Mechanisms for Oxidized or Glycated LDL-induced Oxidative Stress and

Upregulation of Plasminogen Activator Inhibitor-1 in Vascular Cells

by

Ganesh Vishwanathrao Sangle

A Thesis submitted to the Faculty of Graduate Studies of
The University of Manitoba

in partial fulfillment of the requirements of the degree of

DOCTOR OF PHILOSOPHY

Department of Physiology
University of Manitoba

Winnipeg

Copyright © 2010 by Ganesh Vishwanathrao Sangle



Abstract

Atherosclerotic cardiovascular disease is the leading cause of death of adults in
North America. Diabetes is a classical risk factor for atherosclerotic cardiovascular
disease. Plasminogen activator inhibitor-1 (PAI-1), the major physiological inhibitor of
fibrinolysis, has been implicated in thrombogenesis, atherogenesis, tissue remodeling and
inflammation. Elevated levels of PAI-1, oxidized low-density lipoprotein (oxLDL) and
glycated LDL (glyLDL) were detected in patients with diabetes. Increased oxidative
stress is associated with diabetic cardiovascular complications. Previous studies in our
laboratory demonstrated that oxLDL or glyLDL increased the production of PAI-1 and
reactive oxygen species (ROS) in vascular endothelial cells (EC). This study was
undertaken to investigate transmembrane signaling mechanisms involved in oxLDL or
glyLDL-induced upregulation of PAI-1 in cultured vascular EC. Further, we examined
the mechanism for oxLDL or glyLDL-induced oxidative stress in EC.

Lectin-like oxLLDL receptor-1 (LOX-1) antibody, Farnesyltransferase inhibitor
(FTI-277), and small interference RNA (siRNA) against H-Ras each significantly
reduced oxLDL-induced expression of H-Ras and PAI-1 in EC. Raf-1 inhibitor blocked
Raf-1 phosphorylation and the elevation of PAI-1 mRNA level in EC induced by oxLDL.
Treatment with an ERK-1/2 inhibitor blocked oxLDL-induced ERK-1/2 phosphorylation
and PAI-1 expression in EC. These results suggest that LOX-1, H-Ras, and Raf-1/ERK-
1/2 are involved in PAI-1 expression induced by oxLDL in cultured EC.

GlyLDL may activate EC via a distinct transmembrane signaling pathway.
Receptor for advanced glycation end products (RAGE) antibody prevented glyLDL-

induced increase in the abundance of PAI-1 in EC. FTI-277 and siRNA against H-Ras
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inhibited glyLDL-induced increase in heat shock factor-1 (HSF1) and PAI-1 in EC.
NADPH oxidase (NOX) is a source of ROS in EC. Treatment with NOX inhibitor
(Diphenyleneiodonium chloride) blocked glyLDL-induced H-Ras translocation, the
release of H,0O,, and increased abundance of HSF-1 and PAI-1 from EC respectively.
SiRNA for p22°™* an essential subunit of NOX complex, prevented glyLDL-induced
expression of NOX2, HSF1 and PAI-1 in EC. Raf-1 inhibitor suppressed glyLDL-
induced increase of PAI-1 mRNA in EC. The levels of RAGE, H-Ras, NOX4, HSF1 and
PAI-1 were increased in hearts of streptozotocine (STZ)-induced diabetic mice and
positively correlated with plasma glucose. The results indicate that RAGE, NOX and H-
Ras/Raf-1 are implicated in the upregulation of HSF-1 and PAI-1 in vascular EC under
diabetes-associated metabolic stress.

We also investigated additional mechanisms for oxLLDL or glyLDL-induced ROS
production in EC. Treatment with oxLDL or glyLDL significantly impaired oxygen
consumption and the activities of electron transport chain (ETC) enzymes in
mitochondria of EC. The abundance of mitochondria-associated ROS was significantly
increased following oxLDL or glyLDL treatment. These findings suggest that oxLDL or
glyLDL attenuated activity of ETC and increased ROS generation in EC, which
potentially contributes to oxidative stress in vasculature.

In conclusion, diabetes-associated lipoproteins may upregulate stress response
mediators and PAI-1 production via distinct transmembrane signaling pathways. OxLDL
or glyLDL may increase ROS production via NOX activation and the impairment of

mitochondrial ETC enzyme activity in EC. The understanding and identification of the
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regulatory mechanisms involved in lipoprotein-induced signaling may help
pharmacological design for the management of diabetic cardiovascular complications.
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1. Literature Review

1.1 Introduction: Coronary artery disease

Coronary artery disease (CAD) is the leading cause of mortality worldwide, with
approximately 4.5 million deaths occurring in the developing world. It has been predicted
that CAD will be the major cause of death in developed countries by the year 2020
(Okrainec et al., 2004). CAD is caused by atherosclerosis, which is characterized by the
accumulation of cholesterol deposits (plaques) in macrophages on the inner lining of
coronary arteries. Plaques usually do not completely obstruct arterial lumen. Rupture of
plaques and thrombosis at the lesion may result in blockage of arterial blood flow. This
process compromises the supply of oxygen and nutrients to target organs such as heart.
Severe ischemia in heart leads to heart attack. Classical risk factors of CAD include
smoking, hypertension, dyslipidemia, diabetes, obesity, physical inactivity and aging.
The deposition of low-density lipoprotein (LDL) cholesterol in the arterial wall is one of
the major sources of mortality in atherosclerosis and CAD patients (Stocker and Keaney,
2004). Oxidation or glycation may increase atherogenecity of LDL. Diabetes is
associated with an increased incidence of macrovascular complications including CAD.
The risk of CAD is three- to fivefold greater in patients with diabetes compared to non-
diabetics (Bierman, 1992). Elevated levels of modified lipoproteins such as oxidized
LDL (oxLDL) or glycated LDL (glyLDL) have been implicated in the pathogenesis of
atherosclerosis and thrombosis (Holvoet et al., 2001; Lyons et al., 1986). Mechanism

involved in atherogenic lipoproteins-induced atherothrombosis remains unclear.



1.1.1 Atherosclerosis

Atherosclerosis is an inflammatory disease and considered as a common cause of
mortality around the world. Due to global economic prosperity, atherosclerosis may lead
to an epidemic, and claim more lives than all types of cancer combined (Stocker and
Keaney, 2004). Endothelial dysfunction and vascular inflammation are crucial for the
initiation of atherosclerosis. High plasma concentrations of LDL cholesterol constitute
one of the principal risk factors for atherosclerosis (Devaraj and Jialal, 1996; Ross, 1999).
Oxidation may increase thrombogenicity as well as atherogenicity of LDL. However,
native LDL fails to convert macrophages into foam cells. OxLDL may be incorporated
into vascular wall through scavenger receptors (SR). The endothelium locates between
vascular wall and circulating blood. Endothelial dysfunction is a key early feature in
atherogenesis. OXLDL may trigger inflammation at EC surface. Inflammation increases
the release of mitogens and vasoactive factors (cytokines and growth factors), which in
turn leads to migration of monocytes/macrophages, neutrophils and T lymphocytes into
vascular wall. Modified LDL may be incorporated to macrophages and leads to formation
of fatty streak, the initial characteristic lesion of atherosclerosis. Due to vascular injury
and lipid accumulation, the surface of atherosclerotic lesion in vascular lumen is more
thrombogenic to the intact endothelium. The activated platelets, monocytes, endothelial
cells (EC), macrophages, and various growth factors lead to the proliferation of smooth
muscle cells (SMC) and fibroblasts. This culminates into the formation of fibrous plaque,
an advanced lesion of atherosclerosis. The accumulation of oxLDL in the subendothelial

space of the arterial wall is a key step in atherogenesis because it contributes to foam cell



generation, endothelial dysfunction and inflammation (Ross, 1999; Ross and Glomset,

1973; Schachter, 1997) (Fig. 1).
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Figure 1. Response-to-injury hypothesis of atherosclerosis. Panel A: Explains the
process of endothelial dysfunction in atherosclerosis. At this stage, deposition of LDL
in the subendothelial space is a critical factor. Panel B: Atherosclerosis is
characterized by formation of fatty streaks or foam cells. This is an inflammatory
stage, where T-cell activation, the adherence and aggregation of platelets, leukocytes
and migration of smooth muscle cells into the intima contributes to foam cell
formation. Panel C: Advanced atherosclerosis is characterized by fibrous cap
formation, and necrosis in the core of the lesion. © 1999 Ross. Mechanisms of disease:
Atherosclerosis-an inflammatory disease. Image used with permission from
Massachusetts Medical Society on May 5, 2010 (Ross, 1999).



Oxidative modification hypothesis of atherosclerosis is proposed by Steinberg et
al which explains a critical role of LDL in atherogenesis (Steinberg et al., 1989).
Oxidative stress has been implicated in the oxidation of LDL, vascular SMC (VSMC)
proliferation, EC apoptosis and upregulation of matrix metalloproteinases. Increased
oxidative stress may act as a pathogenic link between atherosclerosis and endothelial
dysfunction (Pennathur and Heinecke, 2007; Stocker and Keaney, 2004). Endothelium
produces a number of components of extracellular matrix such as collagen and a variety
of regulatory mediators, including nitric oxide (NO), plasminogen activator inhibitor-1
(PAI-1), von Willebrand factor (vWF), and adhesion molecules, and cytokines
(Quyyumi, 1998). Reactive oxygen species (ROS) are considered as a critical factor for
endothelial dysfunction. ROS is involved in several signaling pathways that regulate
vascular inflammation in atherogenesis as well as the development of atherosclerotic
lesions (Singh and Jialal, 2006). The sources for excess ROS production include
nicotinamide adenine dinucleotide (phosphate) oxidase (NADPH oxidase), xanthine
oxidase, lipoxygenase, mitochondria, or the uncoupling of NO synthase in vascular cells
(Madamanchi et al., 2005). A reduced level of NO is one of the main alterations
responsible for endothelial dysfunction through generation of peroxynitrite, a powerful
oxidant in EC. The functions of EC include transport of nutrient substances, diverse
biologically active molecules, solutes and blood cells. EC regulate coagulation,
thrombosis and fibrinolysis, but high levels of plasma lipids such as LDL, very low-
density lipoprotein (VLDL), oxLDL and glyLDL are among the pathophysiologic stimuli
that induce endothelial dysfunction (Badimon et al., 2006; Ma et al., 2006). Increased

ROS is implicated in the oxidation of LDL, inflammation and thrombogenic conditions



leading to the progression and complications of atherosclerosis. Accumulating lines of

evidence suggest that ROS plays a key role in atherosclerosis (Diaz et al., 1997) (Fig. 2).
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Figure 2. Oxidative modification and atherosclerosis (Steinberg et al., 1989;
Stocker and Keaney, 2004). LDL becomes accumulated in the subendothelial space
where it undergoes oxidative modification by resident vascular cells such as smooth
muscle cells, endothelial cells, and macrophages. OXxLDL stimulates monocyte
chemotaxis (A), prevents monocyte egress (B), and supports foam cell formation (C).
Once formed, oxLDL also results in endothelial dysfunction and injury (D), and foam
cells become necrotic due to the accumulation of oxLDL (E). © 1997 Diaz M, Frei B,
Vita JA, and Keaney JF Jr. Antioxidants and atherosclerotic heart disease. N Engl J
Med. Image used with permission from Massachusetts Medical Society on May 5,
2010.



1.1.2 Diabetes

According to study by World Health Organization (WHO), the prevalence of diabetes
mellitus (DM) in 2002 was about 150 million people worldwide, and the number is
predicted to be doubled in the next 2 decades (Wild et al., 2004). Based on these
estimates, one can imagine global and societal implications due to the growing epidemic
of DM. The increase in the incidence of diabetes is the direct result of altered genes,
human behavior and lavish lifestyle over the last several decades (Zimmet et al., 2001).
Diabetes is a syndrome of impaired metabolism and increased blood glucose levels
(hyperglycemia). DM exists in type 1 DM (impaired insulin production), type 2 DM
(T2DM, insulin resistance and B-cell dysfunction) and gestational diabetes. T2DM
comprises about 90-95% of all cases of diabetes in North America. About 5-10% of the
total health care budget has been spent on diagnosis and treatment of diabetes (Lin and
Sun, 2010; Zimmet et al., 2001). The pathogenesis of T2DM is not yet clear. T2DM is a
complex heterogeneous group of metabolic conditions characterized by one or more of
following key defects: increased hepatic glucose production, reduced insulin secretion,
and impaired insulin action or insulin resistance (DeFronzo et al., 1992). Large number of
population affected with T2DM has evidence of insulin resistance. Insulin resistance is
described by reduced sensitivity of insulin in tissues involved in glucose metabolism,
such as the liver, skeletal muscle and the adipose (Reaven et al., 1988). With an alarming
increase in incidence, diabetes has already placed a huge financial burden on diabetic
population. Early detection, treatment and prevention of DM will be few challenges for

scientific community in this century.



T2DM is an important risk factor for cardiovascular complications. CAD is the
most common cause of deaths in diabetic patients (Fox et al., 2004). Diabetes is
associated with an increased macrovascular complications such as CAD, cerebrovascular
and peripheral vascular disease, and also growing well-recognized microvascular
complications including nephropathy, retinopathy and neuropathy. Complications of
atherosclerosis contribute to the majority of the deaths in diabetic patients (Beckman et
al., 2002). DM in all forms is biochemically characterized by hyperglycemia and
dyslipidemia. These abnormalities affect arteries and contribute to atherosclerosis.
Diabetes impairs function of several cell types, such as EC, SMC and platelets. Impaired
endothelial function has been detected in diabetes, including reduced NO-mediated
vasodilation. Hyperglycemia increases oxidative stress, advanced glycation end products
(AGE), and further contributes to the activation of nuclear factor kB (NF-«xB)
transcription factor (Wautier et al., 2001). These factors promote the releases of a number
of mediators involved in atherogenesis (Beckman et al., 2002; Schmidt and Stern, 2000).
Hyperglycemia-induced oxidative stress is a potential risk factor for accelerated
atherosclerosis. Elevated levels of ROS were detected in the circulation of diabetic
patients (Baynes, 1991; Giugliano et al., 1996). Evidence shows that modification of
LDL under hyperglycemic condition contributes to atherosclerotic lesions via increased
migration and apoptosis of VSMC (Taguchi et al., 2000). Pro-inflammatory cytokines,
free fatty acids, modified lipoproteins (oxLDL or glyLDL), AGE, adhesion molecules
and mitogenic factors seems to play important roles in the pathophysiology of
atherosclerosis and diabetic vascular complications (Natarajan and Nadler, 2004).

Impaired fibrinolytic activity is detected in diabetic patients due to increased levels of



PAI-1 in atherosclerotic lesions (Carr, 2001). Thus, diabetes increases tendency toward
coagulation, impaired fibrinolysis and thrombus formation. These mechanisms explain

the acceleration of the development of cardiovascular diseases in diabetic patients.

1.1.3 Fibrinolytic system

Fibrinolysis is important for maintaining blood fluency. Plasmin is the biologically active
product of the fibrinolytic system. Plasmin catalyzes fibrin clot degradation and
maintains efficient flow of blood through vasculature. The precursor of plasmin,
plasminogen, is abundant in most body fluids and generally serves as a limitless supply.
The generation of plasmin is regulated by tissue and urokinase plasminogen activators
(tPA and uPA). PAI-1, a single chain glycoprotein serine protease inhibitor (serpin), is
the major physiological inhibitor of tPA and uPA (Aso, 2007) (Fig. 3). Imbalance

between coagulation and fibrinolysis may lead to thrombosis (Libby and Theroux, 2005).

The levels of tPA are higher in circulation while that of uPA is abundant in tissue.
The activities of tPA and uPA are primarily regulated by PAI-1, a major physiological
inhibitor of fibrinolysis (Shen, 1998). PAI-1 has been synthesized by hepatocytes,
fibroblasts, adipocytes, endothelial and mononuclear cells (Kruithof, 1988). Vascular EC
and SMC synthesize tPA, uPA and PAI-1 (Shen, 1998). PAI-1 usually forms an active
complex with the glycoprotein vitronectin in the circulation. This complex increases PAI-
1 biological half-life in the circulation (Aso, 2007). Increased plasma levels of PAI-1

have been considered as a non-traditional risk factor for CAD (Thogersen et al., 1998).
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Figure 3. Scheme for fibrinolytic system. PAI-1: plasminogen activator inhibitor-
1, tPA: tissue plasminogen activator, uPA: urokinase plasminogen activator, EC:
endothelial cells, Lp(a): lipoprotein (a) All: angionetsin II, IL-1: interleukin-1, LPS:
lipopolysaccharide, TGF-: transforming growth factor-beta, LDL: low density
lipoprotein, oxLDL: oxidized LDL, VLDL: very LDL, glyLDL: glycated LDL,

PLGr: plasminogen receptor, uPAr: urokinase receptor, AnnexlIl: receptor for tPA.



Increased levels of PAI-1 protein and mRNA were detected in atherosclerotic or
thrombotic lesions in vasculature (Arnman et al., 1994; Yorimitsu et al., 1993). PAI-1
levels are elevated in plasma of patients with CAD (Paramo et al., 1985), and are a key
risk factor for coronary events in patients with angina pectoris (Juhan-Vague et al., 1996).
PAI-1 levels are strongly correlated with circulating triglycerides, apolipoprotein B-100
(apoB) and LDL in CAD or diabetes patients (Juhan-Vague and Vague, 1990; Juhan-
Vague et al., 1987). Elevated levels of small dense LDL were positively correlated with
the levels of PAI-1 in plasma of general population (Festa et al., 1999). T2DM is usually
associated with attenuated fibrinolysis, due to elevated levels of PAI-1. It has been
demonstrated that insulin-resistant adipocytes release PAI-1, which confirms the link
between diabetes and fibrinolysis (Juhan-Vague et al., 1989). Increased levels of PAI-1
were detected in obesity or diabetes, two classical risk factors for CAD (Carmassi et al.,
1992). These findings suggest that dyslipoproteinemia and hyperglycemia may play
important roles in the upregulation of PAI-1, which subsequently contributes to

atherothrombogenesis.

1.1.4 LDL and its modified forms

Plasma levels of LDL-cholesterol positively correlate with the incidence of CAD. LDL is
the major transporter for cholesterol in the blood. The core of the LDL contains
cholesterol, triglyceride, phospholipids and apoB. LDL may be divided into subclasses
based on their particle sizes, density and lipid composition. Small dense LDL is
susceptible to oxidation, and is associated with CAD and insulin resistance (Festa et al.,

1999; Stocker and Keaney, 2004). The presence of apoB on the surface of LDL
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determines their interactions with cell-membrane receptors. ApoB100 and lipids in LDL
particle may be oxidized, glycated and glyco-oxidized (Lyons, 1993). The retention of
lipoproteins in plasma is an important etiological factor for the development of
atherosclerosis. Modification reduces the uptake of LDL by the LDL receptor (LDLR).
Increased LDL residential time in plasma contributes to its modification and lipid
deposition in the arterial wall and atherosclerotic lesions (Tozer and Carew, 1997). This
modification of LDL by ROS, glucose or EC exposure contributes to the synthesis of
modified lipoproteins, including oxLDL or glyLDL (Shen, 2003; Tabas, 1999). Glycation
enhances the susceptibility of LDL to oxidation and promotes the formation of glyco-
oxidized LDL. Elevated levels of oxLDL or glyLDL have been considered as a key risk
factor for cardiovascular complications (Johnston et al., 2006; Shen, 2003; Steinberg et
al., 1989). OxLDL and glyLDL-induced oxidative stress may regulate the synthesis of

various activators promoting atherosclerosis and/or thrombosis.

Oxidized LDL: It has been very well established that small dense LDL particles

represents increased cardiovascular risk. Furthermore, LDL particles have atherogenic
properties and are more susceptible to oxidation. LDL particles undergo oxidation to
more actively atherogenic forms in the vessel wall, and the macrophage is a key element
in this process. Generally, small dense LDL particles show lesser affinity for the LDLR
and are preferentially taken up by macrophage SR, leading to foam cell formation
(Chapman et al., 1998). OxLDL has been considered as a key risk factor in foam cell
formation, endothelial dysfunction and inflammation. Oxidation of LDL can be achieved

using metal ions such as Cu®" (extensively oxLDL), Fe*" (one type of minimally oxLDL),
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biological products (e.x. H>O;), peroxynitrite, 15-lipoxygenase, ultraviolet, radiation or
prolonged incubation with cells (EC, SMC and monocyte-macrophages) (Morel et al.,
1983; Shen, 2003; Steinbrecher et al., 1984; Watson et al., 1995). Minimally oxLDL and
extensively oxidized LDL both are implicated in CAD, and detected in atherosclerotic
plaques (Steinberg, 1997). EC-mediated oxidation may be an important source of oxLDL
in blood circulation. OXxLDL is implicated in atherosclerosis and is cytotoxic to a variety
of vascular cells including EC, SMC and fibroblasts (Morel et al., 1983). OxLDL
constitutes various lipid peroxidation products, including thiobarbituric reactive
substances, conjugated dienes, lipid hydroperoxides, and aldehydes (Steinberg, 1997).
Initially macrophages oxidize minimally oxLDL. This form of oxLDL is no longer
recognized by the LDLR and taken up by SR on the surface of macrophages. Previous
studies demonstrated that exposure to oxLDL for a prolonged period may cause cytotoxic

effects in vascular cells (Cathcart et al., 1991; Steinberg, 1997).

OxLDL induces a variety of cellular activities in EC, including the upregulation
of monocyte chemoattractant protein-1, tissue factor, PAI-1, pro-inflammatory cytokines,
apoptosis, the downregulation of NO generation and increased expression of vascular cell
adhesion molecule-1 (VCAM-1) (Steinberg, 2009). Multiple lines of in-vivo evidence
confirm a strong association between oxLDL and CAD. Increased levels of oxLDL have
been detected in the plasma of CAD patients (Holvoet et al., 2001). OxLDL has also been
found in atherosclerotic lesions of experimental animals and humans (Yla-Herttuala et
al., 1989). Multiple clinical studies have been done for the measurement of oxLDL in the

blood. According to Holvoet et al (2001), the typical blood levels of oxLLDL in control
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subject were 1.30+0.88 mg/dl compared to that of CAD patients: 3.11+1.19 mg/dl. Small
dense LDL contains less antioxidant, and is more prone to oxidation (Holvoet et al.,
2008). Autoantibody against oxLDL has been detected in human plasma and
atherosclerotic lesions (Erkkila et al., 2000). Previous studies suggest that oxLDL may
enhance thrombogenecity through increased expression of PAI-1 in cultured EC (Drake
et al., 1991). OxLDL contributes to endothelial dysfunction and inflammation in
vasculature by upregulating the expression of inflammatory mediators (Maziere and
Maziere, 2009). An elevated level of circulating oxLDL is associated with metabolic

syndrome and may contribute to atherogenesis (Holvoet et al., 2008).

Glycated LDL: Hyperglycemia promotes nonenzymatic glycation of proteins and lipids,

further leading to the formation of AGE. AGE result from a chain of chemical reactions
after prolonged glycation (Ramasamy et al., 2005). High levels of glucose increases
glycation of the apoB or phospholipids in LDL. Chronic hyperglycemia enhances LDL
oxidation and/or glycation, which is considered as pro-atherogenic. Small dense LDL is
one type of LDL particles favors atherogenesis, which is considered as more susceptible
to glycation than more buoyant LDL (Younis et al., 2008). Glycation is the nonenzymatic
reaction between glucose and lysine residues of proteins leading to the formation of
stable products. These irreversible reactions are also called as “Browning” or the
“Maillard” reaction. Increased in-vivo glycation of apoB moiety in LDL contribute to the
accelerated atherosclerosis. Combined glycation and oxidation of proteins, termed as
“glycoxidation”, promotes the generation of atherogenic products (Baynes, 1991; Lyons

et al., 1986; Zhao and Shen, 2007). Elevated levels of glyLDL were detected in diabetic
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patients (Lyons, 1993; Tames et al., 1992). Glycation increases the susceptibility of LDL
to oxidation. This prevents the uptake of glyLDL via LDLR and promotes the uptake
through macrophage SR (Kobayashi et al., 1995; Younis et al., 2008). Previous reports
demonstrated impaired catabolism of LDL in T2DM due to reduced number of LDLR on
cell surface (Duvillard et al., 2003). The modification of lipoproteins induced by AGE is
implicated in dyslipidemia. Previous studies demonstrated that LDLR and plasma
lipoproteins undergo glycation, which further affects cholesterol metabolism (Morigi et
al., 1998). Several studies found the implication of glycation of LDL and collagen in the
pathogenesis of atherosclerosis (Berliner et al., 1992; Lyons, 1992). Recent in-vivo
studies demonstrated that LDL apoB from diabetic patients contains a higher proportion
of lysine-bound glucose compared with LDL isolated from nondiabetic individuals (1.9
versus 0.5 mol glucose/mol protein). The levels of serum glycated apoB were
significantly higher in patients with diabetes than in controls without diabetes (Schleicher
et al., 1981; Tames et al., 1992). Elevated levels of glyLDL were not only detected in
diabetes, but also under hypercholesterolemia, due to more LDL available for glycation

(Tames et al., 1992).

Several factors are involved in the formation of AGE, such as oxidation of
proteins and lipids, hyperglycemia, oxidant stress in the environment and cross linking
reactions (Brownlee, 1995; Schmidt et al., 1999). GlyLDL-induced oxidative stress is a
key factor in the synthesis of several cardiovascular markers involved in the pathogenesis
of diabetic complications. Our previous studies demonstrated that glyLDL increased the

levels of mRNA and the release of PAI-1 from EC (Ma et al., 2006; Zhang et al., 1998;
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Zhao and Shen, 2007). GlyLDL attenuates NO production and impairs LDL clearance
through its receptor on EC (Posch et al, 1999). Previous studies including ours
demonstrated increased levels of superoxide in EC induced by glyLDL (Posch et al.,
1999; Zhao and Shen, 2005). Previous reports demonstrated multiple deleterious effects
of glyLDL on endothelial function (Lyons et al., 1994), platelet (Watanabe et al., 1988)
and macrophages (Lopes-Virella et al., 1988). Moreover, AGE-LDL increased the
production of proinflammatory cytokines in EC and macrophages via toll-like 4 receptor
pathway (Hodgkinson et al., 2008). After glycation of LDL, it is poorly recognized by
lipoprotein receptors such as the LDLR and SR. Therefore, glyLDL is a target of
oxidative stress (Zimmermann et al., 2001). These studies suggest that the glycation of
lipoproteins may play a significant role in the development of diabetic cardiovascular

complications.

1.1.5 Regulation of PAI-1 production in vascular EC

The endothelium is a single layer of cells that covers entire vasculature and separates
blood components from other tissues in the body. EC dysfunction is the central feature of
atherosclerosis. The first report on the effect of lipoproteins on the production of PAI-1 in
EC came in 1990. VLDL isolated from hypertriglyceridemic patients increases PAI-1
release from EC (Stiko-Rahm et al., 1990). The generation of fibrinolytic regulators in
EC is regulated by a variety of biological activators, including thrombin, insulin, fatty
acids, glucose and lipoproteins (Plow et al., 1995). The release of PAI-1 in plasma is
mediated by multiple sources, including the vascular EC, adipose tissue, and liver

(Vaughan, 2005). The binding of PAI-1 to vitronectin gives stability to stay in the active
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conformation (Declerck et al., 1988). LDL and its structural homologue, lipoprotein(a)
[Lp(a)], increased the transcription and secretion of PAI-1 in EC (Ren et al., 1997;
Tremoli et al., 1993). OxLDL modified by ultraviolet or copper significantly increased
the antigen and activity of PAI-1 in cultured vascular EC. The effects of oxidatively
modified LDLs on PAI-1 production were significantly greater compared to LDL without
modification (Latron et al., 1991; Ren et al., 1997; 2000). Several inflammatory
cytokines, including interleukin-1 (IL-1) and tumor necrosis factor a (TNF-a), stimulated
the production of PAI-1 in EC (Emeis and Kooistra, 1986; Sawdey et al., 1989).
Angiotensin II (Ang-II) induced dose- and time-dependent increase in PAI-1 expression
in vascular EC (Feener et al., 1995). Previous studies demonstrated that prolonged
incubation of LDL with EC, SMC or monocytes undergoes modification. Increased
formation of lipid peroxidation products was detected in LDL incubated with EC, and
antioxidants inhibited LDL-induced PAI-1 generation or lipid peroxidation. LDL-induced
PAI-1 expression in EC may result from EC-modified oxidation of LDL. High density
lipoprotein (HDL) did not affect the generation of PAI-1 from EC. HDL protects LDL
from oxidative modification and LDL-induced PAI-1 production from EC, which

suggests antioxidant properties of HDL (Ren and Shen, 2000).

Impaired fibrinolytic activity in diabetic subjects is associated with cardiovascular
complications. Elevated PAI-1 production could be a link between insulin
resistance/metabolic syndrome and atherothrombosis (Dandona et al., 2005). Glycation
increases the oxidative stress of lipoproteins. Previous studies from our lab first time

demonstrated that glycation enhanced LDL-induced overproduction of PAI-1 in vascular
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EC. GlyLDL increased the levels of PAI-1 mRNA but not significantly alter tPA mRNA
in EC (Zhang et al., 1998). Moreover, glycation enhanced the effect of Lp(a) on the
generation of PAI-1 from EC (Zhang et al., 2000). Recent studies suggest that stimulation
with high-glucose increased PAI-1 expression as well as gene transcription in aortic EC
(Iwasaki et al., 2008; Rikitake and Liao, 2005). The production of fibrinolytic regulators
in EC induced by glycated HDL was significantly less compared to glyLDL. Co-
stimulation with glycated HDL reduced PAI-1 production and increased the generation of
tPA induced by glyLDL (Ren and Shen, 2000). Our previous study demonstrated that
LDL isolated from diabetic patients increased the generation of PAI-1 from EC compared
to LDL isolated from healthy subjects (Ren et al., 2002). These studies suggests that
oxidized and glycated forms of lipoproteins affect the generation of PAI-1 from vascular

EC, which may contribute to the development of CAD in diabetic patients.

1.1.6 Stress response and atherothrombosis

Stress responses are considered as cellular self-defense reactions against severe
environmental stresses. Cells respond to environmental stresses, such as heat, ROS, and
shearing force, radiation and hypoxia via a variety of post-translational modifications of
proteins. Stress responses in cells are mediated by heat shock proteins (Hsp). Increased
expression of Hsp has been implicated in the pathogenesis of atherosclerosis (Metzler et
al., 2003). Hsps are molecular chaperones which protect cellular proteins from stresses,
and help proteins to repair if they become damaged. The transcription of Hsp genes is
regulated by heat shock factor (HSF). HSF undergoes activation and translocation from

the cytoplasm to the nucleus in cultured cells induced by stress stimuli. In the trimetric
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state, HSF has a high affinity for cis-acting DNA sequence elements called heat shock
elements (HSEs) in the promoter region of heat shock protein (Craig et al., 1994;
Snoeckx et al., 2001). Interaction between HSF and HSE in promoters of targeted

proteins triggers the transcription of Hsp genes (Pirkkala et al., 2001).

HSF family consists of four members. HSF1, HSF2 and HSF4 are expressed in
humans. HSF2 and HSF4 are tissue-specific. HSF1 is the most widely distributed HSF in
human tissues (Snoeckx et al., 2001). Increased expression of HSF1 and various subtypes
of Hsp, such as Hsp70, Hsp60, Hsp90 and Hsp27, are detected in atherosclerotic lesions
(Berberian et al., 1990; Chan et al., 2003; Roma and Catapano, 1996). Increased
expression of HSF1 or Hsp70 was detected in spontaneous hypertensive rats compared to
control animals (Chan et al., 2003). Increased expression of Hsp70 along with PAI-1 was
detected in wounded renal cells (Pawar et al., 1995). Oxidative stress and redox system
have profound effects on HSF activation and Hsp production. Recent studies in our
laboratory demonstrated that glyLDL, oxLDL or oxidized VLDL enhanced the
generation of ROS, and the expression of HSF1, prior to the increase of PAI-1 expression
in EC or fibroblasts (Zhao et al., 2008; 2009; Zhao and Shen, 2007). These findings
suggest that stress responses may play an important role in the upregulation of PAI-1 in

vascular EC, which may contribute to atherothrombosis.

1.2 Signaling mechanisms for lipoprotein-induced oxidative stress or PAI-1 in EC

Signal transduction mechanisms involved in lipoprotein-induced PAI-1 production

remains uncharacterized. Multiple biochemical mechanisms have been described for
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lipoprotein-induced oxidative stress. Signaling activates various downstream pathways
that affect fibrinolysis, leading to cardiovascular complications (Shen, 2003; Way et al.,
2001). Small G-proteins act as a biological switch for various cellular processes. Several
studies suggested the involvement of small G-proteins in cell proliferation and
differentiation (Kerkhoff and Rapp, 1998; Takai et al., 2001). Small G proteins are
involved in modulation of signaling between multiple membrane receptors and
downstream signal transduction systems (Takai et al., 2001). The mitogen activated
protein kinase (MAPK) family is comprised of key regulatory proteins that control
cellular response to both proliferation and extracellular stimuli (Guyton et al., 1996). The
activation of extracellular signal-regulated kinase-1/2 (ERK-1/2) is required for oxLDL-
induced TGF-B/Smad3 activation and PAI-1 expression in mesangial cells (Hong et al.,
2006). Results from our earlier studies suggest that the activation of protein kinase c-beta

(PKC-B) is required for oxLDL-induced PAI-1 production in EC (Ren et al., 2000).

In 1997, Sawamura et al (1997) discovered LOX-1 in bovine aortic EC. Recently
the importance of LOX-1 in the pathogenesis of cardiovascular disease, including
atherosclerosis has been reviewed (Chen et al., 2007b; Mehta et al., 2006). LOX-1
mediates oxLDL-induced cellular events in EC (Cominacini et al., 2000; Li et al., 2003a;
Li and Mehta, 2000). LOX-1 is also involved in oxLDL-induced endothelial dysfunction
including NO regulation, ROS generation and inflammatory activation of EC (Mehta et
al., 2007). LOX-1 mediates oxLDL-induced intracellular signaling pathways including
p38 MAPK (Mehta et al., 2004), p44/42 MAPK (Li et al., 2003b), PKC (Li et al., 2003a),

NOX (Zhao et al., 2009) and protein kinase B (Li et al., 2001). OxLDL is implicated in
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the activation of various transcription factors, including HSF1 (Zhao et al., 2009),
activator protein 1 (Maziere et al., 1997) and NF-kB (Cominacini et al., 2000). The
activation of these transcription factors plays important roles in oxLDL-induced oxidative

stress and inflammation (Maziere and Maziere, 2009).

A recent study demonstrated that high glucose-induced PAI-1 expression in EC is
mediated via Rho/Rho-kinase and NF-kB pathway (Iwasaki et al., 2008). Small G-
proteins are implicated in diabetes induced oxidative stress, ROS production and vascular
disease (Kowluru et al., 2004; Vecchione et al., 2006). Increased expression of receptor
for AGE (RAGE) has been associated with diabetic vascular complications (Yamamoto
et al., 2000). Previous studies from our group demonstrated that glyLDL significantly
increased ROS production in EC. Oxidative stress activates HSF-1. HSF1 regulates
glyLDL-induced PAI-1 transcription in vascular EC (Zhao and Shen, 2005; 2007).
Previous studies demonstrated that AGE/RAGE-induced oxidative stress activates H-Ras,
and a cascade of MAP kinase, resulting in the activation of NF-kB in SMC (Lander et al.,
1997). The engagement of RAGE by AGE triggers the production of ROS via the
activation of NOX (Wautier et al., 2001). Increased AGE-LDL in diabetes induces
oxidative stress and pro-inflammatory state in human EC. Increased formation of AGE-
LDL may directly affect endothelial function by activating RAGE (Toma et al., 2009).
Studies on signaling mechanisms for modified LDL-induced atherothrombosis related
cellular effect will help us to understand the pathogenesis of diabetic vascular

complications and identify new drug target for the management of this harmful disease.
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1.2.1 LOX-1

LOX-1 is considered as a major receptor for oxLDL in EC. LOX-1 mediates the binding,
internalization and degradation of oxLDL in EC (Sawamura et al., 1997). Based on
sequence and structural analysis of LOX-1, this receptor is unique and has no
resemblance to any known SR. However, LOX-1 shares significant similarity to natural
killer (NK) cell receptors family (CD94 and NKR-P1), which are essential in target cell
recognition and NK cell activation (Aoyama et al., 1999; Yamanaka et al., 1998). Human
LOX-1 (OLR1; low density lipoprotein, oxidized, receptor 1; OMIM#602601) gene
consists of more than 7000 base pairs (bp), and 6 exons interrupted by 5 introns. All the
NK cell receptors are encoded in the NKC. In case of LOX-1, it is a type II membrane
protein (~50 kDa). Structurally LOX-1 belongs to the C-type lectin family. These family
proteins comprised of four domains: a short N-terminal cytoplasmic domain, a single
transmembrane domain, a connecting neck domain and a lectin-like domain at the C-
terminus, all binds carbohydrates in a Ca2+-dependent manner (Mehta et al., 2006).
Human LOX-1 protein contains 273 amino acids, and has been shown to be 72%
identical for its bovine counterpart (Sawamura et al., 1997). Previous studies
demonstrated that the C-terminal lectin-like domain is essential for the binding of oxLDL

(Xie et al., 2003).

Previous studies demonstrated that LDLR blocking antibody had no effect on
LDL or oxLDL-induced PAI-1 release from EC (Tremoli et al., 1993). The expression of
LOX-1 was also found in macrophages (Yoshida et al., 1998), platelets (Chen et al.,

2001a), monocytes and SMC (Draude et al., 1999). Several other cell-surface receptors
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(Dhaliwal and Steinbrecher, 1999; Nagase et al., 2000) may be involved in oxLDL
uptake, including SR-AI/II, CD36, and SR-BI (Steinbrecher, 1999). However, Mehta et
al (2004) indicated very low levels of other SR in EC. LOX-1 mediates oxLDL-induced
secretion of matrix metalloproteases (Li et al., 2003a). LOX-1 expression usually
elevated under pro-inflammatory states and also detected in human atherosclerotic lesions
(Kataoka et al., 1999). LOX-1 levels are usually higher after oxLDL binding, which may
further enhance vascular dysfunction. Activation of LOX-1 leads to increased expression
of endothelin-1 (ET-1), angiotensin type 1 receptor, and several inflammatory mediators
including E-selectin, P-selectin, VCAM-1 and intercellular adhesion molecule (ICAM)-1
in EC, which further contribute to endothelial dysfunction (Chen et al., 2007b; Mehta et
al., 2006). These findings suggest that LOX-1 regulate an initiation and formation of
atherosclerotic plaques induced by oxLDL (Chen et al., 2000). Previous study suggests
that AGE or glucose also serve as a ligand for LOX-1. The expression of LOX-1 is
increased in the vascular endothelium of diabetic rats, which may indirectly suggest the

increase of oxLDL in diabetic condition (Chen et al., 2001b).

LOX-1 mediates oxLDL-induced increase of ROS in EC (Cominacini et al.,
2000). Previous studies from our laboratory showed increased generations of ROS as
well as functional activities of multiple antioxidant enzymes in EC induced by oxLDL or
glyLDL (Zhao and Shen, 2005). Both, superoxide and H,O, levels were increased after
LOX-1 activation (Nagase et al., 2001). Pioglitazone, a PPAR-y agonist inhibited
oxLDL-induced oxidative stress and LOX-1 upregulation in coronary artery EC (Mehta

et al., 2003). Our laboratory previously demonstrated that oxLDL is a potent agonist for
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the production of PAI-1 from cultured EC (Ren et al., 1997; 2000). The expressions of
both LOX-1 and PAI-1 are increased in atherosclerotic tissues (Arnman et al., 1994;
Chen et al., 2000; Kataoka et al., 1999). LOX-1 antibody reduced arterial thrombus
formation in rats (Kakatani et al., 2000). Cominacini et al (2000) reported that LOX-1
blocking antibody prevented ROS production induced by oxLDL. These studies prove
that LOX-1 plays an important role in oxLDL-induced oxidative stress and thrombosis-
related process. LOX-1 activation may be an initial event for many oxLDL-induced
effects in EC, which mediates the activation of downstream signaling pathway.

Membrane receptor for oxLDL-induced PAI-1 production in EC remains unclear.

1.2.2 RAGE

High levels of glucose increase nonenzymatic glycation at amino groups on proteins,
lipids or nucleic acids. This process is known as the “Maillard reaction”, and participates
in the formation of AGE. Proteins with abundant lysine and arginine residues are most
vulnerable to AGE modification. ApoB is rich in lysine residues (Rabbani et al., 2010;
Ramasamy et al., 2005). Elevated levels of glyLDL, a type of AGE, were detected in
diabetic patients (Lyons, 1993; Tames et al., 1992). Increased expression of RAGE was

detected on surface of vascular cells.

RAGE is as multi-ligand receptor of the immunoglobulin superfamily of cell
surface molecules that can act as a pattern recognition receptor. This receptor consists of
one “V”’-type and two “C”-type immunoglobulin domains in extracellular region, with

AGE binding occurring with the V domain (Neeper et al., 1992). RAGE is a signal
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transduction receptor, which regulates the generation of ROS, pro-inflammatory and pro-
thrombotic molecules contributing to cellular damage (Ramasamy et al., 2005). Other
than AGE, RAGE also has affinity for non-AGE ligands such as B-amyloid protein,
S100/calgranulins, high-mobility group box-1, p-sheet fibrils, Mac-1 and a
neuroregulatory protein, amphoterin (Hofmann et al., 1999; Ramasamy et al., 2009).
Recent study demonstrated that RAGE cytoplasmic domain interacts with Diaphanous-1,

which is required for activation of cell signaling via RAGE (Hudson et al., 2008).

The exact role of RAGE in normal physiology has not been fully understood.
However, this receptor may be involved in excretion or catabolism of damaged or
senescent tissue elements as well as in the regulation of signal transduction pathways on
the binding of AGE. The upregulation of RAGE was detected in diabetic versus
nondiabetic lesions. The increased expression of RAGE was associated with oxidative
and inflammatory stress, such as elevated expression of matrix metalloproteinases
(Cipollone et al., 2003). These findings suggest the involvement of AGE in inflammation
and signal transduction. The activation of RAGE is associated with multiple cascades of
intracellular signaling pathways. Further, RAGE is involved in modulation of cellular
responses to various stress conditions. Multiple pro-inflammatory and pro-atherogenic
mediators are implicated in RAGE-mediated signaling pathways, including NF-«xB-
dependent mediators, VCAM-1, ICAM-1, interleukin-6 (IL-6), IL-1a, TNF-a, E-selectin,
tissue factor, ET-1 and RAGE itself (Basta et al., 2002; Huttunen et al., 1999; Yan et al.,
1994). RAGE is also involved in activation of PI3K/Akt and MAP kinases, such as c-Jun

N-terminal kinases (JNK), p38, and ERK-1/2 kinase (Stern et al., 2002). AGE binding to
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RAGE triggers ROS production via NOX activation (Wautier et al., 2001). AGE/RAGE
interaction is also involved in the activation of coagulation. Previous study demonstrated
that reduced thrombomodulin activity as well as increased expression of tissue factor in
EC is induced by AGE/RAGE system activation (Esposito et al., 1989). RAGE is
considered as a potential target for the prevention of CAD in animal model of diabetes.
Recent study demonstrated that RAGE deficiency significantly inhibited plaque
accumulation, vascular inflammation and oxidative stress in diabetic animal model (Soro-
Paavonen et al., 2008). It has been demonstrated that oxLDL is prone to glycoxidation
(Gugliucci Creriche and Stahl, 1993). Recent study reported that incubation of RAGE-
deficient murine aortic EC with oxLDL failed to upregulate inflammatory molecules
(Harja et al., 2008). These findings suggest that oxLDL may have some effects via
RAGE under hyperglycemia. The role of RAGE in glyLDL-induced PAI-1 expression in

EC remains unclear.

1.2.3 Small G-proteins

Small G-proteins (small GTPases) are an important class of signaling molecule and act as
biological switch for various cellular processes. They have been identified in eukaryotes
from yeast to human, and comprise a superfamily of more than 100 members (Takai et
al., 2001). A variety of membrane receptors and upstream regulators are involved in the
regulation of small G-protein activation (Bar-Sagi and Hall, 2000; Bishop and Hall,
2000). The superfamily of small G-proteins can be divided into five families according to

their structures and functional characteristics: Ras, Rho, Rab, Sar1/Arf, and Ran families
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(Takai et al., 2001). The Ras family is of special interest as its members couple upstream

signaling pathways to changes in the external environment.

In mammals, the Ras family includes three isoforms, namely H-, N- and K-Ras.
H-Ras is the most widely distributed form of Ras in tissues, which modulates signaling
between multiple membrane receptors and downstream signal transduction systems. H-
Ras proteins usually cycles between two interconvertible forms, guanosine diphosphate
(GDP)-bound inactive cytosolic form and guanosine-5'-triphosphate (GTP)-bound active
membrane form. Due to cycling between two forms, H-Ras mediates multiple signaling
pathways that originate from the activation of membrane receptors. Guanine-nucleotide-
exchange factors (GEFs) regulate the conversion of Ras from its inactive to active form
by promoting the binding of GTP. Full activation also requires post-translational
lipidation of Ras proteins (farnesylation). The process of farnesylation of Ras is catalyzed
by farnesyltransferase (Stephens et al., 2001; Takai et al., 2001). Farnesylation is
essential for the association of cytosolic Ras in to the plasma membrane (Zhang and
Casey, 1996). Previous studies showed that H-Ras activates, and K-Ras reduces,
intracellular ROS production in EC. Activation of K-Ras is linked to low levels of ROS.
Under oxidative stress condition K-Ras stimulated ROS scavenging by activating the
mitochondrial superoxide dismutase (SOD) decreasing H,O,-induced cell apoptosis.
Several studies demonstrated the protective effect of K-Ras under oxidative stress
condition (Cuda et al., 2002; Santillo et al., 2001). H-Ras has been suggested as novel

therapeutic target in cardiovascular medicine (Ohtsu et al., 2006).
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Previous studies demonstrated close interactions between oxidative stress and H-
Ras (Cuda et al., 2002; Lander et al., 1996). Cuda et al (2002) showed potential
regulatory role of H-Ras in H,O»-induced oxidative stress in EC. The oxidizing agents act
as an upstream signal and affect the interactions between Ras and several of its
downstream effectors (Accorsi et al., 2001; Cheng et al., 2001). In EC, oxidative stress-
induced ROS generation acts as a trigger for H-Ras activation, and further activates NOX
complex (Cuda et al., 2002; Irani et al., 1997). Recent studies suggest that ROS is
involved in strain-induced ET-1 gene expression via Ras/Raf/ERK signaling pathway in
EC, which may be relevant to cardiovascular disease (Cheng et al., 2001). Membrane-
associated small G-proteins, such as Ras and Rho, often mediate the activation of
membrane receptors (Puddu et al., 2005; Ruiz-Velasco et al., 2004). Iwasaki et al (2008)
demonstrated the involvement of Rho proteins in high glucose-induced PAI-1 production
in bovine aortic EC. Kowluru et al (2004) demonstrated involvement of H-Ras in
glucose-induced oxidative stress in EC. Previous studies demonstrated that LDL
increased the membrane translocation and activation of H-Ras in human EC (Zhu et al.,
2001). The interaction between oxidative stress and H-Ras stimulates cascade of kinases
including MAP kinase, ERK, JNK or SAPK, and p38 kinase (Halfon et al., 2000; Xia et
al., 1995). Ras is a common signaling target of ROS and cellular redox stress, which
eventually transmit the signal to the nucleus (Lander et al., 1995). Further, H-Ras
activation regulates downstream signal transduction cascades that include the activation
of the transcription factor, NF-kB. Atherogenic stimuli mediated by Ras can induce cell
senescence and inflammation in VSMC, eventually contributing to the development of

atherogenesis (Minamino et al., 2003). These findings suggest that oxLDL or glyLDL-
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induced oxidative stress may activate H-Ras, and downstream signaling pathways. The
role of H-Ras and associated signaling involved in oxLDL or glyLDL-induced

upregulation of PAI-1 is not clear.

1.2.4 Raf-1 and ERK-1/2 kinase

It is well established that phosphorylation of signaling protein kinases plays critical role
in the regulation of cellular functions including cell growth, migration, and differentiation
(Yang et al., 2001). Raf-1 is a serine-threonine kinase which undergoes phosphorylation
in response to mitogenic stimulation. Raf-1 plays a critical role in the transmission and
amplification of mitogenic signals from the cell surface to the nucleus (Morrison, 1990).
Raf-1 is activated when it binds to Ras, and plays a key role in the downstream
MAPK/ERK pathway. It is well known that phosphorylation of Raf-1 upon binding to
Ras locks it into an activated conformation (Avruch et al.,, 2001). Small G-proteins
mediate their downstream effects on cell growth, proliferation and differentiation by the
activation of a cascade of protein kinases: including Raf-1. Raf-1 is one of the best
characterized downstream effectors of Ras. Ras activates Raf-1 by recruiting Raf-1 from
cytosol to cell membrane (Van Aelst et al, 1993; Warne et al., 1993). Raf-1

phosphorylates MEK, which in turn activates ERK-1/2 (Kyriakis et al., 1992).

The MAPK family is comprised of key regulatory proteins that control the
cellular responses to extracellular stimuli. MAPK forms a group of serine/threonine
specific kinases which are activated through phosphorylation at conserved threnonine and

tyrosine residues. These kinases are classified in three groups; ERK, JNK and the p38
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kinases (Guyton et al., 1996; Tomlinson, 1999). Many growth factor receptors have been
shown to activate MAP kinases (Lange-Carter et al., 1993). The involvement of Ras, Raf-
1, MEK and ERK-1/2 in cell proliferation has been documented for several cell types
(Blenis, 1993; Marrero et al., 1997). Previous studies demonstrated the involvement of
various signaling mechanisms in hyperglycemia-induced oxidative stress, such as MAP
kinase, PI3 kinase, Jak/STAT, p21Ras, cdc42 and Racl (Lander et al., 1997; Schiekofer
et al., 2003; Simm et al., 1997; Wautier et al., 2001; Yan et al., 1994). ROS mediates
strain-induced ET-1 gene expression via Ras/Raf/ERK signaling pathway in EC, which
may be relevant to pathological states of the cardiovascular system, such as atherogenesis
(Cheng et al., 2001). Diabetes-associated AGE induced ROS generation is implicated in
the activation of the Ras/Raf/MEK signaling cascade (Urata et al., 2002; Xu and
Kyriakis, 2003). Recent study has demonstrated that native, mildly and highly modified
LDL preparations stimulate PKC and MAPK pathways in VSMC. The findings further
suggest potential links between modified LDL, vascular function, and the development of
atherosclerosis in diabetes (Velarde et al., 2001). LDL activates both p38 and JNK
signaling pathways through Ras activation, and further plays an important role in LDL-
induced endothelial activation (Zhu et al., 2001). OxLDL mediates its mitogenic effects
through the activation of Ras/Raf/MEK/MAPK pathway in rat cultured VSMC (Yang et
al., 2001). Recent study demonstrated that Raf-1/ERK-1/2 signaling links to cytoskeletal
remodeling to facilitate glucose-induced insulin secretion in pancreatic beta-cells
(Kowluru et al., 2010). The involvement of Raf-1 and ERK-1/2 in lipoprotein-induced

PAI-1 production is unknown.
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1.2.5 Lipoproteins and Stress response

Stress responses have been implicated in the pathogenesis of atherosclerosis (Metzler et
al., 2003; Sangle and Shen, 2010). Environmental stresses enhance the expression of
Hsps, which is a family of conserved proteins or stress proteins that are identified in most
of the mammalian cells (Morimoto, 1998). HSF is transcription factor of Hsps. Recent
study demonstrated that both heat stress and H,O, activate HSF1, in-vitro and in-vivo
(Ahn and Thiele, 2003). Several studies demonstrated that risk factors of atherosclerosis,
such as biomechanical stress and cytokines under hypercholesterolemic condition,
stimulate the expression of HSF1 in cells of arterial wall, which increases the expression

of Hsps (Metzler et al., 2003).

Various stress stimuli, such as oxLDL, heat shock, oxidants, and cytokines,
stimulate the expression of Hsps by preventing damage from these stresses (Benjamin
and McMillan, 1998; Xu and Wick, 1996). Previous studies demonstrated that glyLDL or
oxLDL increased expression of Hsp70 in vascular EC (Zhao et al., 2009; Zhao and Shen,
2007), which is supported by other studies (Zhu et al., 1996). OXLDL has been shown to
increase the expression of other Hsp isoforms, including Hsp23/32 in mouse
macrophages (Yamaguchi et al., 1993), Hsp60 in monocytes/macrophages (Frostegard et
al., 1996), and Hsp70 in SMC (Zhu et al., 1995). Increased production of Hsps was
associated with the protection of cells against apoptosis induced by oxidative stress or
heat shock (Buzzard et al., 1998). Previous studies demonstrated increased HSF1
activation in atherosclerotic lesions in-vivo. Furthermore, TNF-a, an inflammatory

cytokine, can activate HSF1 in SMC, supporting the role of cytokines in HSF1 activation
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in atherosclerotic lesions (Metzler et al., 2003). Our group originally demonstrated the
involvement of HSF1 in glyLDL, oxLDL or oxidized VLDL-induced upregulation of
PAI-1 gene transcription in vascular EC through the binding of HSF1 to PAI-1 promoter.
Modification of LDL and EC-derived ROS is crucial in the upregulation of HSF1 and
PAI-1 induced by these diabetes or atherosclerosis-associated lipoproteins. Oxidation
contributes to glyLDL-induced HSF1 or PAI-1 expression in EC (Zhao et al., 2008;
2009; Zhao and Shen, 2007). Our group demonstrated that treatment with glyLDL or
oxLDL dose and time-dependently increased the abundance of HSF1 and the levels of
HSF1 mRNA in venous or arterial EC. HSFI is involved in glyLDL or oxL.DL-induced
activation of PAI-1 promoter. SIRNA against HSF1 inhibited the levels of HSF1 and
PAI-1 protein in EC induced by glyLDL or oxLDL. In addition, recent results from our
laboratory demonstrated that antioxidant inhibited glyLDL or oxLDL-induced expression
of HSF1 and PAI-1 in EC, which was associated with a reduction in the release of ROS
from EC (Zhao et al., 2009; Zhao and Shen, 2007). HSF1 mediated stress response is an
essential chain reaction for self-defense mechanisms against environmental stressor in the
body. The upregulation of PAI-1 mediated by HSF1 in EC may be a part of defensive
mechanism against oxidative stress and diabetes-associated metabolic stress. These

findings demonstrated close interactions between metabolic stress and HSF1.

1.3 Oxidative stress
Oxidative stress in general referred as imbalance between ROS and antioxidant defense
in cell metabolism, which occurs when the generation of ROS exceeds the antioxidant

capacity of cells. Oxidative stress is thought to play an important role in the pathogenesis
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of a variety of human diseases, including hypertension, heart failure, stroke, Alzheimer’s
disease, kidney disease, cancer, atherosclerosis and diabetes (Madamanchi et al., 2005;
Roberts and Sindhu, 2009). Based on experimental and clinical studies, oxidative stress
may be induced by multiple atherosclerosis-associated risk factors and contributes to
atherosclerotic vascular damage. Hypercholesterolemia and diabetes are implicated in
vascular ROS generation and ROS-induced endothelial dysfunction. The generation of
ROS in EC, SMC, and macrophages is increased by oxLDL. ROS as well as reactive
nitrogen species (RNS) are products of normal cellular metabolism. In the condition of
increased production of ROS/RNS or decreased activities of anti-oxidant enzymes,
biological damages on lipids, proteins and DNA may occur (Puddu et al., 2009). Cells
naturally have enzymatic and nonenzymatic mechanisms to protect against pro-oxidants.
The enzymatic mechanisms include antioxidant enzymes such as SOD, catalase, and
glutathione peroxidase (GPx). The nonenzymatic antioxidant includes glutathione,

ascorbate, B-carotene and a-tocopherol (Madamanchi et al., 2005).

ROS are ubiquitous, highly reactive with short half-life and formed as a part of
oxygen metabolism in all biological systems. ROS species includes superoxide anion, the
hydroxyl radical, H,O,, ozone, NO and peroxynitrite, all of them play key role in
vascular biology (Pourova et al., 2010; Roberts and Sindhu, 2009). The sources for ROS
production in cellular physiology includes NOX, xanthine oxidase, uncoupled endothelial
NO synthase (eNOS), lipoxygenases and cycloxygenases. Superoxide is the primary
ROS, formed in the cytosol by NOX and xanthine oxidase by reduction of molecular

oxygen. The mitochondrial respiratory chain is another important source of ROS in cells

32



(Ballinger, 2005; Esposito et al., 1999; Zhang and Gutterman, 2007). NO is a reactive
radical and considered as a signaling molecule in physiology. NO can react with
superoxide to produce peroxynitrite anion, which is a potent oxidizing agent
(Madamanchi and Runge, 2007). Increased ROS promotes oxidation of lipids which
further decreases biological activity, leading to alterations in cell signaling and cellular
function (Chopra and Wallace, 1998). Multiple epidemiological and experimental studies
support correlations between oxidative stress and vascular disease. However, due to
disappointing results of antioxidant therapy in humans in large clinical trials, in the
prevention and control of CAD, the importance of antioxidants for the prevention of

CAD is controversial.

Increasing lines of evidence indicate that oxidative stress mediates oxidation of
apoB-containing lipoproteins, which might play an important role in lipoprotein
atherogenecity (Lusis, 2000). Oxidative modification of LDL in arterial wall induced by
ROS is thought to be a key factor for atherosclerosis. Clinical studies have proved a
strong association between oxidative stress and atherogenic lipoproteins including
oxLDL, in patients with cardiovascular disease (Kotur-Stevuljevic et al., 2007). Previous
study in animal models demonstrated that aortae from hypercholesterolemic rabbits
produced significantly more superoxide than control aortae, which supports a role of
LDL in the induction of oxidative stress in-vivo (Mugge et al., 1994). Incubation of
cultured vascular EC with oxLDL stimulated ROS production (Cominacini et al., 2000;
Zhao and Shen, 2005). Previous studies including our own, demonstrated that NOX is

activated by oxLDL, and mediates the generation of ROS in EC (Honjo et al., 2008; Zhao
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et al., 2009). OxLDL-induced ROS production can also be mediated by mitochondrial
Complex II (Cheng et al., 2007) and uncoupled eNOS (Fleming et al., 2005). Both
cholesterol and oxLDL are associated with mitochondrial damage (Ballinger, 2005).
LOX-1 mediates oxLDL-induced ROS formation in EC (Cominacini et al., 2000). These
observations suggest that oxLDL contributes to oxidative stress in vasculature through

multiple pathways.

Increased oxidative stress is considered as a major factor in the onset and
development of diabetic complications including atherogenesis. Hyperglycemia increases
ROS production in EC, and most of this ROS comes from mitochondria (Nishikawa et
al., 2000). Nonenzymatic glycation of proteins and autoxidation of glucose generates
ROS (Baynes, 1991). Elevated levels of glyLDL and ROS were detected in diabetic
patients (Lyons, 1993). Consistent with this, an increased production of AGE is
associated with CAD in patients with diabetes. Previous studies from our laboratory
demonstrated that glyLDL increased the production of ROS in EC, which contributes to
oxidative stress and stress response (Zhao and Shen, 2005; 2007). Incubation of EC with
increasing concentrations of glucose induces oxidative stress (Ceriello et al., 1996). AGE
are considered as an important source of vascular oxidative stress in diabetes.
Accumulation of AGE stimulates the expression and activity of NOX in EC. Oxidative
stress plays an important role in RAGE-mediated signaling (Wautier et al., 2001). The
role of oxidative stress in lipoprotein-induced upregulation of PAI-1 in EC remains

uncharacterized.
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1.3.1 NADPH oxidase (NOX)

NOX plays an important role in the dysfunction of vascular cells (Petry et al., 2006).
Clinical studies have shown an increased plasma level of oxidative stress markers in
CAD patients (Kotur-Stevuljevic et al., 2007). Recent evidence indicates that NOX is the
major source of ROS generation, which transfers electrons from NADPH across
intracellular organelle membranes (Jones et al., 1996). Increased ROS production by
NOX is associated with endothelial dysfunction and clinical risk factors of
atherosclerosis (Guzik et al., 2000). The NOX complex consists of different catalytic
subunits including one NOX family member, such as NOX1, NOX2/gp91""* NOX3,

NOX4, NOXS5, DUOXI1, DUOX2, NOXO1 (NOX organizer 1) or NOXAl (NOX

2ph0x Ophox 7phox 7ph0x

activator 1), multiple other subunits including p2 , p4 , p4 and p6 and a

small G-protein, Racl. NOX isoforms are expressed and regulated in various cell types
under pathological conditions (Bedard and Krause, 2007). NOX isoforms are involved in

h . .
2P"%% are involved in the

oxygen sensing. NOX1, NOX4 and their regulatory molecule p2
cellular responses to changes in oxygen levels (Block et al., 2007). A gp91""/NOX2
complex is an essential catalytic subunit of NOX. Activation of gp91phox/NOX2

Phox ¢omplex (Lambeth et al.,

requires translocation of cytosolic factors to the NOX2/p22
2000). Interactions between subunits of NOX, including p22°™*, p47°"* p67°"** and

p40P"* are required for the activation of NOX complex (Babior, 1999).
OxLDL demonstrated 2-fold increase in gp91”"*/NOX2 mRNA as well as NOX

activity in EC. The elevated expression of gp91P"*/NOX2 mRNA was accompanied by

increased superoxide formation induced by oxLDL suggesting a correlation with
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formation of an active NOX protein complex (Rueckschloss et al., 2001; 2003). The
elevated ROS generation of oxLDL-treated EC is associated with NOX activity (Heinloth
et al., 2000). OXLDL contributes to increased oxidative stress in EC, as well as in aortic
segments of rabbits (Galle et al., 1999). Previous study from our laboratory demonstrated
that oxLDL and glyLDL stimulated the generation of superoxide from EC (Zhao and
Shen, 2005). The expression of NOX and ROS generation is increased in vascular cells
by a number of stimulators, including Ang-II, thrombin, and TNF-a (De Keulenaer et al.,
1998; Patterson et al., 1999; Ushio-Fukai et al., 1996). Increased accumulation of ROS
and oxLDL was detected in atherosclerotic lesions in humans, which was associated with
an increased level of p22P" (Azumi et al., 2002). P22"™ is an essential component of
the superoxide-generating NOX system and involved in Ang-II-mediated generation of
ROS in VSMC (Ushio-Fukai et al., 1996). The expression of p22""* has been detected in
advanced atherosclerosis plaques (Azumi et al., 1999). Previous studies suggest that
siRNA against p22""°* mRNA suppressed the expression of multiple NOX subunits and
the activity of NOX complex (Modlinger et al., 2006). AGE-LDL increased the gene
expression of NOX subunits, including NOX4, p22°" and p67°™* in VSMC or EC.
Further, AGE-LDL increased NOX activity and ROS production in VSMC or EC (Sima
et al., 2009; Toma et al., 2009). AGE triggers the generation of ROS via the activation of
NOX (Wautier et al., 2001). Previous studies demonstrated that NOX inhibitor, DPI,
blocked oxLDL or AGE-induced ROS production (Nitti et al., 2007; Stielow et al.,
2006)). Activation of NOX and increased ROS production were detected in the aortae of

STZ-induced diabetic rats, which further implicates a direct association with
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atherosclerosis pathogenesis (Hink et al., 2001). Nonetheless, precise role of NOX in

lipoprotein-induced HSF1 or PAI-1 in EC remains unclear.

1.3.2 Mitochondrial electron transport chain (ETC)

Adenosine triphosphate (ATP) is the major supplier of energy in living cells.
Mitochondria are the major source of energy (ATP) via oxidative phosphorylation.
Mitochondria have two layers of membranes, outer membrane and inner membrane. The
process of oxidative phosphorylation is based on chemiosmotic hypothesis proposed by
Mitchell, which takes place in the inner membrane (Mitchell, 1984; Madamanchi et al.,
2005). The electron transport chain (ETC) is composed of 5 multiple subunit complexes
located in the inner mitochondrial membrane: Complex I (NADH-ubiquinone
dehydrogenase), Complex II (succinate cytochrome C reductase), Complex III
(ubiquinone cytochrome ¢ reductase), Complex IV (cytochrome ¢ oxidase), and Complex
V (ATP synthase). The citric acid cycle generates NADH and FADH; as the final product
from multiple chains of reactions. Electrons are transferred from NADH to Complex I or
FADH; to Complex II and passed on to ubiquinol via coenzyme Q. Then electrons are
transferred to Complex III via ubiquinol. Cytochrome ¢ transfers electrons from Complex
IIT to Complex IV and in this process molecular oxygen reduces to form water. The
transfer of electrons in ETC creates transmembrane electrochemical gradient, through
constant pumping of electrons across inner mitochondrial membrane at Complexes I, III
and IV. The proton-motive force initiates reentry of protons in to matrix, which is used
by Complex V to synthesize ATP from inorganic phosphate and ADP. The proton-motive

force also mediates ATP-ADP exchange by the adenine nucleotide translocase (ANT). In

37



mitochondria, 0.2 — 2.0% of the molecular oxygen leaks through ETC to form ROS

(Chance et al., 1979; Madamanchi and Runge, 2007) (Fig. 4).

Mitochondria play an important role in the development of atherogenesis. In fact,
the mitochondrion is one of the major source of and primary target of ROS (Esposito et
al., 1999; Wallace, 1992). In mitochondria, Complex I and III are considered as primary
sites for ROS production (Turrens, 2003). In the absence of ATP, electrons derived from
FADH, via Complex II can undergo “reverse electron transport” into Complex I
generating more ROS production (Han et al., 2003; Liu et al., 2002). Based on these
evidences, Complex I is considered as a pathophysiologically relevant source of ROS
production in ETC. Many factors are involved in the regulation of ROS in mitochondria
such as ETC, oxygen concentration, availability of NADH and FADH,, uncoupling
proteins (UCPs), antioxidant defenses and the modulation of nuclear factors (Ballinger,
2005; Droge, 2002). ROS formed in mitochondrial matrix is quickly converted to H,O,
by an antioxidant enzyme, SOD2. Another set of antioxidant enzymes such as GPx or
catalase, converts H,O, to water. However, transition metals may reduce H,O; to a highly
reactive hydroxyl radical form of ROS (Ide et al., 2000; Madamanchi and Runge, 2007).
The reaction between NO and superoxide generates peroxynitrite, which is capable for
the inactivation of enzymes, DNA damage and mitochondrial dysfunction (Ballinger et
al., 2000; Cassina and Radi, 1996; Radi et al., 1991). Several lines of evidence indicate
that ROS produced in cell by NOX act as a positive feedback, leading to increased
production of ROS from mitochondria. This process is termed as ROS-induced ROS

release (Brandes, 2005).
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Figure 4. Scheme for mitochondrial electron transport chain. OM: outer membrane in
mitochondria, IM: inner membrane, H': proton, e: electron, ubiq: ubiquinone, cyt C:
cytochrome ¢, SOD2: superoxide dismutase, GPx: glutathione peroxidase,

NADH/FADHj;: substrates from citric acid cycle.
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Mitochondria-derived ROS causes multiple deleterious effects which may be
neutralized by various antioxidants systems under normal physiology. However, when
the balance between ROS and antioxidants is impaired, the conversion of ROS to H,O;
disrupts and contributes to oxidative damage in the cell (James and Murphy, 2002).
Mitochondria-derived ROS is implicated in endothelial dysfunction, VSMC proliferation,
and apoptosis of VSMC and macrophages, which can contribute to atherogenesis
(Madamanchi and Runge, 2007). However, generation of ROS in mitochondria can cause
damage to lipids, carbohydrates, proteins, and mitochondrial DNA (mtDNA) (Puddu et
al., 2009). Damage of mtDNA is associated with atherogenesis. Each mammalian cell
contains hundreds of mitochondria, and each mitochondrion has 5-10 copies of mtDNA
(Wallace, 1999). Previous reports demonstrated that mtDNA damage contributes to
increased ROS production and atherogenesis. The mutations at Complex I gene increases
mitochondrial ROS production (Chomyn and Attardi, 2003; Pitkanen and Robinson,
1996; Puddu et al., 2005). It has shown that mtDNA is a cellular target of ROS due to its
proximity to the source of ROS in inner mitochondrial membrane and the lack of
protective histone-like proteins (Ballinger et al., 2002; Clayton, 1984). These evidences
suggest that mtDNA damage, mutations and impaired mitochondrial function are
associated with cardiovascular disease. The role of mitochondria in lipoprotein-induced

oxidative stress remains unclear.

1.3.3 Mitochondrial ETC enzymes

Mitochondrial ETC enzymes play an important role in the regulation of oxidative

phosphorylation. In the 1960s, Hatefi first purified four respiratory chain enzymes in
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mitochondria (Hatefi, 1976). The respiratory chain consists of four inner-membrane
bound enzymes: NADH-ubiquinone dehydrogenase, succinate cytochrome C reductase,
ubiquinone cytochrome ¢ reductase and cytochrome ¢ oxidase. The molecular weights of
the mitochondrial complexes in which they reside are: 700,000 for Complex I, 200,000
for Complex II, 300,000 for Complex III and 160,000 for Complex IV (Gautheron,
1984). The enzymes in mitochondrial complexes are of greatest interest due to their roles

in the ETC, which places them at the heart of cellular physiology (Crofts, 2004).

NADH-ubiquinone dehydrogenase (ND) or Complex I: is composed of more than 40

protein subunits. ND is located in the inner mitochondrial membrane, and is the point of
entry for electrons through the ETC. Complex I regulates an initial stage of oxidative
phosphorylation in mitochondria by oxidizing NADH in the matrix and transferring
electrons from NADH to a lipid-soluble carrier, ubiquinone (Q) at the inner membrane
(Schultz and Chan, 2001; Walker, 1992). At the same time, the passage of two electrons
from NADH to Q is coupled to the translocation of four protons from mitochondrial
matrix to intermembrane space. ND catalyzes the reaction (Grivennikova et al., 2007;

http://en.wikipedia.org/wiki/NADH_dehydrogenase):

NADH +H" + CoQ + 4H"};, — NAD" + CoQH, + 4H"

Seven ND subunits are encoded by mitochondrial DNA (Hirst et al., 2003;

Walker, 1992). Mutations of Complex I have been detected in humans and associated

with neurological and neuromuscular diseases (Smeitink et al., 2001). Glutamate and

41



malate acts as a substrate for Complex I (Chowdhury et al., 2000). Rotenone is the best-
known inhibitor of Complex I (Carroll et al., 2006). Complex I-dependent superoxide
release exclusively occurs in matrix and no detectable levels escape from intact
mitochondria. The most likely site of electron leakage in Complex I is the iron-sulfur
clusters (Barja, 1999). Previous studies demonstrated reduced activities of Complex I in

aging rats and mice (Navarro and Boveris, 2004; Navarro et al., 2002).

Succinate cytochrome c reductase (SCCR): Membrane bound SCCR embedded in the

inner mitochondrial membrane in all aerobic cells. This enzyme is also called as Complex
II. SCCR is important due to its tendency to contribute to both the citric acid cycle and
the ETC. SCCR catalyzes the oxidation of succinate to fumarate and transfers its
reducing equivalent to the respiratory chain (Lancaster, 2002). This enzyme is water
soluble and contains covalently bound flavoprotein, non-heme iron, and acid-labile
sulfur. SCCR is composed of 4 polypeptides with molecular masses of 70, 30, 15, and 13
kDa. It has five prosthetic groups, i.e. one covalently linked flavin adenine dinucleotide
(FAD), three iron sulfur clusters (2Fe-2S, 4Fe-4S, and 3Fe-4S), and heme b. Electrons
are sequentially transferred to Q via an ETC consisting of a covalently bound FAD and
three iron-sulfur centers (Hederstedt and Rutberg, 1981; Tomitsuka et al., 2003).
Succinate acts as a substrate for Complex II (Chowdhury et al., 2000). The human
Complex II has mutations in the four subunits, which are associated with a wide spectrum
of clinical pathologies (Rustin et al., 2002). Defects in human Complex II are associated

with cancers as well as mitochondrial diseases (Tomitsuka et al., 2003).
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Ubiquinone cytochrome c reductase (UCCR): is also called the cytochrome bcl

complex or Complex III. It is a multifunctional membrane protein complex, which
catalyzes electron transfer, proton translocation, peptide processing, and superoxide
generation. The UCCR complex is an intrinsic membrane protein that catalyzes electron
transfer from ubiquinol to cytochrome c. The reaction mechanism of this complex
operates through a Q-cycle that couples electron transfer to the generation of a proton
gradient that drives ATP synthesis. There is constant pumping of 4 protons from the
mitochondrial matrix to intermembrane space. The reaction in Complex III reduces

quinone (Q) to quinol (QH,):

QH; + 2 cytochrome ¢ (Fe™+2H5 > Q+2 cytochrome C (F e +4 H ou

Q-cycle coupled electron transfer operates with the consumption of two protons into the
matrix, four protons are released into the inter membrane space and two electrons are
passed to  cytochrome Cc  (Crofts, 2004; Kramer et al, 2004;
http://en.wikipedia.org/wiki/Cytochrome bcl complex). This complex consists of four
redox prosthetic groups including cytochromes b566 (bL) and b562 (bH) cytochrome cl1,
and a high-potential iron—sulfur cluster [(2Fe-2S)]. It contains eleven proteins including
subunits III, IV, and V, house b-type cytochromes, cytochrome c1, and the iron—sulfur
cluster, respectively, and the rest eight protein (subunits I, II, VI-XI) contains no redox
prosthetic groups are termed supernumerary subunits (Yue et al.,, 1991). Complex III
releases ROS to both sides of the inner mitochondrial membrane. The locus of superoxide

production in Complex III, the ubiquinol oxidation site, is situated immediately next to
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the intermembrane space (Muller et al., 2004). Antimycin A, myxothiazol and
stigmatellin are the inhibitors for Complex IIl. The mutations in genes encoding the
proteins of the Complex III have been associated to a wide range of mitochondrial

myopathies (Crofts, 2004).

Cytochrome c oxidase: is the terminal enzyme of the ETC, which plays an important

role in the regulation of aerobic energy production. Located in the inner mitochondrial
membrane, it catalyzes the oxidation of cytochrome ¢ and the reduction of oxygen to
water. In this reaction four protons are transferred to oxygen to form water in the matrix,
and four protons are transported across the inner mitochondrial membrane. Cytochrome
oxidase is considered as the rate-limiting step of respiration (Babcock and Wikstrom,
1992), thus highlighting its key role in regulating the rate of respiration and ATP
synthesis. This enzyme consists of a dozen or more subunit polypeptides, of which three
(Cytochrome ¢ oxidase I, II and III) are encoded by mtDNA; and the remaining ten
subunits by the nuclear genome (Nijtmans et al., 1998; Yoshikawa et al., 1998).
Mutations corresponding to nuclear genes encoding Cytochrome C oxidase results in
clinical encaphalopathies such as Leigh syndrome, fatal cardiomyopathies, hepatic failure
and leukodystrophy (Shoubridge, 2001). The involvement of respiratory chain enzyme
complexes (Complex I-IV) in lipoprotein-induced mitochondrial dysfunction not

documented.
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2. Hypothesis

Based on literature, several studies demonstrated signal transduction mechanisms for
oxLDL or glyLDL and their involvement in diabetic cardiovascular complications.
However, these studies have not discussed the role of transmembrane receptors in oxLDL
or glyLDL-induced signaling for PAI-1 production in EC. Elevated levels of oxLDL or
glyLDL were detected in diabetic patients. PAI-1 is considered as a non-traditional risk
factor for diabetes-associated cardiovascular disease. Membrane receptors incuding
LOX-1, RAGE, small G-proteins and downstream signal transduction pathways such as
Raf-1/ERK-1/2 have been linked to atherosclerosis and inflammation. However, the link
between these signaling mediators and any role in oxXLDL or glyLDL-induced PAI-1
production is not known. Atherogenic lipoproteins play an important role in oxidative
stress and stress response in cells. Mitochondria and NOX are the major sources for ROS
production. The effects of oxLDL or glyLDL on NOX and mitochondrial function in EC
not yet clear. Previous studies in our laboratory demonstrated that oxLDL or glyLDL
increased the production of PAI-1, HSF-1 and ROS in vascular EC. The current project is
designed to address above discussed questions with following hypotheses:

1. OxLDL or glyLDL stimulates the generation of PAI-1 in EC via a membrane

receptor, and transmembrane signal transduction pathways.
2. Elevated ROS may be implicated in oxLDL or glyLDL-induced oxidative stress

in EC.
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3. Objectives

1.

To identify the involvement of membrane receptor, LOX-1, small G-protein, H-
Ras and Raf-1/ERK-1/2 pathway in the upregulation of PAI-1 in cultured EC
induced by oxLLDL.

To examine the involvement of RAGE (a receptor for AGE), NOX, H-Ras/Raf-
pathway in glyLDL-induced HSF1 and PAI-1 upregulation in EC.

To determine the impact of oxLDL or glyLDL on oxygen consumption, the
activities of key enzymes in the mitochondrial respiratory chain and

mitochondria-derived ROS production in EC.
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4. Materials and Methods

4.1 Reagents: All chemicals were purchased from either Sigma-Aldrich® Inc. (Oakville,
ON. Canada) or Calbiochem (San Diego, CA, USA) unless otherwise mentioned. All
antibodies were purchased from Santa Cruz Biotechnology (Santa Cruz, CA, USA),
Sigma-Aldrich Inc. (Oakville, ON, Canada), Cell Signaling Technology® Inc. (Danvers,
MA, USA), Abcam® Inc. (Cambridge, MA, USA) or Oxford Biomedical Research

(Oxford, UK).

4.2 Isolation and modification of LDL: Plasma was freshly prepared from blood of
healthy donors by centrifugation (2,000 xg) for 15 min at 4°C. LDL (density 1.019-
1.063) was isolated from plasma using sequential floating ultracentrifugation. Copper-
oxLDL was prepared by incubating LDL with 5 uM CuSOy4 at 22°C for 24 h (Ren et al.,
1997), and that of FeSO4-modified LDL (F-oLDL) was generated through dialysis
against 6 uM FeSO, for 24 h at 22°C (Watson et al., 1995). In a parallel preparation,
LDL was oxidized with the presence of 80 umol/l butylated hydroxytulene (BHT) (BHT-
oxLDL). Mildly oxidized LDL (moLDL) was prepared by incubation of LDL with 5 uM
CuSOy4 at 22°C for 6 h. Free copper or iron ions in oxidized LDLs were removed via
dialysis (Zhao et al., 2009). The extent of oxidation of LDL was confirmed using
thiobarbituric acid-reactive substance (TBARS) assay (Ohkawa et al., 1979). The levels
of malondialdehyde in oxidized LDLs were 10-fold greater than that in comparing
batches of LDL. Lipoproteins were excluded from experiments if the level of endotoxin

in lipoproteins was >0.05 ng/ml measured using the E-Toxate kit (Sigma, St. Louis, MO).
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The oxLDL preparations were stored in sealed tubes at 4°C in the dark under a layer of

nitrogen to prevent autooxidation (Ren et al., 2000).

LDL was glycated by incubation with 50 mmol/L glucose and 50 mmol/L sodium
cyanoborohydride in the presence of 0.01% EDTA to prevent oxidation for 2 weeks at
37°C as previously described (Zhang et al., 1998). In parallel experiment, LDL was
modified with 50 mM sodium cyanoborohydride alone (as control) for 2 weeks at 37°C.
GlyLDL preparation was thoroughly dialysed to remove free glucose or chemicals. The
extent of glycation in glyLDL was confirmed using trinitrobenzenesulfonic acid assay
(Duell et al., 1990). Approximately 60% of lysine residues were glycated in the
preparations of glyLDL used in the following experiments. Endotoxin level in
lipoproteins was monitored using E-Toxate kit with a threshold of 0.05 ng/ml (Sigma).
The glyLDL preparations were stored in sealed tubes at 4°C in dark under a layer of

nitrogen to prevent auto-oxidation (Zhao and Shen, 2007).

4.3 Cells and cell culture: Seed human umbilical vein EC (HUVEC), most commonly
used model of cultured EC, were obtained from American Type Culture Collection
(Manassas, VA, USA). Cells were grown in F12K medium received from Invitrogen
(Burlington, ON, Canada) and volume of 500 ml were supplemented with 10% fetal
bovine serum (FBS), 1% penicillin/streptomycin (Invitrogen), 0.1 mg/ml heparin, and 30
pg/ml endothelial cell growth supplements (Sigma) (Ren and Shen, 2000). Human

coronary artery EC (HCAEC), a type of EC directly related to CAD, were originally
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received from Clonetics (San Diego, CA, USA). The cells were cultured in endothelial

growth medium-MV (Clonetics) and used within eight passages from seed cells.

Porcine aortic EC (PAEC) were obtained from Dr. P.E. DiCorleto in Cleveland
Clinic Foundation (Cleveland, OH, USA). Primary cultures of porcine aortic EC were
isolated from healthy, plaque free porcine aorta. Briefly, thoracic aorta segments were
opened longitudinally, rinsed with serum-free media and the exposed intimal surface was
digested with collagenase (2 mg/ml in serum-free media) for 15 min at 37°C. The
detached EC patches were gently collected with a rounded spatula or cotton swab and
placed in primary culture in Dulbecco's modified Eagles media/Ham's F12 media
(DME/F12. 1:1) (Irvine Scientific Co., Santa Anna, CA) supplemented with 0.24%
sodium bicarbonate, 0.1 mM modified Eagle's media (MEM) non-essential amino acids
and penicillin (100 U/ml) and streptomycin (100 ~g/ml) (supplements from Sigma
Chemical Co.) containing 5% fetal bovine serum (FBS) (Gibco) and incubated at 37°C in
5% CO2 in a humidified chamber. At confluence the cells were subcultured at 1: 3 or 1: 5
ratios by trypsin/EDTA treatment. EC between the third and tenth passage were seeded
into 150 mm tissue culture dishes (Falcon, Lincoln Park, N J) and grown to confluence
(Shen et al., 1990). In present study, PAEC were grown in Dulbecco’s Modified Eagle
Medium, D-MEM (Invitrogen) supplemented with 10% FBS and 1%
penicillin/streptomycin (Invitrogen). PAEC were used for mitochondrial study, which

generally required large number of cells.
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4.4 Cell treatment: EC were treated with physiological concentrations of LDL, F-oLDL,
oxLDL or glyLDL. OxLDL (50-150 pg/ml), glyLDL (25-150 pg/ml), F-oLDL or LDL
(100 pg/ml) were incubated with EC for various lengths of time as indicated. Equal
volume of vehicle was added to control cultures for the matching period. LOX-1 blocking
antibody (a gift from Dr. T. Sawamura, National Cardiovascular Center Research
Institute, Osaka, Japan) was used at 10 pg/ml and LDLR blocking antibody (R&D
Systems, Minneapolis, MN, USA) at 5 pg/ml. Polyclonal RAGE-blocking antibody (a
gift from Dr. A.M. Schmidt, Columbia University, New York, USA) and control
polyclonal goat IgG (Santa Cruz) were used at 10 pg/ml with a 30 min pre-incubation.
Farnesyltransferase inhibitor, FTI-277 (10 or 20 uM; Calbiochem), Raf-1 inhibitor, GW
5074 (1 uM; Calbiochem), or ERK-1/2 inhibitor, PD-98059 (10 uM; Sigma) were used
in following experiments. For experiments using blocking antibody or various signaling
inhibitors, 30 min of pre-incubation was applied unless otherwise indicated.
Diphenyleneiodonium (DPI; Sigma), a NOX inhibitor, was used at 10 pM with 4 h pre-

incubation.

Various substrates and inhibitors for mitochondrial respiratory chain Complexes
were used: Glutamate (10 mM) + malate (5 mM), succinate (10 mM), or ascorbate (5
mM) + TMPD (0.5 mM) for Complex I, II/Ill, or IV, respectively. Rotenone (1 pM),
antimycin A (1 pg/mL), and potassium cyanide (KCN, 0.25 mM) were used as inhibitors
for Complex I, III, or IV, respectively. Oligomycin (1 pM) was used as an ATP synthase

inhibitor and carbonylcyanide p-trifluoromethoxyphenylhydrazone (FCCP, 1 pM) was
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used as a mitochondrial uncoupler. All above mentioned chemicals were obtained from

Sigma.

4.5 Western blotting: The cells were treated after reaching 70-80% confluency in all the
experiments. The medium was removed from the cells and the cell plates were kept in the
ice. The cells were washed with 1X phosphate buffered saline. After addition of lysis
buffer (50mM HEPES, 5SmM EDTA, 50mM NaCl, 1% Triton X-100, SmM Protease
inhibitor, pH 7.5 with HCI), cells were incubated at 4°C for 30 min. The lysates were
collected in precooled microcentrifuge tubes using scraper. The samples were vertex for
30 sec and spin at 4°C for 10 min at 13,000 rpm. The supernatant was transferred to fresh
tubes. The samples were stored at -70°C and used for Western blotting. Protein

concentrations in the cell lysate were estimated using Lowry assay.

Total cellular lysate (30-80 pg) were mixed with 5X SDS loading dye and
denatured for 10 minutes at 99°C. Proteins were separated by SDS-PAGE and transferred
to nitrocellulose membranes using a transfer apparatus (BioRad® Hercules, CA, USA)
for 1 h at constant current of 100V. Membranes were blocked for 1 h with 5% non-fat dry
milk powder in Tris-buffered saline with 0.25% v/v Tween-20 (TBS-T) and incubated for
2 h with appropriate primary antibody diluted in TBS-T containing 5% non-fat dry milk
powder. The following primary antibodies were used: anti-human LOX-1, anti-human
LDLR, anti-human RAGE (polyclonal: R & D Systems), human NOX2 (gp91°"*), H-
Ras, phosphorylated Raf-1 (pRaf-1), H-Ras, NOX2, HSF1 (polyclonal: Santa Cruz),

pERK-1/2, ERK-1/2 (polyclonal: Cell Signaling), human PAI-1, HSF1 (monoclonal:

51



Santa Cruz), B-actin (monoclonal: Sigma), PAI-1 (monoclonal: Oxford Biomedical
Research), and B-actin (monoclonal: Abcam). Membranes were washed 2 times for 10
minutes in TBS-T and subsequently incubated with an appropriate secondary antibody
conjugated with horseradish peroxidase (HRP) for 1 h at room temperature. After the
repeated washing steps (15 minutes and 5 minutes-x3) the specific proteins on the
membrane were visualized using enhanced chemiluminence (ECL) reagents (Amersham
Biosciences®, Piscataway, NJ, USA). Relative intensities of protein bands were detected
using Chemi-Doc system or autoradiography and analyzed using Quantity One software

(BioRad).

4.6 Reverse transcription-polymerase chain reaction (RT-PCR): The levels of PAI-1
or H-Ras mRNA were assessed using RT-PCR and justified with the level of B-actin or
glyceraldehyde-3-phosphate dehydrogenase (GAPDH) mRNA in corresponding samples.
Total RNA was isolated from cultured EC or heart tissues of STZ-diabetic mice using
TRI Reagent (MRC, Cincinnati, OH) or TRIZOL Reagent (Invitrogen, Burlington, ON)
respectively. RT-PCR was performed using access RT-PCR system (Promega, Madison,
WI, USA) to synthesize cDNA. The levels of H-Ras or PAI-1 mRNA were examined
using RT-PCR. Primers for H-Ras mRNA (sense: 5-GAATCTCGGCAGGCTCAG-3',
antisense:  5-CACTCTCATCAGGAGGGTTC-3"), PAI-1 mRNA (sense: 5'-
CAGACCAAGAGCCTCTCCAC, antisense: S’ATCACTTGGCCCATGAAAAG) and
B-actin  gene  (sense: 5'-CGTGGGCCGCCCTAGGCACCA, antisense: 5'-
TTGGCCTTAGGGTTCAGGGGGG) were prepared according to reported cDNA

sequences (Antalis et al., 1988; Ponte et al., 1984; Tsai et al., 2006). PCR for H-Ras was
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performed using 35 cycles: denaturation at 95°C for 15 s, annealing and extension at
60°C for 1 min. In case of PAI-1 or B-actin, PCR comprised 35 cycles and performed at

95, 60, and 72°C for 1, 2, and 3 minutes, respectively.

Primers for mouse PAI-1 (sense: GAGTGGCCTGCTAGGAAATCCATTC,
antisense: GACCTTGCC AAGGTGATGCTTGGCAAC) and GAPDH gene (sense:
ATGTTCCAGTATGACTCCACTCACG, antisense:
GAAGACACCAGTAGACTCCACGACA) were generated as previously reported (Krag
et al., 2007). PCR for PAI-1 mRNA in mouse hearts was performed at 95°C, 61°C and
72°C for 1, 1, and 2 minutes with 35 cycles. In the case of GAPDH mRNA, PCR was
performed at 95°C, 60°C and 72°C for 1, 1, and 2 minutes with 35 cycles. H-Ras (140
bp), PAI-1 (202 bp) and B-actin (300 bp) mRNA fragments were visualized on 1%
agarose gel stained with ethidium bromide, and semi-quantified using Chemi-Doc system
plus Quantity One software. The abundance of specific mRNA was normalized with the

intensity of B-actin or GAPDH mRNA in same samples.

4.7 Detection of translocation of H-Ras: After treatment of EC with lipoproteins, cells
were harvested with a rubber policeman and homogenized in a Dounce homogenizer.
Cytosolic and membrane fractions from cell lysate were separated using a Beckman
TLX-100 (Beckman Coulter Canada Inc., Mississauga, ON, Canada) table top
ultracentrifugation at 100,000 g at 4°C for 1 h (Ren et al., 2000; Zhu et al., 2001).
Expression of H-Ras in the membrane fraction was detected using Western blotting with

a polyclonal antibody against human H-Ras (Santa Cruz).
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4.8 Gene silencing: EC were transfected with desired siRNA using Silence siPort Lipid
kit (Ambion, Austin, TX, USA). Cells were plated in serum-free medium 24 hours prior
to transfection. SIRNA was added to 100ul of medium in a tube at recommended
concentrations (typically 2-5ul for a 6 well plate) at the time of transfection. Lipid
reagent (2-5ul for a 6 well plate) was diluted in 100ul of medium. SiRNA and lipid
reagent were mixed and then incubated for 20 minutes at room temperature to allow the
formation of siRNA-lipid complexes. SIRNA for H-Ras or human p22°" (Santa Cruz)-
were used to transfect EC in serum free medium as previously described (Zhao and Shen,
2007). SiRNA for B-actin, scramble or negative control siRNA (Ambion) was transfected

in parallel cultures to verify the methodology.

4.9 PAI-1 antigen measurement: The levels of PAI-1 antigen in experimental media of
cultured EC were measured using human PAI-1 enzyme-linked immunosorbent assay
(ELISA) kit (American Diagnostic, Stamford, CT, USA) as previously described

(Cockell et al., 1995).

4.10 Measurement of hydrogen peroxide (H,0;): The levels of H,O; in post-culture
media of EC were measured using PeroxiDetect'” kit from Sigma as previously
described (Zhao and Shen, 2005). The measurement was based on the fact that peroxides
convert Fe*" to Fe*" at acidic pH. Fe*" +forms a color-adduct with xylenol orange, which

was detected at 560 nm.
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4.11 Measurement of oxygen consumption in mitochondria using oxygraphy:
Mitochondrial oxygen consumption in EC was determined at 37°C using highly sensitive
OROBOROS oxygraphy-2K (Oroboros, Innsbruck, Austria) (Chowdhury et al., 2000).
PAEC were trypsinized and counted using hemocytometer for each measurement. Cells
were harvested and resuspended in KCI medium (80 mM KCI, 10 mM Tris-HCI, 3 mM
MgCl,, I mM EDTA, 5 mM potassium phosphate, pH 7.4) at a concentration of 1.5x10°¢
cells/ml. Cell suspension (2 ml) was added in each oxygraphy chamber with continuous
magnetic stirring. EC were permeabilized using digitonin (25 pg/10¢ cells) to
permeabilize plasma membrane of cells, but maintaining intact mitochondrial membrane
as preciously described (Chowdhury et al., 2000; Floryk and Houstek, 1999). The effects
of modified lipoproteins on the activities of mitochondrial ETC complexes were analyzed
in EC using oxygraphy with the presence of specific substrates and inhibitors. Glutamate
(10 mM) + malate (5 mM), succinate (10 mM), or ascorbate (5 mM) + N,N,N'N'-
tetramethyl-p-phenylendiamine dihydrochloride (TMPD, 0.5 mM) were used as
substrates for Complex I, II/III, or IV, respectively. Rotenone (1 uM), antimycin A (1
pg/mL), or KCN (0.25 mM) were used as inhibitors for Complex I, III, or IV,
respectively. Oligomycin (1 uM) as ATP synthase inhibitor or FCCP (1 uM) as a
mitochondrial uncoupler were used. Unless mentioned, all the chemicals were obtained
from Sigma. Oroboros DatLab software was used for analysis and graphic presentation of
experimental data. Oxygen consumption was normalized by cell numbers and expressed
as pmol/sec/10° cells. Respiratory control index (RCI) was determined from oxygen
respiration in mitochondria of digitonin-permeabilized EC induced by adenosine

diphosphate (ADP, 2 mM) (Chowdhury et al., 2000).
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4.12 NAD'/NADH assay: Nicotinamide adenine dinucleotide (NAD") levels and its
reduced form, NADH, in cell lysates were analyzed using EnzyChrom™ NAD'/NADH
assay kits (BioAssay System Haywood, CA, USA). Changes in absorbance were

measured under 565 nm using spectrophotometer.

4.13 Mitochondrial respiratory chain enzyme activity

4.13.1 NADH-ubiquinone dehydrogenase (ND) activity: ND activity (Complex I) was
measured as previously described (Birch-Machin et al., 1994). Mitochondrial extracts (50
png) were added to a buffer containing 25 mM potassium phosphate (pH 7.2), 5 mM
MgCl2, 2 mM KCN, 2.5 mg/ml of bovine serum albumin (BSA) (fraction V), 2 pg/ml
antimycin A, 0.1 mM NADH, and 50 pM decylubiquinone. The cells were sonicated (10
seconds for 3 times on ice), which ruptures the mitochondrial membrane and allows the
access of substrates to intermembrane space. ND activity measurement was started at 3
min before the addition of rotenone (2 pg/ml) and continued for another 3 min at 340 nm
using Ultrospec 2000 UV-visible spectrophotometer equipped with Biochrom Swift II

software (Biopharmacia Biotech, Uppsala, Sweden) (Chowdhury et al., 2000).

4.13.2 Succinate cytochrome C reductase (SCCR) activity: The enzymatic activity of
SCCR (Complex II/III) was evaluated by monitoring the rate of reduced cytochrome ¢
formation using succinate as a substrate. The formulation of reaction mixture comprised
of 10 mM potassium phosphate (pH 7.4), 2 mM EDTA, 0.01% BSA (fatty acid-free), 0.2

mM ATP, 1 mM KCN, 5 uM rotenone, and 10 mM succinate. Unless indicated, all the
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chemicals were used from Sigma. Sonicated cell lysates (0.2 mg protein) were incubated
in the reaction mixture for 3 min and 40 pM oxidized cytochrome ¢ was subsequently
added as previously described (Rustin et al., 1994). Changes in absorbance were
monitored at 30°C using spectrophotometer for 5 min at 550 nm (Chowdhury et al.,

2000).

4.13.3 Ubiquinone cytochrome C reductase (UCCR) activity: The enzymatic activity
of UCCR (Complex III) was evaluated using 100 pg of cell lysates. The reaction mixture
contained 25 mM potassium phosphate (PH 7.4), 5 mM MgClz, 2 mM KCN, 2 ug/ml
rotenone, 2.5 mg/ml BSA and 50 uM cytochrome ¢ was added to cell lysates in a final
volume of 1 ml. After a 2 min equilibration period, the reaction was started by the
addition of 50 uM ubiquinol-2 and the increase in absorbance at 550 nm was monitored

using spectrophotometer (Birch-Machin et al., 1994).

4.13.4 Cytochrome c oxidase activity: Cytochrome ¢ oxidase (Complex IV) activity
was measured at 30°C by following the rate of oxidation of reduced cytochrome ¢ at 550
nm. The assay was performed in cultured cells in the presence of 40 uM reduced
cytochrome ¢, 20 mM phosphate buffer, 0.1 mg of protein from cultured cells and 16 mg
of lauryl maltoside/mg protein (0.16%) (Chowdhury et al., 2000; Wharton and Tzagoloff,

1967).

4.13.5 Citrate synthase (CS) activity: CS activity was used to determine the amount of

functional mitochondria in cells. CS activity was determined at 30°C in a medium
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containing 150 mM Tris-HC1 (pH 8.2), 0.16% of lauryl maltoside, 0.1 mM
dithionitrobenzoic acid and 0.1 mg protein from EC. The reaction was started by the
addition of 300 uM acetyl CoA and changes in absorbance at 412 nm were measured for

1 min. This rate was subtracted from that with an addition of 0.5 mM oxalacetic acid

(Srere, 1969).

4.14 Intracellular ROS detection: EC were treated with LDL, oxLDL or glyLDL for 2
h as optimized in previous studies published from our laboratory (Zhao and Shen, 2005).
After incubation, cells were washed with phosphate buffered saline. Lipoprotein-treated
cells were loaded with a fluorogenic probe for ROS, MitoSox Red™ (2.5 uM,
Invitrogen) for 20 or 30 min (Robinson et al., 2006). To confirm the association of ROS
with mitochondria induced by oxLDL or glyLDL, cells were also labeled with
MitoTracker Green (20 nM, Invitrogen) for 20 min. Cells were washed with Hanks’
balanced salt solution and fixed with 3% paraformaldehyde for 15 min. Fluorescent
images were captured using an Olympus IX70 inverted microscope coupled to an
Olympus Fluoview Confocal imaging system (Ma et al., 2006). Quantification of
MitoSox Red™ fluorescence after treatment of live cells with the dye, and subsequent
fixation with 3% paraformaldehyde was performed using an iCys Laser Scanning
Cytometer (CompuCyte Corp, MA) and associated system hardware. Cell nuclei were
labeled using H33342 (1 pg/ml) for 30 seconds. For these studies, images were captured
using a 20x objective with a scan step size of 5 um. For all analyses, we captured red
fluorescence (MitoSox), blue fluorescence (nuclei), and forward light scatter to generate

shaded relief contrast images.
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Mean integrated fluorescence intensity of MitoSox Red in each scan area (5 mm®)
was determined by capturing fluorescence signal from a non-overlapping matrix of ~780
circular “phantom contour” events (each 50 pm diameter). Data were captured from
duplicate experiments using 3 different cell cultures. For comparison between treatments
and experiments, MitoSox Red fluorescence was normalized on the basis of cell number
per field, as determined by primary event counts, with contouring on DNA fluorescence

(Roy Chowdhury et al., 2010).

4.15 Assessment of mitochondrial membrane potential: EC were treated with of LDL,
oxLDL or glyLDL (100 pg/ml) for 12 h. After treatment with lipoproteins, cells were
harvested by trypsinization, washed three times in cold phosphate buffered saline,
counted and resuspended in a KCl medium (80 mM KCl, 10 mM Tris-Cl, PH 7.4, 3 mM
MgCl,, 1| mM EDTA, 5 mM KH,PO4, 10 mM succinate, 1 uM rotenone) at a protein
concentration of 1 mg/ml. Digitonin was added at standardized concentration (0.02 mg
digitonin/mg protein) to permeabilize cells with incubation for 5 min on ice and spin for
5 min at 600x g. The supernatant was removed and resuspended in 0.5 ml KCl medium.
The permeabilised cells were incubated with 20 nM tetramethylrhodamine methyl ester
(TMRM), a mitochondrial membrane potential probe (Molecular Probes, Eugene, OR)
for 10 min at room temperature. Mitochondrial membrane potential (AY,,) measurements
were performed using MoFloXDP flow cytometer (Beckman Coulter) equipped with an

argon laser 488 nm. TMRM signal was analyzed in the FL2 channel, equipped with band
pass filter 575 £ 25 nm. Approximately 23,000 cells were used for each measurement.

Data were acquired and analyzed in log scale using Summit 5.2 software (Beckman
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Coulter). Arithmetic mean values of TMRM fluorescence signal in arbitrary units were

calculated for each condition for graphic representation (Floryk and Houstek, 1999).

4.16 Cell viability assay: Cell viability was determined using 3-(4,5-Dimethylthiazol-2-
yl)-2,5-diphenyltetrazolium bromide (MTT), a colorimetric assay. HUVEC seeded in 96-
well plates (1 x 10%well) cultured for 24 h until 70-80% confluence. Cells were
incubated with oxLDL for 24-96 h with or without FTI-277. Media were replaced by
fresh medium containing 0.5 mg/ml of MTT, and incubation was continued for 2 h. After
2 h incubation at 37°C the MTT solution was removed, and the insoluble formazan
crystals formed were dissolved in 200 pl of dimethyl sulfoxide (DMSO, Sigma). The
absorbance was measured at 570 nm using 96-well plate FLUOstar Optima (BMG,

Germany).

4.17 Streptozotocin (STZ)-diabetic mice model: Male C57BL/6J (C57) mice were
obtained from the Jackson Laboratory (Bar Harbor, Maine, USA). Mice were placed in
stainless steel cages in an air-conditioned room and received regular rodent chow after
arrival at 4 weeks of age. Diabetes was induced with STZ (Sigma) intra peritoneal
injection (150 mg/kg body wt) at 9 weeks of age. Control mice received equal volumes of
sodium citrate (pH 4.5) via the identical route. Hearts and blood were collected 3 weeks
after STZ or vehicle injection (n = 5 animals/group). Tissue specimens were frozen
immediately after harvest and stored at -70°C. Targeted proteins in heart homogenate

were determined using Western blotting. Plasma was freshly isolated for PAI-1 and
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glucose analysis. The protocol of the animal experiments was approved by the Animal

Protocol Management and Review Committee in the University of Manitoba.

4.18 Statistical analysis: Data were expressed as mean + standard error mean (SEM).
The differences between two groups were evaluated by Student’s t-test. Comparisons
among multiple treatment groups were done with the use of one-way analysis of variance
(ANOVA), followed by post-hoc Newman-Keul’s test. All statistical analyses were
performed using Graphpad Prism 4 (GraphPad Software, San Diego, CA, USA), with

p<0.05 taken as significant.
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S. Results

5.1 Signaling pathway for oxLDL-induced PAI-1 in EC

5.1.1 Effects of oxLLDL on PAI-1 protein and mRNA: Previous studies from our group
demonstrated that oxLDL significantly increased the release of PAI-1 from HUVEC or
HCAEC (Ren et al., 2000). The present study investigated the effects of oxLDL (50-150
pg/ml) for 12-48 h on PAI-1 protein and mRNA levels in HUVEC. Treatment with 100
pg/ml of oxLDL for 24 h showed the maximal increase of PAI-1 protein or mRNA in EC
(Figure 5A-5C). Incubation with oxLDL at 100 pg/ml for 24 h induced significantly
greater increase in cell-associated PAI-1 in HUVEC and HCAEC compared to F-oLDL
or unmodified LDL (p<0.05). The biological properties of oxLDL in-vitro appear to be
dependent on the degree to which the lipid and protein components are oxidized. The
involvement of copper oxidation of LDL in-vivo is controversial. Markedly elevated
levels of iron — most of it apparently low molecular weight ion complexes have been
detected in advanced carotid lesions compared to healthy control samples. F-oLDL is a
type of oxLDL modified by a physiologically relevant concentration of iron ion
compared to in-vitro prepared oxLDL using copper ion. (Watson et al., 1995). The
increased expression of PAI-1 in HCAEC after LDL, oxLDL or F-oLDL treatment was

comparable to that in HUVEC (Figure 6).
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endothelial cells (HUVEC). Panel A and B:
HUVEC were treated with 100 pg/ml of
copper-oxidized LDL (oxLDL) or vehicle

in human umbilical vein

(control) for 12-48 h for measurements of PAI-
1 protein (A) and mRNA (B). Panel C: Dose-
response of oxLDL (50-100 pg/ml) on PAI-1
protein for 24 h. The abundance of PAI-1 and
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RT-PCR (B). Integrative data were expressed

in the percentage of controls after

normalization with B-actin (mean £ SEM, n = 3 experiments). *, **: p<0.05 or

0.01 versus control.
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experiments). *, **: p<0.05 or 0.01 versus control; +: p<0.05 versus LDL; #:

p< 0.05 versus F-oLDL.
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5.1.2 LOX-1 mediates oxLDL-induced increase of PAI-1 in EC: Treatment with
oxLDL or F-oLDL significantly increased the abundance of LOX-1 in HUVEC and
HCAEC compared to vehicle (Figure 7A, p<0.05). To investigate the involvement of
LOX-1 in oxLDL-induced upregulation of PAI-1 in EC, we used a blocking antibody
against LOX-1. HUVEC were preincubated with LOX-1 antibody (10 pg/ml) for 30 min,
and then exposed to oxLDL or LDL (100 pg/ml) for 24 h. LOX-1 antibody prevented the
effect of oxLDL on the upregulation of PAI-1 in EC (p<0.05), and partially inhibited
LDL-induced increase of PAI-1 in EC (Figure 7B). LOX-1 antibody had no effect on the
basal level of PAI-1. The results suggest that LOX-1 mediates, at least in part, cross-

membrane signaling of oxLDL-induced increase of PAI-1 in EC.

5.1.3 Effect of LDLR antibody on oxLDL-induced PAI-1 in EC: The protein level of
LDLR in EC was suppressed by LDL, oxLDL or F-oLDL treatment as expected (Figure
8A). The effect of LDLR blocking antibody on oxLDL-induced PAI-1 is not known.
HUVEC were pretreated with LDLR blocking antibody (5 pg/ml) for 30 min and then
exposed to oxLDL or LDL (100 pg/ml) for 24 h. LDLR blocking antibody did not
significantly affect LDL or oxLDL-induced PAI-1 expression in EC (Figure 8B). This
suggests that LDLR does not mediate LDL or oxLLDL-induced PAI-1 protein expression

in EC.
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Figure 7. Involvement of lectin-like oxidized LDL receptor-1 (LOX-1) in
oxLDL-induced upregulation of PAI-1 in EC. Panel A: HUVEC and HCAEC
were treated with vehicle, 100 pg/ml of LDL, oxLDL or F-oLDL for 24 h. Panel
B: HUVEC were preincubated with LOX-1 blocking antibody (LOX-1 ab) for
30 minute at 10 pg/ml and then exposed to 100 pg/ml of LDL or oxLDL for 24
h. The protein expressions of LOX-1, PAI-1 or B-actin were detected using
Western blotting. Values are expressed in percentage of controls after
normalization with B-actin (mean + SEM, n = 3 experiments). *, **: p<0.05 or

0.01 versus control; +, ++: p<0.05 or 0.01 versus LDL; #: p<0.05 versus oxLDL.
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5.1.4 Effect of oxLDL on H-Ras translocation and protein or mRNA expression in
EC: Previous studies demonstrated that LDL significantly increased H-Ras abundance in
the membrane fraction of EC (Zhu et al., 2001). To investigate whether oxLDL affects
Ras translocation within EC, HUVEC were exposed to oxLDL (100 pg/ml) for 20 min.
The expression of H-Ras in membrane fraction was significantly increased by oxLDL at
20 min interval compared to control (p<0.05). B-actin, an intracellular cytoskeletal
protein, was used as a loading control for membrane H-Ras. We did not detect obvious
change in H-Ras expression in whole-cell lysate under similar conditions (Figure 9A).
However, prolonged incubation with oxLDL (24 h) significantly increased H-Ras
expression in EC. Further we examined the effect of FTI-277 on oxLDL-induced H-Ras
protein expression after 24 h of treatment. The results demonstrated that FTI-277
inhibited LDL or oxLLDL-induced H-Ras expression in HUVEC (Figure 9B, p<0.05). To
determine the effect of oxLDL on H-Ras mRNA level, HUVEC were treated with 100
pg/ml of LDL or oxLDL for 24 h. The level of H-Ras mRNA was significantly increased
in EC treated with oxLDL. The image for mRNA gel have been optically inverted

(Figure 9C, p<0.05).
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5.1.5 Involvement of H-Ras in oxLDL-induced upregulation of PAI-1 in EC: To
determine the significance of H-Ras in oxLDL-induced PAI-1, HUVEC were
preincubated with FTI-277 (10 uM), a farnesyltransferase inhibitor, for 30 min and then
exposed to 100 pg/ml of LDL or oxLDL for 24 h. The expression of cell-associated PAI-
1 and B-actin were measured using Western blotting, and the levels of PAI-1 release were
examined in post-cultural medium of HUVEC. FTI-277 inhibited oxLDL or LDL-
induced abundance of PAI-1 in EC (Figure 10A, p<0.05). The level of PAI-1 was
significantly increased in the media of EC treated with oxLDL compared to LDL or
vehicle. Incubation with FTI-277 prevented oxLDL or LDL-induced increase of PAI-1
antigen in the media of EC. The basal levels of PAI-1 were also reduced by FTI-277

treatment (Figure 10B, p<0.05).

5.1.6 Impact of H-Ras siRNA on oxLDL-induced upregulation of PAI-1: To examine
the direct involvement of H-Ras in oxLDL-induced upregulation of PAI-1 in EC, we used
siRNA targeting H-Ras mRNA. H-Ras siRNA blocked oxLDL or LDL-induced increases
of H-Ras and PAI-1 protein in HUVEC (Figure 11, p<0.05). In EC transfected with H-
Ras siRNA but without an addition of lipoproteins, the abundance of both H-Ras and
PAI-1 was inhibited (p<0.05). SiRNA against H-Ras did not evidently affect the
abundance of B-actin in EC with or without lipoprotein treatment. SIRNA for B-actin or
scramble siRNA did not evidently affect the level of PAI-1 in EC. Above results suggest

that H-Ras is an essential upstream mediator of oxLDL-induced PAI-1 expression in EC.
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Figure 10. Inhibition of H-Ras farnesylation regulates oxLDL-induced PAI-1
in EC. Panel A: HUVEC were pretreated with vehicle or FTI-277 (10 uM) for 30
min and then stimulated with 100 pg/ml of LDL, oxLDL or vehicle for 24 h. PAI-1
and B-actin protein expressions were determined using Western blotting. Panel B:
HUVEC were treated with FTI-277, and LDL or oxLDL as described in A. The
levels of PAI-1 antigen in the post-cultural media of EC were measured using
enzyme-linked immunosorbent assay kits. Values are expressed in percentage of
controls after normalization with B-actin (mean £ SEM, n = 3 experiments). **:

p<0.01 versus control; +, ++: p<0.05 or 0.01 versus LDL; #: p<0.05 versus oxLDL.
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Figure 11. Effect of small interference RNA (siRNA) against H-Ras on oxLDL-
induced H-Ras and PAI-1 expression in EC. HUVEC transfected with H-Ras
siRNA for 48 h (first 7 h in serum-free medium and remaining time in the presence
of 10% serum) followed by stimulation with vehicle (control) or with an addition of
100 pg/ml LDL or oxLDL for 24 h. H-Ras, PAI-1 and B-actin in cellular proteins
were detected using Western blotting. Values are expressed in percentage of controls
after normalization with B-actin (mean = SEM, n = 3 experiments). *, **: p<0.05 or

0.01 versus control; +, ++: p<0.05 or 0.01 versus LDL; #: p<0.05 versus oxLDL.
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5.1.7 Involvement of LOX-1 in oxLDL-induced H-Ras expression in EC:
Relationship between LOX-1 and H-Ras has not been studied. In order to determine the
interactions between LOX-1 and H-Ras induced by oxLDL, HUVEC were pretreated
with LOX-1 blocking antibody (10 pg/ml) for 30 min and then exposed to 100 ug/ml of
oxLDL or LDL for 24 h. LOX-1 antibody partially, but significantly, inhibited the effect
of oxLDL or LDL on the expression of H-Ras in HUVEC (Figure 12, p<0.05). The

results demonstrate that LOX-1 mediates the effects on H-Ras in EC induced by oxLDL.

5.1.8 Effects of oxLDL on phosphorylated Raf-1 (pRaf-1) in EC: Raf-1 is considered
as one of the important downstream effectors of H-Ras signal transduction. The effects of
LDL or oxLDL (100 pg/ml) on pRaf-1 were determined through incubations for 2-120
min in HUVEC. The maximum increase of pRaf-1 induced by oxLDL was detected at 10
min compared to baseline or LDL at the same condition (p<0.05). LDL-induced a
delayed increase of pRaf-1 expression at 60 min compared to baseline (Figure 13A,
p<0.05). F-oLDL at 100 pg/ml for 10 min significantly increased Raf-1 phosphorylation
in HUVEC and HCAEC compared to control (p<0.05), but the effect of F-oLDL in
HUVEC was weaker than that seen for oxLDL (Figure 13B, p<0.05). The findings
suggest that oxidized LDLs induce greater phosphorylation of Raf-1 more rapidly than

LDL.

73



H-Ras i -- I“ — TEE S

B-actin | s — — —— —

400 1

300 1

200 1

100

H-Ras/ p-actin (% control)

LDL - + - - +
oxLDL - - +
LOX-1 ab - - - + +

Figure 12. Effect of LOX-1 antibody on oxLDL-induced H-Ras expression in
EC. HUVEC were pretreated with LOX-1 antibody (ab) (10 pg/ml) for 30 min and
then exposed to 100 pg/ml of LDL or oxLDL for 24 h. H-Ras and B-actin
expression in cellular proteins was determined using Western blotting. Values are
presented in percentage of control after normalization with -actin protein (mean +
SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +: p<0.05 versus

LDL; #: p<0.05 versus oxLDL.
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Figure 13. Effect of oxLDLs on Raf-1 phosphorylation in EC. Panel A: Time
course for LDL or oxLDL-induced Raf-1 phosphorylation in HUVEC. HUVEC
were treated with 100 pg/ml of LDL or oxLDL for 2-120 min. Panel B: HUVEC or
HCAECs were incubated with LDL, oxLDL or F-oLDL (100 pg/ml) for 10 min. The
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p<0.05 or 0.01 versus LDL; x: p<0.05 versus F-oLDL.
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5.1.9 Effect of Raf-1 inhibitor (GW 5074) on oxLDL-induced pRaf-1 or PAI-1 in
EC: To investigate the effect of Raf-1 inhibitor on oxLDL-induced pRaf-1, HUVEC
were preincubated with Raf-1 inhibitor (1 uM) for 30 min and then exposed to 100 pg/ml
of oxLDL for 10 min or LDL for 60 min. Raf-1 phosphorylation induced by oxLDL or
LDL was significantly suppressed by Raf-1 inhibitor (Figure 14A and 14B, p<0.05).
Previous studies from our laboratory demonstrated that oxLDL (100 pg/ml for 24 h)
significantly increased the steady state of mRNA level of PAI-1 or the release of PAI-1
from EC (Ma et al., 2006; Ren et al., 2000). To determine the involvement of Raf-1 in
oxLDL-induced PAI-1 at mRNA level, HUVEC were preincubated with Raf-1 inhibitor
(1 uM) for 30 min and then stimulated with 100 pg/ml of oxLDL or LDL for 24 h. Raf-1
inhibitor significantly reduced the level of PAI-1 mRNA induced by oxLDL or LDL
(Figure 14C, p<0.05). The results suggest that Raf-1 activation is essential for oxLDL-

induced PAI-1 production in EC at mRNA level.

5.1.10 Effects of oxLDL on ERK-1/2 activation in EC: Several lines of evidence have
shown that ERK-1/2 is a common downstream signaling effector of Raf-1. Previous
studies demonstrated activation of ERK-1/2 in vascular cells treated with oxLDL (Yang
et al., 2001). The present study demonstrated time-dependence of ERK-1/2 activation in
EC induced by oxLDL, HUVEC were treated with oxXLDL or LDL (100 pg/ml) for 5-120
min. Treatment with oxLDL resulted in a peak of ERK-1/2 phosphorylation at 20 min.
LDL significantly increased ERK-1/2 phosphorylation after 60 min of incubation (Figure
15A). F-oLDL induced increase in ERK-1/2 phosphorylation that was similar to that

induced by oxLDL in HUVEC and HCAEC (Figure 15B, p<0.05).
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Figure 14. Involvement of Raf-1 in

oxLDL-induced PAI-1 in EC. Panel A
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oxLDL or vehicle for 24 h. PAI-1 and B-actin mRNA level was measured using RT-
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protein or mRNA (mean £ SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus

control; +: p<0.05 versus LDL; #: p<0.05 versus oxLDL.
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Figure 15. Effects of oxLDL on ERK-1/2 phosphorylation in EC. Panel A:
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Time course for LDL or oxLDL-induced ERK-1/2 phosphorylation in HUVEC.
HUVEC were treated with vehicle, 100 pg/ml of LDL or oxLDL for 5-120 min.
Panel B: HUVEC or HCAEC were treated with vehicle, LDL, oxLDL or F-oLDL
(100 pg/ml) for 20 min. The abundances of pERK-1/2 and ERK-1/2 in total
cellular proteins were analyzed using Western blotting. Values are presented in
percentage of controls after normalization with total ERK-1/2 or B-actin (mean =+
SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +, ++: p<0.05 or
0.01 versus LDL.
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5.1.11 Involvement of ERK-1/2 in oxLDL-induced increase of PAI-1: The increase in
ERK-1/2 phosphorylation induced by 100 pg/ml of oxLDL (20 min) or LDL (60 min)
was significantly inhibited by ERK-1/2 inhibitor, PD98059 (10 uM) in EC (Figure 16A
and 16B, p<0.05). Treatment with PD98059 inhibited LDL or oxLDL (100 pg/ml for 24
h) induced PAI-1 expression in EC (Figure 16C, p<0.05). The results suggest that ERK-

1/2 is required for oxLDL-induced PAI-1 production in EC.

5.1.12 Effect of antioxidant on oxLDL-induced H,O; release: Previous studies in our
group demonstrated that treatment with oxLDL significantly increased ROS release from
EC (Zhao and Shen, 2005). The present study investigated effect of 80 pmol/L butylated
hydroxytoluene (BHT), a potent antioxidant, on oxLDL-induced H,O; in EC. The levels
of H,O; in the post-culture medium of EC treated with BHT-oxLDL were significantly
lower than in cultures treated with oxLDL without the presence of BHT (Figure 17,

p<0.05).
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CTL LDL  PD98059 LDL+PD

pERK-1/2, ERK-1/2 and PAI-1 in total
cellular proteins were analyzed using Western blotting. Values are presented in
percentage of controls after normalization with total ERK-1/2 or B-actin (mean +
SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +, ++: p<0.05 or 0.01

versus LDL; #: p<0.05 versus oxLDL.
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Figure 17. Effect of butylated hydroxytoluene (BHT) on oxLDL-induced
hydrogen peroxide (H,O,) release from EC. HUVEC were treated with vehicle
(CTL), 100 pg/ml oxLDL, 80 pmol/l BHT or 100 pg/ml BHT-oxLDL for 2 h.
H,O, release in media were determined as described in the Methods. Values are
presented in nmol/10° cells (mean + SEM, n = 3 experiments). *: p<0.05 versus

control; #: p<0.05 versus oxLDL.
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5.2 Transmembrane signaling mechanisms involved in glyLDL-induced expression
of HSF1 and PAI-1in EC

5.2.1 Involvement of RAGE in glyLDL-induced PAI-1 in EC: Previous studies by our
group demonstrated that treatment with glyLDL (100 pg/ml) for 24 h increased the
generation and upregulation of PAI-1 in EC (Ren and Shen, 2000; Zhao and Shen, 2007).
To investigate the effect of glyLDL on RAGE expression, HUVEC and HCAEC were
treated with glyLDL (100 pg/ml) for 24 h. Incubation with glyLDL significantly
increased the abundance of RAGE in EC compared to LDL or vehicle (Figure 18A,
p<0.05). To determine the involvement of RAGE in glyLDL-induced PAI-1, HUVEC
were pretreated with RAGE blocking antibody or control goat IgG (10 pg/ml) for 30 min
and incubated with glyLDL (100 pg/ml) for 24 h. RAGE antibody prevented glyLDL-
induced upregulation of PAI-1 in EC (Figure 18B, p<0.05). Control goat IgG had no
effect on glyLDL-induced PAI-1 expression in EC (Figure 18C). The results suggest that

RAGE mediates glyLDL-induced increase of PAI-1 in EC.

5.2.2 Effects of glyLDL on H-Ras translocation or protein expression in EC: To
examine effects of glyLDL on H-Ras translocation, HUVEC were treated with glyLDL
(100 pg/ml) for 5-60 min (Figure 19A). The translocation of H-Ras to membrane was
detected as early as 5 min and reached a peak at 15 min. The abundance of H-Ras in
membrane fraction was significantly increased by glyLDL compared to LDL or control
after 15 min (Figure 19B, p<0.05). Furthermore, we examined effect of glyLDL on H-
Ras expression in whole-cell lysates, no evident difference in H-Ras was detected in EC

treated with glyLDL for 15 min interval (Figure 19B). The effects of glyLDL
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Figure 18. RAGE mediates glycated
LDL (glyLDL)-induced PAI-1
upregulation in EC. Panel A: HUVEC
or HCAEC were treated for 24 h with
vehicle or control (CTL), 100 pg/ml of
LDL or glyLDL. Panel B and C:
HUVEC were pretreated with RAGE
blocking antibody (RAGE-ab) (B) or
control goat IgG antibody (C) at 10
pg/ml for 30 min, and then exposed to
vehicle or 100 pg/ml of glyLDL for 24 h.
The protein expression of RAGE, PAI-1
or B-actin in cellular lysate was assessed

using Western blotting.

Values are expressed in percentage of controls after normalization with B-actin (mean +

SEM, n = 3 experiments). *, **: p<(0.05 or 0.01 versus control; +: p<0.05 versus LDL;

#: p<0.05 versus glyLDL; xx: p<0.01 versus goat IgG.
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Figure 19: Effects of glyLDL on H-Ras translocation or protein expression in EC.
Panel A: Time course of glyLDL-induced H-Ras membrane translocation in HUVEC.
Cells were treated with 100 pg/ml of glyLDL or vehicle control for 5-60 min. Panel B:
HUVEC were cultured with vehicle, 100 pg/ml of LDL or glyLDL for 15 min.
Abundance of H-Ras and B-actin in membrane fractions and whole-cell lysate was
determined using Western blotting. Panel C: HUVEC were treated for 24 h with vehicle
or control (CTL), 100 pg/ml of LDL or glyLDL. The abundance of H-Ras at protein
level was detected using Western blotting. Values are expressed in percentage of
controls after normalization with B-actin (mean = SEM, n = 3 experiments). *, **:

p<0.05 or 0.01 versus control; +, ++: p<0.05 or 0.01 versus LDL.
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(100 pg/ml) for 24 h were studied on the abundance of H-Ras in HUVEC and HCAEC.
GlyLDL significantly increased the abundance of H-Ras protein in both HUVEC and
HCAEC compared to LDL or control after a 24 h of treatment (Figure 15C, p<0.05). The
results suggest that glyLDL rapidly increase H-Ras translocation and elevated the content

of H-Ras in EC after prolonged incubation.

5.2.3 Interactions between H-Ras, HSF1 or PAI-1 induced by glyLDL: H-Ras is
considered as an important upstream messenger mediating signaling between membrane
receptor and downstream kinases. Previous studies from our group demonstrated that
HSF1 mediates glyLDL-induced PAI-1 upregulation in EC (Zhao and Shen, 2007). To
examine whether H-Ras is involved in glyLDL-induced increase of HSF1 or PAI-1,
HUVEC were preincubated with FTI-277 (20 uM), a farnesyltransferase inhibitor, for 30
min and then exposed to 100 pg/ml of LDL or glyLDL for 24 h for PAI-1 detection or 6
h for HSF1 detection. FTI-277 inhibited glyLDL or LDL-induced increase in cell-
associated HSF1 or PAI-1 in EC (Figure 20A, p<0.05). Moreover, interactions between
H-Ras, HSF1 or PAI-1 induced by glyLDL were verified using H-Ras-specific siRNA.
HUVEC were transfected with H-Ras siRNA or transfection reagent alone, and then
exposed to LDL or glyLDL for 6 h (HSF1) or 24 h (PAI-1). H-Ras siRNA inhibited
glyLDL or LDL-induced increases of HSF1 and PAI-1 in EC (Figure 20B, p<0.05). In
HUVEC transfected with H-Ras siRNA without an addition of LDL or glyLDL, the
levels of cell-associated HSF1 and PAI-1 were inhibited (p<0.05). H-Ras siRNA did not
evidently alter the abundance of B-actin in EC with or without lipoprotein treatment.

Scramble siRNA did not evidently affect the level of HSF1 or PAI-1 in EC (Figure 24B).

85



Protein/B-actin (% control)

HSF1

B-actin
PAI-1

B-actin

300

[T e
ol 4

. — N —

CTL LDL giyLDL FTI LDL glyLDL
277 +FTI  +FTI

=3 gsr1
PAI-1
200
100
0
LDL + - +
glyLDL - +
FTI - + +

HSF1

B-actin

PAI-1

el e - !

p-actin

300

200

100

Protein/B-actin (% control)

3 HSF1
PAI-1

CTL H-Ras LDL LDL+ glyLDL glyLDL+

siRNA siRNA siRNA

k% %

0

LDL -
glyLDL -

H-Ras siRNA - + - +

Figure 20: Involvement of H-Ras in glyLDL-induced HSF1 or PAI-1 in EC.
Panel A: HUVEC were preincubated with vehicle or 20 uM FTI-277 (FTI) for 30
min and then exposed to 100 pg/ml of LDL, glyLDL or vehicle (CTL) for 6 h
(HSF1) or 24 h (PAI-1). HSF1, PAI-1 and p-actin in cellular proteins were
determined using Western blotting. Panel B: HUVEC were transfected with siRNA

against H-Ras or transfection reagent alone for 48 h (first 7 h in serum-free medium

and remaining time in the presence of 10% serum) and treated with vehicle (CTL) or

with an addition of 100 pg/ml LDL or glyLDL for 6 h (HSF1) or 24 h (PAI-1). The

protein abundance of HSF1, PAI-1 and (-actin was analyzed using Western blotting.

Values are expressed in percentage of controls after normalization with B-actin

(mean £ SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +, ++:

p<0.05 versus LDL; #: p<0.05 versus glyLDL.
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The results indicate that H-Ras regulates glyLDL-induced HSF1 and PAI-1 expression in

EC.

5.2.4 Effect of glyLDL on NOX2 in EC: Previous studies demonstrated that the
activation of RAGE induced by AGE increased NOX activity in EC (Wautier et al.,
2001). The dose and time-dependence of glyLDL (25-150 pg/ml) on the expression of
NOX2 was characterized in EC for up to 2 h compared with vehicle control. Treatment
with glyLDL (100 pg/ml) for 1 h reached the maximal increase in the abundance of
NOX2 in HUVEC (Figure 21A and 21B). The abundance of NOX2 induced by glyLDL
was increased in HUVEC or HCAEC compared to LDL or control (Figure 21C, p<0.05).
The results for the first time demonstrated that glyLDL increased the expression of a

NOX subunit in EC.

5.2.5 NOX mediates glyLDL-induced H-Ras translocation and upregulation of
HSF1 or PAI-1: The relationship between NOX2 and H-Ras has not been known. To
investigate the involvement of NOX in H-Ras activation, we examined the effect of NOX
inhibitor (DPI) on the translocation of H-Ras in HUVEC induced by glyLDL. The results
demonstrated that DPI significantly reduced the membrane translocation of H-Ras in EC
induced by glyLDL (Figure 22A, p<0.05). To examine the role of NOX in glyLDL-
induced expression of HSF1 and PAI-1, HUVEC were pretreated with DPI and then
exposed to LDL or glyLDL at optimized condition (Zhao and Shen, 2007). Treatment
with DPI significantly reduced the abundance of NOX2, HSF1 and PAI-1 in EC induced

by glyLDL or LDL (Figure 22B, p<0.05).
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Figure 21. Dose and time-dependence of glyLDL on NOX2 expression in
HUVEC. Panel A and B: HUVEC were treated with 100 pg/ml of glyLDL or
control for 15-120 min (A), or 25-150 pg/ml of glyLDL or vehicle control (CTL) for
1 h (B). Panel C: HUVEC or HCAEC were treated with vehicle (CTL), 100 pg/ml
of LDL or glyLDL for 1 h. The abundance of NOX2 or B-actin in EC was

determined using Western blotting. Values are presented in percentage of control
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Figure 22. Involvement of NOX in glyLDL-induced H-Ras translocation and
upregulation of HSF1 or PAI-1. Panel A: HUVEC were pretreated with
diphenyleneiodonium chloride (DPI, 10 uM) for 4 h, and then stimulated with 100
pg/ml of glyLDL for 15 min. Abundance of H-Ras and B-actin in membrane
fractions was determined using Western blotting. Panel B: HUVEC were pretreated
with DPI, and then stimulated with 100 pg/ml of LDL, glyLDL or vehicle for 1 h
(NOX2), 6 h (HSF1) or 24 h (PAI-1). NOX2, HSF1, PAI-1 and B-actin in cellular
proteins were determined using Western blotting. Values are presented in percentage
of control after normalization with p-actin protein (mean £+ SEM, n = 3
experiments). *, **: p<0.05 or 0.01 versus control; +: p<0.05 versus LDL; #: p<0.05
versus glyLDL.
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5.2.6 Effect of NOX inhibitor on glyLLDL-induced ROS production: Previous studies
in our laboratory demonstrated that glyLDL increased ROS generation from EC (Zhao
and Shen, 2005). To examine whether NOX is involved in glyLDL-induced ROS
production, EC were preincubated with NOX inhibitor (DPI) and then exposed to 100
pg/ml of LDL or glyLDL for 2 h. DPI inhibited increased levels of H,O; in the culture

media of EC induced by LDL or glyLDL (Figure 23, p<0.05).

5.2.7 Involvement of p22°"* in glyLDL-induced expression of NOX2, HSF1 and
PAI-1 in EC: p22™™ is an essential component of NOX complexes and regulate NOX
activity in cell. The involvement of NOX in glyLDL-induced upregulation of HSF1 and
PAI-1 in EC was verified using p22"™* siRNA. SiRNA against p22"" blocked the
increase of the abundance of p22P"*, NOX2, HSF1 and PAI-1 in HUVEC induced by
glyLDL or LDL. In EC transfected with p22°™* but without an addition of lipoprotein,
the abundance of NOX2, HSF1 and PAI-1 was partially inhibited (Figure 24A, p<0.05).
Scramble siRNA did not evidently affect the expression of the targeted proteins (Figure
24B). The results confirmed the involvement of NOX in glyLDL-induced HSF1 and PAI-

1 expression in EC.
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Figure 23. Involvement of NOX in glyLDL-induced H,O; production in EC.
HUVEC were preincubated with 10 uM DPI for 4 h and then exposed to
vehicle, 100 pg/ml of LDL or glyLDL for 2 h. Hydrogen peroxide (H,O,)
release in media was determined as described in Materials and Methods. Values
are presented in percentage of control after normalization with B-actin protein
(mean = SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +, ++:

p<0.05 or 0.01 versus LDL; #: p<0.05 versus glyLDL.
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for 1 h (NOX2), 6 h (HSF1) or 24 h (PAI-1). The protein expression of p22, NOX2,

HSF1, PAI-1 or B-actin in EC was analyzed using Western blotting. Values are

presented in percentage of control after normalization with B-actin protein (mean =+

SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +: p<0.05 versus LDL;
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5.2.8 Effect of glyLDL on pRaf-1: The present study examined time course of Raf-1
phosphorylation in EC induced by glyLDL (100 pg/ml) through incubations up to 60
min. The peak of increased abundance of pRaf-1 was detected at 5 min after the start of
glyLDL treatment (Figure 25A). HUVEC were preincubated with Raf-1 inhibitor (1 pM)
for 30 min and then exposed to 100 pg/ml of glyLDL or LDL for 5 min. LDL had no
evident effect on the level of pRaf-1 at 5 min. Raf-1 inhibitor significantly inhibited
pRaf-1 formation induced by glyLDL (Figure 25B, p<0.05). The findings suggest that

glyLDL accelerated the phosphorylation of Raf-1 in EC compared to LDL.

5.2.9 Raf-1 regulates glyLDL-induced increase of PAI mRNA in EC: To investigate
the involvement of Raf-1 phosphorylation in glyLDL-induced PAI-1, the effect of Raf-1
inhibitor was determined on glyLDL-induced PAI-1 mRNA using RT-PCR. HUVEC
were preincubated with Raf-1 inhibitor (1 uM) for 30 min and then stimulated with 100
pg/ml of glyLDL or LDL for 24 h. Raf-1 inhibitor suppressed the level of PAI-1 mRNA
induced by glyLDL or LDL (Figure 26, p<0.05). The results suggest that the Raf-1 is

required for glyLDL-induced upregulation of PAI-1 mRNA in EC.
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Figure 25. Effect of glyLDL on Raf-1 phosphorylation (pRaf-1) in EC. Panel A:

Time course for glyLDL induced Raf-1 phosphorylation in HUVEC. Cells were
treated with 100 pg/ml of glyLDL or vehicle control for 2-60 min. Panel B: HUVEC

were pretreated with Raf-1 inhibitor (Raf-1i, 1 uM) for 30 min and then exposed to
vehicle (CTL), 100 pg/ml of LDL or glyLDL for 5 min. The abundance of pRaf-1 or

B-actin in total cellular proteins was analyzed using Western blotting. Values are

presented in percentage of controls after normalization with B-actin protein (mean =+

SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +: p<0.05 versus LDL;
#: p<0.05 versus glyLDL.
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Figure 26. Involvement of Raf-1 in glyLDL-induced PAI-1 in EC. HUVEC
were pretreated with vehicle or Raf-1 inhibitor (Raf-11) (1 uM) for 30 min and
then exposed to 100 pug/ml of LDL, glyLDL or vehicle for 24 h. PAI-1 and (-
actin mRNA level was measured using reverse transcriptase-PCR. Values are
presented in percentage of controls after normalization with B-actin mRNA
(mean £ SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control; +:

p<0.05 versus LDL; #: p<0.05 versus glyLDL.
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5.2.10 Effects of glyLDL on ERK-1/2 activation in EC: ERK-1/2, a key member of
MAP kinase family, is a common downstream signaling effector of Raf-1. Previous
studies demonstrated an activation of ERK-1/2 in vascular cells treated with oxLDL
(Sangle et al., 2008; Yang et al., 2001). The present study demonstrated the time-
dependence of ERK-1/2 activation in EC induced by glyLDL. HUVEC were treated with
glyLDL or LDL (100 pg/ml) for 5-120 min. Treatment with glyLDL accelerated ERK-
1/2 phosphorylation within 5 min and reached a peak at 15 min. LDL significantly

increased ERK-1/2 phosphorylation after 60 min of incubation (Figure 27).

5.2.11 Interactions between signaling mediators and PAI-1 in STZ-induced diabetes
mice model: The role of RAGE, H-Ras, NOX, HSF1 and PAI-1 was studied in the hearts
of STZ-diabetic mice. The protein expression of RAGE, H-Ras, NOX, HSF1 and PAI-1
in the hearts of diabetic mice was significantly increased compared to that in control mice
(Figure 28A, p<0.05). Plasma levels of glucose were significantly increased in STZ-
induced diabetic mice compared to control mice (Figure 28B). Significant increase in
PAI-1 mRNA expression was detected in hearts of STZ-diabetic mice compared to
control mice (Figure 28C, p<0.05). Plasma levels of PAI-1 were significantly increased
in diabetic mice compared to control mice. The levels of glucose positively correlated
with RAGE, NOX, H-Ras, HSF1 and PAI-1 in hearts of the mice (Table 1A and B, r =
0.72-0.96, p<0.05 or 0.01). The results suggest that the expression of RAGE, NOX, H-
Ras, HSF1 and PAI-1 was increased in the cardiovascular tissue of diabetic mice, which

supports our findings in cultured human EC treated with glyLDL.
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Figure 27: Effect of glyLDL on ERK-1/2 activation in EC. HUVEC were
with vehicle, 100 pg/ml of LDL or glyLDL for 5-120 min. pERK-1/2 and ERK-
1/2 abundance was measured using Western blotting. Values are presented in
percentage of controls after normalization with ERK-1/2 protein (mean + SEM,

n = 3 experiments). *: p<0.05 versus control; #: p<0.05 versus LDL.
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Table 1A. Effect of STZ-induced diabetes on glucose, PAI-1, HSF1, RAGE, NOX and
H-Ras in mice.

Control STZ-DM
pGlucose (mg/dl) 135.2+ 104 549.8 + 37**
pPAI-1 (pg/ml) 3.1+05 7.7 +0.6**
hHSF-1 (fold) 0.9+0.0 2.7 +0.6*
hPAI-1 (fold) 0.9+0.1 3.1+ 0.5*
hNOX4 (fold) 1.0+ 0.0 2.9+0.1%
hH-Ras (fold) 1.0+0.1 2.7 +0.5*
hRAGE (fold) 1.0+0.1 2.7 £ 0.4%
PAI-ImRNA (fold) 1.0+0.0 2.2 +0.2%

p: plasma; h: heart; STZ-DM: Streptozotocin-induced diabetes mellitus.
Data in the tables are fold change compared to control except pGlucose and pPAI-1.
Mean + SE (n=5 animals/group). **: p<0.01.

Table 1B. Correlation between RAGE, H-Ras, NOX4, HSF1, PAI-1 and glucose in
diabetic and control mice

pGlucose pPAI-1 hHSF1 hPAI-1 NOX4 hH-Ras
pPAI-1 0.85**
hHSF1 0.89** 0.90**
hPAI-1 0.91* 0.90** 0.96**
hNOX4 0.96** 0.86** 0.94** 0.91*
hH-Ras 0.72* 0.76* 0.24 0.88** 0.73**
hRAGE 0.76* 0.87** 0.44 0.54 0.82** 0.64*

Data in the tables are r values (n=10 animals). *, **: p<0.05 or 0.01.



5.3 Effects of oxLDL on mitochondrial function in porcine aortic EC.

5.3.1 Oxygen consumption in mitochondria of aortic EC: The present study examined
oxygen consumption in multiple respiratory chain complexes in PAEC treated with
oxLDL using oxygraphy in the presence or absence of complex-specific substrates and
inhibitors. PAEC were used in mitochondrial study due to the similarity between human
and porcine cardiovascular systems, and the rapid growth of PAEC. Digitonin was used
for the permeabilization of EC, which enables the evaluation of the function of
respiratory chain complexes in intact mitochondria of living cells. The function of
Complex I was determined as rotenone-sensitive respiration in the presence of NADH-
dependent substrates. Complex II/IIl function was assessed as succinate-antimycin A-
sensitive respiration in the presence of flavin-adenine dinucleotide (FADH)-dependent
substrates. Ascorbate and TMPD was used as a substrate for Complex IV activity and
verified by the addition of KCN (a Complex IV inhibitor). The thin curves in Figure 29
represent the amount of oxygen in the oxygraphy chamber, while thick curves
demonstrate the amount of oxygen consumed by living cells and verified with the
addition of complex-specific inhibitors (rotenone for Complex I, antimycin A for

Complex III or KCN for Complex IV) (Figure 29 A-C).
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Figure 29. Oxygen consumption in mitochondrial respiratory chain of porcine
aortic EC (PAEC) treated with oxLDL or LDL. EC were treated with 100 ug/ml of
LDL or oxLDL for 12 h. The consumption of oxygen was assessed in PAEC treated
with vehicle (A), LDL (B) or oxLDL (C) using oxygraphy as described in Materials
and Methods. Arrows: addition of following substrates or inhibitors. Dig: digitonin
(25 ng/10° cells); G: glutamate (10 mM); M: malate (5 mM); ADP: adenosine
diphosphate (2 mM); Rot: rotenone (1 uM); Succ: succinate (10 mM); AA: antimycin
A (1 pg/mL); Asc: ascorbate (5 mM); TMPD: N,N,N',N'-tetramethyl-p-
phenylendiamine dihydrochloride (0.5 mM); KCN: potassium cyanide (0.25 mM).
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5.3.2 Effect of oxLLDL on oxygen consumption and respiratory control index (RCI)
in mitochondria: PAEC were stimulated with LDL or oxLDL (100 pg/ml) for 2-24 h.
Treatment with oxLDL reduced oxygen consumption in EC compared to control cells
(Figure 30A-C). Oxygen consumption in Complex I, II/IIl and IV of EC was
significantly reduced by oxLDL after 12-24 h of incubation compared to control (Figure
30A-C, p<0.05). Treatment with LDL moderately, but not significantly, reduced oxygen
consumption in Complex I, II/III or IV (Figure 30A-C). OxLDL enhanced effect on the
reduction of oxygen consumption in Complex I-IV compared to LDL when treated for 24
h (Figure 30A and 30C, p<0.05). RCI was assessed from amounts of oxygen consumed
in presence or absence of ADP, which reflects the tightness of coupling between
respiration and oxidative phosphorylation in mitochondria. Treatment with LDL or
oxLDL for 12 or 24 h significantly reduced RCI in PAEC compared to control (p<0.05).
The results suggests that oxXLDL for 24 h induced a significantly greater reduction of RCI

in EC compared to that with LDL for equivalent period (Figure 30D, p<0.05).

5.3.3 Effect of uncoupler on oxLDL-induced oxygen consumption in mitochondrial
respiratory chain: PAEC were treated with 100 pg/ml of oxLDL or control for 12 h.
After treatment, cells were trypsinized, resuspended in KCI medium and used for oxygen
consumption assessment using oxygraphy as described in Methods. Treatment with
oxLDL significantly reduced ADP-induced oxygen consumption in EC compared to
control. The consumption of oxygen induced by ADP was reduced in presence of
oligomycin in control and oxLDL-treated cells. Uncouplers block oxidative

phosphorylation by dissipating the H" electrochemical gradient. FCCP, an uncoupler of
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Figure 30. Effect of oxXLDL on oxygen consumption in mitochondrial Complexes
I-IV and respiratory control index (RCI) in PAEC. PAEC were treated with 100
png/ml of LDL or oxLDL for 2-24 h. The consumption of oxygen in live EC was
measured using oxygraphy as described in legend of Figure 24. Panel A: Oxygen
consumption in Complex I assessed in the presence of glutamate + malate + ADP
followed by the addition of rotenone. Panel B: Complex II/IIl respiration was
assessed with succinate-coupled oxygen consumption followed by the addition of
antimycin A. Panel C: Complex IV respiration measured with KCN-sensitive oxygen
consumption induced by ascorbate + TMPD. Panel D: RCI was measured from
oxygen consumption in PAEC. RCI: + ADP (glutamate + malate)/-ADP (glutamate +
malate). Values were expressed in pmol/s/10° cells (mean + SEM, n = 3 experiments
using different batches of LDL) after justification with cell numbers. *, **: p<0.05 or

0.01 versus control; +: p<0.05 versus LDL.
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mitochondria, increased oxygen consumption with greater extent in control cells (210.9 +
27.3 pmol O%s/1X10° cells, n=3) compared to oxLDL (102.6 + 3.1 pmol 0%s/1X10°

cells, n=3) (Figure 31).
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Figure 31. Effect of uncoupler on oxLDL-induced mitochondrial oxygen
consumption in PAEC. EC were incubated with 100 pg/ml of oxLDL or control for
12 h. Oxygen consumption was assessed in PAEC treated with vehicle control (A), or
oxLDL (B) using oxygraphy as described in Materials and Methods. Arrows: addition
of following substrates, uncoupler or inhibitors. Dig: digitonin (25 pg/10° cells); G:
glutamate (10 mM); M: malate (5 mM); ADP: adenosine diphosphate (2 mM); oligo:
oligomycin (I pM); FCCP: carbonylcyanide p-trifluoromethoxyphenylhydrazone (1
uM); AA: antimycin A (1 pg/mL); Asc: ascorbate (5 mM); TMPD: N,N,N',N'-
tetramethyl-p-phenylendiamine dihydrochloride (0.5 mM); KCN: potassium cyanide
(0.25 mM).
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5.3.4 Effect of oxLDL on ND activity and NAD'/NADH ratio: Incubation of PAEC
with oxLDL or LDL (100 pg/ml) for 12 h or 24 h significantly decreased ND activity in
PAEC compared to control (p<0.05 or 0.01). OXLDL showed a greater inhibition of ND
activity compared to LDL (Figure 32A, p<0.05). Complex I is considered as one of
intracellular sources of NAD™ being converted from NADH (Grivennikova and
Vinogradov, 2006). To verify the involvement of Complex I, we analyzed the effect of
oxLDL on the abundance of NAD", NADH and its ratio in total cell lysates in PAEC.
Treatment with oxLDL (100 pg/ml) for 6, 12 or 24 h significantly reduced NAD/NADH
ratio compared to control (p<0.05). LDL at the same concentration reduced
NAD'/NADH ratio after 12 or 24 h of incubation compared to control (p<0.05). OxLDL
induced significantly greater reduction in NAD'/NADH compared to LDL after 12 or 24

h of incubation (Figure 32B, p<0.05).

5.3.5 Effect of oxLLDL on SCCR, UCCR, cytochrome c oxidase and CS activity:
Treatment with oxLDL (100 pg/ml) for 12 or 24 h significantly reduced the activity of
SCCR in PAEC compared to control or LDL (Figure 33A, p<0.05 or 0.01). A significant
decrease in UCCR activity was detected in PAEC induced by LDL or oxLDL for 6, 12 or
24 h (p<0.05 or 0.01). However, oxLDL significantly reduced UCCR activity in EC after
6, 12 or 24 h of incubation compared to LDL (Figure 33B, p<0.05). The activity of
cytochrome € oxidase was significantly reduced in PAEC after treatment with LDL or
oxLDL for 6, 12 or 24 h (p<0.05 or 0.01). OxLDL induced a greater decrease in
cytochrome C oxidase activity in EC after 6-24 h of incubation compared to LDL (Figure

33C, p<0.05). CS, a mitochondrial matrix-soluble enzyme is relatively insensitive to the
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Figure 32. Effect of oxLLDL on Complex I (ND) activity or NAD'/NADH ratio
in PAEC. Confluent aortic EC were treated for 2-24 h with 100 png/ml of LDL or

oxLDL. Cell lysates were then assayed for NADH-ubiquinone dehydrogenase

(ND) activity (A) and NAD"/NADH ratio (B) using spectrophotometer. Values

were expressed in nmol/min/mg protein except NAD/NADH ratio (mean + SEM,

n = 3 experiments using different batches of LDL) after justification with cellular

proteins. *, **: p<0.05 or 0.01 versus control; +: p<0.05 versus LDL.
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Figure 33. Effect of oxLDL on mitochondrial respiratory chain activities
(Complexes II-1V) in PAEC. EC were incubated with 100 pg/ml of LDL or oxLDL
for 2-24 h. Cell lysates were then assayed for succinate cytochrome C reductase
(SCCR) activity (A), ubiquinone cytochrome c reductase (UCCR) activity (B),
cytochrome C oxidase activity (C), and citrate synthase activity (D) using
spectrophotometer. Values were expressed in nmol/min/mg protein (mean £ SEM, n
= 3 experiments using different batches of LDL) after justification with cellular

proteins. *, **: p<0.05 or 0.01 versus control; +: p<0.05 versus LDL.
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effects of oxidants (Masaki et al., 1995) and confirms the abundance of mitochondrial
mass in cells (Wharton and Tzagoloff, 1967). CS activity was determined in PAEC as an
internal control for the activity of other mitochondrial enzymes. The results from the
present study demonstrated that CS activity was not significantly altered in EC after

exposure to LDL or oxLDL (100 pg/ml, 2-24 h) (Figure 33D).

5.3.6 Effects of mildly oxLDL on ND, SCCR, UCCR or cytochrome c oxidase
activity: To compare the effect of mildly oxidized LDL (moLDL) with oxLDL, we
incubated EC with 100 pg/ml of moLDL or oxLDL for 12 h. The results demonstrated a
moderate decreases in ND, UCCR and cytochrome C oxidase activity, but not SCCR
activity, induced by moLDL in PAEC compared to control (Figure 34A-D, p<0.05 or
0.01) in extents similar to unmodified LDL. Incubation with 100 png/ml of oxLDL for 12
h induced significantly greater inhibition on the activities of ND, SCCR, UCCR or

cytochrome ¢ oxidase compared to moLDL or LDL (Figure 34A-D, p<0.05 or 0.01).

5.3.7 Effects of antioxidant on oxLDL-induced impaired activities of ND and
UCCR: Previous studies in our group demonstrated that BHT, a potent antioxidant, at 80
uM prevented oxLDL-induced H,O, production in EC (Zhao et al., 2009). In order to
determine the involvement of antioxidant in oxLDL-mediated effects, we examined
effect of BHT on oxLDL-induced impairment of the activities of ND and UCCR in
PAEC. BHT treatment normalized oxLDL-induced reduced activities of ND and UCCR

in EC (Figure 35A and B, p<0.05 or 0.01).
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Figure 34. Effect of mildly oxidized LDL (moLDL) on mitochondrial respiratory
chain enzyme activities in PAEC. EC were treated with 100 pg/ml of moLDL,
oxLDL or LDL for 12 h. Cell lysates were then assayed for NADH-ubiquinone
dehydrogenase (ND) activity (A), succinate cytochrome ¢ reductase (SCCR) activity
(B), ubiquinone cytochrome c reductase (UCCR) activity (C), and cytochrome c
oxidase activity (D) using spectrophotometer. Values were expressed in nmol/min/mg
protein (mean + SEM, n = 3 experiments using different batches of LDL) after
justification with cellular proteins. *, **: p<0.05 or 0.01 versus control; +, ++: p<0.05

or 0.01 versus LDL; #, ##: p<0.05 or 0.01 versus moLDL.
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Figure 35. Effect of BHT on reduced activities of Complex I and III induced
by oxLDL in PAEC. PAEC were incubated with 100 pg/ml of oxLDL, BHT-
BSA or BHT-oxLDL for 12 h with. Cell lysates were used for the analysis of
NADH-ubiquinone dehydrogenase (ND) activity (A) and ubiquinone cytochrome
¢ reductase (UCCR) activity (B) using spectrophotometer. Values were expressed
in nmol/min/mg protein (mean + SEM, n = 3 experiments using different batches
of LDL) after justification with cellular proteins. *, **: p<0.05 or 0.01 versus

control; #, ##: p<0.05 or 0.01 versus BHT-oxLDL.
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5.3.8 Relationship between oxLDL-induced ROS and mitochondria: Previous studies
from our laboratory demonstrated that oxLDL increased ROS release from HUVEC
(Zhao and Shen, 2005), but the role of mitochondria in oxLDL-induced ROS generation
remains unclear. To verify involvement of mitochondria, PAEC were treated with 100
pg/ml of LDL or oxLDL for 2 h and then labeled with MitoSox Red, a marker of ROS.
High resolution confocal microscopy was used to confirm that labeling with MitoSox
Red was specific for mitochondria-derived ROS (Figure 36A). The ROS signal was
entirely overlapping with staining by MitoTracker Green, a mitochondria-specific dye.
This confirms the validity of MitoSox Red for measuring mitochondria-specific ROS
generation. We next used quantitative imaging by laser scanning cytometry to measure
the increase in mitochondria-derived ROS after oxLDL treatment. Treatment with
oxLDL doubled the mitochondria-associated ROS in PAEC compared to control or LDL-
treated cultures (Figure 36B-D, p<0.05). The effect of oxLDL on the release of ROS
from PAEC has not been documented. PAEC were treated with 100 pg/ml of LDL or
oxLDL for 2 h. OxLDL also significantly increased the release of H,O, from PAEC

compared to LDL or control (Figure 36E, p<0.05).
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Figure 36. Effects of oxLDL on mitochondria-derived ROS generation from PAEC.
Panel A: EC were stained with both MitoTracker Green (left panel) and MitoSox Red
(middle panel). The confocal images were captured as described in Methods. A merged
image shows significant overlapping in staining (yellow in right panel), and confirms
specificity of MitoSox staining for mitochondria-derived ROS. Panel B: EC were
stimulated with vehicle (control), LDL or oxLDL (100 pg/ml) for 2 h, and then
incubated with MitoSox Red (red staining) prior to fixation and staining of DNA with
H33342 dye (blue staining) as described in the Methods. Shaded relief contrast images
shown are typical of individual scan fields captured using an iCys LSC for vehicle-
treated (left panel), LDL-treated (middle panel) and oxLDL treated (right panel)
cultures. Panel C: The mean integrated fluorescence (MIFL) was assessed from
individual scan areas of histograms (MitoSox Red) for each condition in the
corresponding upper panels (row B). Autofluorescence (black line) and control MIFL
(red line) were shown in each panel. Middle panel indicate the signal measured after
LDL treatment (blue line), while right panel displayed the signal measured after oxLDL
treatment (blue line). Panel D: Comparison between control and lipoprotein-induced
MitoSox Red MIFL in PAEC. The MIFL was assessed by using laser scanning
cytometry. Panel E: Confluent PAEC were treated with 100 pg/ml of LDL or oxLDL
for 2 h. H,O, levels in media were determined as described in the Methods. Values were
expressed in mean integrated fluorescence per cell except H,O, levels expressed in
nmol/10° cells (mean + SEM, n = 3 experiments using different batches of LDL). *, **:

p<0.05 or 0.01 versus control; +: p<0.05 versus LDL.
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5.3.9 Effect of oxLDL on mitochondrial membrane potential: PAEC were treated
with LDL or oxLDL (100 pg/ml) for 12 h. OXLDL or LDL induced evident shift in
mitochondrial membrane potential (A¥,,) compared to control (Figure 37A). The level of
relative TMRM intensity induced by LDL or oxLDL was significantly lower than that in
vehicle treated cultures (Figure 37B, p<0.05 or 0.01). The results indicated that oxLDL
reduced AY,, in EC, which is consistent to the alteration of ETC enzyme activity in

oxLDL-treated EC described in Figs 28 and 29.

5.3.10 FTI-277 protects oxLLDL-induced ROS production and cell death in HUVEC:
OxLDL is potentially cytotoxic in HUVEC. In order to examine the effect of oxXLDL on
cell viability, HUVEC were treated with oxLDL for 24-84 h. Cell viability was
determined by the MTT colorimetric assay. The results demonstrate that incubation of
EC with 100 pg/ml oxLDL reduces cell viability 60-84 h after incubation (p<0.05 or
0.01). OxLDL had no cytotoxic effect on cell viability after 24 or 48 h of treatment
(Figure 38A). Previous study demonstrated that FTI-277 inhibits H,O,-induced oxidative
stress in EC (Cuda et al., 2002). To verify effects of FTI-277 on oxLDL-induced
oxidative stress, EC were pretreated with FTI-277 (20 pM) and then exposed to 100
pg/ml of LDL or oxLDL for 2 h. Treatment with FTI-277 significantly blocked oxLDL-
induced H,O, release from EC (Figure 38B, p<0.05 or 0.01). To assess the effect of FTI-
277 on oxLDL-induced cell death, HUVEC were pretreated with FTI-277 and then
exposed to 100 pg/ml of oxLDL for 72 h. FTI-277 significantly inhibited cytotoxic
effects induced by oxLDL in EC after a prolonged exposure (Figure 38C, p<0.05 or

0.01). The results of above suggest that oxLDL (100 pg/ml) < 48 h do not affect viability

114



of EC. Inihibition of H-Ras farnesylation using FTI-277 may partially inhibit oxLDL-

induced oxidative stress in EC.

10001 — CTL
— LDL
— oxLDL
750 1
Z
=
=500
=
@
250 T
0 1 T T T m
10° 101 102 103 104 105
FL2-Log Height
B
1207
iy
z
£ 907 X
=
Z 60 kA
= _ T
[ —
]
2 301
<
=
©]
°\° 0 ——
CTL LDL oxLDL

Figure 37. Impairment of mitochondrial membrane potential induced by oxLDL
in PAEC. Panel A: PAEC were treated with 100 pg/ml of LDL or oxLDL for 12 h
and then treated with 0.02 mg/mg protein of digitonin. The cells were incubated with
TMRM as described in the Methods. Cytofluorometric analysis was done on an
EPICS Altra Beckman Coulter flow cytometer. TMRM signal was detected in the FL2
channel. Panel B: High intensity signal for TMRM was calculated from change in
median induced by control, LDL or oxLDL. Values were expressed in % change
versus control (mean £ SEM, n = 3 experiments). *, **: p<0.05 or 0.01 versus control;

+: p<0.05 versus LDL.
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Figure 38. Effect of Ras inhibitor (FTI-277) on oxLDL-induced H,O; or cell
death in HUVEC. Panel A: Time course for oxLDL-induced cell death in HUVEC
assessed by using MTT assay as described in Methods. Panel B: Confluent HUVEC
were treated with medium + vehicle (control) or 100 pg/mL of LDL or ox-LDL with
or without addition of FTI-277 for 2 hrs. H,O, levels in media were determined as
described in Methods. Panel C: HUVEC were treated with 100 pg/mL of oxLDL in
presence or absence of Ras Inhibitor (20 uM) for 72 h. Values were expressed in mean
+ SEM. *, **: p<0.05 versus control; +, ++: p<0.05 versus LDL; #: p<0.05 versus

oxLDL.
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5.4 Effects of glyLDL on mitochondrial respiratory chain activity in aortic EC.

5.4.1 Effects of glyLDL on oxygen consumption in mitochondria of PAEC: The
oxygen consumption in mitochondria of PAEC after the treatment with glyLDL or LDL
was assessed using oxygraphy with additions of complex-specific substrates and

inhibitors as described in section 5.3.1 on page 96 (Figure 39).

PAEC were treated with 100 pg/ml of LDL or glyLDL for 2-24 h. Cells were
harvested freshly and used for measurement of oxygen consumption. Treatment with
glyLDL significantly reduced Complex I, II/III or IV-specific oxygen consumption in EC
after 12-24 h of incubation compared to control (Figure 40A-C, p<0.05). LDL treatment
had no significant effect on Complex I or II/IlI-specific oxygen consumption compared to
control (Figure 40A and B). Incubation with LDL significantly reduced Complex V-
specific oxygen consumption after 12 h compared to control (Figure 40C, p<0.05).
GlyLDL showed enhanced effects on reduction of oxygen consumption in Complex I and

IV after 24 h of incubation with PAEC compared to LDL (Figure 40A and C, p<0.05).
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Figure 39. Oxygen consumption profile in mitochondria of PAEC induced by
glyLDL. PAEC were stimulated with LDL or glyLDL (100 pg/ml) for 12 h. Cells
were homogenized and used for the assessment of oxygen consumption using
oxygraphy after treatment with vehicle (A), LDL (B) or glyLDL (C) as described in
Materials and Methods. Dig: digitonin; G: glutamate; M: malate; ADP: adenosine
diphosphate; Rot: rotenone; Succ: succinate; AA: antimycin A; Asc: ascorbate;
TMPD: N,N,N',N'-tetramethyl-p-phenylendiamine dihydrochloride; KCN: potassium
cyanide. Y1 (thin line): Decline of oxygen concentration in chamber of oxygraphy
containing live EC. Y2 (thick line): Oxygen consumption in response to substrates for

mitochondrial respiratory chain Complexes I-IV.
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Figure 40. Effect of glyLDL on oxygen consumption in mitochondrial respiratory
chain complexes (Complex I-1V) of PAEC. PAEC were treated with 100 pg/ml of
LDL or glyLDL for 2, 6, 12 or 24 h. Oxygen consumption was assessed using
oxygraphy as described in the legend of Figure 35. Panel A: Complex I-specific
oxygen consumption was measured using glutamate (10 mM) + malate (5 mM) as
substrate and rotenone as an inhibitor. Panel B: Complex II/III activity was assessed
with antimycin A-sensitive oxygen consumption induced by succinate (10 mM). Panel
C: Complex IV activity measured with KCN-sensitive oxygen consumption induced
by ascorbate (5 mM) + TMPD (0.5 mM). Values were expressed in pmol/s/10° cells
(mean + SEM, n = 3 experiments) using different batches of LDL from various
donors, same as below) after justification with cell numbers. *, **: p<0.05 or 0.01

versus control; +: p<0.05 versus LDL.
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5.4.2 Effects of glyLDL on RCI: Treatment with glyLDL (100 pg/ml) for 12 or 24 h
significantly reduced RCI compared to control (p<0.05). LDL at the same concentration
for 12 h, but not 24 h, significantly reduced RCI (p<0.05). GlyLDL treatment for 24 h

induced a significantly greater inhibition on RCI compared to LDL (Figure 41, p<0.05).

5.4.3 Effects of glyLDL on ND activity and NAD"/NADH ratio in PAEC: Incubation
of PAEC with 100 pg/ml of glyLDL or LDL for 12 h or 24 h significantly reduced the
activity of Complex I compared to control (p<0.05 or 0.01). GlyLDL reduced ND activity
in EC compared to LDL (Figure 42A, p<0.05). Complex I is a main user for NADH in
EC (Grivennikova and Vinogradov, 2006). To verify the effect of glyLDL on ND
activity, we analyzed the abundance of NAD', NADH and its ratio in total cell lysates in
PAEC. GlyLDL or LDL (100 pg/ml) significantly reduced the ratio of NAD'/NADH in
total cellular lysates of EC after 12 or 24 h compared to control (p<0.05 or 0.01).
Treatment with glyLDL for 24 h induced a significantly greater reduction in

NAD'/NADH ratio compared to LDL (Figure 42B, p<0.05).

120



] I cTL M LDL glyLDL

) L 1 1 i

Respiratory control index

| "

2 | 6 | 12 ' 24 |

Time (h)
Figure 41. Effect of glyLDL on RCI in PAEC. PAEC were exposed to
LDL or glyLDL (100 pg/ml) for 2-24 h. RCI was assessed from oxygen
consumption in PAEC with the addition of glutamate + malate + ADP
using oxygraphy. Values were expressed in ratio (mean £ SEM, n = 3

experiments). *: p<0.05 versus control; +: p<0.05 versus LDL.

121



150 1 3 ¢ D LpL EI glyLDL

=
.g T — _ _T .
S 100 -
)
a E
Z g
g 50 1
=
g
£
2 6 . 12
Time (h)
B
41 O oL mo LpL ET glyLDL
(=] . _T_ T
.§ 3 1 . [ %*
- T F ] % %
= +
< 2 *%
Z
a
=z 1
Z
0 —
2 6 24

Time (h)

Figure 42. ND activity and NAD"/NADH ratio in PAEC induced by glyLDL.
Cells were treated for 2-24 h with 100 pg/ml of LDL or glyLDL. Cell lysates
were then used for the following assays: Panel A: NADH-ubiquinone
dehydrogenase (ND) activity, Panel B: NAD'/NADH ratio using
spectrophotometer. Values were expressed in nmol/min/mg protein (mean =+
SEM, n = 3 experiments) after justification with cellular proteins. *, **: p<0.05

or 0.01 versus control; +: p<0.05 versus LDL.
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5.4.4 Effects of glyLDL on SCCR, UCCR, cytochrome Cc oxidase or CS activity:
PAEC were treated with LDL or glyLDL (100 pg/ml) for 2-24 h. A significant decrease
in SCCR activity was detected in PAEC treated with glyLDL for 12 or 24 h compared to
control, while LDL had no effect on SCCR activity in EC (Figure 43A, p<0.05). The
activity of UCCR was significantly reduced in PAEC after treatment with LDL or
glyLDL for 6, 12 or 24 h (p<0.05 or 0.01). GlyLDL significantly reduced UCCR activity

in EC after 12 or 24 h of incubation compared to LDL (Figure 43B, p<0.05 or 0.01).

Treatment of EC with LDL or glyLDL significantly reduced the activity of
cytochrome C oxidase after 6-24 h. GlyLDL induced greater decrease in cytochrome C
oxidase activity after 6 or 24 h of treatment compared to LDL (Figure 43C, p<0.05).
Sodium cyanoborohydride was used as a reducing agent during glycation of LDL with
glucose. To verify the effect of sodium cyanoborohydride present during glycation on
Complex IV, we examined the effect of LDL treated with 50 mM sodium
cyanoborohydride but without an addition of glucose on the activity of cytochrome c
oxidase. The results demonstrated that LDL-modified with sodium cyanoborohydride at
tested concentration had similar effects as unmodified LDL on the activity of cytochrome
c oxidase after 12 h treatment. However, glyLDL had significantly greater effects
compared to native LDL or sodium cyanoborohydride-modified LDL (Figure 43D,
p<0.05). CS, a mitochondrial matrix-soluble enzyme, has been used as a control for
mitochondrial enzyme activity. There was no change in CS activity in lipoprotein-treated

EC (data not shown).
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Figure 43. Effect of glyLDL on SCCR, UCCR, and cytochrome C oxidase
activity in PAEC. Cells were treated for 2-24 h with 100 ng/ml of LDL, glyLDL or
for 12 h with 100 pg/ml of LDL modified with sodium cyanoborohydride. Cell
lysates were then used for following assays. Panel A: succinate cytochrome C
reductase (SCCR) activity, Panel B: Ubiquinone cytochrome ¢ reductase (UCCR)
activity, and Panel C/D: cytochrome C oxidase activity using spectrophotometer.
Values were expressed in nmol/min/mg protein (mean £ SEM, n = 3 experiments)
after justification with cellular proteins. *, **: p<0.05 or 0.01 versus control; +, ++:

p<0.05 or 0.01 versus LDL; #: p<0.05 versus LDL sodium cyanoborohydride.
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5.4.5 Effect of glyLDL on the abundance of ROS in EC: To verify the effect of
glyLDL on mitochondria-derived ROS production in EC, PAEC were treated with LDL
or glyLDL (100 pg/ml) for 2 h and then labeled with a MitoSox Red. The release of ROS
in mitochondria was visualized by using QCapture Pro imaging system. The results
demonstrated that treatment with LDL or glyLDL increased the abundance of MitoSox
Red in EC compared to control. Moreover, glyLDL demonstrated greater increase in the

abundance of MitoSox Red compared to LDL (Figure 44A-D, p<0.05).

To determine the relationship between ROS and mitochondria, PAEC were
labeled with MitoSox Red and MitoTracker Green (a marker of mitochondria). High
resolution confocal microscopy was used to determine the relationship between MitoSox
Red and mitochondria. Indeed, the ROS signal was well overlapped with MitoTracker
Green, a mitochondria-specific dye. The results suggest that glyLDL-induced ROS is
closely associated with mitochondria in EC (Figure 44E). Previously our group
demonstrated that treatment with glyLDL increased the release of H,O, from HUVEC
(Zhao and Shen, 2005). However, the effect of glyLDL on ROS release from PAEC has
not been described. PAEC were treated with 100 pg/ml of LDL or glyLDL for 2 h. The
present study demonstrated that stimulation with glyLDL induced greater release of H,O,

from PAEC compared to control or LDL (Figure 44F, p<0.05 or p<0.01).
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Figure 44. Effects of glyLDL on the ROS production in PAEC. PAEC were
stimulated with vehicle (control), 100 pg/ml of LDL or glyLDL for 2 h. The
production of ROS from mitochondria was determined in live cells using MitoSox
Red as described in the Methods. Panel A: Cultured PAEC as a control (left panel)
and background autofluorescence of cells without MitoSox Red staining (right
panel). Panel B: Fluorescent images of EC incubated with vehicle (left), LDL
(middle) or glyLDL (right), and MitoSox Red. The images were captured using
Olympus IX71 inverted microscope coupled to QCapture Pro imaging system. Panel
C: Examples of histograms from individual scan areas that show mean fluorescence
(MFL) for MitoSox Red for EC treated with vehicle (left panel), LDL (middle panel)
or glyLDL (right panel). Panel D: Comparison of integrative data of MitoSox Red
MFL in EC treated with vehicle, LDL or glyLDL. Panel E: Confocal images after
incubated with MitoTracker Green (left panel) or MitoSox Red (middle panel). A
merged image shows significant overlapping of the two probes (yellow in right
panel). Panel F: H,O, levels in media were determined as described in the Methods.
Values in panel D expressed in mean fluorescence per cell and panel F were
expressed in nmol/10° cells. (mean + SEM, n = 3 experiments). **: p<0.01 versus

control; +: p<0.05 versus LDL.
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5.4.6 Effect of glyLDL on mitochondrial membrane potential: PAEC were incubated
with 100 pg/ml of LDL or glyLDL for 12 h. Stimulation with glyLDL or LDL induced
evident shift in AW,, compared to control (Figure 45A). The level of relative TMRM
intensity induced by LDL or glyLDL was significantly lower than that in vehicle treated
cultures (Figure 45B, p<0.05 or 0.01). The results suggest that glyLDL impaired

mitochondrial respiration and electron transport in EC.
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Figure 45. Effect of glyLDL on mitochondrial membrane potential in PAEC.
Panel A: PAEC were incubated with LDL or glyLDL (100 pg/ml) for 12 h and then
treated with 0.02 mg/mg protein of digitonin for permeabilization. The cells were
incubated with TMRM as described in the Methods. Cytofluorometric analysis was
done on an EPICS Altra Beckman Coulter flow cytometer. TMRM signal was
detected in the FL2 channel. Panel B: High intensity signal for TMRM was
calculated from change in median induced by control, LDL or glyLDL. Values were
expressed in % change versus control (mean + SEM, n = 3 experiments). *, **:

p<0.05 or 0.01 versus control.
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6. Discussion

Clinically, it has been shown that cholesterol lowering treatments such as statins reduced
cardiovascular complications in diabetic patients. However, LDL levels in diabetic
patients not always very high (Nesto, 2005). Elevated levels of oxLDL or glyLDL are
evident in diabetic patients. GlyLDL undergoes modification in-vivo and forms glyco-
oxidized LDL. These modified lipoproteins including oxLDL and glyLDL are involved
in the upregulation of PAI-1 in vascular EC. The present study identified transmembrane
signaling mechanisms involved in atherogenic lipoprotein-induced upregulation of PAI-1
in EC. OxLDL or glyLDL increases oxidative stress in EC via impairment of
mitochondrial function and the activation of NOX. I also show that increased oxidative
stress plays central role in oxLDL or glyLDL-induced expression of PAI-1 and stress

response in vascular EC.

6.1 Transmembrane signaling pathway involved in oxLDL-induced expression of
PAI-1 in vascular EC.

The present study demonstrated that oxLDL upregulates the expression of PAI-1 in EC
via a novel transmembrane signaling pathway. We found that the stimulating effects of
oxLDL on PAI-1 production in EC are mediated via a membrane receptor, LOX-1, and
downstream signaling cascade that include membrane-associated, H-Ras, and the Raf-

1/ERK-1/2 pathway (Sangle et al., 2008).

OxLDL exerts its biological effects via activation of its receptors on the surface of

EC, macrophages, and SMC. Several types of membrane receptors are capable of
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internalizing oxLDL, including SR-AI/II, SR-BI, LOX-1, CD36 and macrosialin/CD68
(Dhaliwal and Steinbrecher, 1999). LOX-1, found predominantly on EC, is the major
receptor for oxLDL uptake in EC (Sawamura et al., 1997). The expression of both LOX-
1 and PAI-1 are increased in atherosclerotic tissues (Arnman et al., 1994; Chen et al.,
2000; Kataoka et al., 1999; Yorimitsu et al., 1993). Previous study indicated that LOX-1
antibody reduced thrombus formation in arteries of rats (Kakatani et al., 2000). The
results of the present study demonstrate that oxLDL increases the abundance of LOX-1 in
vascular EC. These findings are consistent with those of Sawamura et al (1997) in the
same type of cells. In the present study, we demonstrated that oxLDL upregulated the
expression of PAI-1 via LOX-1. LOX-1 blocking antibody efficiently suppressed
oxLDL-induced PAI-1 expression. The results suggest that LOX-1 is involved in oxLDL-
induced PAI-1 expression in cultured vascular EC. The findings suggest a new role of

LOX-1 in atherogenic lipoproteins-induced thrombotic process.

Generally, the uptake of native LDL is regulated by LDLR. Previous studies
demonstrated that oxLDL down-regulates the expression of LDLR in EC (Hu et al,,
2003). However, the receptor responsible for LDL-induced PAI-1 expression in EC has
not been identified. The present study demonstrated that the expression of LDLR was
decreased by LDL, oxLDL or F-oLDL in EC, which may reflect negative feedback from
increased intracellular cholesterol as previously described (Brown and Goldstein, 1986).
LDLR antibody failed to prevent LDL or oxLDL-induced PAI-1 expression in EC, which
is consistent with an earlier report by Tremoli et al (Tremoli et al., 1993). Prolonged

incubation of LDL with EC, SMC or monocytes is associated with LDL oxidation.
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Increased formation of lipid peroxidation products was detected in LDL after prolonged
incubation with EC, and antioxidants inhibited LDL-induced PAI-1 generation and lipid
peroxidation (Ren and Shen, 2000). LDL-induced PAI-1 expression in EC may result
from EC-mediated oxidation of LDL (Ren and Shen, 2000; Shen, 2003). The present
study demonstrated that LOX-1 blocking antibody partially inhibited LDL-induced PAI-1
expression in EC. The findings suggest that increased PAI-1 expression in EC induced by
previously unmodified LDL is partially regulated via LOX-1. Though my studies did not
directly assess whether cell-mediated oxidation of LDL occurred in EC culture, it seems
reasonable to assume this contributed at least in part, to LOX-1 mediated effects of LDL.
LOX-1 internalizes oxLDL in EC. However, involvement of internalization of oxLDL

via LOX in oxLDL-induced PAI-1 is not extensively studied.

Membrane-associated small G proteins, such as Ras and Rho act as biological
switches for the regulation of downstream signaling pathways in cell system (Puddu et
al., 2005; Ruiz-Velasco et al., 2004). Oxidative stress increases the activation of H-Ras
(Cuda et al., 2002). H-Ras mediates various signal transduction pathways that emanate
membrane receptors. Farnesylation is essential for the translocation of Ras from the
cytosol to the plasma membrane (Zhang and Casey, 1996). Previous studies demonstrated
that LDL increased membrane translocation and activation of H-Ras in human EC (Zhu
et al., 2001). The present study shows that incubation of EC with oxLDL rapidly
increases translocation of H-Ras to the cell membrane. Prolonged incubation with oxLDL
significantly increased mRNA and protein for H-Ras in EC. We further demonstrate that
LOX-1 blocking antibody reduces oxLDL-induced H-Ras expression in EC.

Farnesylation inhibitor, FTI-277, prevented oxLDL-induced PAI-1 expression and
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release from EC, which was associated with reduced abundance of H-Ras. SiRNA against
H-Ras efficiently blocked oxLDL-induced upregulation of H-Ras and PAI-1 in EC. This
combination of findings suggests that the translocation of H-Ras to the membrane and
increased H-Ras protein expression are required for oxLDL-induced upregulation of PAI-
1 in cultured EC. H-Ras also mediates oxLDL-induced PAI-1 expression in other type of
cells, such as mesangial cells as described previously (Song et al., 2008). LOX-1-oxLDL
binding on the EC surface may regulate the activation of H-Ras in EC, though this was

not directly assessed in the present study.

H-Ras is closely linked with oxidative stress. In fact, several lines of evidence
suggest a regulatory role for intracellular ROS as a trigger for Ras activation (Cuda et al.,
2002; Irani et al., 1997; Kowluru et al., 2004). LOX-1-0oxLDL binding contributes to
ROS production in EC (Cominacini et al., 2000). The uptake of oxLDL via LOX-1 may
increase oxidative stress in EC, which may activate H-Ras. Previous studies by ours, and
other groups demonstrated that oxLDL-induced rapid production of ROS in EC (Chen et
al., 2007a; Zhao and Shen, 2005). ROS increased interactions between H-Ras and its
downstream effectors (Cheng et al., 2001; Cuda et al., 2002; Kowluru et al., 2004).
OxLDL-induced oxidative stress promotes apoptosis and DNA damage in endothelium
(Chen et al., 2004; Wei et al., 1998). The present study indicated that BHT, a potent
antioxidant, inhibited oxLDL-induced H,O; production in EC. A recent study from our
laboratory demonstrated that BHT inhibited PAI-1 production in EC induced by glyLDL
(Zhao and Shen, 2007) or oxLDL (Zhao et al., 2009). A recent report demonstrated that

Rho mediates high-glucose-induced PAI-1 expression in EC (Iwasaki et al., 2008), which
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suggests the upregulation of PAI-1 in EC by other metabolic factors, may be modulated

via a different type of small G-protein.

Multiple lines of evidence demonstrate close interactions between H-Ras and
several downstream signal transduction pathways, such as Raf-1 (Kowluru et al., 2004),
or other MAP kinases, including MEK, ERK-1/2, JNK and p38 kinase (Cuda et al., 2002;
Xia et al., 1995). Activation of H-Ras recruits Raf-1 from cytosol to cell membrane,
leading to the phosphorylation of Raf-1, which in turn phosphorylates and activates MEK
and subsequently ERK-1/2 (Kowluru et al., 2004; Warne et al., 1993). Chen et al (2006b)
reported that increased upregulation of PAI-1 in VSMC was associated with elevated
phosphorylation of Raf-1. Yang et al (2001) demonstrated increased activation of the
Ras/Raf/MEK/MAPK pathway by oxLDL in SMC. The results of the present study
demonstrate that oxLDL increases phosphorylation of Raf-1 in EC. Raf-1 inhibitor
blocked oxLDL-induced upregulation of PAI-1 and phosphorylation of Raf-1 in EC.
These findings provide new evidence for a modulatory role of Raf-1 in oxLDL-induced

increase of pro-thrombotic mediator in vasculature.

The present study demonstrates that the phosphorylation of ERK-1/2 is rapidly
increased in EC exposed to oxLDL, which is consistent with previous studies in SMC
and mesangial cells (Hong et al., 2006; Kusuhara et al., 1997). The present stydt
demonstrate that PD98059, ERK-1/2 inhibitor, significantly inhibits oxLDL-induced

PAI-1 expression suggesting that the activation of ERK-1/2 is required for this response.
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The present study has identified the component of oxLDL responsible for
upregulation of PAI-1 in EC exposed to oxLDL. Previous studies demonstrated that
oxidized lipids and components of oxLDL induce LOX-1 expression (Kelly et al., 2008).
Oxidized phospholipids-induced monocyte binding to EC is mediated via the activation
of cAMP dependent R-Ras/PI3-kinase pathway (Cole et al, 2003). Oxidized
phospholipids also activated pulmonary EC through ERK-1/2 cascade (Birukov et al.,
2004). It is unclear whether oxidized lipids internalized via LOX-1 contribute to
intracellular signaling for the upregulation of PAI-1 in EC. This possibility requires

further investigation in subsequent studies.

The present study suggests that oxLDL activated H-Ras, Raf-1 and ERK-1/2 after
10-30 min. Previous studies from our laboratory showed that oxLDL significantly
increased ROS production within 30 min and reached a peak around 2 h (Zhao and Shen,
2005). Oxidative stress activates HSF1 (Ahn and Thiele, 2003). GlyLDL or oxidized
VLDL increased HSF1 expression as early as 2 h and peaked at 6 h. HSF1 mediates
oxidized VLDL or glyLDL-induced PAI-1 expression in EC through its binding to a
homologue of HSF1 in PAI-1 promoter (Zhao et al., 2008; Zhao and Shen, 2007). Recent
studies in our laboratory demonstrated that oxXLDL increased HSF1, in a similar pattern
as glyLDL or oxidized VLDL (Zhao et al., 2009). Our present results indicated that
oxLDL increased the levels of PAI-1 protein and mRNA which was initiated at 12 h and
peaked at 24 h. NOX mediated ROS is involved in oxLDL-induced HSF1 and PAI-1
expression in EC (Zhao et al., 2009). The present study demonstrates that the increased

ROS from oxLDL-treated EC may partially result from the activation of NOX. The
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increased production of ROS via NOX may regulate oxLDL-induced activation of the
Ras/Raf/ERK pathway, which further activates HSF1 and increases PAI-1 transcription

and expression in EC at a later time interval (Figure 46).

The findings of the present study indicate that LOX-1, H-Ras and Raf-1/ERK-1/2
modulate oxLDL-induced PAI-1 upregulation in an interactive manner in cultured
vascular EC. Further studies in atherosclerotic animal models may verify the findings in-
vivo. Pharmacological interventions on the suggested signaling mediators potentially help

to prevent atherogenic lipoprotein-induced intravascular thrombosis.

6.2 Mechanism for oxLDL-induced production of ROS from mitochondrial
respiratory chain in aortic EC

Mitochondria are both sources and targets of ROS. There is growing evidence that
mitochondrial dysfunction is a relevant intermediate mechanism by which cardiovascular
risk factors lead to the formation of vascular lesions. OXLDL and hyperglycemia may
induce the production of ROS in mitochondria of macrophages and EC. The present
study for the first time demonstrated that oxLDL significantly reduced mitochondrial
complex-specific oxygen consumption in PAEC. The results are consistent with the
impairment of the activity of key enzymes in mitochondrial respiratory chain in PAEC

induced by oxLDL (Roy Chowdhury et al., 2010).

Multiple lines of evidence suggest that oxidative stress is involved in the

pathogenesis of CAD (Ballinger, 2005; Heinecke, 1998), which implies that oxLDL-
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induced oxidative stress may promote the development of cardiovascular complications
(Witztum and Steinberg, 1991). Previous studies from our laboratory demonstrate that
oxLDL increases the generation of ROS from EC (Zhao and Shen, 2005). Mitochondria
are an important source of ROS and contribute to oxidative stress in cells under
pathological conditions (Turrens, 2003). The present study reveals that oxLDL increased
the intracellular abundance of ROS and the release of ROS from aortic EC. ROS in
PAEC treated with oxXLDL were closely co-localized with the mitochondrial marker,
MitoTracker. The mitochondrial dysfunction theory postulates that excess mitochondria-
derived ROS contribute to functional vascular disorder (Ballinger, 2005; Madamanchi
and Runge, 2007). This suggests that mitochondrial dysfunction may play a critical role

in the development of atherosclerotic vascular disease.

NAD" and its reduced form, NADH, are mediators of various biological
processes, including energy metabolism, mitochondrial electron transport, oxidative
stress, aging, and cell death (Ying, 2006; 2008). NAD'/NADH ratio is an index of
cellular reducing potential and may be altered under various pathological conditions.
Complex I is one of the main consumers of NADH in cells (Ying, 2008). Previous studies
demonstrate that diabetes is associated with decreased NAD'/NADH ratio in retinas of
mice (Obrosova et al., 2001). Dysfunction of Complex I may affect NADH oxidation,
reverse electron transfer and ROS generation (Grivennikova and Vinogradov, 2006).
ROS generation in mitochondria is influenced by multiple factors, including the
availability of electron donors such as NADH and FADH, (Ballinger, 2005; Puddu et al.,

2009). A recent study demonstrated that the inhibition of Complex I reduced NAD"
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levels, which was associated with enhanced superoxide production (Kussmaul and Hirst,
2006). NO is involved in scavenging of superoxide via a direct radical-radical reaction to
form peroxynitrite, a potent oxidant, capable of decreasing the mitochondrial electron
transport and the activity of Complex I by forming S-nitrosothiols (Cassina and Radi,
1996; Dahm et al., 2006). OXLDL increases peroxynitrite levels in EC (Plant et al.,
2008). The results of the present study demonstrate that compared to LDL, oxLDL
significantly reduces the NAD/NADH ratio in EC. NAD" and NADH may be generated
from other intracellular sources in addition to mitochondria. We hypothesize that oxLDL-
induced reduction of the NAD'/NADH ratio may be partially due to the dysfunction of
mitochondrial Complex I in EC. The hypothesis is supported by our findings that oxLDL
reduced ND activity (Figure 32A) and rotenone-inhibited mitochondrial oxygen

consumption induced by malate + glutamate in EC (Figure 29).

Results from previous studies on the effects of oxXLDL on mitochondrial Complex
I activity in EC are controversial. A large volume of evidence suggests that oxLDL is
pro-apoptotic (Boullier et al., 2006; Martinet and Kockx, 2001) and causes mitochondrial
dysfunction (Asmis and Begley, 2003; Walter et al., 1998). Previous studies
demonstrated that minimally oxidized LDL (TBARS around 8 nmol/mg protein) was
anti-apoptotic for EC (Napoli et al., 2000), while oxLDL (TBARS >30 nmol/mg protein)
has pro-apoptotic effects in EC (Boullier et al., 2006). Ceaser et al (2003) demonstrated
that treatment with non-cytotoxic oxLDL (up to 150 pg/ml) increased activity of
Complex I in HUVEC. Although the extent of oxidation of oxXLDL was not provided in

that report, we assume that oxLDL preparations used in that study were not extensively
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oxidized, since an anti-apoptotic effect of the oxLDL was detected in EC (Ceaser et al.,
2003). OxLDL preparations used in the present study were oxidized to a relatively more
extensive extent (TBARS >30 nmol/mg protein), which may be assumed as apoptotic
based on the results of previous studies (Boullier et al., 2006). The results from studies
using this oxLDL indicated that it is pro-apoptotic with a time-dependent manner.
Treatment with 100 pg/ml oxLDL beyond 60 h reduced cell viability in HUVEC. No
significant change in cell viability was detected in EC treated with oxLDL (100 pg/ml)
for 48 h or less, which was used in the present study. Treatment with oxLDL for 12 or 24
h caused mitochondrial dysfunction including the impairment of Complex I activity. In
addition, treatment with moLDL, which is less oxidized than oxLDL, induced weaker
inhibition on mitochondrial enzyme activity in PAEC, supporting our hypothesis that the
effect of oxXLDL on mitochondrial Complex I activity is oxidation-extent dependent.
Antioxidant (BHT) treatment normalized oxLDL-induced inhibition of mitochondrial
enzyme activities as well as ROS production in EC. However, the results do not
contradict to the stimulating effect of non-apoptotic oxLDL on Complex I activity
described in the previous report (Ceaser et al., 2003), and suggested that oxXLDL may
have dual effects on mitochondrial respiratory chain activity in EC partially depending on
the extent of oxidation. Farnesyltransferase inhibitor (FTI-277) significantly inhibited
oxLDL-induced ROS production and apoptosis in EC. The findings suggest that H-Ras

may be therapeutic target for oxLDL-induced mitochondrial dysfunction in EC.

Mitochondria are considered an important target for ROS, including

mitochondrial lipids, enzymes and DNA. Oxidized components of oxLDL are possible
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candidates for inducing mitochondrial dysfunction and apoptosis in EC (Ballinger, 2005).
Previous studies by us and other groups demonstrate that oxLDL increases the generation
of ROS in EC (Zhao and Shen, 2005; Zmijewski et al., 2005). A recent study found that
oxLDL-induced ROS generation from mitochondria is associated with Complex II
(Mabile et al., 1997). Treatment with oxLDL significantly reduces the enzymatic activity
of SCCR, a key enzyme for Complex II in EC. Oxidative stress mediates a cascade of
events in EC including mitochondrial damage (Ballinger et al., 2000). Previous studies
suggest that electrons derived from FADH; via Complex II can undergo “reverse electron
transport” into Complex I (Liu et al., 2002). The findings from the present study suggest
that Complex II may also be an important target of oxLDL in mitochondria. Previous
studies demonstrate that mitochondrial Complex III is one of the major sites for ROS
production in ETC (Madamanchi and Runge, 2007). The present study demonstrates that
oxLDL significantly impairs enzymatic activity of UCCR in EC compared to LDL or
vehicle control. Moreover, results from a cytometry-based assay demonstrate that
mitochondria are an important source of ROS in EC exposed to oxLDL. The impairment
of Complex II and III induced by oxLDL may bring an add-on effect to mitochondrial

dysfunction in EC.

Cytochrome ¢ oxidase is coded by both nuclear and mitochondrial DNA (Ceaser
et al., 2003; Zhang et al., 2002). Deficiency or reduced activity of any component of the
mitochondrial respiratory chain can affect ATP production; however, the dysfunction of
Complex IV interrupts the final step of the mitochondrial respiration chain and promotes

ROS production (Atamna et al., 2001). Impaired activity of Complex IV is associated
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with aging and is believed to play a critical role in oxidative injury of senescent EC
(Zhang et al., 2002). Previous study found non-apoptotic oxLDL does not significantly
alter the activity of Complex IV in HUVEC (Ceaser et al., 2003). The present study is the
first to show that oxLDL inhibits the activity of Complex IV in EC as determined using
two independent approaches, ascorbate/TMPD-induced and KCN-sensitive oxygen

consumption and cytochrome ¢ oxidase activity.

In intact mitochondria of living cells, the addition of ADP causes a sudden burst
of oxygen uptake, which is likely due to increased oxidative phosphorylation and the
formation of ATP. The present study demonstrates that treatment with oxLDL for >12 h
significantly reduces ADP-induced oxygen uptake and RCI in EC. RCI reflects the
relationship between ATP synthesis and oxygen consumption in mitochondria. ATP
levels are evidently decreased in atherosclerotic lesions and associated with
hypercholesterolemia (Heinle, 1987). Previous studies demonstrate that oxLDL decreases
ATP contents, mitochondrial respiration activity and mRNA expression of oxidative
phosphorylation (OXPHOS) subunits in VSMC (Ahn et al., 2010). The present study
demonstrate that FCCP, a mitochondrial uncoupler, reduces less than 50% of the oxLDL-
induced decrease in oxygen consumption, which suggests that a large portion of oxLDL-
induced decrease in mitochondrial respiration is not due to the reduction of ATP
synthesis but results from dysfunction of mitochondrial electron transport (Figure 31).
Mitochondrial dysfunction is involved in both reduced energy output and increased
mitochondrial oxidative stress (Ballinger, 2005). The results of the present study suggest

that oxXLDL may simultaneously impair energy generation and oxygen consumption in
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EC. RCI may be considered as a marker for mitochondrial dysfunction in EC induced by

oxLDL.

BHT, a potent antioxidant, inhibited oxLLDL-induced H,O, release in vascular EC.
The current studies demonstrate that BHT normalizes oxLDL-induced changes in the
activity of Complex I and IIl. Generally, Complex I and III are considered as
predominant sites in the ETC for ROS production (Madamanchi and Runge, 2007). The
formation of mitochondria-derived ROS is associated with reduced mitochondrial
membrane potential (Korshunov et al., 1997). Increased free cholesterol loading of
macrophages is associated with mitochondrial dysfunction, as suggested by a decrease in
mitochondrial membrane potential and an activation of the mitochondrial apoptosis
pathway (Yao and Tabas, 2001). In the present study, we demonstrate that oxLDL
attenuates mitochondrial membrane potential in aortic EC this is consistent with previous
reports (Takabe et al., 2010), that indicated the effect stemmed from attenuated

mitochondrial ETC enzyme activity and increased mitochondria-associated ROS in EC.

The present study indicates that oxLDL reduces the activities of multiple enzymes
in mitochondrial respiratory chain complexes and corresponding complex-specific
oxygen consumption in EC, which may contribute to increased ROS generation from EC.
This suggests the possibility that mitochondrial dysfunction and ROS production induced
by oxLDL may promote endothelial dysfunction in vasculature of patients with

atherosclerotic vascular disease.
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6.3 Signal transduction and transcriptional regulation of PAI-1 expression in EC
induced by glyLDL

Elevated levels of glyLDL are detected in hyperlipidemic and hyperglycemic patients
(Akanji et al., 2002; Tames et al., 1992). Previous studies in our laboratory demonstrate
that HSF1 mediates glyLDL-induced PAI-1 production in vascular EC (Zhao and Shen,
2007). Transmembrane signaling mechanisms involved in glyLDL-induced PAI-1 are
not known. The results of the present study demonstrate the following novel findings: a)
RAGE is involved in glyLDL-induced PAI-1 upregulation in cultured vascular EC; b)
NOX mediates glyLDL-induced HSF1 and PAI-1 upregulation in EC; c¢) H-Ras
activation and Raf-1 phosphorylation are required for glyLDL-induced PAI-1
upregulation in EC; and, d) the abundance of RAGE, H-Ras, NOX, HSF1 and PAI-1 are

increased in the hearts of STZ-diabetic mice correlating with elevated plasma glucose.

GlyLDL is generated from irreversible glycation. The process starts with non-
enzymatic glycation of lysine or arginine residues in apoB and free amino residues in
phospholipids on the surface of the lipid core of LDL under high levels of glucose.
Previous studies demonstrate that glycation reduces the uptake of LDL by the LDLR
(Lyons, 1993), but without a highly efficient uptake of glyLDL by SR (Witztum et al.,
1982). GlyLDL is one of ligands for RAGE. Other non-AGE ligands binding to RAGE
include beta-amyloid peptide, amphoterin and S100/calgranulins (Isoda et al., 2008;
Neeper et al., 1992). Increased expressions of RAGE and PAI-1 are detected in
atherosclerotic lesions or in the vascular walls of diabetic patients (Brett et al., 1993;

Pandolfi et al., 2001; Sobel et al., 1998; Zhong et al., 2006). Berrou et al (2009)
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demonstrated that a blocking antibody for RAGE inhibits AGE-induced PAI-1 gene
expression and also decreased the PAI-1 accumulation in mesangial cells. GlyLDL
treatment (100 pg/ml) used in the present study is within physiological range as
previously reported (Tames et al., 1992). We demonstrate that a physiological
concentration of glyLDL increased the abundance of RAGE in vascular EC, and RAGE
antibody blocks glyLDL-induced PAI-1 expression. The findings indicate that RAGE

mediates the transmembrane signaling of glyLDL-induced PAI-1 in EC.

Small G-proteins, such as Ras and Rho, are often associated with the activation of
membrane receptors (Ruiz-Velasco et al., 2004). Hyperglycemia increases oxidative
stress and H-Ras activation (Lander et al., 1997)). H-Ras exists in either an inactive
GDP-bound cytosolic form or an active GTP-bound membrane-associated form. H-Ras
undergoes post-translational modifications enabling its translocation from cytosol to
plasma membrane; this process is called as farnesylation (Zhang and Casey, 1996).
Previous studies demonstrated that LDL increases the membrane translocation of H-Ras
in human EC (Zhu et al., 2001). Protein and mRNA levels of H-Ras are also increased in
EC exposed to high glucose (Kowluru et al., 2004). Diabetes is associated with increased
membrane expression of H-Ras in retinal EC (Kowluru and Kanwar, 2009). The results
of the present study suggest that a short incubation (15 min) of EC with glyLDL
increases membrane-associated H-Ras. Prolonged incubation of EC with glyLDL
increases the abundance of H-Ras in cell lysate. The findings suggest that glyLDL rapidly
activates H-Ras in EC, as evident by its translocation to the membrane, and increases the

expression of H-Ras in EC after prolonged incubation. A previous study demonstrated
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that the gene expression of H-Ras is increased in retinal EC of diabetic rats (Kowluru and
Kanwar, 2009). The present study also demonstrates an increased expression of H-Ras in
the hearts of STZ-diabetic mice, which may be a chronic response to hyperglycemia and
hyperlipidemia in diabetic condition. FTI-277 blocked glyLDL-induced HSF1 and PAI-1
expression in EC. H-Ras siRNA effectively inhibited LDL or glyLDL-induced
upregulation of HSF1 and PAI-1 in EC. A recent study suggests that small G-proteins,
Ras and Rac, mediated cyclic strain stress-induced HSF1 activation and Hsp70
expression in VSMC (Xu et al.,, 2000). H-Ras regulates the expression of matrix
metalloproteinase-9 in retinal EC, and its activation is associated with increased vascular
permeability in diabetes (Kowluru, 2010). Lander et al (1997) reported that AGE/RAGE
interaction-induced ROS activates the p21Ras/MAPK pathway, which results in nuclear
translocation of NF-kB. The combination of findings from the present and previous
studies suggests that glyLDL activates H-Ras, which is required for glyLDL-induced

expression of HSF1 and PAI-1 in vascular EC.

Previous studies by our group demonstrated that glyLDL-induces a quick
generation of ROS from EC (Zhao and Shen, 2005). Multiple lines of evidence suggest
that intracellular ROS may activate H-Ras (Cuda et al., 2002). NOX is one of the major
sources of ROS in vascular cells. The expression of NOX has been detected in EC
(Griendling et al., 2000). The upregulation of NOX activity is often associated with the
progression of vascular disorders related to diabetes or obesity (Lassegue and Clempus,
2003). NOX is involved in AGE-induced ROS production in human EC (Wautier et al.,

2001). The present study indicates that DPI blocks glyLDL-induced H,O, production in
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EC, which is consistent with results from a previous study using glyco-oxidized HDL in
EC (Matsunaga et al., 2003). The findings suggest the involvement of NOX in glycated-

lipoprotein induced ROS production in EC. P22P"*

, the only membrane-associated
subunit beside the catalytic core in NOX complex, is essential for the activation of NOX.
P22P"* is detected in advanced atherosclerosis plaques, suggesting a correlation between
p22°"* superoxide production and severity of atherosclerotic lesions (Sima et al., 2009).
Our recent study demonstrated that siRNA against p22P"™ suppresses the expression of
NOX2 in EC induced by oxLDL (Zhao et al., 2009). The results of the present study
demonstrated that p22P"* siRNA blocks glyLDL-induced NOX2, HSF1, and PAI-1
expression in EC. DPI blocked glyLDL-induced H-Ras translocation as well as ROS
production in EC. These findings suggest that NOX-mediated ROS is directly implicated
in glyLDL-induced upregulation of HSF1 and PAI-1 in EC. The present study also
demonstrated increased expressions of HSF1 and PAI-1, in addition to NOX, in STZ-
induced diabetic mice, which provides in-vivo evidence for associations between NOX,
HSF1 and PAI-1 under diabetic conditions. Our findings support a recent report on the
increased protein and mRNA of NOX in diabetic mice (Gao et al., 2008). Mechanism for
glyLDL-induced upregulation of NOX in EC remains unclear. Oxidative stress triggers
Ras activation and activated Ras may further stimulate ROS production via NOX
activation (Cuda et al., 2002). Thus, the translocation of Ras to the membrane is one of
the important steps in activating downstream signaling pathway resulting in accelerated

oxidative stress via NOX in EC. A positive feedback between Ras and NOX may play a

critical role in glyLDL-induced upregulation of HSF1 and PAI-1 in EC (Figure 46).
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H-Ras interacts with Raf-1 resulting in its translocation to the plasma membrane,
and Raf-1 acts as a key effector protein of H-Ras function. Raf-1 is a common
downstream target protein of Ras activation. Activated Raf-1 subsequently
phosphorylates MEK/ERK-1/2 (Kowluru et al., 2004; Kyriakis et al., 1992). A recent
study demonstrated the involvement of ROS, ERK-1/2 and NF-kB in AGE-induced PAI-
I mRNA (Berrou et al., 2009). Chen et al (2006b) reported that the increased expression
of PAI-1 is associated with an elevated phosphorylation of Raf-1 in VSMC. The H-
Ras/Raf-1 pathway is involved in hyperglycemia-induced oxidative stress and apoptosis
in retinal EC (Kowluru et al., 2004). The present study demonstrates that the
phosphorylation of Raf-1 is increased in EC incubated with glyLDL. Treatment with Raf-
1 inhibitor blocked glyLDL-induced upregulation of PAI-1 mRNA and Raf-1
phosphorylation in EC, which implicates Raf-1 in glyLDL-induced PAI-1 production in
EC. Raf-1 expression is increased in retinal EC under diabetic condition (Rayappa and
Kowluru, 2008). A recent study demonstrated that the level of pRaf-1 is increased in
retinal EC of diabetic rats (Kowluru et al., 2004). Our findings suggest a new functional
role of Raf-1 in terms of glyLDL-induced PAI-1 production in vascular EC. The direct

target for activated Raf-1/ERK-1/2 induced by glyLDL in EC remains unclear.

The upregulation of PAI-1 mRNA in glyLDL-treated EC may be a consequence
of increased transcription of PAI-1 gene, decreased degradation of PAI-1 mRNA or both.
Our previous data demonstrate that glyLDL, oxLDL or oxidized VLDL increased the
transcription of PAI-1 gene (Zhao et al.,, 2008; 2009; Zhao and Shen, 2007). The

increases of PAI-1 protein and mRNA in glyLDL-treated EC are consistent with our
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findings in hearts of STZ-diabetic mice. The results do not exclude the possibility of the
coexistence of decreased degradation of PAI-1 mRNA, which potentially contributes to

elevated PAI-1 protein or mRNA as indicated by other groups (Rikitake and Liao, 2005).

Cells respond to environmental stresses, such as heat shock, ROS, and shear
force, via a variety of post-translational modifications of proteins or stress responses.
Stress responses in cells are chiefly mediated by Hsp. Increased expression of Hsp has
been implicated in the pathogenesis of atherosclerosis (Metzler et al., 2003). The
transcription of Hsp genes is regulated by HSF. Interaction between HSF and heat shock
responsive elements in promoters of targeted proteins triggers the transcription of Hsp
genes (Pirkkala et al., 2001). The increased expression of HSF1 is detected in human
atherosclerotic lesions (Rocnik et al., 2000), which suggest that stress response is
enhanced under hypercholesterolemia. Our previous study demonstrated that glyLDL,
oxLDL or oxidized VLDL enhances the expression of HSF1 in vascular EC. HSF1 is
required for the upregulation of PAI-1 in vascular EC through the binding of HSF1 to
PAI-1 promoter induced by the modified lipoproteins (Zhao et al., 2008; 2009; Zhao and
Shen, 2007). The results demonstrate that transmembrane signaling mediators, RAGE, H-
Ras, Raf-1, and NOX are involved in glyLDL-induced upregulation of HSF1 and PAI-1
in EC, which provides additional insight for diabetes-associated metabolic stress-induced

upregulation of stress response mediator and fibrinolytic regulator in vasculature.

Treatment with glyLDL increased H-Ras translocation as early as 5 min. The

increased abundance of H-Ras reached a peak around 15 min after the start of incubation
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with glyLDL. Phosphorylation of Raf-1 was increased in EC within 5-10 min of exposure
to glyLDL. Increased phosphorylation of ERK-1/2 was detected at 15 min interval
induced by glyLDL. Activated H-Ras may stimulate ROS production by activating NOX
(Cuda et al., 2002; Kowluru et al., 2004). A recent study demonstrated that AGE-LDL
increases NOX activity in EC via RAGE (Toma et al., 2009). The abundance of NOX2 in
EC was increased by glyLDL and reached a peak around 1 h. The activation of NOX
increases the generation of ROS (Cuda et al., 2002; Wautier et al., 2001). Our previous
studies demonstrated that glyLDL significantly increase superoxide and H,O, production
in EC within 30 min, reaching a peak around 2 h (Zhao and Shen, 2005). Elevated ROS
may trigger the activation of H-Ras (Cuda et al., 2002). Oxidative stress activates HSF1
(Ahn and Thiele, 2003). Treatment with glyLDL increased HSF1 expression in EC as
early as 2 h and reached a peak at 6 h. HSF1 further regulates the transcription of PAI-1
in EC induced by glyLDL as previously described (Zhao and Shen, 2007). Taken
together, glyLDL-induced PAI-1 expression in EC may be a consequence of the serial
activation of RAGE, H-Ras, Raf-1/ERK-1/2, NOX and HSF1 (Figure 46). ROS might be
a critical factor in glyLDL-mediated effects in EC as previously reported (Toma et al.,
2009). Other source of ROS in glyLDL-induced oxidative stress in EC, including

mitochondria, remains to be investigated.

The results of the present study indicate that glyLDL upregulates HSF1 and PAI-1
in EC via a transmembrane receptor, RAGE, distinct from that of oxLDL. NOX-mediated
ROS generation appears to be required for glyLDL-induced PAI-1 and HSF1 in EC. H-

Ras and Raf-1/ERK-1/2 are required for both glyLDL and oxLDL-induced PAI-1 and

149



HSF1 upregulation in EC. The identification of signaling mediators involved in glyLDL-
induced PAI-1 production provides potential pharmacological targets for the prevention

of diabetes-associated metabolic stress-induced thrombotic events.

6.4 Impairment of mitochondrial respiratory chain activity in aortic EC induced by
glyLDL

Hyperglycemia and dyslipidemia are two major risk factors for diabetic vascular
complications. Hyperglycemia promotes the glycation and oxidation of lipoproteins. The
present study provides the first evidence that glucose-modified LDL impairs the function
of the mitochondrial ETC in cultured PAEC. The major novel findings in this section of
studies include: a) glyLDL reduce oxygen consumption in multiple mitochondrial
complexes in EC; b) glyLDL decrease the activities of Complexes I-IV and
NAD/NADH ratio in EC; c¢) glyLDL increased the abundance of mitochondria-
associated ROS and the release of ROS from PAEC; and, d) glyLDL attenuated

mitochondrial membrane potential in EC (Sangle et al, 2010).

Increased lines of evidence suggest the involvement of ROS in the pathogenesis
of diabetes-associated vascular complications (Giugliano et al., 1996). Elevated
production of ROS via the mitochondrial ETC is the prominent feature of most diabetic
cardiovascular complications (Brownlee, 2001). Previous study from our laboratory
demonstrated that glyLDL increases ROS generation from HUVEC (Zhao and Shen,
2005). Underlying mechanisms for glyLDL-induced ROS production remains unclear.

The mitochondrial respiratory chain is one of the potential sources of intracellular
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oxidative stress (Turrens, 2003). A recent study found that mitochondrial respiration was
decreased in skeletal muscle of patients with type 2 DM compared with control subjects
(Rabol et al., 2009). In diabetes, electron transfer and oxidative phosphorylation are
uncoupled which results in increased superoxide formation and inefficient ATP synthesis
(Green et al., 2004). The present studies demonstrate that glyLDL impairs mitochondrial
oxygen consumption in response to substrates for Complex I, II/III or IV in aortic EC.
Furthermore, glycation enhances the inhibitory effect of LDL on electron transfer by
inhibiting the enzymatic activities of mitochondrial ETC complexes in EC. Impaired
activity of mitochondrial complex enzymes redundant leads to the increased formation of
ROS in mitochondria. This supports our hypothesis that mitochondria may be one of

important sources for excess ROS generation under diabetes-associated metabolic stress.

The present study demonstrated that incubation with glyLDL significantly
reduces ADP-induced oxygen uptake and RCI in EC. RCI reflects interactions between
ATP synthesis and oxygen consumption in mitochondria. Impaired mitochondrial
function and reduced ATP synthesis is observed in subjects with a family history of
diabetes (Petersen et al., 2004). A recent study demonstrated that AGE significantly
inhibits ATP production in islet B-cells (Zhou et al., 2009). Decline in the capacity for
ATP production by impairment of mitochondrial function may contribute to the
development of heart failure (Huss and Kelly, 2005; Rolo and Palmeira, 2006).
Mitochondrial dysfunction is involved in reduced energy output and increased oxidative

stress (Ballinger, 2005). The results of the present study provide additional evidence that
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diabetes-associated lipoproteins simultaneously impair energy generation and oxygen

consumption in mitochondria of EC.

NAD'/NADH ratio is considered as an index of cellular reducing potential and
may be altered under various pathological conditions. NAD" and its reduced form,
NADH, are implicated in various biological processes, including mitochondrial electron
transport, oxidative stress, aging and cell death. Complex I is one of the main users of
NADH in cells (Ying, 2006). Decreased activity of Complex I was detected in a patient
with maternally inherited type 2 DM (Chen et al., 2006a). Hyperglycemia-induced ROS
overproduction induces DNA strand breakage, poly (ADP-ribose) polymerase cleavage,
NAD" depletion, and reduced rate of electron transport and ATP formation (Pacher and
Szabo, 2005). Recent studies demonstrated a decreased NAD/NADH ratio in retinas of
diabetic mice (Obrosova et al., 2001). Coughlan et al (2009) demonstrated attenuated
Complex I activity in mesangial cells exposed to AGE in both normal and high glucose
environments. Inhibition of Complex I reduces NAD" levels, which is associated with
enhanced superoxide production (Kussmaul and Hirst, 2006). A decrease in Complex I
activity may retard oxidation of NADH (Kaur and Bhardwaj, 1998). Our studies for the
first time demonstrate that glyLDL significantly reduces ND activity and NAD/NADH
ratio in EC. However, NAD" may be generated from other intracellular sources in
addition to mitochondria. We hypothesize that the decreased NAD/NADH ratio induced
by glyLDL may partially result from an impairment of Complex I activity in EC. This

hypothesis is supported by our findings that glyLDL reduces rotenone-inhibited
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mitochondrial oxygen consumption responding to substrates of Complex I in EC (Figure

39).

Mitochondrial ETC is one of the major sources of ROS generation in EC induced
by AGE (Basta et al., 2005). Mitochondria are also considered as an important target for
ROS, which may damage mitochondrial lipids, enzymes and DNA with ensuing
mitochondrial dysfunction. OXxXLDL and glyLDL are possible contributing factors for
mitochondrial dysfunction and apoptosis in CAD or diabetes (Puddu et al., 2005).
Previous studies by our group demonstrated that glyLDL increases the generation of ROS
in EC (Zhao and Shen, 2005). ROS are produced at Complexes I and III, but possibly
also at Complex II (McLennan and Degli Esposti, 2000). Complex II is involved in ROS
generation in EC exposed to high glucose (Nishikawa et al., 2000). The results of the
present study demonstrate that glyLDL significantly reduces SCCR activity in EC
compared to LDL or control, which provides additional evidence for the impact of
diabetes-associated metabolic factors on the activity of mitochondrial Complex II in

vascular EC.

Previous studies demonstrated that mitochondrial Complex III is involved in
AGE-induced ROS production in EC (Basta et al., 2005). Complex III has also been
reported as a target for oxidative damage induced by ROS in bovine heart mitochondria
(Paradies et al., 2001). Recent studies demonstrate a significant decline in Complex III
activity in diabetic rat kidney as well as retina (Kowluru et al., 2006; Munusamy et al.,

2009). High glucose-induced superoxide production within mitochondria of rat renal
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proximal tubular cells initiates a reduction of ATP levels and partial Complex III
inactivation (Munusamy and MacMillan-Crow, 2009). These findings demonstrate that
glyLDL, compared to LDL or control significantly impairs enzymatic activity of UCCR
in EC. The results of the present study are indirectly supported by a recent study by
Wang et al (2009), which shows that methylglyoxal decreases Complex III activity in
VSMC. Moreover, we demonstrate that MitoSox stains in PAEC treated with glyLDL
were closely co-localized with a mitochondrial marker. This suggests that mitochondria

are a principal source of ROS in EC exposed to glyLDL.

The majority of oxygen consumed by the mitochondrion is converted to water at
Complex IV (Ballinger, 2005). Impaired activity of cytochrome ¢ oxidase interrupts the
final step of mitochondrial respiratory chain which promotes ROS production (Atamna et
al., 2001). Inhibition of electron flow at Complex IV may also increase mitochondrial
ROS generation (Cassina and Radi, 1996). A recent study demonstrated that cultured
human EC exposed to shear stress results in the inactivation of Complexes I-IV, at least
in part, due to the formation of ROS in the mitochondria (Han et al., 2007). The
dysfunction of Complex IV is associated with aging and plays a major role in oxidative
injury of senescent EC (Zhang et al., 2002). The present study provides original evidence
that in EC exposed to glyLDL, the activity of Complex IV enzyme is impaired as
determined using two independent approaches, oxygen consumption and enzymatic
activity of Complex IV. Although, KCN is a known inhibitor of Complex IV, the results

of the present study indicate that LDL modified with sodium cyanoborohydride alone did

154



not alter Complex IV enzyme activity compared to LDL without an exposure to the

reducing agent.

The formation of mitochondria-derived ROS is associated with changes in loss of
mitochondrial membrane potential (Korshunov et al., 1997). A recent study demonstrated
that increased ROS production in EC induced by AGE is associated with decreased
mitochondrial membrane potential, indicating that the treatment with AGE induces the
depolarization of mitochondrial membrane (Zhou et al., 2009). The results of the present
study are consistent with this study, and demonstrate that glyLDL induced evident shift in
mitochondrial membrane potential, which may result from the decrease of mitochondrial
ETC enzyme activity and associated with increases of both mitochondria-associated ROS
and the release of ROS from EC. The combination of results suggests that glyLDL
induces ROS production and depolarization of mitochondrial membrane via the
dysfunction of mitochondrial respiratory chain in EC. Impairment of mitochondrial
respiration and increased ROS production induced by glyLDL may play important roles

in the pathogenesis of diabetic macrovascular complications.
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Figure 46. Scheme for signaling mechanisms involved in oxidized or glycated
LDL-induced oxidative stress and PAI-1 production in vascular EC. LDL,
low-density lipoprotein; LOX-1, lectin-like oxLDL receptor-1; RAGE, receptor
for advanced glycation end products; ERK, extracellular signal-regulated kinase
¥; NOX, NADPH oxidase; ROS, reactive oxygen species; HSF-1, heat shock

factor-1; PAI-1, plasminogen activator inhibitor-1.
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7. Conclusions and potential applications

Diabetes-associated LDL contributes to oxidative stress and atherosclerotic
cardiovascular disease. LDL has tendency to undergo oxidation and glycation. Elevated
levels of oxLDL, glyLDL or glyco-oxLDL were detected in diabetic patients. Our studies
demonstrate a relationship between atherogenic lipoproteins, oxidative stress and the
signaling mechanisms involved in EC. Elevated expression of PAI-1 in the vasculature is
involved in intravascular thrombosis and progression of atherosclerosis. OxLDL and
glyLDL-induced PAI-1 production in EC is mediated via two distinct transmembrane
receptors, LOX-1 and RAGE. LOX-1 may also be involved in glyLDL-induced PAI-1
production in EC. The Ras/Raf-1 pathway is implicated in both oxLDL and glyLDL-

induced PAI-1 production in EC.

Mitochondria and NOX are two major sources of ROS in cell system. Increased
hyperglycemia and dyslipoproteinemia in diabetes may cause glyco-oxidation of LDL,
mitochondrial dysfunction and NOX activation, further contributing to oxidative stress in
the vasculature. Treatment with oxLDL or glyLDL impairs oxygen consumption,
increases ROS production and reduces the activities of mitochondrial ETC enzymes
leading to mitochondrial dysfunction in EC. ROS may regulate intracellular signaling
related to diabetes-associated metabolic stress. The identified signaling mediators
involved in oxLDL or glyLDL-induced oxidative stress, mitochondrial dysfunction,
stress response, and PAI-1 production may be considered as potential drug targets for the

prevention or treatment of diabetic cardiovascular complications.
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The interactions between LOX-1 and RAGE induced by oxLDL or glyLDL could
provide more information on signaling mechanisms. Most of the available evidence on
relationship between oxLDL or glyLDL-induced oxidative stress and PAI-1 is based on
in-vitro experiments. Moreover, subsequent studies in atherosclerotic or diabetic animal
models may be useful to verify the findings in-vivo. Farnesyltransferase inhibitors could
be a potential pharmacological target for therapeutic intervention against diabetic
cardiovascular disease, but more in-vivo studies are needed to verify these findings.
Mitochondria, NOX, or their regulators plays a critical role in sequence of cellular events
that leads to a variety of diabetic complications. Further studies are required to examine
effects of mitochondrial respiratory chain enzyme activators, NOX inhibitors or
antioxidants on potential signaling pathways involved in oxLDL or glyLDL-induced

oxidative stress in vasculature.

158



8. References

Accorsi, K., Giglione, C., Vanoni, M., and Parmeggiani, A. (2001). The Ras GDP/GTP
cycle is regulated by oxidizing agents at the level of Ras regulators and effectors. FEBS
Lett. 492, 139-145.

Ahn, S. G., and Thiele, D. J. (2003). Redox regulation of mammalian heat shock factor 1
is essential for Hsp gene activation and protection from stress. Genes Dev 17, 516-528.

Ahn, S. Y., Choi, Y. S., Koo, H. J., Jeong, J. H., Park, W. H., Kim, M., Piao, Y., and Pak,
Y. K. (2010). Mitochondrial dysfunction enhances the migration of vascular smooth
muscles cells via suppression of Akt phosphorylation. Biochim Biophys Acta 1800, 275-
281.

Akanji, A. O., Abdella, N., and Mojiminiyi, O. A. (2002). Determinants of glycated LDL
levels in nondiabetic and diabetic hyperlipidaemic patients in Kuwait. Clin Chim Acta
317, 171-176.

Antalis, T. M., Clark, M. A., Barnes, T., Lehrbach, P. R., Devine, P. L., Schevzov, G.,
Goss, N. H., Stephens, R. W., and Tolstoshev, P. (1988). Cloning and expression of a

cDNA coding for a human monocyte-derived plasminogen activator inhibitor. Proc Natl
Acad Sci U S A 85, 985-989.

Aoyama, T., Sawamura, T., Furutani, Y., Matsuoka, R.,Yoshida, M. C., Fujiwara, H., and
Masaki, T. (1999). Structure and chromosomal assignment of the human lectin-like
oxidized low-density-lipoprotein receptor-1 (LOX-1) gene. Biochem J. 339:177-184.

Arnman, V., Nilsson, A., Stemme, S., Risberg, B., and Rymo, L. (1994). Expression of
plasminogen activator inhibitor-1 mRNA in healthy, atherosclerotic and thrombotic
human arteries and veins. Thromb Res 76, 487-499.

Asmis, R., and Begley, J. G. (2003). Oxidized LDL promotes peroxide-mediated
mitochondrial dysfunction and cell death in human macrophages: a caspase-3-
independent pathway. Circ Res 92, €20-29.

Aso, Y. (2007). Plasminogen activator inhibitor (PAI)-1 in vascular inflammation and
thrombosis. Front Biosci 12, 2957-2966.

Atamna, H., Liu, J., and Ames, B. N. (2001). Heme deficiency selectively interrupts
assembly of mitochondrial complex IV in human fibroblasts: revelance to aging. J Biol
Chem 276, 48410-48416.

Avruch, J., Khokhlatchev, A., Kyriakis, J. M., Luo, Z., Tzivion, G., Vavvas, D., and

Zhang, X. F. (2001). Ras activation of the Raf kinase: tyrosine kinase recruitment of the
MAP kinase cascade. Recent Prog Horm Res 56, 127-155.

159



Azumi, H., Inoue, N., Ohashi, Y., Terashima, M., Mori, T., Fujita, H., Awano, K.,
Kobayashi, K., Maeda, K., Hata, K., et al. (2002). Superoxide generation in directional

coronary atherectomy specimens of patients with angina pectoris: important role of
NAD(P)H oxidase. Arterioscler Thromb Vasc Biol 22, 1838-1844.

Azumi, H., Inoue, N., Takeshita, S., Rikitake, Y., Kawashima, S., Hayashi, Y., Itoh, H.,
and Yokoyama, M. (1999). Expression of NADH/NADPH oxidase p22phox in human
coronary arteries. Circulation 100, 1494-1498.

Babcock, G. T., and Wikstrom, M. (1992). Oxygen activation and the conservation of
energy in cell respiration. Nature 356, 301-309.

Babior, B. M. (1999). NADPH oxidase: an update. Blood 93, 1464-1476.

Badimon, L., Martinez-Gonzalez, J., Llorente-Cortes, V., Rodriguez, C., and Padro, T.
(2006). Cell biology and lipoproteins in atherosclerosis. Curr Mol Med 6, 439-456.

Ballinger, S. W. (2005). Mitochondrial dysfunction in cardiovascular disease. Free Radic
Biol Med 38, 1278-1295.

Ballinger, S. W., Patterson, C., Knight-Lozano, C. A., Burow, D. L., Conklin, C. A., Hu,
Z., Reuf, J., Horaist, C., Lebovitz, R., Hunter, G. C., et al. (2002). Mitochondrial integrity
and function in atherogenesis. Circulation 106, 544-549.

Ballinger, S. W, Patterson, C., Yan, C. N., Doan, R., Burow, D. L., Young, C. G., Yakes,
F. M., Van Houten, B., Ballinger, C. A., Freeman, B. A., and Runge, M. S. (2000).
Hydrogen peroxide- and peroxynitrite-induced mitochondrial DNA damage and
dysfunction in vascular endothelial and smooth muscle cells. Circ Res 86, 960-966.

Barja, G. (1999). Mitochondrial oxygen radical generation and leak: sites of production
in states 4 and 3, organ specificity, and relation to aging and longevity. J Bioenerg
Biomembr 31, 347-366.

Bar-Sagi, D., and Hall, A. (2000). Ras and Rho GTPases: a family reunion. Cell 103,
227-238.

Basta, G., Lazzerini, G., Del Turco, S., Ratto, G. M., Schmidt, A. M., and De Caterina, R.
(2005). At least 2 distinct pathways generating reactive oxygen species mediate vascular

cell adhesion molecule-1 induction by advanced glycation end products. Arterioscler
Thromb Vasc Biol 25, 1401-1407.

Basta, G., Lazzerini, G., Massaro, M., Simoncini, T., Tanganelli, P., Fu, C., Kislinger, T.,
Stern, D. M., Schmidt, A. M., and De Caterina, R. (2002). Advanced glycation end
products activate endothelium through signal-transduction receptor RAGE: a mechanism
for amplification of inflammatory responses. Circulation 105, 816-822.

160



Baynes, J. W. (1991). Role of oxidative stress in development of complications in
diabetes. Diabetes 40, 405-412.

Beckman, J. A., Creager, M. A., and Libby, P. (2002). Diabetes and atherosclerosis:
epidemiology, pathophysiology, and management. Jama 287, 2570-2581.

Bedard, K., and Krause, K. H. (2007). The NOX family of ROS-generating NADPH
oxidases: physiology and pathophysiology. Physiol Rev 87, 245-313.

Benjamin, I. J., and McMillan, D. R. (1998). Stress (heat shock) proteins: molecular
chaperones in cardiovascular biology and disease. Circ Res 83, 117-132.

Berberian, P. A., Myers, W., Tytell, M., Challa, V., and Bond, M. G. (1990).
Immunohistochemical localization of heat shock protein-70 in normal-appearing and
atherosclerotic specimens of human arteries. Am J Pathol 136, 71-80.

Berliner, J. A., Territo, M., Navab, M., Andalibi, A., Parhami, F., Liao, F., Kim, J.,
Estworthy, S., Lusis, A. J., and Fogelman, A. M. (1992). Minimally modified
lipoproteins in diabetes. Diabetes 41 Suppl 2, 74-76.

Berrou, J., Tostivint, 1., Verrecchia, F., Berthier, C., Boulanger, E., Mauviel, A., Marti,
H. P., Wautier, M. P., Wautier, J. L., Rondeau, E., and Hertig, A. (2009). Advanced
glycation end products regulate extracellular matrix protein and protease expression by
human glomerular mesangial cells. Int ] Mol Med 23, 513-520.

Bierman, E. L. (1992). George Lyman Duff Memorial Lecture. Atherogenesis in
diabetes. Arterioscler Thromb 12, 647-656.

Birch-Machin, M. A., Briggs, H. L., Saborido, A. A., Bindoff, L. A., and Turnbull, D. M.
(1994). An evaluation of the measurement of the activities of complexes I-IV in the
respiratory chain of human skeletal muscle mitochondria. Biochem Med Metab Biol 51,
35-42.

Birukov, K. G., Leitinger, N., Bochkov, V. N., and Garcia, J. G. (2004). Signal
transduction pathways activated in human pulmonary endothelial cells by OxPAPC, a
bioactive component of oxidized lipoproteins. Microvasc Res 67, 18-28.

Bishop, A. L., and Hall, A. (2000). Rho GTPases and their effector proteins. Biochem J
348, 241-255.

Blenis, J. (1993). Signal transduction via the MAP kinases: proceed at your own RSK.
Proc Natl Acad Sci U S A 90, 5889-5892.

Block, K., Gorin, Y., Hoover, P., Williams, P., Chelmicki, T., Clark, R. A., Yoneda, T.,

and Abboud, H. E. (2007). NAD(P)H oxidases regulate HIF-2alpha protein expression. J
Biol Chem 282, 8019-8026.

161



Boullier, A., Li, Y., Quehenberger, O., Palinski, W., Tabas, 1., Witztum, J. L., and Miller,
Y. 1. (2006). Minimally oxidized LDL offsets the apoptotic effects of extensively
oxidized LDL and free cholesterol in macrophages. Arterioscler Thromb Vasc Biol 26,
1169-1176.

Brandes, R. P. (2005). Triggering mitochondrial radical release: a new function for
NADPH oxidases. Hypertension 45, 847-848.

Brett, J., Schmidt, A. M., Yan, S. D., Zou, Y. S., Weidman, E., Pinsky, D., Nowygrod,
R., Neeper, M., Przysiecki, C., Shaw, A., and et al. (1993). Survey of the distribution of a

newly characterized receptor for advanced glycation end products in tissues. Am J Pathol
143, 1699-1712.

Brown, M. S., and Goldstein, J. L. (1986). A receptor-mediated pathway for cholesterol
homeostasis. Science 232, 34-47.

Brownlee, M. (1995). Advanced protein glycosylation in diabetes and aging. Annu Rev
Med 46, 223-234.

Brownlee, M. (2001). Biochemistry and molecular cell biology of diabetic complications.
Nature 414, 813-820.

Buzzard, K. A., Giaccia, A. J., Killender, M., and Anderson, R. L. (1998). Heat shock
protein 72 modulates pathways of stress-induced apoptosis. J Biol Chem 273, 17147-
17153.

Carmassi, F., Morale, M., Puccetti, R., De Negri, F., Monzani, F., Navalesi, R., and
Mariani, G. (1992). Coagulation and fibrinolytic system impairment in insulin dependent
diabetes mellitus. Thromb Res 67, 643-654.

Carr, M. E. (2001). Diabetes mellitus: a hypercoagulable state. J Diabetes Complications
15, 44-54.

Carroll, J., Fearnley, 1. M., Skehel, J. M., Shannon, R. J., Hirst, J., and Walker, J. E.
(2006). Bovine complex I is a complex of 45 different subunits. J Biol Chem 281, 32724-
32727.

Cassina, A., and Radi, R. (1996). Differential inhibitory action of nitric oxide and
peroxynitrite on mitochondrial electron transport. Arch Biochem Biophys 328, 309-316.

Cathcart, M. K., McNally, A. K., and Chisolm, G. M. (1991). Lipoxygenase-mediated
transformation of human low density lipoprotein to an oxidized and cytotoxic complex. J
Lipid Res 32, 63-70.

Ceaser, E. K., Ramachandran, A., Levonen, A. L., and Darley-Usmar, V. M. (2003).
Oxidized low-density lipoprotein and 15-deoxy-delta 12,14-PGJ2 increase mitochondrial

162



complex [ activity in endothelial cells. Am J Physiol Heart Circ Physiol 285, H2298-
2308.

Ceriello, A., dello Russo, P., Amstad, P., and Cerutti, P. (1996). High glucose induces
antioxidant enzymes in human endothelial cells in culture. Evidence linking
hyperglycemia and oxidative stress. Diabetes 45, 471-477.

Chan, S. H., Wang, L. L., Chang, K. F., Ou, C. C., and Chan, J. Y. (2003). Altered
temporal profile of heat shock factor 1 phosphorylation and heat shock protein 70
expression induced by heat shock in nucleus tractus solitarii of spontaneously
hypertensive rats. Circulation 107, 339-345.

Chance, B., Sies, H., and Boveris, A. (1979). Hydroperoxide metabolism in mammalian
organs. Physiol Rev 59, 527-605.

Chapman, M. J., Guerin, M., and Bruckert, E. (1998). Atherogenic, dense low-density
lipoproteins. Pathophysiology and new therapeutic approaches. Eur Heart J 19 Suppl A,
A24-30.

Chen, J., Hattori, Y., Nakajima, K., Eizawa, T., Ehara, T., Koyama, M., Hirai, T.,
Fukuda, Y., Kinoshita, M., Sugiyama, A., et al. (2006a). Mitochondrial complex I
activity is significantly decreased in a patient with maternally inherited type 2 diabetes
mellitus and hypertrophic cardiomyopathy associated with mitochondrial DNA C3310T
mutation: a cybrid study. Diabetes Res Clin Pract 74, 148-153.

Chen, J., Mehta, J. L., Haider, N., Zhang, X., Narula, J., and Li, D. (2004). Role of
caspases in Ox-LDL-induced apoptotic cascade in human coronary artery endothelial
cells. Circ Res 94, 370-376.

Chen, M., Kakutani, M., Minami, M., Kataoka, H., Kume, N., Narumiya, S., Kita, T.,
Masaki, T., and Sawamura, T. (2000). Increased expression of lectin-like oxidized low
density lipoprotein receptor-1 in initial atherosclerotic lesions of Watanabe heritable
hyperlipidemic rabbits. Arterioscler Thromb Vasc Biol 20, 1107-1115.

Chen, M., Kakutani, M., Naruko, T., Ueda, M., Narumiya, S., Masaki, T., and Sawamura,
T. (2001a). Activation-dependent surface expression of LOX-1 in human platelets.
Biochem Biophys Res Commun 282, 153-158.

Chen, M., Nagase, M., Fujita, T., Narumiya, S., Masaki, T., and Sawamura, T. (2001b).
Diabetes enhances lectin-like oxidized LDL receptor-1 (LOX-1) expression in the

vascular endothelium: possible role of LOX-1 ligand and AGE. Biochem Biophys Res
Commun 287, 962-968.

Chen, X. P., Xun, K. L., Wu, Q., Zhang, T. T., Shi, J. S., and Du, G. H. (2007a).
Oxidized low density lipoprotein receptor-1 mediates oxidized low density lipoprotein-

163



induced apoptosis in human umbilical vein endothelial cells: role of reactive oxygen
species. Vascul Pharmacol 47, 1-9.
Chen, X. P., Zhang, T. T., and Du, G. H. (2007b). Lectin-like oxidized low-density
lipoprotein receptor-1, a new promising target for the therapy of atherosclerosis?
Cardiovasc Drug Rev 25, 146-161.

Chen, Y., Budd, R. C., Kelm, R. J., Jr., Sobel, B. E., and Schneider, D. J. (2006b).
Augmentation of proliferation of vascular smooth muscle cells by plasminogen activator
inhibitor type 1. Arterioscler Thromb Vasc Biol 26, 1777-1783.

Cheng, J., Cui, R., Chen, C. H., and Du, J. (2007). Oxidized low-density lipoprotein
stimulates p53-dependent activation of proapoptotic Bax leading to apoptosis of
differentiated endothelial progenitor cells. Endocrinology 148, 2085-2094.

Cheng, T. H., Shih, N. L., Chen, S. Y., Loh, S. H., Cheng, P. Y., Tsai, C. S., Liu, S. H,,
Wang, D. L., and Chen, J. J. (2001). Reactive oxygen species mediate cyclic strain-
induced endothelin-1 gene expression via Ras/Raf/extracellular signal-regulated kinase
pathway in endothelial cells. J Mol Cell Cardiol 33, 1805-1814.

Chomyn, A., and Attardi, G. (2003). MtDNA mutations in aging and apoptosis. Biochem
Biophys Res Commun 304, 519-529.

Chopra, S., and Wallace, H. M. (1998). Induction of spermidine/spermine NI1-
acetyltransferase in human cancer cells in response to increased production of reactive
oxygen species. Biochem Pharmacol 55, 1119-1123.

Chowdhury, S. K., Drahota, Z., Floryk, D., Calda, P., and Houstek, J. (2000). Activities
of mitochondrial oxidative phosphorylation enzymes in cultured amniocytes. Clin Chim
Acta 298, 157-173.

Cipollone, F., lezzi, A., Fazia, M., Zucchelli, M., Pini, B., Cuccurullo, C., De Cesare, D.,
De Blasis, G., Muraro, R., Bei, R., et al. (2003). The receptor RAGE as a progression
factor amplifying arachidonate-dependent inflammatory and proteolytic response in
human atherosclerotic plaques: role of glycemic control. Circulation 108, 1070-1077.

Clayton, D. A. (1984). Transcription of the mammalian mitochondrial genome. Annu
Rev Biochem 53, 573-594.

Cockell, K. A., Ren, S., Sun, J., Angel, A., and Shen, G. X. (1995). Effect of thrombin on
release of plasminogen activator inhibitor-1 from cultured primate arterial smooth muscle
cells. Thromb Res 77, 119-131.

Cole, A. L., Subbanagounder, G., Mukhopadhyay, S., Berliner, J. A., and Vora, D. K.
(2003). Oxidized phospholipid-induced endothelial cell/monocyte interaction is mediated
by a cAMP-dependent R-Ras/PI3-kinase pathway. Arterioscler Thromb Vasc Biol 23,
1384-1390.

164



Cominacini, L., Pasini, A. F., Garbin, U., Davoli, A., Tosetti, M. L., Campagnola, M.,
Rigoni, A., Pastorino, A. M., Lo Cascio, V., and Sawamura, T. (2000). Oxidized low
density lipoprotein (ox-LDL) binding to ox-LDL receptor-1 in endothelial cells induces
the activation of NF-kappaB through an increased production of intracellular reactive
oxygen species. J Biol Chem 275, 12633-12638.

Coughlan, M. T., Thorburn, D. R., Penfold, S. A., Laskowski, A., Harcourt, B. E.,
Sourris, K. C., Tan, A. L., Fukami, K., Thallas-Bonke, V., Nawroth, P. P., et al. (2009).
RAGE-induced cytosolic ROS promote mitochondrial superoxide generation in diabetes.
J Am Soc Nephrol 20, 742-752.

Craig, E. A., Weissman, J. S., and Horwich, A. L. (1994). Heat shock proteins and
molecular chaperones: mediators of protein conformation and turnover in the cell. Cell
78, 365-372.

Crofts, A. R. (2004). The cytochrome bcl complex: function in the context of structure.
Annu Rev Physiol 66, 689-733.

Cuda, G., Paterno, R., Ceravolo, R., Candigliota, M., Perrotti, N., Perticone, F., Faniello,
M. C., Schepis, F., Ruocco, A., Me¢le, E., et al. (2002). Protection of human endothelial
cells from oxidative stress: role of Ras-ERK1/2 signaling. Circulation 105, 968-974.

Dahm, C. C., Moore, K., and Murphy, M. P. (2006). Persistent S-nitrosation of complex I
and other mitochondrial membrane proteins by S-nitrosothiols but not nitric oxide or

peroxynitrite: implications for the interaction of nitric oxide with mitochondria. J Biol
Chem 281, 10056-10065.

Dandona, P., Aljada, A., Chaudhuri, A., Mohanty, P., and Garg, R. (2005). Metabolic
syndrome: a comprehensive perspective based on interactions between obesity, diabetes,
and inflammation. Circulation 111, 1448-1454.

De Keulenaer, G. W., Alexander, R. W., Ushio-Fukai, M., Ishizaka, N., and Griendling,
K. K. (1998). Tumour necrosis factor alpha activates a p22phox-based NADH oxidase in
vascular smooth muscle. Biochem J 329 (Pt 3), 653-657.

Declerck, P. J., De Mol, M., Alessi, M. C., Baudner, S., Paques, E. P., Preissner, K. T.,
Muller-Berghaus, G., and Collen, D. (1988). Purification and characterization of a
plasminogen activator inhibitor 1 binding protein from human plasma. Identification as a
multimeric form of S protein (vitronectin). J Biol Chem 263, 15454-15461.

DeFronzo, R. A., Bonadonna, R. C., and Ferrannini, E. (1992). Pathogenesis of NIDDM.
A balanced overview. Diabetes Care 15, 318-368.

Devaraj, S., and Jialal, 1. (1996). Oxidized low-density lipoprotein and atherosclerosis.
Int J Clin Lab Res 26, 178-184.

165



Dhaliwal, B. S., and Steinbrecher, U. P. (1999). Scavenger receptors and oxidized low
density lipoproteins. Clin Chim Acta 286, 191-205.

Diaz, M. N., Frei, B., Vita, J. A., and Keaney, J. F., Jr. (1997). Antioxidants and
atherosclerotic heart disease. N Engl J] Med 337, 408-416.

Drake, T. A., Hannani, K., Fei, H. H., Lavi, S., and Berliner, J. A. (1991). Minimally
oxidized low-density lipoprotein induces tissue factor expression in cultured human
endothelial cells. Am J Pathol 138, 601-607.

Draude, G., Hrboticky, N., and Lorenz, R. L. (1999). The expression of the lectin-like
oxidized low-density lipoprotein receptor (LOX-1) on human vascular smooth muscle

cells and monocytes and its down-regulation by lovastatin. Biochem Pharmacol 57, 383-
386.

Droge, W. (2002). Free radicals in the physiological control of cell function. Physiol Rev
82, 47-95.

Duell, P. B., Oram, J. F., and Bierman, E. L. (1990). Nonenzymatic glycosylation of
HDL resulting in inhibition of high-affinity binding to cultured human fibroblasts.
Diabetes 39, 1257-1263.

Duvillard, L., Florentin, E., Lizard, G., Petit, J. M., Galland, F., Monier, S., Gambert, P.,
and Verges, B. (2003). Cell surface expression of LDL receptor is decreased in type 2
diabetic patients and is normalized by insulin therapy. Diabetes Care 26, 1540-1544.

Emeis, J. J., and Kooistra, T. (1986). Interleukin 1 and lipopolysaccharide induce an
inhibitor of tissue-type plasminogen activator in vivo and in cultured endothelial cells. J
Exp Med 163, 1260-1266.

Erkkila, A. T., Narvanen, O., Lehto, S., Uusitupa, M. 1., and Yla-Herttuala, S. (2000).
Autoantibodies against oxidized low-density lipoprotein and cardiolipin in patients with
coronary heart disease. Arterioscler Thromb Vasc Biol 20, 204-209.

Esposito, C., Gerlach, H., Brett, J., Stern, D., and Vlassara, H. (1989). Endothelial
receptor-mediated binding of glucose-modified albumin is associated with increased

monolayer permeability and modulation of cell surface coagulant properties. J Exp Med
170, 1387-1407.

Esposito, L. A., Melov, S., Panov, A., Cottrell, B. A., and Wallace, D. C. (1999).
Mitochondrial disease in mouse results in increased oxidative stress. Proc Natl Acad Sci
U S A 96, 4820-4825.

Feener, E. P., Northrup, J. M., Aiello, L. P., and King, G. L. (1995). Angiotensin II

induces plasminogen activator inhibitor-1 and -2 expression in vascular endothelial and
smooth muscle cells. J Clin Invest 95, 1353-1362.

166



Festa, A., D'Agostino, R., Jr., Mykkanen, L., Tracy, R., Howard, B. V., and Haffner, S.
M. (1999). Low-density lipoprotein particle size is inversely related to plasminogen

activator inhibitor-1 levels. The Insulin Resistance Atherosclerosis Study. Arterioscler
Thromb Vasc Biol 19, 605-610.

Fleming, I., Mohamed, A., Galle, J., Turchanowa, L., Brandes, R. P., Fisslthaler, B., and
Busse, R. (2005). Oxidized low-density lipoprotein increases superoxide production by
endothelial nitric oxide synthase by inhibiting PKCalpha. Cardiovasc Res 65, 897-906.

Floryk, D., and Houstek, J. (1999). Tetramethyl rhodamine methyl ester (TMRM) is
suitable for cytofluorometric measurements of mitochondrial membrane potential in cells
treated with digitonin. Biosci Rep 19, 27-34.

Fox, C. S., Coady, S., Sorlie, P. D., Levy, D., Meigs, J. B., D'Agostino, R. B., Sr.,
Wilson, P. W., and Savage, P. J. (2004). Trends in cardiovascular complications of
diabetes. Jama 292, 2495-2499.

Frostegard, J., Kjellman, B., Gidlund, M., Andersson, B., Jindal, S., and Kiessling, R.
(1996). Induction of heat shock protein in monocytic cells by oxidized low density
lipoprotein. Atherosclerosis 121, 93-103.

Galle, J., Heermeier, K., and Wanner, C. (1999). Atherogenic lipoproteins, oxidative
stress, and cell death. Kidney Int Suppl 71, S62-65.

Gao, X., Zhang, H., Schmidt, A. M., and Zhang, C. (2008). AGE/RAGE produces
endothelial dysfunction in coronary arterioles in type 2 diabetic mice. Am J Physiol Heart
Circ Physiol 295, H491-498.

Gautheron, D. C. (1984). Mitochondrial oxidative phosphorylation and respiratory chain:
review. J Inherit Metab Dis 7 Suppl 1, 57-61.

Giugliano, D., Ceriello, A., and Paolisso, G. (1996). Oxidative stress and diabetic
vascular complications. Diabetes Care 19, 257-267.

Green, K., Brand, M. D., and Murphy, M. P. (2004). Prevention of mitochondrial
oxidative damage as a therapeutic strategy in diabetes. Diabetes 53 Suppl 1, S110-118.

Griendling, K. K., Sorescu, D., and Ushio-Fukai, M. (2000). NAD(P)H oxidase: role in
cardiovascular biology and disease. Circ Res 86, 494-501.

Grivennikova, V. G., Kotlyar, A. B., Karliner, J. S., Cecchini, G., and Vinogradov, A. D.
(2007). Redox-dependent change of nucleotide affinity to the active site of the
mammalian complex 1. Biochemistry 46, 10971-10978.

Grivennikova, V. G., and Vinogradov, A. D. (2006). Generation of superoxide by the
mitochondrial Complex I. Biochim Biophys Acta 1757, 553-561.

167



Gugliucci Creriche, A., and Stahl, A. J. (1993). Glycation and oxidation of human low
density lipoproteins reduces heparin binding and modifies charge. Scand J Clin Lab
Invest 53, 125-132.

Guyton, K. Z., Liu, Y., Gorospe, M., Xu, Q., and Holbrook, N. J. (1996). Activation of
mitogen-activated protein kinase by H202. Role in cell survival following oxidant injury.
J Biol Chem 271, 4138-4142.

Guzik, T. J., West, N. E., Black, E., McDonald, D., Ratnatunga, C., Pillai, R., and
Channon, K. M. (2000). Vascular superoxide production by NAD(P)H oxidase:
association with endothelial dysfunction and clinical risk factors. Circ Res 86, E85-90.

Halfon, M. S., Carmena, A., Gisselbrecht, S., Sackerson, C. M., Jimenez, F., Baylies, M.
K., and Michelson, A. M. (2000). Ras pathway specificity is determined by the

integration of multiple signal-activated and tissue-restricted transcription factors. Cell
103, 63-74.

Han, D., Canali, R., Rettori, D., and Kaplowitz, N. (2003). Effect of glutathione depletion
on sites and topology of superoxide and hydrogen peroxide production in mitochondria.
Mol Pharmacol 64, 1136-1144.

Han, Z., Chen, Y. R., Jones, C. 1., 3rd, Meenakshisundaram, G., Zweier, J. L., and
Alevriadou, B. R. (2007). Shear-induced reactive nitrogen species inhibit mitochondrial

respiratory complex activities in cultured vascular endothelial cells. Am J Physiol Cell
Physiol 292, C1103-1112.

Harja, E., Bu, D. X, Hudson, B. L., Chang, J. S., Shen, X., Hallam, K., Kalea, A. Z., Lu,
Y., Rosario, R. H., Oruganti, S., et al. (2008). Vascular and inflammatory stresses

mediate atherosclerosis via RAGE and its ligands in apoE-/- mice. J Clin Invest 118, 183-
194.

Hatefi, Y. (1976). The enzymes and the enzyme complexes of the mitochondrial
oxidative phosphorylation system. In Martonosi, A. (ed.) The Enzymes of Biological
Membranes, Plenum Press, New York, 4, 3-41.

Hederstedt, L., and Rutberg, L. (1981). Succinate dehydrogenase-a comparative review.
Microbiol Rev 45, 542-555.

Heinecke, J. W. (1998). Oxidants and antioxidants in the pathogenesis of atherosclerosis:
implications for the oxidized low density lipoprotein hypothesis. Atherosclerosis 141, 1-

15.

Heinle, H. (1987). Metabolite concentration gradients in the arterial wall of experimental
atherosclerosis. Exp Mol Pathol 46, 312-320.

168



Heinloth, A., Heermeier, K., Raff, U., Wanner, C., and Galle, J. (2000). Stimulation of
NADPH oxidase by oxidized low-density lipoprotein induces proliferation of human
vascular endothelial cells. ] Am Soc Nephrol 11, 1819-1825.

Hink, U., Li, H., Mollnau, H., Oeclze, M., Matheis, E., Hartmann, M., Skatchkov, M.,
Thaiss, F., Stahl, R. A., Warnholtz, A., et al. (2001). Mechanisms underlying endothelial
dysfunction in diabetes mellitus. Circ Res 88, E14-22.

Hirst, J., Carroll, J., Fearnley, I. M., Shannon, R. J., and Walker, J. E. (2003). The nuclear
encoded subunits of complex I from bovine heart mitochondria. Biochim Biophys Acta
1604, 135-150.

Hodgkinson, C. P., Laxton, R. C., Patel, K., and Ye, S. (2008). Advanced glycation end-
product of low density lipoprotein activates the toll-like 4 receptor pathway implications
for diabetic atherosclerosis. Arterioscler Thromb Vasc Biol 28, 2275-2281.

Hofmann, M. A., Drury, S., Fu, C., Qu, W., Taguchi, A., Lu, Y., Avila, C., Kambham,
N., Bierhaus, A., Nawroth, P., et al. (1999). RAGE mediates a novel proinflammatory
axis: a central cell surface receptor for S100/calgranulin polypeptides. Cell 97, 889-901.

Holvoet, P., De Keyzer, D., and Jacobs, D. R. (2008). Oxidized LDL and the metabolic
syndrome. Future Lipidol 3, 637-649.

Holvoet, P., Mertens, A., Verhamme, P., Bogaerts, K., Beyens, G., Verhaeghe, R.,
Collen, D., Muls, E., and Van de Werf, F. (2001). Circulating oxidized LDL is a useful
marker for identifying patients with coronary artery disease. Arterioscler Thromb Vasc
Biol 21, 844-848.

Hong, H. K., Song, C. Y., Kim, B. C., and Lee, H. S. (2006). ERK contributes to the
effects of Smad signaling on oxidized LDL-induced PAI-1 expression in human
mesangial cells. Transl Res 148, 171-179.

Honjo, T., Otsui, K., Shiraki, R., Kawashima, S., Sawamura, T., Yokoyama, M., and
Inoue, N. (2008). Essential role of NOXAT1 in generation of reactive oxygen species

induced by oxidized low-density lipoprotein in human vascular endothelial cells.
Endothelium 15, 137-141.

Hu, B., Li, D., Sawamura, T., and Mehta, J. L. (2003). Oxidized LDL through LOX-1
modulates LDL-receptor expression in human coronary artery endothelial cells. Biochem
Biophys Res Commun 307, 1008-1012.

Hudson BI, Kalea AZ, Del Mar Arriero M, Harja E, Boulanger E, D'Agati V, Schmidt
AM. (2008). Interaction of the RAGE cytoplasmic domain with diaphanous-1 is required

for ligand-stimulated cellular migration through activation of Racl and Cdc42. J Biol
Chem. 283, 34457-34468.

169



Huss, J. M., and Kelly, D. P. (2005). Mitochondrial energy metabolism in heart failure: a
question of balance. J Clin Invest 115, 547-555.

Huttunen, H. J., Fages, C., and Rauvala, H. (1999). Receptor for advanced glycation end
products (RAGE)-mediated neurite outgrowth and activation of NF-kappaB require the
cytoplasmic domain of the receptor but different downstream signaling pathways. J Biol
Chem 274, 19919-19924.

Ide, T., Tsutsui, H., Kinugawa, S., Suematsu, N., Hayashidani, S., Ichikawa, K., Utsumi,
H., Machida, Y., Egashira, K., and Takeshita, A. (2000). Direct evidence for increased
hydroxyl radicals originating from superoxide in the failing myocardium. Circ Res 86,
152-157.

Irani, K., Xia, Y., Zweier, J. L., Sollott, S. J., Der, C. J., Fearon, E. R., Sundaresan, M.,
Finkel, T., and Goldschmidt-Clermont, P. J. (1997). Mitogenic signaling mediated by
oxidants in Ras-transformed fibroblasts. Science 275, 1649-1652.

Isoda, K., Folco, E., Marwali, M. R., Ohsuzu, F., and Libby, P. (2008). Glycated LDL
increases monocyte CC chemokine receptor 2 expression and monocyte chemoattractant
protein-1-mediated chemotaxis. Atherosclerosis 198, 307-312.

Iwasaki, H., Okamoto, R., Kato, S., Konishi, K., Mizutani, H., Yamada, N., Isaka, N.,
Nakano, T., and Ito, M. (2008). High glucose induces plasminogen activator inhibitor-1
expression through Rho/Rho-kinase-mediated NF-kappaB activation in bovine aortic
endothelial cells. Atherosclerosis 196, 22-28.

James, A. M., and Murphy, M. P. (2002). How mitochondrial damage affects cell
function. J Biomed Sci 9, 475-487.

Johnston, N., Jernberg, T., Lagerqvist, B., Siegbahn, A., and Wallentin, L. (2006).
Oxidized low-density lipoprotein as a predictor of outcome in patients with unstable
coronary artery disease. Int J Cardiol 113, 167-173.

Jones, S. A., O'Donnell, V. B., Wood, J. D., Broughton, J. P., Hughes, E. J., and Jones, O.
T. (1996). Expression of phagocyte NADPH oxidase components in human endothelial
cells. Am J Physiol 271, H1626-1634.

Juhan-Vague, 1., Pyke, S. D., Alessi, M. C., Jespersen, J., Haverkate, F., and Thompson,
S. G. (1996). Fibrinolytic factors and the risk of myocardial infarction or sudden death in
patients with angina pectoris. ECAT Study Group. European Concerted Action on
Thrombosis and Disabilities. Circulation 94, 2057-2063.

Juhan-Vague, 1., Roul, C., Alessi, M. C., Ardissone, J. P., Heim, M., and Vague, P.

(1989). Increased plasminogen activator inhibitor activity in non insulin dependent
diabetic patients--relationship with plasma insulin. Thromb Haemost 61, 370-373.

170



Juhan-Vague, 1., and Vague, P. (1990). Interrelations between carbohydrates, lipids, and
the hemostatic system in relation to the risk of thrombotic and cardiovascular disease.
Am J Obstet Gynecol 163, 313-315.

Juhan-Vague, 1., Vague, P., Alessi, M. C., Badier, C., Valadier, J., Aillaud, M. F., and
Atlan, C. (1987). Relationships between plasma insulin triglyceride, body mass index,
and plasminogen activator inhibitor 1. Diabete Metab 13, 331-336.

Kakatani, M., Sawamura, T., and Chen, M. (2000). Role of LOX-1 in thrombosis.
Circulation 102 suppl I1: IT 191 (abstr).

Kataoka, H., Kume, N., Miyamoto, S., Minami, M., Moriwaki, H., Murase, T.,
Sawamura, T., Masaki, T., Hashimoto, N., and Kita, T. (1999). Expression of lectinlike

oxidized low-density lipoprotein receptor-1 in human atherosclerotic lesions. Circulation
99, 3110-3117.

Kaur, G., and Bhardwaj, S. K. (1998). The impact of diabetes on CNS. Role of
bioenergetic defects. Mol Chem Neuropathol 35, 119-131.

Kelly, K. J., Wu, P., Patterson, C. E., Temm, C., and Dominguez, J. H. (2008). LOX-1
and inflammation: a new mechanism for renal injury in obesity and diabetes. Am J
Physiol Renal Physiol 294, F1136-1145.

Kerkhoff, E., and Rapp, U. R. (1998). Cell cycle targets of Ras/Raf signalling. Oncogene
17, 1457-1462.

Kobayashi, K., Watanabe, J., Umeda, F., and Nawata, H. (1995). Glycation accelerates
the oxidation of low density lipoprotein by copper ions. Endocr J 42, 461-465.

Korshunov, S. S., Skulachev, V. P., and Starkov, A. A. (1997). High protonic potential
actuates a mechanism of production of reactive oxygen species in mitochondria. FEBS
Lett 416, 15-18.

Kotur-Stevuljevic, J., Memon, L., Stefanovic, A., Spasic, S., Spasojevic-Kalimanovska,
V., Bogavac-Stanojevic, N., Kalimanovska-Ostric, D., Jelic-Ivanovic, Z., and Zunic, G.
(2007). Correlation of oxidative stress parameters and inflammatory markers in coronary
artery disease patients. Clin Biochem 40, 181-187.

Kowluru, R. A. (2010). Role of Matrix Metalloproteinase-9 in the Development of
Diabetic Retinopathy and its Regulation by H-Ras. Invest Ophthalmol Vis Sci [Epub
ahead of print].

Kowluru, R. A., and Kanwar, M. (2009). Translocation of H-Ras and its implications in
the development of diabetic retinopathy. Biochem Biophys Res Commun 387, 461-466.

171



Kowluru, R. A., Kowluru, A., Chakrabarti, S., and Khan, Z. (2004). Potential
contributory role of H-Ras, a small G-protein, in the development of retinopathy in
diabetic rats. Diabetes 53, 775-783.

Kowluru, R. A., Kowluru, V., Xiong, Y., and Ho, Y. S. (2006). Overexpression of
mitochondrial superoxide dismutase in mice protects the retina from diabetes-induced
oxidative stress. Free Radic Biol Med 41, 1191-1196.

Kowluru A, Veluthakal R, Rhodes CJ, Kamath V, Syed I, Koch BJ. (2010). Protein
farnesylation-dependent Raf/extracellular signal-related kinase signaling links to
cytoskeletal remodeling to facilitate glucose-induced insulin secretion in pancreatic beta-
cells. Diabetes 59:967-977.

Krag, S., Nyengaard, J. R., and Wogensen, L. (2007). Combined effects of moderately
elevated blood glucose and locally produced TGF-betal on glomerular morphology and
renal collagen production. Nephrol Dial Transplant 22, 2485-2496.

Kramer, D. M., Roberts, A. G., Muller, F., Cape, J., and Bowman, M. K. (2004). Q-cycle
bypass reactions at the Qo site of the cytochrome bcl (and related) complexes. Methods
Enzymol 382, 21-45.

Kruithof, E. K. (1988). Plasminogen activator inhibitors-a review. Enzyme 40, 113-121.

Kussmaul, L., and Hirst, J. (2006). The mechanism of superoxide production by NADH:
ubiquinone oxidoreductase (complex I) from bovine heart mitochondria. Proc Natl Acad
Sci U S A 103, 7607-7612.

Kusuhara, M., Chait, A., Cader, A., and Berk, B. C. (1997). Oxidized LDL stimulates
mitogen-activated protein kinases in smooth muscle cells and macrophages. Arterioscler
Thromb Vasc Biol 17, 141-148.

Kyriakis, J. M., App, H., Zhang, X. F., Banerjee, P., Brautigan, D. L., Rapp, U. R., and
Avruch, J. (1992). Raf-1 activates MAP kinase-kinase. Nature 358, 417-421.

Lambeth, J. D., Cheng, G., Arnold, R. S., and Edens, W. A. (2000). Novel homologs of
gp91phox. Trends Biochem Sci 25, 459-461.

Lancaster, C. R. (2002). Succinate: quinone oxidoreductases: an overview. Biochim
Biophys Acta 1553, 1-6.

Lander, H. M., Milbank, A. J., Tauras, J. M., Hajjar, D. P., Hempstead, B. L., Schwartz,

G. D., Kraemer, R. T., Mirza, U. A., Chait, B. T., Burk, S. C., and Quilliam, L. A. (1996).
Redox regulation of cell signalling. Nature 381, 380-381.

172



Lander, H. M., Ogiste, J. S., Teng, K. K., and Novogrodsky, A. (1995). p2lras as a
common signaling target of reactive free radicals and cellular redox stress. J Biol Chem
270,21195-21198.

Lander, H. M., Tauras, J. M., Ogiste, J. S., Hori, O., Moss, R. A., and Schmidt, A. M.
(1997). Activation of the receptor for advanced glycation end products triggers a

p21(ras)-dependent mitogen-activated protein kinase pathway regulated by oxidant stress.
J Biol Chem 272, 17810-17814.

Lange-Carter, C. A., Pleiman, C. M., Gardner, A. M., Blumer, K. J., and Johnson, G. L.
(1993). A divergence in the MAP kinase regulatory network defined by MEK kinase and
Raf. Science 260, 315-319.

Lassegue, B., and Clempus, R. E. (2003). Vascular NAD(P)H oxidases: specific features,
expression, and regulation. Am J Physiol Regul Integr Comp Physiol 285, R277-297.

Latron, Y., Chautan, M., Anfosso, F., Alessi, M. C., Nalbone, G., Lafont, H., and Juhan-
Vague, I. (1991). Stimulating effect of oxidized low density lipoproteins on plasminogen
activator inhibitor-1 synthesis by endothelial cells. Arterioscler Thromb 11, 1821-1829.

Li, D., Liu, L., Chen, H., Sawamura, T., Ranganathan, S., and Mehta, J. L. (2003a).
LOX-1 mediates oxidized low-density lipoprotein-induced expression of matrix
metalloproteinases in human coronary artery endothelial cells. Circulation 107, 612-617.

Li, D., and Mehta, J. L. (2000). Antisense to LOX-1 inhibits oxidized LDL-mediated
upregulation of monocyte chemoattractant protein-1 and monocyte adhesion to human
coronary artery endothelial cells. Circulation 101, 2889-2895.

Li, D., Singh, R. M., Liu, L., Chen, H., Singh, B. M., Kazzaz, N., and Mehta, J. L.
(2003b). Oxidized-LDL through LOX-1 increases the expression of angiotensin
converting enzyme in human coronary artery endothelial cells. Cardiovasc Res 57, 238-
243.

Li, D. Y., Chen, H. J., and Mehta, J. L. (2001). Statins inhibit oxidized-LDL-mediated
LOX-1 expression, uptake of oxidized-LDL and reduction in PKB phosphorylation.
Cardiovasc Res 52, 130-135.

Libby, P., and Theroux, P. (2005). Pathophysiology of coronary artery disease.
Circulation 111, 3481-3488.

Lin, Y., and Sun, Z. (2010). Current views on type 2 diabetes. J Endocrinol 204, 1-11.

Liu, Y., Fiskum, G., and Schubert, D. (2002). Generation of reactive oxygen species by
the mitochondrial electron transport chain. J Neurochem 80, 780-787.

173



Lopes-Virella, M. F., Klein, R. L., Lyons, T. J., Stevenson, H. C., and Witztum, J. L.
(1988). Glycosylation of low-density lipoprotein enhances cholesteryl ester synthesis in
human monocyte-derived macrophages. Diabetes 37, 550-557.

Lusis, A. J. (2000). Atherosclerosis. Nature 407, 233-241.

Lyons, T. J. (1992). Lipoprotein glycation and its metabolic consequences. Diabetes 41
Suppl 2, 67-73.

Lyons, T. J. (1993). Glycation and oxidation: a role in the pathogenesis of
atherosclerosis. Am J Cardiol 71, 26B-31B.

Lyons, T. J., Baynes, J. W., Patrick, J. S., Colwell, J. A., and Lopes-Virella, M. F. (1986).
Glycosylation of low density lipoprotein in patients with type 1 (insulin-dependent)

diabetes: correlations with other parameters of glycaemic control. Diabetologia 29, 685-
689.

Lyons, T. J., Li, W., Wells-Knecht, M. C., and Jokl, R. (1994). Toxicity of mildly
modified low-density lipoproteins to cultured retinal capillary endothelial cells and
pericytes. Diabetes 43, 1090-1095.

Ma, G. M., Halayko, A. J., Stelmack, G. L., Zhu, F., Zhao, R., Hillier, C. T., and Shen, G.
X. (2006). Effects of oxidized and glycated low-density lipoproteins on transcription and

secretion of plasminogen activator inhibitor-1 in vascular endothelial cells. Cardiovasc
Pathol 15, 3-10.

Mabile, L., Meilhac, O., Escargueil-Blanc, 1., Troly, M., Pieraggi, M. T., Salvayre, R.,
and Negre-Salvayre, A. (1997). Mitochondrial function is involved in LDL oxidation
mediated by human cultured endothelial cells. Arterioscler Thromb Vasc Biol 17, 1575-
1582.

Madamanchi, N. R., and Runge, M. S. (2007). Mitochondrial dysfunction in
atherosclerosis. Circ Res 100, 460-473.

Madamanchi, N. R., Vendrov, A., and Runge, M. S. (2005). Oxidative stress and vascular
disease. Arterioscler Thromb Vasc Biol 25, 29-38.

Marrero, M. B., Schieffer, B., Li, B., Sun, J., Harp, J. B., and Ling, B. N. (1997). Role of
Janus kinase/signal transducer and activator of transcription and mitogen-activated
protein kinase cascades in angiotensin II- and platelet-derived growth factor-induced
vascular smooth muscle cell proliferation. J Biol Chem 272, 24684-24690.

Martinet, W., and Kockx, M. M. (2001). Apoptosis in atherosclerosis: focus on oxidized
lipids and inflammation. Curr Opin Lipidol 12, 535-541.

174



Masaki, H., Atsumi, T., and Sakurai, H. (1995). Detection of hydrogen peroxide and
hydroxyl radicals in murine skin fibroblasts under UVB irradiation. Biochem Biophys
Res Commun 206, 474-479.

Matsunaga, T., Nakajima, T., Miyazaki, T., Koyama, 1., Hokari, S., Inoue, 1., Kawai, S.,
Shimomura, H., Katayama, S., Hara, A., and Komoda, T. (2003). Glycated high-density
lipoprotein regulates reactive oxygen species and reactive nitrogen species in endothelial
cells. Metabolism 52, 42-49.

Maziere, C., Djavaheri-Mergny, M., Frey-Fressart, V., Delattre, J., and Maziere, J. C.
(1997). Copper and cell-oxidized low-density lipoprotein induces activator protein 1 in
fibroblasts, endothelial and smooth muscle cells. FEBS Lett 409, 351-356.

Maziere, C., and Maziere, J. C. (2009). Activation of transcription factors and gene
expression by oxidized low-density lipoprotein. Free Radic Biol Med 46, 127-137.

McLennan, H. R., and Degli Esposti, M. (2000). The contribution of mitochondrial
respiratory complexes to the production of reactive oxygen species. J Bioenerg
Biomembr 32, 153-162.

Mehta, J. L. (2004). The role of LOX-1, a novel lectin-like receptor for oxidized low
density lipoprotein, in atherosclerosis. Can J Cardiol 20 Suppl B, 32B-36B.

Mehta, J. L., Chen, J., Hermonat, P. L., Romeo, F., and Novelli, G. (2006). Lectin-like,
oxidized low-density lipoprotein receptor-1 (LOX-1): a critical player in the development
of atherosclerosis and related disorders. Cardiovasc Res 69, 36-45.

Mehta, J. L., Chen, J., Yu, F., and Li, D. Y. (2004). Aspirin inhibits ox-LDL-mediated
LOX-1 expression and metalloproteinase-1 in human coronary endothelial cells.
Cardiovasc Res 64, 243-249.

Mehta, J. L., Hu, B., Chen, J., and Li, D. (2003). Pioglitazone inhibits LOX-1 expression
in human coronary artery endothelial cells by reducing intracellular superoxide radical
generation. Arterioscler Thromb Vasc Biol 23, 2203-2208.

Mehta, J. L., Sanada, N., Hu, C. P., Chen, J., Dandapat, A., Sugawara, F., Satoh, H.,
Inoue, K., Kawase, Y., Jishage, K., et al. (2007). Deletion of LOX-1 reduces
atherogenesis in LDLR knockout mice fed high cholesterol diet. Circ Res 100, 1634-
1642.

Metzler, B., Abia, R., Ahmad, M., Wernig, F., Pachinger, O., Hu, Y., and Xu, Q. (2003).

Activation of heat shock transcription factor 1 in atherosclerosis. Am J Pathol 162, 1669-
1676.

175



Minamino, T., Yoshida, T., Tateno, K., Miyauchi, H., Zou, Y., Toko, H., and Komuro, 1.
(2003). Ras induces vascular smooth muscle cell senescence and inflammation in human
atherosclerosis. Circulation 108, 2264-2269.

Mitchell, P. (1961). Coupling of phosphorylation to electron and hydrogen transfer by a
chemiosmotic type of mechanism. Nature (London) 191, 105.

Modlinger, P., Chabrashvili, T., Gill, P. S., Mendonca, M., Harrison, D. G., Griendling,
K. K., Li, M., Raggio, J., Wellstein, A., Chen, Y., et al. (2006). RNA silencing in vivo
reveals role of p22phox in rat angiotensin slow pressor response. Hypertension 47, 238-
244,

Morel, D. W., Hessler, J. R., and Chisolm, G. M. (1983). Low density lipoprotein
cytotoxicity induced by free radical peroxidation of lipid. J Lipid Res 24, 1070-1076.

Morigi, M., Angioletti, S., Imberti, B., Donadelli, R., Micheletti, G., Figliuzzi, M.,
Remuzzi, A., Zoja, C., and Remuzzi, G. (1998). Leukocyte-endothelial interaction is
augmented by high glucose concentrations and hyperglycemia in a NF-kB-dependent
fashion. J Clin Invest 101, 1905-1915.

Morimoto, R. I. (1998). Regulation of the heat shock transcriptional response: cross talk
between a family of heat shock factors, molecular chaperones, and negative regulators.
Genes Dev 12, 3788-3796.

Morrison, D. K. (1990). The Raf-1 kinase as a transducer of mitogenic signals. Cancer
Cells 2, 377-382.

Mugge, A., Brandes, R. P., Boger, R. H., Dwenger, A., Bode-Boger, S., Kienke, S.,
Frolich, J. C., and Lichtlen, P. R. (1994). Vascular release of superoxide radicals is
enhanced in hypercholesterolemic rabbits. J Cardiovasc Pharmacol 24, 994-998.

Muller, F. L., Liu, Y., and Van Remmen, H. (2004). Complex III releases superoxide to
both sides of the inner mitochondrial membrane. J Biol Chem 279, 49064-49073.

Munusamy, S., and MacMillan-Crow, L. A. (2009). Mitochondrial superoxide plays a
crucial role in the development of mitochondrial dysfunction during high glucose
exposure in rat renal proximal tubular cells. Free Radic Biol Med 46, 1149-1157.

Munusamy, S., Saba, H., Mitchell, T., Megyesi, J. K., Brock, R. W., and Macmillan-
Crow, L. A. (2009). Alteration of renal respiratory Complex-III during experimental
type-1 diabetes. BMC Endocr Disord 9, 2.

Nagase, M., Ando, K., Nagase, T., Kaname, S., Sawamura, T., and Fujita, T. (2001).

Redox-sensitive regulation of lox-1 gene expression in vascular endothelium. Biochem
Biophys Res Commun 281, 720-725.

176



Nagase, M., Kaname, S., Nagase, T., Wang, G., Ando, K., Sawamura, T., and Fujita, T.
(2000). Expression of LOX-1, an oxidized low-density lipoprotein receptor, in
experimental hypertensive glomerulosclerosis. ] Am Soc Nephrol 11, 1826-1836.

Napoli, C., Quehenberger, O., De Nigris, F., Abete, P., Glass, C. K., and Palinski, W.
(2000). Mildly oxidized low density lipoprotein activates multiple apoptotic signaling
pathways in human coronary cells. Faseb J 14, 1996-2007.

Natarajan, R., and Nadler, J. L. (2004). Lipid inflammatory mediators in diabetic vascular
disease. Arterioscler Thromb Vasc Biol 24, 1542-1548.

Navarro, A., and Boveris, A. (2004). Rat brain and liver mitochondria develop oxidative
stress and lose enzymatic activities on aging. Am J Physiol Regul Integr Comp Physiol
287, R1244-1249.

Navarro, A., Sanchez Del Pino, M. J., Gomez, C., Peralta, J. L., and Boveris, A. (2002).
Behavioral dysfunction, brain oxidative stress, and impaired mitochondrial electron
transfer in aging mice. Am J Physiol Regul Integr Comp Physiol 282, R985-992.

Neeper, M., Schmidt, A. M., Brett, J., Yan, S. D., Wang, F., Pan, Y. C., Elliston, K.,
Stern, D., and Shaw, A. (1992). Cloning and expression of a cell surface receptor for
advanced glycosylation end products of proteins. J Biol Chem 267, 14998-15004.

Nesto, R. W. (2005). Beyond low-density lipoprotein: addressing the atherogenic lipid
triad in type 2 diabetes mellitus and the metabolic syndrome. Am J Cardiovasc Drugs. 5,
379-387.

Nijtmans, L. G., Taanman, J. W., Muijsers, A. O., Speijer, D., and Van den Bogert, C.
(1998). Assembly of cytochrome-c oxidase in cultured human cells. Eur J Biochem 254,
389-394.

Nishikawa, T., Edelstein, D., Du, X. L., Yamagishi, S., Matsumura, T., Kaneda, Y.,
Yorek, M. A., Beebe, D., Oates, P. J., Hammes, H. P., et al. (2000). Normalizing
mitochondrial superoxide production blocks three pathways of hyperglycaemic damage.
Nature 404, 787-790.

Nitti, M., Furfaro, A. L., Traverso, N., Odetti, P., Storace, D., Cottalasso, D., Pronzato,
M. A., Marinari, U. M., and Domenicotti, C. (2007). PKC delta and NADPH oxidase in
AGE-induced neuronal death. Neurosci Lett 416, 261-265.

Obrosova, 1. G., Stevens, M. J., and Lang, H. J. (2001). Diabetes-induced changes in
retinal NAD-redox status: pharmacological modulation and implications for pathogenesis

of diabetic retinopathy. Pharmacology 62, 172-180.

Ohkawa, H., Ohishi, N., and Yagi, K. (1979). Assay for lipid peroxides in animal tissues
by thiobarbituric acid reaction. Anal Biochem 95, 351-358.

177



Ohtsu, H., Suzuki, H., Nakashima, H., Dhobale, S., Frank, G. D., Motley, E. D., and
Eguchi, S. (2006). Angiotensin II signal transduction through small GTP-binding
proteins: mechanism and significance in vascular smooth muscle cells. Hypertension 48,
534-540.

Okrainec, K., Banerjee, D. K., and Eisenberg, M. J. (2004). Coronary artery disease in
the developing world. Am Heart J 148, 7-15.

Pacher, P., and Szabo, C. (2005). Role of poly(ADP-ribose) polymerase-1 activation in
the pathogenesis of diabetic complications: endothelial dysfunction, as a common
underlying theme. Antioxid Redox Signal 7, 1568-1580.

Pandolfi, A., Cetrullo, D., Polishuck, R., Alberta, M. M., Calafiore, A., Pellegrini, G.,
Vitacolonna, E., Capani, F., and Consoli, A. (2001). Plasminogen activator inhibitor type
1 is increased in the arterial wall of type II diabetic subjects. Arterioscler Thromb Vasc

Biol 21, 1378-1382.

Paradies, G., Petrosillo, G., Pistolese, M., and Ruggiero, F. M. (2001). Reactive oxygen
species generated by the mitochondrial respiratory chain affect the complex III activity
via cardiolipin peroxidation in beef-heart submitochondrial particles. Mitochondrion 1,
151-159.

Paramo, J. A., Colucci, M., Collen, D., and van de Werf, F. (1985). Plasminogen
activator inhibitor in the blood of patients with coronary artery disease. Br Med J (Clin
Res Ed) 291, 573-574.

Patterson, C., Ruef, J., Madamanchi, N. R., Barry-Lane, P., Hu, Z., Horaist, C., Ballinger,
C. A, Brasier, A. R., Bode, C., and Runge, M. S. (1999). Stimulation of a vascular
smooth muscle cell NAD(P)H oxidase by thrombin. Evidence that p47(phox) may
participate in forming this oxidase in vitro and in vivo. J Biol Chem 274, 19814-19822.

Pawar, S., Kartha, S., and Toback, F. G. (1995). Differential gene expression in migrating
renal epithelial cells after wounding. J Cell Physiol 165, 556-565.

Pennathur, S., and Heinecke, J. W. (2007). Oxidative stress and endothelial dysfunction
in vascular disease. Curr Diab Rep 7, 257-264.

Petersen, K. F., Dufour, S., Befroy, D., Garcia, R., and Shulman, G. 1. (2004). Impaired
mitochondrial activity in the insulin-resistant offspring of patients with type 2 diabetes. N
Engl J Med 350, 664-671.

Petry, A., Djordjevic, T., Weitnauer, M., Kietzmann, T., Hess, J., and Gorlach, A. (2006).

NOX2 and NOX4 mediate proliferative response in endothelial cells. Antioxid Redox
Signal 8, 1473-1484.

178



Pirkkala, L., Nykanen, P., and Sistonen, L. (2001). Roles of the heat shock transcription
factors in regulation of the heat shock response and beyond. Faseb J 15, 1118-1131.

Pitkanen, S., and Robinson, B. H. (1996). Mitochondrial complex I deficiency leads to
increased production of superoxide radicals and induction of superoxide dismutase. J Clin
Invest 98, 345-351.

Plant, S., Shand, B., Elder, P., and Scott, R. (2008). Adiponectin attenuates endothelial
dysfunction induced by oxidised low-density lipoproteins. Diab Vasc Dis Res 5, 102-108.

Plow, E. F., Herren, T., Redlitz, A., Miles, L. A., and Hoover-Plow, J. L. (1995). The cell
biology of the plasminogen system. Faseb J 9, 939-945.

Ponte, P., Ng, S. Y., Engel, J.,, Gunning, P., and Kedes, L. (1984). Evolutionary
conservation in the untranslated regions of actin mRNAs: DNA sequence of a human
beta-actin cDNA. Nucleic Acids Res 12, 1687-1696.

Posch, K., Simecek, S., Wascher, T. C., Jurgens, G., Baumgartner-Parzer, S., Kostner, G.
M., and Graier, W. F. (1999). Glycated low-density lipoprotein attenuates shear stress-
induced nitric oxide synthesis by inhibition of shear stress-activated L-arginine uptake in
endothelial cells. Diabetes 48, 1331-1337.

Pourova, J., Kottova, M., Voprsalova, M., and Pour, M. (2010). Reactive oxygen and
nitrogen species in normal physiological processes. Acta Physiol (Oxf) 198, 15-35.

Puddu, G. M., Cravero, E., Arnone, G., Muscari, A., and Puddu, P. (2005). Molecular
aspects of atherogenesis: new insights and unsolved questions. J Biomed Sci 12, 839-853.

Puddu, P., Puddu, G. M., Cravero, E., De Pascalis, S., and Muscari, A. (2009). The
emerging role of cardiovascular risk factor-induced mitochondrial dysfunction in
atherogenesis. J Biomed Sci 16, 112.

Quyyumi, A. A. (1998). Endothelial function in health and disease: new insights into the
genesis of cardiovascular disease. Am J Med 105, 32S-39S.

Rabbani, N., Chittari, M. V., Bodmer, C. W., Zehnder, D., Ceriello, A., and Thornalley,
P. J. (2010). Increased glycation and oxidative damage to apolipoprotein B100 of LDL
cholesterol in patients with type 2 diabetes and effect of metformin. Diabetes 59, 1038-
1045.

Rabol, R., Hojberg, P. M., Almdal, T., Boushel, R., Haugaard, S. B., Madsbad, S., and

Dela, F. (2009). Effect of hyperglycemia on mitochondrial respiration in type 2 diabetes.
J Clin Endocrinol Metab 94, 1372-1378.

179



Radi, R., Beckman, J. S., Bush, K. M., and Freeman, B. A. (1991). Peroxynitrite-induced
membrane lipid peroxidation: the cytotoxic potential of superoxide and nitric oxide. Arch
Biochem Biophys 288, 481-487.

Ramasamy, R., Vannucci, S. J., Yan, S. S., Herold, K., Yan, S. F., and Schmidt, A. M.
(2005). Advanced glycation end products and RAGE: a common thread in aging,
diabetes, neurodegeneration, and inflammation. Glycobiology 15, 16R-28R.

Ramasamy, R., Yan, S. F., and Schmidt, A. M. (2009). RAGE: therapeutic target and
biomarker of the inflammatory response--the evidence mounts. J Leukoc Biol 86, 505-
512.

Rayappa, S. and Kowluru, R. A. (2008). Role of Raf-1 kinase in diabetes-induced
accelerated apoptosis of retinal capillary cells. Intern J of Biomed Sci 4, 20-28.

Reaven, G. M., Hollenbeck, C., Jeng, C. Y., Wu, M. S., and Chen, Y. D. (1988).
Measurement of plasma glucose, free fatty acid, lactate, and insulin for 24 h in patients
with NIDDM. Diabetes 37, 1020-1024.

Ren, S., Lee, H., Hu, L., Lu, L., and Shen, G. X. (2002). Impact of diabetes-associated
lipoproteins on generation of fibrinolytic regulators from vascular endothelial cells. J Clin
Endocrinol Metab 87, 286-291.

Ren, S., Man, R. Y., Angel, A., and Shen, G. X. (1997). Oxidative modification enhances
lipoprotein(a)-induced overproduction of plasminogen activator inhibitor-1 in cultured
vascular endothelial cells. Atherosclerosis 128, 1-10.

Ren, S., Shatadal, S., and Shen, G. X. (2000). Protein kinase C-beta mediates lipoprotein-
induced generation of PAI-1 from vascular endothelial cells. Am J Physiol Endocrinol
Metab 278, E656-662.

Ren, S., and Shen, G. X. (2000). Impact of antioxidants and HDL on glycated LDL-
induced generation of fibrinolytic regulators from vascular endothelial cells. Arterioscler
Thromb Vasc Biol 20, 1688-1693.

Rikitake, Y., and Liao, J. K. (2005). Rho-kinase mediates hyperglycemia-induced
plasminogen activator inhibitor-1 expression in vascular endothelial cells. Circulation
111, 3261-3268.

Roberts, C. K., and Sindhu, K. K. (2009). Oxidative stress and metabolic syndrome. Life
Sci 84, 705-712.

Robinson, K. M., Janes, M. S., Pehar, M., Monette, J. S., Ross, M. F., Hagen, T. M.,

Murphy, M. P., and Beckman, J. S. (2006). Selective fluorescent imaging of superoxide
in vivo using ethidium-based probes. Proc Natl Acad Sci U S A 103, 15038-15043.

180



Rocnik, E., Chow, L. H., and Pickering, J. G. (2000). Heat shock protein 47 is expressed
in fibrous regions of human atheroma and Is regulated by growth factors and oxidized
low-density lipoprotein. Circulation 101, 1229-1233.

Rolo, A. P., and Palmeira, C. M. (2006). Diabetes and mitochondrial function: role of
hyperglycemia and oxidative stress. Toxicol Appl Pharmacol 212, 167-178.

Roma, P., and Catapano, A. L. (1996). Stress proteins and atherosclerosis.
Atherosclerosis 127, 147-154.

Ross, R. (1999). Atherosclerosis-an inflammatory disease. N Engl J Med 340, 115-126.

Ross, R., and Glomset, J. A. (1973). Atherosclerosis and the arterial smooth muscle cell:

Proliferation of smooth muscle is a key event in the genesis of the lesions of
atherosclerosis. Science 180, 1332-1339.

Roy Chowdhury, S. K., Sangle, G. V., Xie, X., Stelmack, G. L., Halayko, A. J., and Shen,
G. X. (2010). Effects of extensively oxidized low-density lipoprotein on mitochondrial
function and reactive oxygen species in porcine aortic endothelial cells. Am J Physiol
Endocrinol Metab 298, E§9-E98.

Rueckschloss, U., Duerrschmidt, N., and Morawietz, H. (2003). NADPH oxidase in
endothelial cells: impact on atherosclerosis. Antioxid Redox Signal 5, 171-180.

Rueckschloss, U., Galle, J., Holtz, J., Zerkowski, H. R., and Morawietz, H. (2001).
Induction of NAD(P)H oxidase by oxidized low-density lipoprotein in human endothelial

cells: antioxidative potential of hydroxymethylglutaryl coenzyme A reductase inhibitor
therapy. Circulation 104, 1767-1772.

Ruiz-Velasco, N., Dominguez, A., and Vega, M. A. (2004). Statins upregulate CD36
expression in human monocytes, an effect strengthened when combined with PPAR-
gamma ligands Putative contribution of Rho GTPases in statin-induced CD36 expression.
Biochem Pharmacol 67, 303-313.

Rustin, P., Chretien, D., Bourgeron, T., Gerard, B., Rotig, A., Saudubray, J. M., and
Munnich, A. (1994). Biochemical and molecular investigations in respiratory chain
deficiencies. Clin Chim Acta 228, 35-51.

Rustin, P., Munnich, A., and Rotig, A. (2002). Succinate dehydrogenase and human
diseases: new insights into a well-known enzyme. Eur J] Hum Genet 10, 289-291.

Sangle, G. V., and Shen, G. X. (2010). Signaling mechanisms for oxidized LDL-induced

oxidative stress and the upregulation of plasminogen activator inhibitor-1 in vascular
cells. Clinical Lipidology 5, 221-232.

181



Sangle, G. V., Chowdhury, S. K., Xie, X., Stelmack, G. L., Halayko, A. J., and Shen, G.
X. (2010). Impairment of mitochondrial respiratory chain activity in aortic endothelial
cells induced by glycated low-density lipoprotein. Free Radic Biol Med 48, 781-790.

Sangle, G. V., Zhao, R., and Shen, G. X (2010). Involvement of RAGE, NADPH oxidase
and Ras/Raf-1 pathway in glycated LDL-induced expression of heat shock factor-1 and
plasminogen activator inhibitor-1 in vascular endothelial cells. Endocrinology in press.

Sangle, G. V., Zhao, R., and Shen, G. X. (2008). Transmembrane signaling pathway
mediates oxidized low-density lipoprotein-induced expression of plasminogen activator
inhibitor-1 in vascular endothelial cells. Am J Physiol Endocrinol Metab 295, E1243-
1254.

Santillo, M., Mondola, P., Seru, R., Annella, T., Cassano, S., Ciullo, I., Tecce, M. F.,
Iacomino, G., Damiano, S., Cuda, G., et al. (2001). Opposing functions of Ki- and Ha-
Ras genes in the regulation of redox signals. Curr Biol 11, 614-619.

Sawamura, T., Kume, N., Aoyama, T., Moriwaki, H., Hoshikawa, H., Aiba, Y., Tanaka,
T., Miwa, S., Katsura, Y., Kita, T., and Masaki, T. (1997). An endothelial receptor for
oxidized low-density lipoprotein. Nature 386, 73-77.

Sawdey, M., Podor, T. J., and Loskutoff, D. J. (1989). Regulation of type 1 plasminogen
activator inhibitor gene expression in cultured bovine aortic endothelial cells. Induction

by transforming growth factor-beta, lipopolysaccharide, and tumor necrosis factor-alpha.
J Biol Chem 264, 10396-10401.

Schachter, M. (1997). The pathogenesis of atherosclerosis. Int J Cardiol 62 Suppl 2, S3-7.

Schiekofer, S., Andrassy, M., Chen, J., Rudofsky, G., Schneider, J., Wendt, T., Stefan,
N., Humpert, P., Fritsche, A., Stumvoll, M., et al. (2003). Acute hyperglycemia causes

intracellular formation of CML and activation of ras, p42/44 MAPK, and nuclear factor
kappaB in PBMCs. Diabetes 52, 621-633.

Schleicher, E., Deufel, T., and Wieland, O. H. (1981). Non-enzymatic glycosylation of
human serum lipoproteins. Elevated epsilon-lysine glycosylated low density lipoprotein
in diabetic patients. FEBS Lett 129, 1-4.

Schmidt, A. M., and Stern, D. (2000). Atherosclerosis and diabetes: the RAGE
connection. Curr Atheroscler Rep 2, 430-436.

Schmidt, A. M., Yan, S. D., Wautier, J. L., and Stern, D. (1999). Activation of receptor

for advanced glycation end products: a mechanism for chronic vascular dysfunction in
diabetic vasculopathy and atherosclerosis. Circ Res 84, 489-497.

182



Schultz, B. E., and Chan, S. I. (2001). Structures and proton-pumping strategies of
mitochondrial respiratory enzymes. Annu Rev Biophys Biomol Struct 30, 23-65.

Shen, G. X. (1998). Vascular cell-derived fibrinolytic regulators and atherothrombotic
vascular disorders (Review). Int J Mol Med 1, 399-408.

Shen, G. X. (2003). Impact and mechanism for oxidized and glycated lipoproteins on
generation of fibrinolytic regulators from vascular endothelial cells. Mol Cell Biochem
246, 69-74.

Shen, X. Y., Hamilton, T. A., and DiCorleto, P. E. (1990). Thrombin-induced expression
of the KC gene in cultured aortic endothelial cells. Involvement of proteolytic activity
and protein kinase C. Biochimica et Biophysica Acta 1049, 145-150.

Shoubridge, E. A. (2001). Cytochrome ¢ oxidase deficiency. Am J Med Genet 106, 46-
52.

Sima, A. V., Botez, G. M., Stancu, C. S., Manea, A., Raicu, M., and Simionescu, M.
(2009). Effect of irreversibly glycated LDL in human vascular smooth muscle cells:
Lipid loading, oxidative and inflammatory stress. J Cell Mol Med [Epub ahead of print].

Simm, A., Munch, G., Seif, F., Schenk, O., Heidland, A., Richter, H., Vamvakas, S., and
Schinzel, R. (1997). Advanced glycation endproducts stimulate the MAP-kinase pathway
in tubulus cell line LLC-PK 1. FEBS Lett 410, 481-484.

Singh, U., and Jialal, 1. (2006). Oxidative stress and atherosclerosis. Pathophysiology 13,
129-142.

Smeitink, J., Sengers, R., Trijbels, F., and van den Heuvel, L. (2001). Human NADH:
ubiquinone oxidoreductase. J Bioenerg Biomembr 33, 259-266.

Snoeckx, L. H., Cornelussen, R. N., Van Nieuwenhoven, F. A., Reneman, R. S., and Van
Der Vusse, G. J. (2001). Heat shock proteins and cardiovascular pathophysiology.
Physiol Rev 81, 1461-1497.

Sobel, B. E., Woodcock-Mitchell, J., Schneider, D. J., Holt, R. E., Marutsuka, K., and
Gold, H. (1998). Increased plasminogen activator inhibitor type 1 in coronary artery
atherectomy specimens from type 2 diabetic compared with nondiabetic patients: a

potential factor predisposing to thrombosis and its persistence. Circulation 97, 2213-
2221.

Song, C. Y., Kim, B. C., and Lee, H. S. (2008). Lovastatin inhibits oxidized low-density
lipoprotein-induced plasminogen activator inhibitor and transforming growth factor-betal
expression via a decrease in Ras/extracellular signal-regulated kinase activity in
mesangial cells. Transl Res 151, 27-35.

183



Soro-Paavonen, A., Watson, A. M., Li, J., Paavonen, K., Koitka, A., Calkin, A. C., Barit,
D., Coughlan, M. T., Drew, B. G., Lancaster, G. 1., et al. (2008). Receptor for advanced
glycation end products (RAGE) deficiency attenuates the development of atherosclerosis
in diabetes. Diabetes 57, 2461-2469.

Srere, P. A. (1969). Citrate synthase. Methods Enzymol 13, 3-26.

Steinberg, D. (1997). Low density lipoprotein oxidation and its pathobiological
significance. J Biol Chem 272, 20963-20966.

Steinberg, D. (2009). The LDL modification hypothesis of atherogenesis: an update. J
Lipid Res 50 Suppl, S376-381.

Steinberg, D., Carew, T. E., Fielding, C., Fogelman, A. M., Mahley, R. W., Sniderman,
A. D., and Zilversmit, D. B. (1989). Lipoproteins and the pathogenesis of atherosclerosis.
Circulation 80, 719-723.

Steinbrecher, U. P. (1999). Receptors for oxidized low density lipoprotein. Biochim
Biophys Acta 1436, 279-298.

Steinbrecher, U. P., Parthasarathy, S., Leake, D. S., Witztum, J. L., and Steinberg, D.
(1984). Modification of low density lipoprotein by endothelial cells involves lipid
peroxidation and degradation of low density lipoprotein phospholipids. Proc Natl Acad
Sci U S A 81, 3883-3887.

Stephens, E., Thureen, P. J., Goalstone, M. L., Anderson, M. S., Leitner, J. W., Hay, W.
W., Jr., and Draznin, B. (2001). Fetal hyperinsulinemia increases farnesylation of p21
Ras in fetal tissues. Am J Physiol Endocrinol Metab 281, E217-223.

Stern, D., Yan, S. D., Yan, S. F., and Schmidt, A. M. (2002). Receptor for advanced
glycation endproducts: a multiligand receptor magnifying cell stress in diverse pathologic
settings. Adv Drug Deliv Rev 54, 1615-1625.

Stielow, C., Catar, R. A., Muller, G., Wingler, K., Scheurer, P., Schmidt, H. H., and
Morawietz, H. (2006). Novel Nox inhibitor of oxLDL-induced reactive oxygen species
formation in human endothelial cells. Biochem Biophys Res Commun 344, 200-205.

Stiko-Rahm, A., Wiman, B., Hamsten, A., and Nilsson, J. (1990). Secretion of
plasminogen activator inhibitor-1 from cultured human umbilical vein endothelial cells is
induced by very low density lipoprotein. Arteriosclerosis 10, 1067-1073.

Stocker, R., and Keaney, J. F., Jr. (2004). Role of oxidative modifications in
atherosclerosis. Physiol Rev 84, 1381-1478.

Tabas, 1. (1999). Nonoxidative modifications of lipoproteins in atherogenesis. Annu Rev
Nutr 19, 123-139.

184



Taguchi, S., Oinuma, T., and Yamada, T. (2000). A comparative study of cultured
smooth muscle cell proliferation and injury, utilizing glycated low density lipoproteins
with slight oxidation, auto-oxidation, or extensive oxidation. J Atheroscler Thromb 7,
132-137.

Takabe, W., Li, R., Ai, L., Yu, F., Berliner, J. A., and Hsiai, T. K. (2010). Oxidized low-
density lipoprotein-activated c-Jun NH2-terminal kinase regulates manganese superoxide
dismutase ubiquitination: implication for mitochondrial redox status and apoptosis.
Arterioscler Thromb Vasc Biol 30, 436-441.

Takai, Y., Sasaki, T., and Matozaki, T. (2001). Small GTP-binding proteins. Physiol Rev
81, 153-208.

Tames, F. J., Mackness, M. 1., Arrol, S., Laing, 1., and Durrington, P. N. (1992). Non-
enzymatic glycation of apolipoprotein B in the sera of diabetic and non-diabetic subjects.
Atherosclerosis 93, 237-244.

Thogersen, A. M., Jansson, J. H., Boman, K., Nilsson, T. K., Weinehall, L., Huhtasaari,
F., and Hallmans, G. (1998). High plasminogen activator inhibitor and tissue
plasminogen activator levels in plasma precede a first acute myocardial infarction in both
men and women: evidence for the fibrinolytic system as an independent primary risk
factor. Circulation 98, 2241-2247.

Toma, L., Stancu, C. S., Botez, G. M., Sima, A. V., and Simionescu, M. (2009).
Irreversibly glycated LDL induce oxidative and inflammatory state in human endothelial
cells; added effect of high glucose. Biochem Biophys Res Commun 390, 877-882.

Tomitsuka, E., Hirawake, H., Goto, Y., Taniwaki, M., Harada, S., and Kita, K. (2003).
Direct evidence for two distinct forms of the flavoprotein subunit of human
mitochondrial complex II (succinate-ubiquinone reductase). J Biochem 134, 191-195.

Tomlinson, D. R. (1999). Mitogen-activated protein kinases as glucose transducers for
diabetic complications. Diabetologia 42, 1271-1281.

Tozer, E. C., and Carew, T. E. (1997). Residence time of low-density lipoprotein in the
normal and atherosclerotic rabbit aorta. Circ Res 80, 208-218.

Tremoli, E., Camera, M., Maderna, P., Sironi, L., Prati, L., Colli, S., Piovella, F., Bernini,
F., Corsini, A., and Mussoni, L. (1993). Increased synthesis of plasminogen activator
inhibitor-1 by cultured human endothelial cells exposed to native and modified LDLs. An
LDL receptor-independent phenomenon. Arterioscler Thromb 13, 338-346.

Tsai, F. M., Shyu, R. Y., and Jiang, S. Y. (2006). RIG1 inhibits the Ras/mitogen-

activated protein kinase pathway by suppressing the activation of Ras. Cell Signal 18,
349-358.

185



Turrens, J. F. (2003). Mitochondrial formation of reactive oxygen species. J Physiol 552,
335-344.

Urata, Y., Yamaguchi, M., Higashiyama, Y., Ihara, Y., Goto, S., Kuwano, M., Horiuchi,
S., Sumikawa, K., and Kondo, T. (2002). Reactive oxygen species accelerate production
of vascular endothelial growth factor by advanced glycation end products in RAW264.7
mouse macrophages. Free Radic Biol Med 32, 688-701.

Ushio-Fukai, M., Zafari, A. M., Fukui, T., Ishizaka, N., and Griendling, K. K. (1996).
p22phox is a critical component of the superoxide-generating NADH/NADPH oxidase
system and regulates angiotensin II-induced hypertrophy in vascular smooth muscle cells.

J Biol Chem 271, 23317-23321.

Van Aelst, L., Barr, M., Marcus, S., Polverino, A., and Wigler, M. (1993). Complex
formation between RAS and RAF and other protein kinases. Proc Natl Acad Sci U S A
90, 6213-6217.

Vaughan, D. E. (2005). PAI-1 and atherothrombosis. J] Thromb Haemost 3, 1879-1883.

Vecchione, C., Aretini, A., Marino, G., Bettarini, U., Poulet, R., Maffei, A., Sbroggio,
M., Pastore, L., Gentile, M. T., Notte, A., et al. (2006). Selective Rac-1 inhibition
protects from diabetes-induced vascular injury. Circ Res 98, 218-225.

Velarde, V., Jenkins, A. J., Christopher, J., Lyons, T. J., and Jaffa, A. A. (2001).
Activation of MAPK by modified low-density lipoproteins in vascular smooth muscle
cells. J Appl Physiol 91, 1412-1420.

Walker, J. E. (1992). The NADH: ubiquinone oxidoreductase (complex I) of respiratory
chains. Q Rev Biophys 25, 253-324.

Wallace, D. C. (1992). Mitochondrial genetics: a paradigm for aging and degenerative
diseases? Science 256, 628-632.

Wallace, D. C. (1999). Mitochondrial diseases in man and mouse. Science 283, 1482-
1488.

Walter, D. H., Haendeler, J., Galle, J., Zeiher, A. M., and Dimmeler, S. (1998).
Cyclosporin A inhibits apoptosis of human endothelial cells by preventing release of
cytochrome C from mitochondria. Circulation 98, 1153-1157.

Wang, H., Liu, J., and Wu, L. (2009). Methylglyoxal-induced mitochondrial dysfunction
in vascular smooth muscle cells. Biochem Pharmacol 77, 1709-1716.

Warne, P. H., Viciana, P. R., and Downward, J. (1993). Direct interaction of Ras and the
amino-terminal region of Raf-1 in vitro. Nature 364, 352-355.

186



Watanabe, J., Wohltmann, H. J., Klein, R. L., Colwell, J. A., and Lopes-Virella, M. F.
(1988). Enhancement of platelet aggregation by low-density lipoproteins from IDDM
patients. Diabetes 37, 1652-1657.

Watson, A. D., Berliner, J. A., Hama, S. Y., La Du, B. N,, Faull, K. F., Fogelman, A. M.,
and Navab, M. (1995). Protective effect of high density lipoprotein associated

paraoxonase. Inhibition of the biological activity of minimally oxidized low density
lipoprotein. J Clin Invest 96, 2882-2891.

Wautier, M. P., Chappey, O., Corda, S., Stern, D. M., Schmidt, A. M., and Wautier, J. L.
(2001). Activation of NADPH oxidase by AGE links oxidant stress to altered gene
expression via RAGE. Am J Physiol Endocrinol Metab 280, E685-694.

Way, K. J., Katai, N., and King, G. L. (2001). Protein kinase C and the development of
diabetic vascular complications. Diabet Med 18, 945-959.

Wei, Y. H,, Lu, C. Y., Lee, H. C., Pang, C. Y., and Ma, Y. S. (1998). Oxidative damage
and mutation to mitochondrial DNA and age-dependent decline of mitochondrial
respiratory function. Ann N'Y Acad Sci 854, 155-170.

Wharton, D. C., and Tzagoloff, A. (1967). Cytochrome oxidase from beef heart
mitochondria. Methods Enzymol 10, 245-253.

Wild, S., Roglic, G., Green, A., Sicree, R., and King, H. (2004). Global prevalence of
diabetes: estimates for the year 2000 and projections for 2030. Diabetes Care 27, 1047-
1053.

Witztum, J. L., Mahoney, E. M., Branks, M. J., Fisher, M., Elam, R., and Steinberg, D.
(1982). Nonenzymatic glucosylation of low-density lipoprotein alters its biologic activity.
Diabetes 31, 283-291.

Witztum, J. L., and Steinberg, D. (1991). Role of oxidized low density lipoprotein in
atherogenesis. J Clin Invest 88, 1785-1792.

Wikipedia contributors. NADH dehydrogenase. Wikipedia, The Free Encyclopedia [cited
2010, May 28]; Available from:
http://en.wikipedia.org/wiki/NADH dehydrogenase.

Wikipedia contributors. Cytochrome bcl complex. Wikipedia, The Free Encyclopedia
[cited 2010, May 28]; Available from:
http://en.wikipedia.org/wiki/Cytochrome bcl_complex.

Xia, Z., Dickens, M., Raingeaud, J., Davis, R. J., and Greenberg, M. E. (1995). Opposing
effects of ERK and JNK-p38 MAP kinases on apoptosis. Science 270, 1326-1331.

187



Xie, Q., Matsunaga, S., Shi, X., Ogawa, S., Niimi, S., Wen, Z., Tokuyasu, K., and
Machida, S. (2003). Refolding and characterization of the functional ligand-binding
domain of human lectin-like oxidized LDL receptor. Protein Expr Purif. 32, 68-74.

Xu, D., and Kyriakis, J. M. (2003). Phosphatidylinositol 3'-kinase-dependent activation
of renal mesangial cell Ki-Ras and ERK by advanced glycation end products. J Biol
Chem 278, 39349-39355.

Xu, Q., Schett, G., Li, C., Hu, Y., and Wick, G. (2000). Mechanical stress-induced heat
shock protein 70 expression in vascular smooth muscle cells is regulated by Rac and Ras
small G proteins but not mitogen-activated protein kinases. Circ Res 86, 1122-1128.

Xu, Q., and Wick, G. (1996). The role of heat shock proteins in protection and
pathophysiology of the arterial wall. Mol Med Today 2, 372-379.

Yamanaka, S., Zhang, X. Y., Miura, K., Kim, S., and Iwao, H. (1998). The human gene
encoding the lectin-type oxidized LDL receptor (OLR1) is a novel member of the natural
killer gene complex with a unique expression profile. Genomics 54, 191-199.

Yamaguchi, M., Sato, H., and Bannai, S. (1993). Induction of stress proteins in mouse
peritoneal macrophages by oxidized low-density lipoprotein. Biochem Biophys Res
Commun 193, 1198-1201.

Yamamoto, Y., Yamagishi, S., Yonekura, H., Doi, T., Tsuji, H., Kato, 1., Takasawa, S.,
Okamoto, H., Abedin, J., Tanaka, N., et al. (2000). Roles of the AGE-RAGE system in
vascular injury in diabetes. Ann N Y Acad Sci 902, 163-170.

Yan, S. D., Schmidt, A. M., Anderson, G. M., Zhang, J., Brett, J., Zou, Y. S., Pinsky, D.,
and Stern, D. (1994). Enhanced cellular oxidant stress by the interaction of advanced
glycation end products with their receptors/binding proteins. J Biol Chem 269, 9889-
9897.

Yang, C. M., Chien, C. S., Hsiao, L. D., Pan, S. L., Wang, C. C., Chiu, C. T., and Lin, C.
C. (2001). Mitogenic effect of oxidized low-density lipoprotein on vascular smooth
muscle cells mediated by activation of Ras/Raf/MEK/MAPK pathway. Br J Pharmacol
132, 1531-1541.

Yao, P. M., and Tabas, 1. (2001). Free cholesterol loading of macrophages is associated
with widespread mitochondrial dysfunction and activation of the mitochondrial apoptosis

pathway. J Biol Chem 276, 42468-42476.

Ying, W. (2006). NAD+ and NADH in cellular functions and cell death. Front Biosci 11,
3129-3148.

Ying, W. (2008). NAD+/NADH and NADP+/NADPH in cellular functions and cell
death: regulation and biological consequences. Antioxid Redox Signal 10, 179-206.

188



Yla-Herttuala, S., Palinski, W., Rosenfeld, M. E., Parthasarathy, S., Carew, T. E., Butler,
S., Witztum, J. L., and Steinberg, D. (1989). Evidence for the presence of oxidatively

modified low density lipoprotein in atherosclerotic lesions of rabbit and man. J Clin
Invest 84, 1086-1095.

Yorimitsu, K., Saito, T., Toyozaki, T., Ishide, T., Ohnuma, N., and Inagaki, Y. (1993).
Immunohistochemical localization of plasminogen activator inhibitor-1 in human

coronary atherosclerotic lesions involved in acute myocardial infarction. Heart Vessels 8,
160-162.

Yoshida, H., Kondratenko, N., Green, S., Steinberg, D., and Quehenberger, O. (1998).
Identification of the lectin-like receptor for oxidized low-density lipoprotein in human
macrophages and its potential role as a scavenger receptor. Biochem J 334 ( Pt 1), 9-13.

Yoshikawa, S., Shinzawa-Itoh, K., and Tsukihara, T. (1998). Crystal structure of bovine
heart cytochrome c oxidase at 2.8 A resolution. J Bioenerg Biomembr 30, 7-14.

Younis, N., Sharma, R., Soran, H., Charlton-Menys, V., Elseweidy, M., and Durrington,
P. N. (2008). Glycation as an atherogenic modification of LDL. Curr Opin Lipidol 19,
378-384.

Yue, W. H,, Zou, Y. P, Yu, L., and Yu, C. A. (1991). Crystallization of mitochondrial
ubiquinol-cytochrome c reductase. Biochemistry 30, 2303-2306.

Zhang, D. X., and Gutterman, D. D. (2007). Mitochondrial reactive oxygen species-
mediated signaling in endothelial cells. Am J Physiol Heart Circ Physiol 292, H2023-
2031.

Zhang, F. L., and Casey, P. J. (1996). Protein prenylation: molecular mechanisms and
functional consequences. Annu Rev Biochem 65, 241-269.

Zhang, J., Block, E. R., and Patel, J. M. (2002). Down-regulation of mitochondrial
cytochrome ¢ oxidase in senescent porcine pulmonary artery endothelial cells. Mech
Ageing Dev 123, 1363-1374.

Zhang, J., Ren, S., and Shen, G. X. (2000). Glycation amplifies lipoprotein(a)-induced
alterations in the generation of fibrinolytic regulators from human vascular endothelial
cells. Atherosclerosis 150, 299-308.

Zhang, J., Ren, S., Sun, D., and Shen, G. X. (1998). Influence of glycation on LDL-

induced generation of fibrinolytic regulators in vascular endothelial cells. Arterioscler
Thromb Vasc Biol 18, 1140-1148.

189



Zhao, R., Ma, X., and Shen, G. X. (2008). Transcriptional regulation of plasminogen
activator inhibitor-1 in vascular endothelial cells induced by oxidized very low density
lipoproteins. Mol Cell Biochem 317, 197-204.

Zhao, R., Ma, X., Xie, X., and Shen, G. X. (2009). Involvement of NADPH oxidase in
oxidized LDL-induced upregulation of heat shock factor-1 and plasminogen activator
inhibitor-1 in vascular endothelial cells. Am J Physiol Endocrinol Metab 297, E104-111.

Zhao, R., and Shen, G. X. (2005). Functional modulation of antioxidant enzymes in
vascular endothelial cells by glycated LDL. Atherosclerosis 179, 277-284.

Zhao, R., and Shen, G. X. (2007). Involvement of heat shock factor-1 in glycated LDL-
induced upregulation of plasminogen activator inhibitor-1 in vascular endothelial cells.
Diabetes 56, 1436-1444.

Zhong, Y., Li, S. H., Liu, S. M., Szmitko, P. E., He, X. Q., Fedak, P. W., and Verma, S.
(2006). C-Reactive protein upregulates receptor for advanced glycation end products
expression in human endothelial cells. Hypertension 48, 504-511.

Zhou, Y. J., Yang, H. W., Wang, X. G., and Zhang, H. (2009). Hepatocyte growth factor
prevents advanced glycation end products-induced injury and oxidative stress through a
PI3K/Akt-dependent pathway in human endothelial cells. Life Sci 85, 670-677.

Zhu, W., Roma, P., Pirillo, A., Pellegatta, F., and Catapano, A. L. (1996). Human
endothelial cells exposed to oxidized LDL express hsp70 only when proliferating.
Arterioscler Thromb Vasc Biol 16, 1104-1111.

Zhu, W. M., Roma, P., Pirillo, A., Pellegatta, F., and Catapano, A. L. (1995). Oxidized
LDL induce hsp70 expression in human smooth muscle cells. FEBS Lett 372, 1-5.

Zhu, Y., Liao, H., Wang, N., Ma, K. S., Verna, L. K., Shyy, J. Y., Chien, S., and
Stemerman, M. B. (2001). LDL-activated p38 in endothelial cells is mediated by Ras.
Arterioscler Thromb Vasc Biol 21, 1159-1164.

Zimmermann, R., Panzenbock, U., Wintersperger, A., Levak-Frank, S., Graier, W.,
Glatter, O., Fritz, G., Kostner, G. M., and Zechner, R. (2001). Lipoprotein lipase
mediates the uptake of glycated LDL in fibroblasts, endothelial cells, and macrophages.
Diabetes 50, 1643-1653.

Zimmet, P., Alberti, K. G., and Shaw, J. (2001). Global and societal implications of the
diabetes epidemic. Nature 414, 782-787.

Zmijewski, J. W., Moellering, D. R., Le Goffe, C., Landar, A., Ramachandran, A., and
Darley-Usmar, V. M. (2005). Oxidized LDL induces mitochondrially associated reactive

oxygen/nitrogen species formation in endothelial cells. Am J Physiol Heart Circ Physiol
289, H852-861.

190



9. Appendix

1. Sangle GV, Zhao R, Shen GX (2010). Involvement of RAGE, NADPH oxidase and
Ras/Raf-1 pathway in glycated LDL-induced expression of heat shock factor-1 and
plasminogen activator inhibitor-1 in vascular endothelial cells. Endocrinology in press.

2. Sangle GV, Roy Chowdhury SK, Xie X, Stelmack GL, Halayko AJ, Shen GX (2010).
Impairment of mitochondrial respiratory chain activity in aortic endothelial cells induced
by glycated LDL. Free Radic Biol Med 48: 781-790.

3. Sangle GV, Shen GX (2010). Signaling mechanisms for oxidized LDL-induced
oxidative stress and the upregulation of plasminogen activator inhibitor-1 in vascular
cells. Clin. Lipidol. 5: 221-232.

4. Roy Chowdhury SK, Sangle GV, Xie X, Stelmack GL, Halayko AJ, Shen GX (2010).
Effects of extensively oxidized low-density lipoprotein on mitochondrial function and
reactive oxygen species in porcine aortic endothelial cells. Am J Physiol Endocrinol
Metab 298: E89-E98.

5. Sangle GV, Zhao R, Shen GX (2008). Transmembrane signaling pathway mediates

oxidized low-density lipoprotein-induced expression of plasminogen activator inhibitor-1
in vascular endothelial cells. Am J Physiol Endocrinol Metab. 295: E1243-E1254.

191



