, G. R., & Bast, A. (2008). Health effects of quercetin: from antioxidant to
nutraceutical. Eur J Pharmacol, 585(2-3), 325-337.
Boots, A. W., Haenen, G. R., den Hartog, G. J., & Bast, A. (2002). Oxidative damage shifts from
lipid peroxidation to thiol arylation by catechol-containing antioxidants. Biochim Biophys
Acta, 1583(3), 279-284.
Boots, A. W., Li, H., Schins, R. P., Duffin, R., Heemskerk, J. W., Bast, A., et al. (2007). The
quercetin paradox. Toxicol Appl Pharmacol, 222(1), 89-96.
35

Boucher, A., Lu, D., Burgess, S. C., Telemaque-Potts, S., Jensen, M. V., Mulder, H., et al.
(2004). Biochemical mechanism of lipid-induced impairment of glucose-stimulated
insulin secretion and reversal with a malate analogue. J Biol Chem, 279(26), 2726327271.
Bray, G. A., & Popkin, B. M. (1998). Dietary fat intake does affect obesity! Am J Clin Nutr,
68(6), 1157-1173.
Carlstrom, J., Symons, J. D., Wu, T. C., Bruno, R. S., Litwin, S. E., & Jalili, T. (2007). A
quercetin supplemented diet does not prevent cardiovascular complications in
spontaneously hypertensive rats. J Nutr, 137(3), 628-633.
Castilla, P., Echarri, R., Davalos, A., Cerrato, F., Ortega, H., Teruel, J. L., et al. (2006).
Concentrated red grape juice exerts antioxidant, hypolipidemic, and antiinflammatory
effects in both hemodialysis patients and healthy subjects. Am J Clin Nutr, 84(1), 252262.
CDC. (2008). Body Measurements. Fast Facts A to Z Retrieved Ovtober 6, 2008, from
http://www.cdc.gov/nchs/fastats/bodymeas.htm
Chang, Y. F., Chi, C. W., & Wang, J. J. (2006). Reactive oxygen species production is involved
in quercetin-induced apoptosis in human hepatoma cells. Nutr Cancer, 55(2), 201-209.
Chen, F., Nakashima, N., Kimura, I., & Kimura, M. (1995). [Hypoglycemic activity and
mechanisms of extracts from mulberry leaves (folium mori) and cortex mori radicis in
streptozotocin-induced diabetic mice]. Yakugaku Zasshi, 115(6), 476-482.
Chen, J. C., Ho, F. M., Pei-Dawn Lee, C., Chen, C. P., Jeng, K. C., Hsu, H. B., et al. (2005).
Inhibition of iNOS gene expression by quercetin is mediated by the inhibition of IkappaB
kinase, nuclear factor-kappa B and STAT1, and depends on heme oxygenase-1 induction
in mouse BV-2 microglia. Eur J Pharmacol, 521(1-3), 9-20.
Chomczynski, P. (1993). A reagent for the single-step simultaneous isolation of RNA, DNA and
proteins from cell and tissue samples. Biotechniques, 15(3), 532-534, 536-537.
Choo, J. J. (2003). Green tea reduces body fat accretion caused by high-fat diet in rats through
beta-adrenoceptor activation of thermogenesis in brown adipose tissue. J Nutr Biochem,
14(11), 671-676.
Chopra, M., Fitzsimons, P. E., Strain, J. J., Thurnham, D. I., & Howard, A. N. (2000).
Nonalcoholic red wine extract and quercetin inhibit LDL oxidation without affecting
plasma antioxidant vitamin and carotenoid concentrations. Clin Chem, 46(8 Pt 1), 11621170.
Chow, J. M., Shen, S. C., Huan, S. K., Lin, H. Y., & Chen, Y. C. (2005). Quercetin, but not rutin
and quercitrin, prevention of H2O2-induced apoptosis via anti-oxidant activity and heme
oxygenase 1 gene expression in macrophages. Biochem Pharmacol, 69(12), 1839-1851.
36

Coskun, O., Kanter, M., Korkmaz, A., & Oter, S. (2005). Quercetin, a flavonoid antioxidant,
prevents and protects streptozotocin-induced oxidative stress and beta-cell damage in rat
pancreas. Pharmacol Res, 51(2), 117-123.
da Silva, E. L., Piskula, M. K., Yamamoto, N., Moon, J. H., & Terao, J. (1998). Quercetin
metabolites inhibit copper ion-induced lipid peroxidation in rat plasma. FEBS Lett,
430(3), 405-408.
da Silva, J., Herrmann, S. M., Heuser, V., Peres, W., Possa Marroni, N., Gonzalez-Gallego, J., et
al. (2002). Evaluation of the genotoxic effect of rutin and quercetin by comet assay and
micronucleus test. Food Chem Toxicol, 40(7), 941-947.
da-Silva, W. S., Harney, J. W., Kim, B. W., Li, J., Bianco, S. D., Crescenzi, A., et al. (2007). The
small polyphenolic molecule kaempferol increases cellular energy expenditure and
thyroid hormone activation. Diabetes, 56(3), 767-776.
de Boer, V. C., Dihal, A. A., van der Woude, H., Arts, I. C., Wolffram, S., Alink, G. M., et al.
(2005). Tissue distribution of quercetin in rats and pigs. J Nutr, 135(7), 1718-1725.
de Boer, V. C., van Schothorst, E. M., Dihal, A. A., van der Woude, H., Arts, I. C., Rietjens, I.
M., et al. (2006). Chronic quercetin exposure affects fatty acid catabolism in rat lung.
Cell Mol Life Sci, 63(23), 2847-2858.
de Vries, J. H., Hollman, P. C., Meyboom, S., Buysman, M. N., Zock, P. L., van Staveren, W.
A., et al. (1998). Plasma concentrations and urinary excretion of the antioxidant flavonols
quercetin and kaempferol as biomarkers for dietary intake. Am J Clin Nutr, 68(1), 60-65.
Dias, A. S., Porawski, M., Alonso, M., Marroni, N., Collado, P. S., & Gonzalez-Gallego, J.
(2005). Quercetin decreases oxidative stress, NF-kappaB activation, and iNOS
overexpression in liver of streptozotocin-induced diabetic rats. J Nutr, 135(10), 22992304.
Diplock, A. T., Charleux, J. L., Crozier-Willi, G., Kok, F. J., Rice-Evans, C., Roberfroid, M., et
al. (1998). Functional food science and defence against reactive oxidative species. Br J
Nutr, 80 Suppl 1, S77-112.
Duarte, J., Galisteo, M., Ocete, M. A., Perez-Vizcaino, F., Zarzuelo, A., & Tamargo, J. (2001).
Effects of chronic quercetin treatment on hepatic oxidative status of spontaneously
hypertensive rats. Mol Cell Biochem, 221(1-2), 155-160.
Edwards, R. L., Lyon, T., Litwin, S. E., Rabovsky, A., Symons, J. D., & Jalili, T. (2007).
Quercetin reduces blood pressure in hypertensive subjects. J Nutr, 137(11), 2405-2411.
Enkhmaa, B., Shiwaku, K., Katsube, T., Kitajima, K., Anuurad, E., Yamasaki, M., et al. (2005).
Mulberry (Morus alba L.) leaves and their major flavonol quercetin 3-(6malonylglucoside) attenuate atherosclerotic lesion development in LDL receptordeficient mice. J Nutr, 135(4), 729-734.
37

Essig, D. A. (1996). Contractile activity-induced mitochondrial biogenesis in skeletal muscle.
Exerc Sport Sci Rev, 24, 289-319.
Ferry, D. R., Smith, A., Malkhandi, J., Fyfe, D. W., deTakats, P. G., Anderson, D., et al. (1996).
Phase I clinical trial of the flavonoid quercetin: pharmacokinetics and evidence for in
vivo tyrosine kinase inhibition. Clin Cancer Res, 2(4), 659-668.
Filipe, P., Haigle, J., Silva, J. N., Freitas, J., Fernandes, A., Maziere, J. C., et al. (2004). Antiand pro-oxidant effects of quercetin in copper-induced low density lipoprotein oxidation.
Quercetin as an effective antioxidant against pro-oxidant effects of urate. Eur J Biochem,
271(10), 1991-1999.
Finkelstein, E. A., Fiebelkorn, I. C., & Wang, G. (2003). National medical spending attributable
to overweight and obesity: how much, and who's paying? Health Aff (Millwood), Suppl
Web Exclusives, W3-219-226.
Fiorani, M., De Sanctis, R., Menghinello, P., Cucchiarini, L., Cellini, B., & Dacha, M. (2001).
Quercetin prevents glutathione depletion induced by dehydroascorbic acid in rabbit red
blood cells. Free Radic Res, 34(6), 639-648.
Friedman, J. E., Dohm, G. L., Leggett-Frazier, N., Elton, C. W., Tapscott, E. B., Pories, W. P., et
al. (1992). Restoration of insulin responsiveness in skeletal muscle of morbidly obese
patients after weight loss. Effect on muscle glucose transport and glucose transporter
GLUT4. J Clin Invest, 89(2), 701-705.
Galati, G., Chan, T., Wu, B., & O'Brien, P. J. (1999). Glutathione-dependent generation of
reactive oxygen species by the peroxidase-catalyzed redox cycling of flavonoids. Chem
Res Toxicol, 12(6), 521-525.
Goodman, L. S., & Gilman, A. (1970). The Pharmacological basis of therapeutics; a textbook of
pharmacology, toxicology, and therapeutics for physicians and medical students (4th
ed.). [New York]: Macmillan.
Graf, B. A., Milbury, P. E., & Blumberg, J. B. (2005). Flavonols, flavones, flavanones, and
human health: epidemiological evidence. J Med Food, 8(3), 281-290.
Gutteridge, J. M. (1994). Biological origin of free radicals, and mechanisms of antioxidant
protection. Chem Biol Interact, 91(2-3), 133-140.
Halliwell, B. (1995). Antioxidant characterization. Methodology and mechanism. Biochem
Pharmacol, 49(10), 1341-1348.
Halliwell, B. (1996). Oxidative stress, nutrition and health. Experimental strategies for
optimization of nutritional antioxidant intake in humans. Free Radic Res, 25(1), 57-74.
Halliwell, B., & Chirico, S. (1993). Lipid peroxidation: its mechanism, measurement, and
significance. Am J Clin Nutr, 57(5 Suppl), 715S-724S; discussion 724S-725S.
38

Hayek, T., Fuhrman, B., Vaya, J., Rosenblat, M., Belinky, P., Coleman, R., et al. (1997).
Reduced progression of atherosclerosis in apolipoprotein E-deficient mice following
consumption of red wine, or its polyphenols quercetin or catechin, is associated with
reduced susceptibility of LDL to oxidation and aggregation. Arterioscler Thromb Vasc
Biol, 17(11), 2744-2752.
Heo, H. J., & Lee, C. Y. (2004). Protective effects of quercetin and vitamin C against oxidative
stress-induced neurodegeneration. J Agric Food Chem, 52(25), 7514-7517.
Huk, I., Brovkovych, V., Nanobash Vili, J., Weigel, G., Neumayer, C., Partyka, L., et al. (1998).
Bioflavonoid quercetin scavenges superoxide and increases nitric oxide concentration in
ischaemia-reperfusion injury: an experimental study. Br J Surg, 85(8), 1080-1085.
Ikeda, I. (2008). Multifunctional effects of green tea catechins on prevention of the metabolic
syndrome. Asia Pac J Clin Nutr, 17 Suppl 1, 273-274.
Iqbal, N. (2007). The burden of type 2 diabetes: strategies to prevent or delay onset. Vasc Health
Risk Manag, 3(4), 511-520.
Jakicic, J. M. (2003). Exercise in the treatment of obesity. Endocrinol Metab Clin North Am,
32(4), 967-980.
Johnson, M. K., & Loo, G. (2000). Effects of epigallocatechin gallate and quercetin on oxidative
damage to cellular DNA. Mutat Res, 459(3), 211-218.
Juzwiak, S., Wojcicki, J., Mokrzycki, K., Marchlewicz, M., Bialecka, M., Wenda-Rozewicka, L.,
et al. (2005). Effect of quercetin on experimental hyperlipidemia and atherosclerosis in
rabbits. Pharmacol Rep, 57(5), 604-609.
Kanadzu, M., Lu, Y., & Morimoto, K. (2006). Dual function of (--)-epigallocatechin gallate
(EGCG) in healthy human lymphocytes. Cancer Lett, 241(2), 250-255.
Kandaswami, C., & Middleton, E., Jr. (1994). Free radical scavenging and antioxidant activity of
plant flavonoids. Adv Exp Med Biol, 366, 351-376.
Kawanishi, S., Oikawa, S., & Murata, M. (2005). Evaluation for safety of antioxidant
chemopreventive agents. Antioxid Redox Signal, 7(11-12), 1728-1739.
Kay, C. D., & Holub, B. J. (2002). The effect of wild blueberry (Vaccinium angustifolium)
consumption on postprandial serum antioxidant status in human subjects. Br J Nutr,
88(4), 389-398.
Kelley, D. E., He, J., Menshikova, E. V., & Ritov, V. B. (2002). Dysfunction of mitochondria in
human skeletal muscle in type 2 diabetes. Diabetes, 51(10), 2944-2950.

39

Kern, P. A., Simsolo, R. B., & Fournier, M. (1999). Effect of weight loss on muscle fiber type,
fiber size, capillarity, and succinate dehydrogenase activity in humans. J Clin Endocrinol
Metab, 84(11), 4185-4190.
Kim, C. H., Youn, J. H., Park, J. Y., Hong, S. K., Park, K. S., Park, S. W., et al. (2000). Effects
of high-fat diet and exercise training on intracellular glucose metabolism in rats. Am J
Physiol Endocrinol Metab, 278(6), E977-984.
Knekt, P., Kumpulainen, J., Jarvinen, R., Rissanen, H., Heliovaara, M., Reunanen, A., et al.
(2002). Flavonoid intake and risk of chronic diseases. Am J Clin Nutr, 76(3), 560-568.
Knight-Lozano, C. A., Young, C. G., Burow, D. L., Hu, Z. Y., Uyeminami, D., Pinkerton, K. E.,
et al. (2002). Cigarette smoke exposure and hypercholesterolemia increase mitochondrial
damage in cardiovascular tissues. Circulation, 105(7), 849-854.
Korkina, L. G., & Afanas'ev, I. B. (1997). Antioxidant and chelating properties of flavonoids.
Adv Pharmacol, 38, 151-163.
Koves, T. R., Li, P., An, J., Akimoto, T., Slentz, D., Ilkayeva, O., et al. (2005). Peroxisome
proliferator-activated receptor-gamma co-activator 1alpha-mediated metabolic
remodeling of skeletal myocytes mimics exercise training and reverses lipid-induced
mitochondrial inefficiency. J Biol Chem, 280(39), 33588-33598.
Kuppusamy, U. R., & Das, N. P. (1992). Effects of flavonoids on cyclic AMP phosphodiesterase
and lipid mobilization in rat adipocytes. Biochem Pharmacol, 44(7), 1307-1315.
Lamson, D. W., & Brignall, M. S. (2000). Antioxidants and cancer, part 3: quercetin. Altern Med
Rev, 5(3), 196-208.
Lane, N. (2006). Mitochondrial disease: powerhouse of disease. Nature, 440(7084), 600-602.
Lemus, I., Garcia, R., Delvillar, E., & Knop, G. (1999). Hypoglycaemic activity of four plants
used in Chilean popular medicine. Phytother Res, 13(2), 91-94.
Lesser, S., Cermak, R., & Wolffram, S. (2004). Bioavailability of quercetin in pigs is influenced
by the dietary fat content. J Nutr, 134(6), 1508-1511.
Li, Z., Bowerman, S., & Heber, D. (2005). Health ramifications of the obesity epidemic. Surg
Clin North Am, 85(4), 681-701, v.
Liang, P., Hughes, V., & Fukagawa, N. K. (1997). Increased prevalence of mitochondrial DNA
deletions in skeletal muscle of older individuals with impaired glucose tolerance: possible
marker of glycemic stress. Diabetes, 46(5), 920-923.
Lorenz, M. W., Markus, H. S., Bots, M. L., Rosvall, M., & Sitzer, M. (2007). Prediction of
clinical cardiovascular events with carotid intima-media thickness: a systematic review
and meta-analysis. Circulation, 115(4), 459-467.
40

MacRae, H. S., & Mefferd, K. M. (2006). Dietary antioxidant supplementation combined with
quercetin improves cycling time trial performance. Int J Sport Nutr Exerc Metab, 16(4),
405-419.
Magder, S. (2006). Reactive oxygen species: toxic molecules or spark of life? Crit Care, 10(1),
208.
Mattarei, A., Biasutto, L., Marotta, E., De Marchi, U., Sassi, N., Garbisa, S., et al. (2008). A
Mitochondriotropic Derivative of Quercetin: A Strategy to Increase the Effectiveness of
Polyphenols. Chembiochem.
Mazza, G. J. (2007). Anthocyanins and heart health. Ann Ist Super Sanita, 43(4), 369-374.
Mehta, J. L., Rasouli, N., Sinha, A. K., & Molavi, B. (2006). Oxidative stress in diabetes: a
mechanistic overview of its effects on atherogenesis and myocardial dysfunction. Int J
Biochem Cell Biol, 38(5-6), 794-803.
Mi, Y., Zhang, C., & Taya, K. (2007). Quercetin protects spermatogonial cells from 2,4-dinduced oxidative damage in embryonic chickens. J Reprod Dev, 53(4), 749-754.
Molina, M. F., Sanchez-Reus, I., Iglesias, I., & Benedi, J. (2003). Quercetin, a flavonoid
antioxidant, prevents and protects against ethanol-induced oxidative stress in mouse liver.
Biol Pharm Bull, 26(10), 1398-1402.
Montecucco, F., Steffens, S., & Mach, F. (2008). Insulin resistance: a proinflammatory state
mediated by lipid-induced signaling dysfunction and involved in atherosclerotic plaque
instability. Mediators Inflamm, 2008, 767623.
Mootha, V. K., Lindgren, C. M., Eriksson, K. F., Subramanian, A., Sihag, S., Lehar, J., et al.
(2003). PGC-1alpha-responsive genes involved in oxidative phosphorylation are
coordinately downregulated in human diabetes. Nat Genet, 34(3), 267-273.
Morand, C., Crespy, V., Manach, C., Besson, C., Demigne, C., & Remesy, C. (1998). Plasma
metabolites of quercetin and their antioxidant properties. Am J Physiol, 275(1 Pt 2),
R212-219.
Morino, K., Matsukara, N., Kawachi, T., Ohgaki, H., Sugimura, T., & Hirono, I. (1982).
Carcinogenicity test of quercetin and rutin in golden hamsters by oral administration.
Carcinogenesis, 3(1), 93-97.
Murase, T., Haramizu, S., Shimotoyodome, A., Nagasawa, A., & Tokimitsu, I. (2005). Green tea
extract improves endurance capacity and increases muscle lipid oxidation in mice. Am J
Physiol Regul Integr Comp Physiol, 288(3), R708-715.
Murota, K., & Terao, J. (2003). Antioxidative flavonoid quercetin: implication of its intestinal
absorption and metabolism. Arch Biochem Biophys, 417(1), 12-17.
41

Mursu, J., Nurmi, T., Tuomainen, T. P., Ruusunen, A., Salonen, J. T., & Voutilainen, S. (2007).
The intake of flavonoids and carotid atherosclerosis: the Kuopio Ischaemic Heart Disease
Risk Factor Study. Br J Nutr, 98(4), 814-818.
Must, A., Spadano, J., Coakley, E. H., Field, A. E., Colditz, G., & Dietz, W. H. (1999). The
disease burden associated with overweight and obesity. Jama, 282(16), 1523-1529.
Nieman, D. C., Henson, D. A., Gross, S. J., Jenkins, D. P., Davis, J. M., Murphy, E. A., et al.
(2007). Quercetin reduces illness but not immune perturbations after intensive exercise.
Med Sci Sports Exerc, 39(9), 1561-1569.
Nijveldt, R. J., van Nood, E., van Hoorn, D. E., Boelens, P. G., van Norren, K., & van Leeuwen,
P. A. (2001). Flavonoids: a review of probable mechanisms of action and potential
applications. Am J Clin Nutr, 74(4), 418-425.
Nishikawa, T., Edelstein, D., Du, X. L., Yamagishi, S., Matsumura, T., Kaneda, Y., et al. (2000).
Normalizing mitochondrial superoxide production blocks three pathways of
hyperglycaemic damage. Nature, 404(6779), 787-790.
O'Reilly, J. D., Sanders, T. A., & Wiseman, H. (2000). Flavonoids protect against oxidative
damage to LDL in vitro: use in selection of a flavonoid rich diet and relevance to LDL
oxidation resistance ex vivo? Free Radic Res, 33(4), 419-426.
Ogden, C. L., Carroll, M. D., Curtin, L. R., McDowell, M. A., Tabak, C. J., & Flegal, K. M.
(2006). Prevalence of overweight and obesity in the United States, 1999-2004. JAMA,
295(13), 1549-1555.
Oikawa, S. (2008). Mechanisms of Oxidative DNA Damage Induced by Environmental
Carcinogens and Antioxidants. Genes and Environment, 30, 1-9.
Orrenius, S., Zhivotovsky, B., & Nicotera, P. (2003). Regulation of cell death: the calciumapoptosis link. Nat Rev Mol Cell Biol, 4(7), 552-565.
Papa, S. (1996). Mitochondrial oxidative phosphorylation changes in the life span. Molecular
aspects and physiopathological implications. Biochim Biophys Acta, 1276(2), 87-105.
Park, S. Y., Cho, Y. R., Kim, H. J., Higashimori, T., Danton, C., Lee, M. K., et al. (2005).
Unraveling the temporal pattern of diet-induced insulin resistance in individual organs
and cardiac dysfunction in C57BL/6 mice. Diabetes, 54(12), 3530-3540.
Patti, M. E., Butte, A. J., Crunkhorn, S., Cusi, K., Berria, R., Kashyap, S., et al. (2003).
Coordinated reduction of genes of oxidative metabolism in humans with insulin
resistance and diabetes: Potential role of PGC1 and NRF1. Proc Natl Acad Sci U S A,
100(14), 8466-8471.

42

Pawlikowska-Pawlega, B., Gruszecki, W. I., Misiak, L., Paduch, R., Piersiak, T., Zarzyka, B., et
al. (2007). Modification of membranes by quercetin, a naturally occurring flavonoid, via
its incorporation in the polar head group. Biochim Biophys Acta, 1768(9), 2195-2204.
Peluso, M. R. (2006). Flavonoids attenuate cardiovascular disease, inhibit phosphodiesterase,
and modulate lipid homeostasis in adipose tissue and liver. Exp Biol Med (Maywood),
231(8), 1287-1299.
Petersen, K. F., Befroy, D., Dufour, S., Dziura, J., Ariyan, C., Rothman, D. L., et al. (2003).
Mitochondrial dysfunction in the elderly: possible role in insulin resistance. Science,
300(5622), 1140-1142.
Petro, A. E., Cotter, J., Cooper, D. A., Peters, J. C., Surwit, S. J., & Surwit, R. S. (2004). Fat,
carbohydrate, and calories in the development of diabetes and obesity in the C57BL/6J
mouse. Metabolism, 53(4), 454-457.
Phielix, E., & Mensink, M. (2008). Type 2 diabetes mellitus and skeletal muscle metabolic
function. Physiol Behav, 94(2), 252-258.
Pi-Sunyer, F. X. (1996). A review of long-term studies evaluating the efficacy of weight loss in
ameliorating disorders associated with obesity. Clin Ther, 18(6), 1006-1035; discussion
1005.
Prior, R. L. (2003). Fruits and vegetables in the prevention of cellular oxidative damage. Am J
Clin Nutr, 78(3 Suppl), 570S-578S.
Puigserver, P., & Spiegelman, B. M. (2003). Peroxisome proliferator-activated receptor-gamma
coactivator 1 alpha (PGC-1 alpha): transcriptional coactivator and metabolic regulator.
Endocr Rev, 24(1), 78-90.
Qatanani, M., & Lazar, M. A. (2007). Mechanisms of obesity-associated insulin resistance: many
choices on the menu. Genes Dev, 21(12), 1443-1455.
Rahman, I., Biswas, S. K., & Kirkham, P. A. (2006). Regulation of inflammation and redox
signaling by dietary polyphenols. Biochem Pharmacol, 72(11), 1439-1452.
Ranheim, T., Dumke, C., Schueler, K. L., Cartee, G. D., & Attie, A. D. (1997). Interaction
between BTBR and C57BL/6J genomes produces an insulin resistance syndrome in
(BTBR x C57BL/6J) F1 mice. Arterioscler Thromb Vasc Biol, 17(11), 3286-3293.
Ritov, V. B., Menshikova, E. V., He, J., Ferrell, R. E., Goodpaster, B. H., & Kelley, D. E.
(2005). Deficiency of subsarcolemmal mitochondria in obesity and type 2 diabetes.
Diabetes, 54(1), 8-14.
Rowland, I., Faughnan, M., Hoey, L., Wahala, K., Williamson, G., & Cassidy, A. (2003).
Bioavailability of phyto-oestrogens. Br J Nutr, 89 Suppl 1, S45-58.
43

Rustin, P., Munnich, A., & Rotig, A. (2002). Succinate dehydrogenase and human diseases: new
insights into a well-known enzyme. Eur J Hum Genet, 10(5), 289-291.
Santos, A. C., Uyemura, S. A., Lopes, J. L., Bazon, J. N., Mingatto, F. E., & Curti, C. (1998).
Effect of naturally occurring flavonoids on lipid peroxidation and membrane permeability
transition in mitochondria. Free Radic Biol Med, 24(9), 1455-1461.
Scalbert, A., & Williamson, G. (2000). Dietary intake and bioavailability of polyphenols. J Nutr,
130(8S Suppl), 2073S-2085S.
Sies, H. (1993). Strategies of antioxidant defense. Eur J Biochem, 215(2), 213-219.
Silva, J. E. (2006). Thermogenic mechanisms and their hormonal regulation. Physiol Rev, 86(2),
435-464.
Simoneau, J. A., Veerkamp, J. H., Turcotte, L. P., & Kelley, D. E. (1999). Markers of capacity to
utilize fatty acids in human skeletal muscle: relation to insulin resistance and obesity and
effects of weight loss. FASEB J, 13(14), 2051-2060.
Smith, U. (1994). Carbohydrates, fat, and insulin action. Am J Clin Nutr, 59(3 Suppl), 686S689S.
Sparks, L. M., Xie, H., Koza, R. A., Mynatt, R., Hulver, M. W., Bray, G. A., et al. (2005). A
high-fat diet coordinately downregulates genes required for mitochondrial oxidative
phosphorylation in skeletal muscle. Diabetes, 54(7), 1926-1933.
Spiteller, G. (2001). Lipid peroxidation in aging and age-dependent diseases. Exp Gerontol,
36(9), 1425-1457.
Stewart, L. K., Soileau, J. L., Ribnicky, D., Wang, Z. Q., Raskin, I., Poulev, A., et al. (2008).
Quercetin transiently increases energy expenditure but persistently decreases circulating
markers of inflammation in C57BL/6J mice fed a high-fat diet. Metabolism, 57(7 Suppl
1), S39-46.
Storlien, L. H., Jenkins, A. B., Chisholm, D. J., Pascoe, W. S., Khouri, S., & Kraegen, E. W.
(1991). Influence of dietary fat composition on development of insulin resistance in rats.
Relationship to muscle triglyceride and omega-3 fatty acids in muscle phospholipid.
Diabetes, 40(2), 280-289.
Surwit, R. S., Kuhn, C. M., Cochrane, C., McCubbin, J. A., & Feinglos, M. N. (1988). Dietinduced type II diabetes in C57BL/6J mice. Diabetes, 37(9), 1163-1167.
Ton, C., Hwang, D. M., Dempsey, A. A., & Liew, C. C. (1997). Identification and primary
structure of five human NADH-ubiquinone oxidoreductase subunits. Biochem Biophys
Res Commun, 241(2), 589-594.

44

Trumbeckaite, S., Bernatoniene, J., Majiene, D., Jakstas, V., Savickas, A., & Toleikis, A. (2006).
The effect of flavonoids on rat heart mitochondrial function. Biomed Pharmacother,
60(5), 245-248.
Ugalde, C., Janssen, R. J., van den Heuvel, L. P., Smeitink, J. A., & Nijtmans, L. G. (2004).
Differences in assembly or stability of complex I and other mitochondrial OXPHOS
complexes in inherited complex I deficiency. Hum Mol Genet, 13(6), 659-667.
Valko, M., Rhodes, C. J., Moncol, J., Izakovic, M., & Mazur, M. (2006). Free radicals, metals
and antioxidants in oxidative stress-induced cancer. Chem Biol Interact, 160(1), 1-40.
van der Woude, H., Alink, G. M., van Rossum, B. E., Walle, K., van Steeg, H., Walle, T., et al.
(2005). Formation of transient covalent protein and DNA adducts by quercetin in cells
with and without oxidative enzyme activity. Chem Res Toxicol, 18(12), 1907-1916.
van der Woude, H., Boersma, M. G., Alink, G. M., Vervoort, J., & Rietjens, I. M. (2006).
Consequences of quercetin methylation for its covalent glutathione and DNA adduct
formation. Chem Biol Interact, 160(3), 193-203.
Vertuani, S., Angusti, A., & Manfredini, S. (2004). The antioxidants and pro-antioxidants
network: an overview. Curr Pharm Des, 10(14), 1677-1694.
Wallace, D. C. (1999). Mitochondrial diseases in man and mouse. Science, 283(5407), 14821488.
Walle, T., Vincent, T. S., & Walle, U. K. (2003). Evidence of covalent binding of the dietary
flavonoid quercetin to DNA and protein in human intestinal and hepatic cells. Biochem
Pharmacol, 65(10), 1603-1610.
Wang, L., Tu, Y. C., Lian, T. W., Hung, J. T., Yen, J. H., & Wu, M. J. (2006). Distinctive
antioxidant and antiinflammatory effects of flavonols. J Agric Food Chem, 54(26), 97989804.
Watjen, W., Michels, G., Steffan, B., Niering, P., Chovolou, Y., Kampkotter, A., et al. (2005).
Low concentrations of flavonoids are protective in rat H4IIE cells whereas high
concentrations cause DNA damage and apoptosis. J Nutr, 135(3), 525-531.
Weldin, J., Jack, R., Dugaw, K., & Kapur, R. P. (2003). Quercetin, an over-the-counter
supplement, causes neuroblastoma-like elevation of plasma homovanillic acid. Pediatr
Dev Pathol, 6(6), 547-551.
Whelton, P. K., He, J., Appel, L. J., Cutler, J. A., Havas, S., Kotchen, T. A., et al. (2002).
Primary prevention of hypertension: clinical and public health advisory from The
National High Blood Pressure Education Program. JAMA, 288(15), 1882-1888.
WHO. (2006). Diabetes Fact Sheet. from
http://www.who.int/mediacentre/factsheets/fs312/en/print.html
45

Williamson, G., & Manach, C. (2005). Bioavailability and bioefficacy of polyphenols in humans.
II. Review of 93 intervention studies. Am J Clin Nutr, 81(1 Suppl), 243S-255S.
Wilms, L. C., Hollman, P. C., Boots, A. W., & Kleinjans, J. C. (2005). Protection by quercetin
and quercetin-rich fruit juice against induction of oxidative DNA damage and formation
of BPDE-DNA adducts in human lymphocytes. Mutat Res, 582(1-2), 155-162.
Wu, Z., Puigserver, P., Andersson, U., Zhang, C., Adelmant, G., Mootha, V., et al. (1999).
Mechanisms controlling mitochondrial biogenesis and respiration through the
thermogenic coactivator PGC-1. Cell, 98(1), 115-124.
Yamamoto, Y., & Oue, E. (2006). Antihypertensive effect of quercetin in rats fed with a high-fat
high-sucrose diet. Biosci Biotechnol Biochem, 70(4), 933-939.
Yamashita, N., Tanemura, H., & Kawanishi, S. (1999). Mechanism of oxidative DNA damage
induced by quercetin in the presence of Cu(II). Mutat Res, 425(1), 107-115.
Zimmermann-Belsing, T., & Feldt-Rasmussen, U. (2004). Obesity: the new worldwide epidemic
threat to general health and our complete lack of effective treatment. Endocrinology,
145(4), 1501-1502.

46

VITA
Jeff Lee Soileau was born to Jeffrey and Dolores Soileau on May 4, 1978, in Arnaudville,
Louisiana. He graduated with honors from The Louisiana School for Math Science and the Arts
in 1996. Jeff received a Bachelor of Science in Kinesiology with a concentration in Human
Movement Science in May 2006. Jeff is a December 2008 candidate for the Master of Science in
the exercise physiology division within the Department of Kinesiology.

47

