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Abstract 

Testosterone deficiency is prevalent in men with type 2 diabetes (T2D) and is 

associated with greatly elevated risk of cardiovascular mortality. Testosterone 

replacement therapy (TTh) has beneficial effects on surrogate markers and risk factors 

of atherosclerosis, including inflammation, cholesterol and insulin resistance, 

improving survival in men with T2D. The underlying mechanisms of this action remain 

poorly understood. Inflammation is a central feature to both T2D and atherosclerosis 

and is driven by monocyte/macrophages, placing these immune cells at the crossroads 

of disease pathology. The recruitment of immune cells to atherosclerosis-prone areas 

of the vasculature is influenced by many factors, including the inflammatory status of 

the circulating monocytes and activation of the vascular endothelium by numerous 

proatherogenic stimuli. Macrophages are involved in all stages of atherosclerotic 

plaque development and are central to disease progression through the expression of 

inflammatory cytokines, chemokines and lipid accumulation. Their interaction with 

vascular cells and recruited immune cells within the developing plaque can amplify the 

inflammatory activation of the vascular wall, lead to vascular remodeling, promote 

apoptosis within the atheroma and ultimately contributes to the destabilisation and 

rupture of the atherosclerotic lesion. 

Using combined in vivo and in vitro approaches, the aim of this thesis was to 

investigate whether testosterone treatment improves cardiovascular risk in men by 

reducing inflammation associated with the development and progression of 

atherosclerosis. The clinical study investigated the influence of testosterone therapy 

on monocyte inflammatory markers and atherosclerosis risk factors in a randomised 

double-blinded placebo-controlled clinical trial consisting of 65 men with poorly 

controlled T2D and hypogonadism. Orchidectomised ApoE-/- mouse as a model of 

testosterone deficiency and atherosclerosis, respectively, was used to assess the 

effects of androgen status and testosterone treatment on inflammatory mechanisms 

of atheroma formation. Additionally, in vitro studies investigated the influence of 

testosterone on inflammatory markers in cultured human monocytes and 

macrophages.  

Testosterone treatment in orchidectomised ApoE-/- mice significantly reduced 

lipid accumulation in the aortic root compared to testosterone deficient 

orchidectomised littermates, which was associated with reduced 

monocyte/macrophage infiltration and a localised reduction of ICAM-1 at the site of 

the atherosclerotic plaque. Furthermore, systemic circulating ICAM-1, indicative of 

disease extent, was also reduced with testosterone treatment. This may be due to a 

downregulation in pro-inflammatory cytokine TNFα, a potent inducer of ICAM-1, as the 

clinical study revealed that gene expression of this key inflammatory mediator was 

significantly reduced over time in monocytes from patients receiving TTh and 



xiv 
 

significantly reduced compared to placebo-treated patient monocytes after six 

months. These findings importantly indicate for the first time that testosterone 

influences monocyte inflammatory activation in men with T2D by altering expression 

of TNFα as a potential mechanism to protect against atherosclerotic plaque 

development in hypogonadism. This effect of testosterone was independent of 

atherosclerosis risk factors including serum lipids, HbA1c and body composition as they 

were not altered following six months of TTh. Testosterone also did not significantly 

improve lesion stability as collagen content, smooth muscle migration, fibrous cap 

thickness, and MMP expression was not affected in the lesion of ApoE-/- mice. While 

these in vivo studies suggest anti-inflammatory actions of testosterone on mechanisms 

of atherogenesis and monocyte/macrophage function, in vitro testosterone treatment 

had no effect on the inflammatory profile of human monocytes and macrophages in 

response to pro-inflammatory stimulation or on macrophage subset phenotype thus 

leaving the specific cellular pathways of action to be elucidated. 

This thesis has demonstrated that testosterone reduces aortic atherosclerosis 

indicated by decreased lipid deposition and reduced monocyte/macrophage 

infiltration into atherosclerotic lesions. This is likely modulated through local anti-

inflammatory actions at the vessel wall, as opposed to systemically, and potentially via 

a testosterone-induced reduction of monocyte inflammatory activation by TNFα in 

diabetic men. Risk factors for atherosclerosis were unaffected by testosterone 

treatment both in hypogonadal men with T2D and ApoE-/- mice again suggesting 

beneficial actions in these models may be confined to plaque localised effects. Overall, 

this indicates a local anti-atherogenic mechanism at the vessel wall by which 

testosterone may protect against the development and progression of atherosclerosis 

to reduce cardiovascular disease in men.  
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1.1 Cardiovascular disease 

Cardiovascular disease (CVD) is the leading cause of mortality and morbidity in 

the Western world accounting for more than a 30% of deaths globally and 27% in the 

UK (Allender et al., 2020). CVD comprises all diseases of the heart and circulatory 

system, the three significant areas being coronary heart diseases (myocardial 

infarction (MI), angina, heart failure and coronary death), cerebrovascular diseases 

(stroke, transient ischaemic attacks) and peripheral vascular diseases (intermittent 

claudication, gangrene) (Glaudemans et al., 2010). Healthcare costs relating to CVD are 

estimated at £9 billion annually. CVD's cost to the UK economy (including premature 

death, disability and informal costs) are estimated to be £19 billion each year (Allender 

et al., 2020). Although government legislation has led to a significant decrease in 

smoking related CVD deaths over the last decade, a continued growth in incidence of 

obesity and type 2 diabetes (T2D) facilitates CVD as the leading cause of mortality and 

morbidity globally (Mensah et al., 2017, Mc Namara et al., 2019, Virani et al., 2020). 

Arteries within the circulatory system are, simplistically, a thick muscular tube 

lined by a smooth tissue surface to allow ease of blood flow through them. The muscle 

element of them can control constriction and dilation of the vessel for systemic control 

of vascular parameters such as blood flow and pressure (Figure 1.1.A). This is opposed 

to the venous circulatory system which is composed of thinner and less muscular 

vessels as veins do not function primarily in a contractile manner and are not subject 

to the high pressures of systole, as arteries are. Veins have valves to prevent backflow 

and rely on skeletal muscle contractions to aid predominantly unidirectional blood 

flow. Veins have a thick outer layer of connective tissue, the tunica adventitia, the 

middle layer is the tunica media and consists of smooth muscle, and the interior is 

lined with endothelial cells called tunica intima (Figure 1.1B). 

Similarly, arteries consist of three distinct layers. The outermost layer is known 

as the tunica adventitia and is composed of collagen fibres and elastic tissue that 

anchors arteries to surrounding tissues as the arterial vasculature travels through the 

body. Located within the tunica adventitia is the tunica media layer which consists of 

smooth muscle, elastic tissue, and collagen fibres to give the vessel strength to 

withstand high pressures of systole. The innermost layer, which is in direct contact with 
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the flow of blood, is the tunica intima which is primarily made up of endothelial cells in 

addition to a supporting layer of elastin rich collagen. The hollow internal cavity in 

which the blood flows is the lumen (Figure 1.1A). Venous diseases generally fall into 

one of two categories: venous thrombosis, or blood clot; and venous insufficiency, or 

inadequate blood return to the heart (Beckman, 2002). Arterial disease includes 

aneurysms and atherosclerosis, causing stenosis and occlusion of the affected vessel.  

 

 

Figure 1.1 Classification and structure of arteries and veins. The wall of an artery consists of three layers. The 

innermost layer, the tunica intima is simple squamous epithelium surrounded by a connective tissue basement 

membrane with elastic fibers. The middle layer, the tunica media, is primarily smooth muscle and is usually the 

thickest layer. Smooth muscle provides support for the vessel and changes vessel diameter to regulate blood flow 

and pressure. The outermost layer, which attaches the vessel to the surrounding tissue, is the tunica adventitia. This 

layer is connective tissue with varying amounts of elastic and collagenous fibers. The walls of veins have the same 

main three layers as the arteries. Although all the layers are present, there is less smooth muscle and connective 

tissue. This makes the walls of veins thinner than those of arteries and withstand less pressure than arteries.  
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1.1.1 Atherosclerosis 

Atherosclerosis is the most common underlying cause of CVD and can be 

considered the cellular and molecular pathogenic underpinnings to the systemic 

consequences of arterial CVD (Zhou et al., 2019, Townsend et al., 2016). Beginning in 

the first decade of life and progressing over time, atherosclerosis typically manifests 

clinically in middle and late adulthood (Hansson and Libby, 2006, Hong, 2010).  Several 

major modifiable risk factors are known to contribute to the pathogenesis of 

atherosclerosis including (but not limited to) T2D, cigarette smoking (active and 

passive), obesity, and physical inactivity. Additional non-modifiable risk factors for 

atherosclerosis are evident, including a family history of premature coronary heart 

disease (CHD) (genetic predisposition), history of hypertension, age and biological sex. 

Of particular note is the sex difference, with men being more than twice as likely to 

suffer from CVD than women of a similar age (Hung et al., 1990, Dannenberg et al., 

1989, Expert Panel on Detection, 2001), a relationship that exists across different 

geographical locations and socio-economic background (Allender et al., 2020). 

The vascular endothelium is the interface between the bloodstream and the 

vessel wall. Endothelial cell dysfunction encompasses maladaptive changes in the 

functional phenotype of endothelial cells which is believed to be the initiating step in 

the development of atherosclerosis (Gimbrone and García-Cardeña, 2013). Vascular 

endothelial cells are responsive to a variety of stimuli, both local and systemic, which 

can modify and alter the structural and functional properties of the endothelium. 

Shear stress has emerged as an essential feature of atherogenesis. Shear stress is the 

biomechanical force that is determined by blood flow, vessel geometry and fluid 

viscosity (Resnick et al., 2003). This fluid drag force acting on the vessel wall is sensed 

by mechano-receptors and the subsequent intracellular signals resulting in changes in 

vascular behaviour and causing modulation of cellular structure and function 

(Cunningham and Gotlieb, 2005, Azuma et al., 2000). Disturbed blood flow activates 

the transcription factor NF-κB in endothelial cells contributing to endothelial 

dysfunction (Nagel et al., 1999). The activation of the NF-κB pathway leads to the 

upregulation of pro-inflammatory and pro-atherogenic adhesion molecules, growth 

factors and cytokines such as intercellular adhesion molecule 1 (ICAM-1), E-selectin, 

platelet-derived growth factor (PDGF)-BB, interleukin (IL)-1α (Dardik et al., 2005, Yun 
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et al., 2002), monocyte chemotactic protein-1 (MCP-1) (Hsiai et al., 2003), and the 

vasoconstrictor endothelin-1, all of which are implicated in the pathogeneses of 

atherosclerosis (Ziegler et al., 1998).  

The process of atherogenesis differs in humans and mice, with vascular smooth 

muscle cell (VSMC) migration and formation of an intimal thickening and a neointima 

preceding fatty streak formation in humans. VSMCs play the key role in this process. 

Smooth muscle cells (SMC) originate from various sources, including media SMCs, 

endothelial cells, adventitial fibroblasts, circulating stem cells and neural crest cells. All 

of which in the intima are subject to phenotype modulation. VSMCs show remarkable 

plasticity in response to vascular injury, inflammation, and lipoprotein accumulation 

during disease progression via reprogramming gene expression and a shift to a 

proliferative, pro-migratory, and activated phenotype.  

Following endothelial dysfunctions, serum lipoproteins accumulate in the 

subendothelial space at sites of disturbed blood flow, such as the aortic arch, and 

areas where endothelial dysfunction persists. Disruption to the endothelium causes 

increased vascular permeability, which broadly refers to structural and functional 

changes in the vessel wall whereby the passage of lipoproteins into the intima may 

occur (Egawa et al., 2013). Low-density lipoprotein (LDL) cholesterol accumulation in 

the arteries indicative of atherosclerosis correlates with classical cardiovascular risk 

factors such as hypertension, and metabolic dysregulation in obesity and T2D, 

therefore, linking these common comorbidities.  

This process is followed by intracellular accumulation of lipids by migrated cells, 

both recruited immune cells and migrated resident arterial wall cells, such as VSMCs 

that alter their phenotype to acquire the ability for phagocytosis. Circulating 

monocytes are recruited to sites of vascular inflammation, predominantly by 

chemokines, and adhere to the activated vascular endothelium in a process mediated 

by the upregulated adhesion molecules at sites of vascular dysfunction. Cell adhesion 

plays a critical role in initiating and sustaining an effective immune response against 

foreign pathogens (Vestweber, 2007). This initial adhesive interaction is termed 

tethering (capture) and is a transient interaction that slows the progress of leukocytes 

through the artery as they roll across the vascular endothelial cells allowing closer 
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cellular communication between the two (Ley, 2008) (Figure 1.2). These early low-

affinity interactions are subsequently strengthened as a result of pro-inflammatory 

cytokine adhesion molecule activation on the leukocytes. Firmly adhered monocytes 

migrate into the intima through spaces between adjacent endothelial cells. Several 

mechanisms play a role in transendothelial migration, including binding, intracellular 

signalling cascades, disruption of adherens junctions, and targeted recycling of 

platelet/endothelial cell adhesion molecule (Muller, 2011). Macrophage colony-

stimulating factor (M-CSF) produced by activated endothelial and SMCs is released into 

the vascular intima layer, which stimulates monocyte differentiation into macrophages 

(Rajavashisth et al., 1990). Macrophages in atherosclerotic lesions actively participate 

in lipoprotein ingestion, particularly of LDL which has been oxidised (oxLDL) in the 

growing inflammatory vascular environment. oxLDL is recognised by scavenger 

receptors, predominantly CD36 and CD68 on the macrophage cell surface, initiating 

intracellular signaling to activate phagocytosis (de Gaetano et al., 2016). Engulfed 

oxLDL is then hydrolysed into free cholesterol and fatty acids (Maxfield and Tabas, 

2005, Pluddemann et al., 2007). Subsequently, free cholesterol will undergo re-

esterification, forming cholesteryl esters that are stored in the macrophage cytoplasm 

as lipid droplets transforming macrophages into foam cells (Lusis, 2000, Brown et al., 

1980). SMCs also adapt to fluctuating environmental cues and adopt a macrophage-

like phenotype and make up the other type of foam cell following lipid phagocytosis. 

The accumulation of foam cells is a key characteristic of early atherosclerotic plaques 

known as fatty streaks or lesions (Figure 1.3B). Foam cells are pro-inflammatory, 

secreting cytokines (IL-1β and TNFα) and chemokines (CX3CL1, CCL2 and IL-8) that 

further propagate the recruitment of monocytes to the atherosclerotic lesion (Shirai et 

al., 2015, Tacke et al., 2007) and can eventually undergo apoptosis, forming the 

lesion's necrotic core (Figure 1.3C) (Seimon and Tabas, 2009).   
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Figure 1.2 Multistep adhesion cascade and the major molecular contributors to leukocyte recruitment during an 

inflammatory response. Following endothelial cell activation and the increased expression of P- and E-selectins, 

low-affinity adhesive interactions (capture and rolling) are elicited that subsequently lead to leukocyte activation, 

followed by firm adhesion and transendothelial migration. Adapted from Granger and Senchenkova (2010). 
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Figure 1.3 The stages of atherosclerosis. The development of an atherosclerotic lesion occurs in multiple steps. A: 

Activation of the endothelium due to lipid accumulation leads to recruitment and adhesion of leukocytes. B: Pro-

inflammatory mediators expressed in the activated vascular wall promote leukocyte maturation and release of 

inflammatory mediators such as cytokines, chemokines and adhesion molecules. These mediators recruit additional 

leukocytes to the activated endothelium and develops the fatty streak. Smooth muscle cells migrate from the tunica 

media to form a protective cap over the fatty streak. Continuous deposition of extracellular proteins results in 

narrowing the arteries. C: Fatty streaks develop into mature plaques. As the plaque size increases, oxygen levels 

diminish, leading to a central necrotic core and neovascularization within the plaque, which may account for 

leakage of blood components. The protective fibrous cap thins, due to continued inflammation and becomes prone 

to rupture. D: Eventually, secretion of proteases and cytokines by cells in the affected lesion leads to matrix 

degradation with plaque eruption and triggering of the coagulation cascade that causes acute complications of 

atherosclerosis such as occlusion and ischemia. Adapted from Hansson and Libby (2006). 
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Cytokines and growth factors secreted by foam cells and macrophages in the 

intima induce dedifferentiation and migration of SMCs from the tunica media into the 

intima where they produce collagen-rich matrix (Libby et al., 2002). This additional 

matrix deposition and SMCs can form a fibrous cap over the plaque providing 

structural stability and reducing vulnerability to rupture. However, a fibrous cap is not 

always established in atherogenesis; it depends on environmental cues to induce the 

phenotypic alterations that allow migration of SMCs. SMCs also contribute to 

atheroma progression by releasing pro-inflammatory cytokines, further promoting the 

pro-inflammatory cycle of endothelial dysfunction, leukocyte recruitment and cellular 

inflammatory activation (Cai et al., 2004).  

Vascular remodelling can occur in arteries to maintain constant blood flow 

despite increases in atherosclerotic lesion size. Remodelling can either be inward or 

outward and can be hypertrophic (thickening of the vascular wall), eutrophic (constant 

wall thickness), or hypotrophic (thinning of the vascular wall) (Mulvany et al., 1996). 

This is typically observed in large central elastic arteries and is characterised by 

increased vessel diameter and thickened intimal and medial layers of the vascular wall 

(outward hypertrophic remodelling) (O'Rourke and Hashimoto, 2007). Vascular 

remodelling is  believed to be driven by matrix metalloproteinases (MMPs) that 

degrade extracellular matrix (ECM) macromolecules that lends to the structural 

integrity of the lesion and strength of the lesion's fibrous cap (Johnson, 2017, 

Watanabe and Ikeda, 2004, Chávez-Sánchez et al., 2014). Macromolecules composing 

the ECM include collagen, elastin, and glycoproteins. The ECM also participates in 

several key events such as cell migration and proliferation, lipoprotein retention and 

thrombosis (Katsuda and Kaji, 2003). Cellular sources of MMPs within human 

atherosclerotic plaques include endothelial cells, vascular SMCs, and macrophages in 

response to stimulation by growth factors (Dollery et al., 1995, George, 2000), 

cytokines (Galis et al., 1994, Galis et al., 1995) and oxLDL (Rajagopalan et al., 1996). In 

mature plaques, vascular SMCs can become deprived of matrix-dependant, cell-cell 

and cell-matrix survival signals, leading to apoptosis which further contributes to 

necrotic core formation (Katsuda and Kaji, 2003).  

Degradation of the protective structural components of the lesion may result in 

plaque rupture and the exposure of thrombotic factors to reactive clotting agents in 
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the blood, thus triggering thrombus formation in the lumen (Figure 1.3D). Thrombi can 

occlude the artery lumen or break free and travel in the circulation to block a narrower 

vessel downstream of the plaque origins. Depending on the location of the blockage, 

severe and often fatal clinical complications occur such as type 1 myocardial infarction 

(MI) (coronary arteries), stroke (carotid and cerebral arteries), peripheral artery 

disease (PAD) (femoral and popliteal arteries) cardiovascular death (Figure 1.4) (Libby 

et al., 2002, Libby et al., 2009). Lesion rupture accounts for around two thirds of type 1 

MIs, while the remainder are caused when the endothelial is disrupted over the lesion 

termed plaque erosion and eruption of calcified nodules.  
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Figure 1.4 Artery section showing stenosis and blockage with associated clinical complications. (A) Cross section 

of a normal artery. Arteries are made up of multiple distinctive layers: the intima, the inner layer lined by 

endothelial cells, the media, a layer of smooth muscle and the adventitia, connective tissue anchoring arteries to 

nearby tissues. (B) As leukocytes and lipids accumulate in the vessel wall during atherosclerosis, the resulting lesions 

narrows the lumen and restricts blood flow. Clinical complications can occur as a result of restricted blood flow 

depending on the vascular territory of the lesion. Common sites of atherosclerosis include the abdominal aorta, 

coronary arteries, popliteal arteries, and carotid arteries. (C) Artery occlusion from thrombus formation can cause 

severe and often fatal consequences. Adapted from Kelly (2010). 
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1.1.2 Biological sex differences in cardiovascular disease 

CVD is the leading cause of death of both men and women globally. However, 

there are substantial sex differences in the prevalence and burden of CVD, with men 

being more than twice as likely to suffer from CVD as women of a similar age (Allender 

et al., 2020). Sex-related differences have been found in the presentation, prevalence, 

and clinical outcomes of CVD in many studies. For both men and women, CHD is the 

largest contributor to CVD morbidity and mortality. The prevalence of CHD is higher in 

men than women within each age stratum until after 75 years of age, which may 

contribute to the perception that heart disease is a predominantly male disease 

(Mosca et al., 2011). This finding is consistent over different socio-economic 

backgrounds, establishing male sex as an important risk factor (Allender et al., 2020, 

Levine et al., 2010, Jones, 2010b). Indeed, compared to women, men present with ST-

segment elevation myocardial infarction more often and have a higher prevalence of 

CAD (Sanchis-Gomar et al., 2016).  

This difference in sex-related risk is thought to be associated with sex 

hormones. The initial reasoning was, as men develop CVD more frequently and earlier 

than their female counterparts, oestrogens are cardioprotective in females, and 

testosterone is detrimental to the cardiovascular system in males. Epidemiological 

studies have suggested that premenopausal females have reduced incidence of CVD 

compared to age-matched males, and the incidence and severity of CVD increases 

post-menopause (Wake and Yoshiyama, 2009, Iorga et al., 2017). The lower incidence 

of CVD in women during reproductive age is attributed at least in part to the protective 

effects of oestrogen (Iorga et al., 2017) with oestrogens reported to improve vascular 

function and reduce atherosclerosis (Mendelsohn and Karas, 2005, Mendelsohn, 2002, 

Arnal et al., 2010, Wu et al., 2011, Meyer and Barton, 2009). It is unclear whether an 

overall poor state of health causes testosterone deficiency, or vice versa. Evidence 

suggests that a normal physiologic level of testosterone is beneficial, and deficiency is 

associated with unfavourable outcomes such as increased cardiovascular events. 
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1.2 Testosterone 

Testosterone is the predominant androgen in males, is responsible for 

developing and maintaining masculine characteristics in reproductive tissues 

(secondary sexual characteristics, directing sexual differentiation, male phenotype and 

fertility) and contributes to the anabolic status of somatic tissues. Testosterone, 

together with its potent metabolite, dihydrotestosterone (DHT), are the principal 

androgens in the circulation of mature male mammals. Testosterone is synthesised 

primarily in the Leydig cells in the testes of males, and to a lesser extent in the ovaries 

of females, with a small amount also produced in the adrenal glands, from the 

precursory substances dehydroepiandrosterone (DHEA) and androstenedione. 

Testosterone is biosynthesised in several steps from cholesterol and is converted in 

the liver to inactive metabolites (Figure 1.5). 

Sex Hormone Binding Globulin (SHBG) is the major sex hormone carrier protein 

in serum. Under physiological conditions, approximately 70% of testosterone is bound 

to SHBG with high affinity, about 20–30% is weakly bound to albumin, and the 

remaining 1-2% is free/unbound (Vermeulen and Verdonck, 1968, Dunn et al., 1981). 

The classical biological effects of androgens are primarily mediated by binding 

to the cytoplasmic androgen receptor (AR), following free diffusion across the target 

cell membrane, then dimerising with a similarly activated AR and translocating to the 

nucleus to exert transcriptional effects on target genes. Testosterone can also act via 

the amplification pathway, where it is converted to its more potent metabolite 

dihydrotestosterone (DHT). DHT potentiates the effects of testosterone action as it 

binds to the AR with higher affinity and has a slower dissociation rate from the 

receptor complex, amplifying the effects of testosterone. Alternatively, in the 

diversification pathway testosterone is converted to 17β-estradiol by cytoplasmic 

aromatase which then acts upon oestrogen receptors, eliciting diverse effects to AR 

activation (Rommerts, 2004). 
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Figure 1.5 The testosterone synthesis pathway. Steroid hormones are derived from cholesterol and are converted 

by a highly regulated and complex pathway of multiple enzymes which determine the end product. 
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1.3 Cardiovascular effects of testosterone 

Testosterone has received a ‘bad reputation’ regarding CVD, due to athletes 

and bodybuilders abusing testosterone and other anabolic steroids with reports of 

sharply increased risk of high blood pressure, MI, and stroke. It is well established that 

total, and bioavailable testosterone in men decreases with age, and the age-associated 

decline may be related to the increased prevalence of CVD and comorbidities. In fact, 

testosterone deficiency has been reported in population studies to be associated with 

an increase in all-cause mortality, and this is accounted for mainly by CVD (Khaw et al., 

2007, Vikan et al., 2009, Araujo et al., 2011). 

Testosterone deficiency is highly prevalent in men with established CVD (Hak et 

al., 2002, Morris and Channer, 2012, Jones, 2010b). Epidemiological studies have 

established a negative correlation between serum testosterone levels and CVD 

outcomes. Low testosterone levels associated with ageing, and related co-morbidities 

are directly linked with CVD and particularly atherosclerosis (Epstein et al., 2012, Vikan 

et al., 2009, English et al., 2000a, Makinen et al., 2005, Saigal et al., 2007). It has 

become increasingly apparent that age-related androgen decline is associated with the 

pathophysiology of multiple diseases, in particular diseases of cardiovascular and 

metabolic consequence (Lunenfeld and Nieschlag, 2007, Saigal et al., 2007, Keating et 

al., 2006). 

A decline in circulating testosterone levels is known as hypogonadism, which 

refers to the diminished functional activity of the gonads that may result in reduced 

levels of androgens being produced. Age-related reduced testosterone is often 

referred to as late-onset hypogonadism (LOH), defined as ageing men presenting with 

serum testosterone levels less than 11nmol/L combined with decreased libido, 

decreased spontaneous erections and erectile dysfunction by the European Male Aging 

Study (Wu et al., 2010). The term ‘LOH’ was renamed and is appropriately now 

referred to as functional hypogonadism, characterised by borderline low testosterone 

levels mainly secondary to age-related comorbidities and metabolic derangements 

such as MetS. Testosterone deficiency is low serum testosterone levels with the 

absence of other syndromes.  
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Orchidectomised hypogonadal testicular cancer survivors are also 

demonstrated to have an increased risk of impaired metabolic function and 

cardiovascular risk (Bogefors et al., 2017), thus supporting a crucial role of 

testosterone in atheroprotection, noted by a science advisory from the American 

Heart Association (Levine et al., 2010). Low levels of endogenous androgens have been 

related to an increased risk of aortic atherosclerosis (Svartberg et al., 2006) and 

peripheral arterial disease (Tivesten et al., 2007).  

Androgen-deprivation therapy (ADT) is a widely used treatment for prostate 

carcinoma and has been associated with increased risk of cardiovascular events, 

including MI and CV mortality (Keating et al., 2006, Tsai et al., 2007, Saigal et al., 2007, 

D'Amico et al., 2007, D'Amico et al., 2008). More recent evidence from multiple 

observational studies also suggests that men treated with ADT are at increased risk of 

cardiovascular events, including MI and stroke (Zhao et al., 2014, Bosco et al., 2015, 

Keating et al., 2012, Nguyen et al., 2015).  

To date there have been few testosterone replacement therapy (TTh) studies 

published which have been adequately powered to assess whether there is an 

increase, decrease or no effect on the incidence of major adverse cardiovascular 

events (MACE). Individual trials have not reported an increase in MACE where 

testosterone was replaced within physiological levels. Meta‑ analysis of 39 randomised 

controlled trials (RCT) and ten observational studies also did not identify any significant 

association of TTh with MACE (Alexander et al., 2017). The TRAVERSE trial is a large 

(6000 participants), ongoing, long-term (five years) randomised blinded placebo-

controlled trial of transdermal testosterone gel versus a placebo gel powered to assess 

MACE. Furthermore, the secondary outcome of the trial is assessing cardiovascular 

safety. The trial is the first randomised placebo-controlled trial to assess 

cardiovascular events and safety of this scale and duration and will provide insight 

into the cardiovascular safety of TTh long-term. The trial commenced in 2018; 

however, and with a planned intervention duration of five years, it will likely be a 

decade before its findings are published. Still, RCTs will never be long-term enough 

(12-years) to adequately reflect the long-term actions of TTh and therefore real-world 

evidence (RWE) may be more appropriate for assessing cardiovascular safety long-
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term. Furthermore, RWE has shown no adverse CV effects on TTh long-term (Haider et 

al., 2016, Shores et al., 2012, Baillargeon et al., 2014, Saad et al., 2008, Saad et al., 

2013, Saad et al., 2016, Traish et al., 2014, Traish et al., 2017, Yassin et al., 2016). 

1.3.1.1 The association between low testosterone and risk factors of cardiovascular 

disease 

Low testosterone is associated with a cluster of cardiovascular risk factors 

including visceral obesity, insulin resistance, dyslipidemia and hypertension, all of 

which are key components of the metabolic syndrome (MetS) and which strongly 

predict the later development of CVD (Jones, 2010b). MetS is a clustering of medical 

conditions that include abdominal adiposity, hypertension, hyperglycaemia, elevated 

serum triglycerides, and low serum HDL-cholesterol. MetS is associated with the risk of 

developing T2D, and both are associated with elevated CVD risk. T2D is due to 

insufficient insulin production from beta or insulin resistance, usually due to obesity 

and genetic factors. The aforementioned cardiovascular risk factors are also linked 

with T2D, which is the most prevalent cause of morbidity and mortality in patients with 

T2D. 

Low testosterone levels are highly prevalent in men with T2D (Dhindsa et al., 

2004, Ding et al., 2006, Kapoor et al., 2007a, Corona et al., 2006, Corona et al., 2009). 

Low testosterone levels are linked to the development of a number of the clinical 

characteristics associated with T2D and MetS, and total testosterone is negatively 

correlated to insulin levels and insulin resistance in men (Haffner et al., 1994, Simon et 

al., 1997). Cross-sectional epidemiological studies have also reported an association 

between low testosterone and T2D (Kapoor et al., 2007a, Ding et al., 2006, Dhindsa et 

al., 2004). Systematic reviews and meta-analyses support that endogenous total, and 

free testosterone is lower in men with MetS compared to men without MetS (Brand et 

al., 2011, Corona et al., 2011). Furthermore, longitudinal studies demonstrate a similar 

association with a low testosterone concentration is independently predicting the 

future development of insulin resistance, MetS and T2D (Oh et al., 2002, Haffner et al., 

1996, Stellato et al., 2000, Laaksonen et al., 2004, Kupelian et al., 2006, Rodriguez et 

al., 2007, Selvin et al., 2007). Insulin resistance is the major biochemical defect in men 
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with MetS or T2D and is considered to be a cardiovascular risk factor that promotes 

hyperglycaemia, dyslipidemia, hypertension, and endothelial dysfunction (Kelly and 

Jones, 2013a). The notion that insulin resistance promotes atherosclerosis is supported 

by a study that demonstrated that it is an independent predictor of coronary artery 

calcium, a surrogate marker of subclinical coronary artery disease (CAD) (Lee et al., 

2009). Coronary artery calcification positively correlates with the total coronary 

atherosclerosis load and the risk of cardiovascular events (Budoff et al., 2006). 

Furthermore, testosterone is negatively correlated with calcified plaque volume 

(Budoff et al., 2017). 

Abdominal and subcutaneous adiposity is negatively correlated with low 

testosterone and reduced lean muscle mass in males (Blouin et al., 2008, Corona et al., 

2009). Furthermore, central fat deposits have a high degree of aromatase activity 

(Vermeulen et al., 2002), an enzyme that metabolises testosterone to estradiol and 

obese men have higher levels of circulating estradiol than non-obese men (Ding et al., 

2006). Obesity is linked with cardiovascular risk factors such as impaired glycaemic 

control, reduced insulin sensitivity and dyslipidemia (Kapoor et al., 2006, Hackett et al., 

2013). A bidirectional relationship between testosterone and obesity underpins this 

association indicated by the hypogonadal–obesity cycle hypothesis (Kelly and Jones, 

2015). The hypogonadal–obesity cycle hypothesis suggests that adipocytes metabolise 

testosterone to estradiol via aromatase. This facilitates fatty acid uptake and 

triglyceride storage resulting in increased fat stores and further increasing aromatase 

activity and driving the cycle forward (Kelly and Jones, 2015). Adipose tissue is the 

largest endocrine 'organ' and secretes pro-inflammatory adipocytokines such as TNFα, 

IL-6 and adiponectin (Jones, 2010b). Meta-analyses also suggests that weight loss as a 

result of diet, exercise or bariatric surgery can significantly increase testosterone levels 

in men and the increase in testosterone is proportional to the amount of weight lost 

(Corona et al., 2013). 

Obesity frequently co-exists with dyslipidemia that contributes to, and is a 

consequence of, dysfunctional lipid metabolism and leads to increased adipose 

deposition, obesity and therefore increased cardiovascular risk. Studies have shown 

mixed results of the association between low testosterone and serum lipids. Some 
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studies have shown low testosterone is associated with a pro-atherogenic lipid profile 

(Haidar et al., 2007), characterised by elevated triglyceride and LDL-cholesterol 

(Haffner et al., 1993, Barrett-Connor and Khaw, 1988, Simon et al., 1997, Barud et al., 

2002, Wu and von Eckardstein, 2003, Dockery et al., 2003, Nishiyama et al., 2005, 

Braga-Basaria et al., 2006, Yannucci et al., 2006) and decreased HDL (Simon et al., 

1997, Van Pottelbergh et al., 2003, Stanworth et al., 2011). However, a few cross-

sectional studies have found no association between serum lipid measurements and 

endogenous testosterone (Kiel et al., 1989, Denti et al., 2000).  

1.3.1.2 The association between low testosterone and inflammation  

Low testosterone levels are inversely associated with pro-inflammatory 

biomarkers such as C-reactive protein (CRP), macrophage inflammatory protein 1-α, 

macrophage inflammatory protein 1-β, and TNFα (Shores et al., 2006, Laughlin et al., 

2008). CRP is a sensitive marker of inflammation produced by the liver and is 

correlated with CHD and deaths from other causes (Khaw et al., 2007, Shores et al., 

2006). Circulating pro-inflammatory cytokines are particularly evident in patients with 

low testosterone levels and obesity (Tivesten et al., 2009). Furthermore, adipokines 

mediate insulin resistance (Haring et al., 2010) and the significant adipokines include 

TNFα, IL-1β, IL-6, IL-8, IL-10 and MCP-1 (Smith et al., 2005), all of which play a crucial 

role in the development of atherosclerosis (Araujo et al., 2007). This relationship is 

supported by the finding that ADT is associated with increased levels of pro-

inflammatory factors and decreased levels of anti-inflammatory cytokines (Maggio et 

al., 2005, Maggio et al., 2006). 

1.3.2 Cardiovascular effects of testosterone replacement 

TTh is increasingly prescribed for men with clinical hypogonadism and low 

testosterone levels. The main target of TTh is to replace levels to within the 

physiological range and to reverse hypogonadal symptoms, primarily indicated by 

sexual function measures. Benefits of TTh include increased libido and energy levels, 

beneficial effects on bone density, strength and muscle mass. However, questions 

regarding the cardiovascular safety of TTh still persist following the abuse of steroids 

by athletes. It is important to recognise that the effects of testosterone will depend on 
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normalisation of levels for an individual as benefits may not occur if there is 

undertreatment or overtreatment. Supraphysiological levels of testosterone have been 

shown to be associated with adverse cardiovascular consequences and can cause 

myocardial stiffening and hypertrophy (Calof et al., 2005, Tambo et al., 2016). Whereas 

most RCTs using TTh that have normalised testosterone levels have not only shown an 

improvement in sexual function but also an improvement in risk factors associated 

with CVD, including insulin resistance, glycaemic control, visceral adiposity and lipid 

profiles (Table 1.1). 

Studies have reported that TTh in obese men reduces weight, BMI, waist 

circumference and fat mass (Rebuffé-Scrive et al., 1991, Mårin et al., 1992a, Mårin et 

al., 1992b, Mårin et al., 1995, Saad et al., 2007, Agledahl et al., 2008). Waist 

circumference was reduced following nine months of TTh in two cohorts of elderly 

men and a cohort of men with MetS and T2D following 52 weeks of TTh. The Moscow 

study also reported significant decreases in waist circumference but also weight and 

BMI following 30 weeks of TTh in men with hypogonadism (Kalinchenko et al., 2010). 

Furthermore, the TIMES 2 study showed TTh decreased waist circumference and 

reduced percentage of body fat over 12 months in hypogonadal men with MetS and/or 

T2D (Jones et al., 2011). Other studies investigating TTh on parameters of obesity have 

also reported improved body weight, visceral obesity, body fat, BMI and waist 

circumference in men with MetS, T2D and/or hypogonadism (Kapoor et al., 2006, 

Boyanov et al., 2003, Svartberg et al., 2008) 

TTh increased insulin sensitivity after only three months of treatment and was 

maintained for at least 12 months (Kapoor et al., 2006, Kalinchenko et al., 2010, Aversa 

et al., 2010, Jones et al., 2011, Hackett et al., 2014a, Dhindsa et al., 2016).  The 

majority of these studies, however, reported no change in HbA1c (universal 

measurement for glycaemic control) with only two reporting a small but significant 

reduction (Kapoor et al., 2006, Heufelder et al., 2009). While many of these studies 

failed to demonstrate an overall change in HbA1c, they had not exclusively been 

performed on men with poor control and were not powered to detect changes in 

glycaemic control. Therefore, no clear conclusion can be made regarding the effect of 
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testosterone on glycaemic control until a more extensive definitive study with HbA1c as 

a primary endpoint in hypogonadal men with uncontrolled diabetes is undertaken.  

TTh has had mixed effects on serum lipid profiles, with some studies showing 

no effects at all (Isidori et al., 2005, Huo et al., 2016), whilst others have shown that 

TTh reduces total cholesterol and LDL-cholesterol by 5-14% from baseline (Malkin et 

al., 2004a, Malkin et al., 2004b, Kapoor et al., 2006, Jones et al., 2011, Hackett et al., 

2014a, Cornoldi et al., 2010, Huo et al., 2016, Isidori et al., 2005) in men with CVD, 

metabolic syndrome (MetS) and T2D. The effects of TTh on HDL-cholesterol have been 

even less consistent with varying reports of increasing and decreasing levels or no 

change at all (Isidori et al., 2005, Huo et al., 2016, Jones and Saad, 2009). TTh has been 

shown to have no significant effects on triglycerides (Huo et al., 2016, Jones et al., 

2011). Jones et al. (2011) demonstrated that lipoprotein (a), a strong predictor for the 

future development of atherosclerosis, significantly decreased after six months of TTh 

in the overall study population. Moreover, the subgroup of patients with MetS showed 

significant reductions of lipoprotein a from baseline with TTh versus placebo after six 

months, reducing CVD risk. 

The effects of TTh on systemic inflammation are somewhat inconsistent, a 

number of trials have recorded suppression of TNFα (Malkin et al., 2004a, Kalinchenko 

et al., 2010, Malkin et al., 2004b), in contrast, others have not (Pugh et al., 2005). 

Similarly, serum IL-1β and CRP decreased with TTh in one study (Kalinchenko et al., 

2010) but not in another (Dhindsa et al., 2016). Kalinchenko et al. (2010) also reported 

no change in serum IL-6 or IL-10 with TTh. However, another study has reported an 

increase in serum IL-10 in response to TTh (Malkin et al., 2004a). It is postulated that 

testosterone has immunomodulatory actions and may reduce systemic inflammation 

that correlates with atherosclerosis in vivo. 
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 Low endogenous 

testosterone 

Exogenous testosterone 

replacement 

Obesity Adiponectin ↑ 

Adipogenesis ↑ 

Lipolysis ↓ 

Lean body mass ↑ 
Body fat ↓ 
Waist circumference ↓ 

Dyslipidemia Total cholesterol ↑ 

LDL-cholesterol ↑ 

HDL-cholesterol ↓ 

Total cholesterol ↓ 

LDL-cholesterol ↓ 

HDL-cholesterol ↑ 

Glucose metabolism Insulin levels ↑ 

Insulin resistance ↑ 

Type 2 diabetes ↑ 

Insulin sensitivity ↑ 

Blood glucose ↓ 

HbA1c ↓ 

Hypertension Systolic BP ↑ 

Diastolic BP ↑ 

Systolic BP ↓ 

Diastolic BP ↓ 

Inflammation IL-1β ↑ 

IL-6 ↑ 

IL-10 ↓ 

TNFα ↑  

CRP ↑ 

IL-1β ↓ 

IL-6 ↓ 

IL-10 ↑ 

TNFα ↓  

CRP ↓ 

Table 1.1 Summary of effects of testosterone therapy on cardiovascular risk factors. LDL: low-density lipoprotein; 

HDL: high‑density lipoprotein; HbA1c: glycated hemoglobin; BP: blood pressure; TNFα: tumor necrosis factor-α; 

IL‑ 1β: interleukin‑ 1β; IL‑ 6: interleukin‑ 6; IL‑ 10: interleukin‑ 10; CRP: C-reactive protein; ↑increase; ↓: decrease.  

1.4 The effects of testosterone on atherosclerosis 

Clarifying the relationship of testosterone with preclinical atherosclerosis could 

elucidate pathways by which androgens are associated with cardiovascular events and 

mortality. Carotid intima-media thickness (CIMT) is considered a surrogate marker of 

preclinical atherosclerosis and is known to predict future vascular events, including 

stroke and MI (Lorenz et al., 2007). CIMT is a quantitative measure of the extent of 

carotid atherosclerotic vascular disease and can be measured using external 

ultrasound to monitor ongoing disease progression and regression in clinical trials 

(O'Leary and Bots, 2010). The test measures the thickness of the inner two layers of 

the carotid artery, the intima and media, to detect any thickening when patients are 

still asymptomatic (Darabian et al., 2013, Naqvi and Lee, 2014). Carotid plaque is also a 

marker of atherosclerosis and represents a more advanced stage of atherogenesis 

(Inaba et al., 2012). The degree of atherosclerosis in the carotid artery as assessed by 

CIMT and plaque scores, the number of ultrasound-detected plaques in the carotid 
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artery, have been found to be inversely associated with testosterone levels in some 

studies (Demirbag et al., 2005, Fukui et al., 2003, Muller et al., 2004, Svartberg et al., 

2006). Higher normal testosterone levels are also shown to be associated with an 

improved CIMT and lower occurrence of carotid plaque while higher DHT is also 

associated with a lower prevalence of carotid plaque in men with pre-existing CAD 

(Chan et al., 2015).  

A study by Vikan et al. (2009) investigated the prospective association between 

testosterone levels and the progression of CIMT and plaque area in men from 1994 to 

2001. They also performed a cross-sectional study of 2,290 men from the population in 

2001. They found an inverse association between testosterone levels and total carotid 

plaque area after adjusting for age, systolic blood pressure, smoking and use of lipid-

lowering drugs. However, they failed to find any prospective association between 

testosterone levels and the progression of carotid atherosclerosis.  

Soisson et al. (2012) investigated whether an inverse correlation between 

plasma testosterone levels and CIMT could be mediated or modified by traditional 

cardiovascular risk factors as well as inflammatory status in a population-based cohort 

study of 354 men aged 65 and over. They reported that analysis with and without 

adjustment for CVD risk factors showed that CIMT was inversely and significantly 

correlated with total and bioavailable testosterone levels. Additionally, low 

bioavailable testosterone combined with low-grade inflammation, assessed by 

elevated CRP levels, was associated with elevated CIMT. Tsujimura et al. (2012) 

measured CIMT and assessed several metabolic factors in middle-aged healthy 

Japanese men to clarify the relationship between testosterone and atherosclerosis. 

Although they found the association between total serum testosterone and CIMT was 

not significant, they suggested that low bioavailable serum testosterone was an 

influencing and independent risk factor for CIMT. Svartberg et al. (2006) investigated 

the relationship between testosterone levels and CIMT and found an inverse 

association between total testosterone levels and atherosclerosis independent of age, 

CVD risk factors and lifestyle but not independent of BMI. Kwon et al. (2014) 

investigated the relationships between testosterone, MetS, and mean CIMT in ageing 

men. They suggested that CAD, late-onset hypogonadism, and MetS are not separate 



24 
 

diseases in ageing men and that low-grade inflammation is one possible mechanism 

behind the relationship between testosterone and CIMT. They found that CIMT, 

testosterone, and MetS were significantly and independently inversely correlated with 

each other in men aged between 55 and 58 years. 

TTh has also improved vascular dysfunction and reduced inflammation 

associated with atherosclerosis in hypogonadal men (Malkin et al., 2004a, Malkin et 

al., 2004b). A RCT evaluated the effect of testosterone on CIMT over 12 months and 

reported an improvement; however, the study was underpowered (Mathur et al., 

2009). Another trial evaluating TTh observed a reduction in CIMT in the treated group 

and a reduction in CRP over 24 months in men with MetS and hypogonadism (Aversa 

et al., 2010). However, an adequately powered RCT (TEAAM trial) that studied the 

effect of TTh over three years did not observe any changes in either CIMT or coronary 

artery calcium scores (Basaria et al., 2015). A 12 month RCT of hypogonadal men >65 

years examined the effect of TTh on coronary artery plaque volume (Budoff et al., 

2017). They reported that TTh was associated with a greater increase in noncalcified 

plaque volume; however, there was no change in the coronary artery calcium score 

between the groups. Analysis of plaque components found that testosterone therapy 

significantly increased the fibrous plaque volume compared to placebo. Post-mortem 

studies have revealed that atherosclerotic lesions associated with coronary 

thrombosis, sudden death, and rupture typically have less fibrous tissue (Davies et al., 

1993b, Davies and Thomas, 1984, Burke et al., 1997, Cheruvu et al., 2007). The 

changes in noncalcified coronary artery plaque volume, however, were not associated 

with changes in the levels of total testosterone following TTh. Short-term TTh may 

promote a more stable plaque that may initially increase in plaque volume. An 

increase in plaque volume may not be associated with an increased risk of MACEs as 

the lesion content, stabilisation, and risk of rupture may be more relevant to clinical 

outcomes. Animal studies have become invaluable in atherosclerosis research due to 

the difficulties in investigating lesion composition and stability in humans. Animals 

studies of testosterone treatment compliment clinical research and the value of these 

investigations may add mechanistic detail and clinical relevance to TTh in men.  
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1.5 The Y chromosome and atherosclerosis  

The human Y chromosome has been shown to exert pleiotropic effects on 

atherosclerosis susceptibility. Analysis of the male-specific region of the Y chromosome 

by Bloomer et al. (2014) showed that one of its common European lineages, 

haplogroup I, was associated with increased risk of CAD compared with other 

haplogroups. This association was independent of conventional cardiovascular risk 

factors (Bloomer et al., 2013). Furthermore, phylogenetic analysis of 129133 Y 

chromosomes revealed that haplogroup I1 is associated with an increased risk of CAD 

and is the only common UK lineage of the Y chromosome associated with CAD in white 

British men (Eales et al., 2019). Specifically, haplogroup I1 genetic variants show an 

overlap with transcription start site and enhancer chromatin states in epigenomes 

from cells and tissues relevant to CAD. Transcriptome-wide analysis of human 

macrophages also revealed that a majority of autosomal gene sets showing differential 

expression between haplogroup I and other MSY lineages map to immune and 

inflammatory pathways (Bloomer et al., 2013). Collectively, this data suggests that the 

MSY genetically regulates susceptibility to CAD, possibly through modulation of the 

immune response. This adds to an expanding body of evidence from experimental 

animal models and human studies suggesting that genetic variation within the Y 

chromosome plays an important role in male health (Prokop and Deschepper, 2015). 

1.6 Animal models of atherosclerosis  

Animal models of atherosclerosis are essential to improve the understanding of 

the molecular mechanisms behind atherosclerotic plaque formation and progression 

as well as allow assessment of novel pharmacological treatments for atherosclerosis. 

Typically, animal models of atherosclerosis are based on accelerated plaque formation 

due to a cholesterol-rich/Western-type diet (pro-atherogenic), manipulation of genes 

involved in the cholesterol metabolism, and the introduction of additional risk factors 

for atherosclerosis, such as diabetes (Emini-Veseli et al., 2017).  
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1.6.1 Mouse models of atherosclerosis 

Murine models have become the predominant species to study atherosclerosis 

in vivo due to rapid reproduction, ease of genetic manipulation and induction of 

atherosclerosis by genetic manipulation and/or dietary intervention over relatively 

short periods of time (Tannock and King, 2010, Bond and Jackson, 2011, Getz and 

Reardon, 2012, VanderLaan et al., 2004, Schwartz et al., 2007). However, non-

transgenic mice are markedly resistant to the development of atherosclerosis as their 

lipid profile differs significantly than that of humans and therefore genetic 

manipulation of their lipid metabolism and dietary intervention is necessary (Getz and 

Reardon, 2012, Meir and Leitersdorf, 2004).  

The mouse genome can be relatively easily altered to over-express or delete 

genes of interest and has allowed the development of murine models of 

atherosclerosis (Daugherty, 2002). C57BL/6 mice have been determined to be the 

most susceptible to dietary-induced atherosclerosis, although this is limited to only 

small lesions in the aortic root, and was utilised for genetically manipulated models 

(Daugherty, 2002). The Apolipoprotein E (ApoE) deficient (ApoE-/-) and LDL-receptor 

knockout (LDLr-/-) mice are the most well-characterised strains and are the two most 

popular strains for atherosclerosis research and are both backcrossed to the C57BL/6 

genetic background.  

Mice transport the majority of cholesterol in HDL-like particles and only have 

low levels of atherogenic LDL and VLDL. The LDL receptor is essential for lipoprotein 

clearance in the liver and uptake into macrophages in peripheral tissues and mice 

deficient in the receptor (LDLr-/- mice) have significantly higher plasma levels of 

cholesterol. ApoE plays a key protective role in atherosclerosis functioning as a ligand 

for receptors that clear chylomicron remnant lipoprotein particles and VLDL remnants. 

ApoE is synthesised mainly in the liver and facilitates hepatic uptake of lipoproteins 

and stimulates cholesterol efflux from macrophages, maintaining overall plasma 

cholesterol homeostasis. Deficiency in ApoE (ApoE-/- mice) leads to increased plasma 

levels of total cholesterol, mostly in the VLDL and chylomicron fractions (Piedrahita et 

al., 1992) which are increased four-fold by a pro-atherogenic diet (Plump et al., 1992, 



27 
 

Plump and Breslow, 1995). ApoE-/- mice develop progressive lesions more 

characteristic of those observed in humans and on a pro-atherogenic diet, ApoE-/- 

mice develop plaques more rapidly and with a more advanced phenotype as compared 

to LDLr-/- mice, making them the more popular choice for studying experimental 

atherosclerosis (Silvestre-Roig et al., 2014). Although the lipid profile of LDLr-/- mice, 

with a higher percentage of cholesterol carried in IDL/LDL particles, more closely 

resembles that in dyslipidemic humans (Emini-Veseli et al., 2017). 

ApoE is synthesised by monocytes and macrophages and is thought to have 

local effects on cholesterol homeostasis and on inflammatory reactions in 

atherosclerotic vessels. ApoE specifically expressed in macrophages regulates 

cholesterol efflux from foam cells and ApoE-/- macrophages effluxed significantly less 

cholesterol than wildtype macrophages. (Yancey et al., 2007, Zanotti et al., 2011). 

Furthermore, increased atherosclerosis has been observed in healthy mice 

reconstituted with ApoE-/- macrophages, independently of changes in the plasma 

lipoprotein profile (Fazio et al., 1997, Linton et al., 1995). Macrophage-derived ApoE is 

also internalised by endothelial cells and enhances endothelial NO production by 

disrupting the inhibitory interaction of eNOS. These results establish a novel 

mechanism by which ApoE modulates endothelial cell function. 

1.6.2 Testosterone and animal studies of atherosclerosis 

While clinical studies assessing the effects of testosterone on atherosclerosis 

are limited in number and lack mechanistic detail, animal models of atherosclerosis 

and testosterone deficiency have allowed a more direct investigation of the 

relationship. Several animal models demonstrate that castration in mice (Nettleship et 

al., 2007a, Casquero et al., 2006) and rabbits (Alexandersen et al., 1999; Bruck et al., 

1997; Larsen et al., 1993) results in increased atherosclerosis when fed a pro-

atherogenic diet.  

Low endogenous testosterone levels in the testicular feminised (Tfm) mouse 

and surgically castrated XY littermates fed a pro-atherogenic diet was associated with a 

pro-atherogenic serum lipid profile and fatty streak formation within the aortic root 

(Nettleship et al., 2007a). Observations from this study suggest that diet-induced fatty 
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streak formation is a consequence of low endogenous testosterone levels in these 

mice. This study also demonstrated that this effect of testosterone is independent of a 

functional AR, since Tfm mice have a non-functional AR and fatty streaks within the 

aortic root were also observed in surgically castrated male mice (functional AR). 

Casquero et al. (2006) also demonstrated that diet-induced atherosclerosis is more 

significant in castrated mice and that lesion area in the aortic root was increased by up 

to 100% compared to intact sham-operated controls.  

Testosterone treatment has been demonstrated to reduce aortic lipid 

accumulation and fatty streak formation in male mice (Nettleship et al., 2007a, Kelly et 

al., 2012) and rabbits (Larsen et al., 1993, Bruck et al., 1997, Alexandersen et al., 1999, 

Qiu et al., 2010) when fed a pro-atherogenic diet. These animal studies show beneficial 

effects of androgen supplementation on atherogenesis in male animals and display 

evidence for AR-dependent and independent actions (Nettleship et al., 2007a, Nathan 

et al., 2001, Bruck et al., 1997, Alexandersen et al., 1999). A study using AR knockout 

(ARKO) male mice and wild-type littermates with an ApoE-/- background observed that 

physiological testosterone replacement reduced the atherosclerotic lesion area and 

presence of a necrotic core compared with placebo-treated mice. Although not as 

extensively as that observed in testosterone-treated orchidectomised wild-type 

controls (Bourghardt et al., 2010). Contrary to these studies von Dehn et al. (2001) 

reported a decrease in fatty streak formation in the aortic root and ascending aorta 

after testosterone suppression by administration of the gonadotropin-releasing 

hormone (GnRH) antagonist. Treatment with testosterone led to small but significant 

increases in serum cholesterol levels and lesion area. The reason for this discrepancy is 

unclear; however, many studies provide evidence for a protective role for testosterone 

against atherogenesis in male animal models. 

Serum cytokines TNFα and IL-6 have been reported to be elevated in the Tfm 

mouse model compared to XY littermates, suggesting that low endogenous 

testosterone and non-functional AR may influence selective cytokines known to be 

involved in atherogenesis (Kelly et al., 2012). Serum IL-6 levels were reduced following 

testosterone treatment in the Tfm mice, suggesting that testosterone has systemic 

anti-inflammatory actions independent of the AR (Kelly et al., 2012). This may be of 
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importance as IL-6 has been identified as an independent risk factor for CAD (Yudkin et 

al., 2000, Luc et al., 2003). Bourghardt et al. (2010), however, did not report an effect 

of testosterone treatment on IL-6 in ARKO mice on the ApoE-/- background. This could 

be attributed to the extent of the disease progression as Kelly et al. (2012) investigated 

early stages of atherogenesis, where subtle changes may be more apparent when 

compared to the complex wide-spread plaque formation in the ARKO ApoE-/- mice. 

Testosterone treatment reduced the levels of serum TNFα, IL-6, sICAM-1 and 

MMP2 in castrated male rabbits fed a high-cholesterol diet, while the presence of AR 

blocker flutamide impeded this effect. Furthermore, testosterone treatment also 

reduced the plaque area and the aortic intimal thickness, whereas the fibrous cap 

thickness and collagen contents increased, thus increasing the stability of 

atheromatous plaque. However, the presence of AR blocker flutamide increased the 

plaque area and aortic intimal thickness and decreased the thickness of the fibrous cap 

and collagen contents in castrated rabbits. Suggesting that testosterone treatment 

plays a vital role in the inhibition of atherosclerosis via the AR (Li et al., 2008).  

While most studies investigating the effects of testosterone on atherosclerosis 

demonstrate an atheroprotective role, the specific actions of testosterone on 

inflammatory mechanisms in the plaque are still unclear. Further investigations are 

required to explain these underlying mechanisms and the potential effects of 

testosterone on atherogenesis. Understanding the influence of testosterone on 

atherogenesis may further explain some of the CVD benefits of TTh seen clinically and 

may ultimately lead to a step-change in the therapeutic management of men with 

increased cardiovascular risk. 
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1.7 Aims and objectives 

Evidence from clinical and animal studies investigating the association between 

testosterone levels and atherosclerosis highlights the potential benefits of TTh and the 

notion that testosterone has anti-inflammatory properties is generally well accepted.  

Many of the increasingly prevalent pathological conditions such as obesity, MetS and 

T2D that are involved in the atherosclerotic process are interlinked and have shared 

chronic inflammatory aetiology, suggesting that testosterone therapy has potentially 

wide-ranging health benefits. Specific actions of testosterone on the chronic 

inflammatory pathogenesis of atherosclerosis development and progression in the 

vasculature are complex and not entirely understood.  

The aim of this research was to test the hypothesis that ‘testosterone 

treatment reduces inflammation associated with the development of atherosclerosis 

and improves atherosclerotic burden and cardiovascular risk factors’.  

1.7.1 Specific aims 

Using a randomised placebo-controlled clinical trial of TTh in hypogonadal men 

with T2D, an animal model of atherosclerosis and in vitro investigations, this research 

specifically aims to: 

 Investigate the effects of testosterone of atheroma formation and composition. 

 Investigate the anti-inflammatory effects of testosterone on localised 

atherosclerotic lesion inflammation and cells implicated in atherogenesis.  

 Investigate the effects of testosterone on risk factors of atherosclerosis, including 

systemic inflammation, glucose regulation and obesity.   
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2. Materials and Methods 
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2.1 In vivo model of atherosclerosis  

2.1.1 The ApoE-/- mouse 

The ApoE knockout mouse model was developed in 1992 by homologous 

recombination of mouse embryonic stem cells, whereby the ApoE gene was disrupted 

in mouse embryonic stem cells derived from 129/Ola mice and injected into C57BL/6 

blastocysts (Piedrahita et al., 1992). Resultant chimaeras were backcrossed for ten 

generations and inbred to homozygosity. Mice that are homozygous for the ApoE 

knockout are hypercholesterolemic (∼400mg/dL) while being fed standard chow diet. 

Spontaneous atherosclerotic lesions are detected from 3-4 months of age, mostly in 

the proximal aorta with lesions at the origins of the coronary artery and also in the 

pulmonary artery (Reddick et al., 1994). Lesion size increases with age and progresses 

to a more typical advanced stage of atherosclerotic lesions defined histologically by 

reduced lipid accumulation, fibrotic conversion of necrotic areas and reduction of 

stability and disappearance of the fibrous cap (Rosenfeld et al., 2000). The breeding 

colony of ApoE-/- mice (strain C57BL/6J-A) used in this study were obtained from 

Charles River Laboratories, UK. 

2.1.2 Animal husbandry  

ApoE-/- mice were bred in sterile barrier conditions at The University of 

Sheffield Field Laboratories by technical staff, and male ApoE-/- were transferred to the 

holding room upon weaning (3 weeks old), where they were maintained for the 

duration of the experiment. Females not required for breeding were sacrificed via a UK 

Home Office-approved schedule 1 method once weaned. All animals used for the 

experimental procedures were maintained in cages containing up to 5 animals, on a 

twelve-hour light/dark cycle in a temperature (between 19 and 23°C) and humidity 

controlled (55 ± 10%) environment. All procedures were carried out under the 

jurisdiction of UK Home Office personal and project licenses (project license number 

P3714F016, personal license number I1EDE3DC6), governed by the Animals Scientific 

Procedures Act 1986. 
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2.1.3 Experimental treatments 

Animals were randomly assigned to specific diet and treatment groups after 

weaning until desired group numbers were reached (Table 2.1). 

 

Species Subsets Treatment n=() 

Standard chow Sham 
Orchidectomy 

N/A 5 

Orchidectomy N/A 9 

High fat ‘Western’ diet Sham 
Orchidectomy 

10μL intramuscular saline 
injection 

15 

Orchidectomy 10μL intramuscular saline 
injection 

15 

Orchidectomy 10μL intramuscular 
sustanon® injection 

15 

Table 2.1 Animal groups. Animals were randomly assigned to specific diet and treatment groups after weaning until 

desired group numbers were reached. Sustanon® (20mg/mL testosterone propionate, 40mg/mL testosterone 

phenylpropionate, 40mg/mL testosterone isocaproate; equivalent to 74mg/mL testosterone) 

2.1.3.1 Surgical procedures 

2.1.3.1.1  Surgical bilateral orchidectomy  

Seven-week old mice were prepared for surgery using 5% inhaled isoflurane 

(Zoetis, UK), administered via an induction chamber, and then maintained on 1-3% 

isoflurane for the duration of the procedure. The unrestrained mouse was placed in a 

supine position on to a clean heat-pad overlaid with a sterile surgical towel with its tail 

pointing towards the investigator. The scrotum plucked clean and the skin aseptically 

prepared with 70% ethanol. A small incision of around 5mm was made through the 

skin in the midline of the scrotum using a sterile No 22 scalpel (Swann-Morten Ltd, UK) 

the subcutaneous connective tissue was separated so that the testes lying in their 

intramuscular sacs were visible. If necessary, pressure was placed on the lower 

abdomen to push the testes down into the scrotum. A small incision was made along 

the exposed tunica of each of the testes, and the testes, vas deferens and fat pad were 

squeezed through the incision and clamped with forceps. An absorbable suture was 
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used, and a single ligature was placed around each vas deferens and blood vessel 

which were severed distal to the ligature using a shearing motion with dissecting 

forceps and the testes removed. The remaining vas deferens and fat-pad were pushed 

back into the sac, and the skin incision was closed with a resorbable 5-0 sutures 

(Ethicon Ltd, UK). The respiratory rate was visually monitored carefully throughout the 

surgical procedure. All animals then received an analgesic agent, 50μL subcutaneous 

injection of 5mg/mL meloxicam (Metacam, Boehringer Ingelhein, Germany) to ensure 

post-operative pain relief. Animals were then placed in a warm recovery chamber and 

allowed to regain full consciousness and movement before being returned to their 

cages.  

2.1.3.1.2  Sham orchidectomy  

Seven week-old mice were prepared for surgery as described in section 

2.2.3.1.1. A small incision of around 5mm was made through the skin in the midline of 

the scrotum. Using a sterile No 22 scalpel (Swann-Morten Ltd, UK) the subcutaneous 

connective tissue was separated so that the testes lying in their intramuscular sacs 

were observed. The area was probed for approximately 5 minutes, in order to mimic 

the same tissue disruption and time taken under general anaesthesia in these animals 

as in the orchidectomised animals. The skin incision was closed with resorbable 5-0 

sutures (Ethicon Ltd, UK). The respiratory rate was monitored carefully throughout the 

surgical procedure. All animals then received an analgesic agent, 50μL subcutaneous 

injection of 5mg/mL meloxicam to ensure post-operative pain relief. Animals were 

then placed in a warm recovery chamber and allowed to regain full consciousness and 

movement before being returned to their cages. 

2.1.3.2 Atheroma promotion 

At age eight weeks, ApoE-/- mice either continued on a normal chow diet or 

were placed on a high fat "Western" diet (Special Diet Services, UK), for a period of 17 

weeks, ad libitum. Prior to receiving a "Western" diet, animals received a normal chow 

diet. Normal chow diet composition % (wt/wt) simple sugars 7%, fat 3%, 

polysaccharide 50%, protein 15% (w/w). Energy content 3.5 kcal/g (fat 3% kcal, protein 

15% kcal, carbohydrate 82% kcal). Western diet composition g% (wt/wt): Sucrose 

https://www.sciencedirect.com/topics/medicine-and-dentistry/polysaccharide
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33.9%, milk fat 20%, Casein 19.5%, Maltodextrin 10%, Corn starch 5%. Cellulose 5%, 

Corn oil 1%, Calcium Carbonate 0.4%, L-cystine 0.3%, Choline Bitartrate 0.2%, 

Cholesterol 0.15%, Antioxidant 0.01%, AIN-76-mx 3.5%, AIN-76A-VX 1%. Energy 

content 4.63 kcal/g (fat 42% kcal, protein 15% kcal, carbohydrate 43% kcal). 

2.1.3.3 Testosterone treatment 

Mice that underwent testosterone or saline treatment received this via 

intramuscular injections. Animals were anesthetised using 5% inhaled isoflourane, 

administered via an induction chamber, and then maintained on 1-3% isoflourane for 

the duration of the procedure. The injection site of hind leg was gently wiped clean 

using a 70% ethanol and a sterile 0.5mL 30G needle (Beckett Dickinson, UK) was 

introduced at a right angle to the skin surface into the centre of the muscle mass and 

10μL of either 100mg/mL (50mg/kg) testosterone esters (Sustanon®100 (testosterone 

propionate 20mg/mL, testosterone phenylpropionate 40mg/mL, and testosterone 

isocaproate 40mg/mL), Organon Laboratories Ltd., Cambridge, UK) or physiological 

saline was injected. Previous studies have determined the half-life of Sustanon®100 to 

be around 6 days in mice of the same background strain and of similar weight. Animals 

were then returned to cages. Mice were injected once fortnightly, from eight weeks of 

age, alternating the leg injected to minimise discomfort or irritation. Animals were 

carefully monitored for the duration of the study and were weighed on a weekly basis. 

2.1.3.4 Blood glucose measurement 

Blood glucose was measured at eight (baseline), 17 (mid-point) and 25 weeks 

old (end-point). Mice were fasted for four hours before blood was collected from the 

tail vein and measured using an Accu-Check blood glucose meter and Accu-Check 

blood glucose test strips (Roche, UK). 

2.1.4 Collection of animal tissues 

At the end of the 17 week-long treatment period (25 weeks old) mice were 

killed by cardiac puncture whilst the mouse was under deep terminal anaesthesia but 

whilst the heart was still beating. Blood samples were taken from the ventricle, which 

was accessed through the diaphragm. Blood was withdrawn slowly to prevent the 
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heart collapsing. The left ventricle was injected with 10mL of cold saline to flush blood 

from the vasculature.  

2.1.4.1 Serum collection 

Whole blood for serum measurements was collected via cardiac puncture using 

a 2mL syringe (Beckett Dickinson, UK), collected into 1.5mL Eppendorf tubes and 

allowed to clot for a minimum of 30 minutes at room temperature. Whole blood was 

then centrifuged at 800 g for 10 minutes at room temperature and the serum removed 

and frozen in 75μL aliquots containing 2μL protease inhibitor cocktail (Sigma Aldrich, 

UK) at -80°C, until analysis. All analyses were carried out on non-pooled serum, and 

samples only underwent one freeze-thaw cycle to maintain sample integrity. 

2.1.4.2 Tissue collection 

For aortic dissection, the chest wall was removed to expose heart and lungs 

and the lungs removed to expose the heart. The heart, with the thoracic aorta 

attached was carefully dissected free by blunt dissection until the entire heart and 

thoracic aorta was free from the back of the chest wall.  

The basal half of the ventricles was cut on a plane formed by drawing a line 

between the tips of the atria, and the tissue removed. Dissection at this angle resulted 

in a final tissue orientation that allowed true cross sections of the aortic root to be 

obtained, by compensating for the angle at which the aorta leaves the heart. The 

ascending aorta and aortic arch was then removed and any extraneous tissue was 

trimmed, taking care not to remove any tissue from the heart or aorta, and fixed in 4% 

paraformaldehyde at 4°C for subsequent en face evaluation. The upper half of the 

heart, with the aortic root and initial section of the aortic arch still attached, was 

placed in a PVC cryogenic tissue mold measuring 13mm x 5mm (Fisher Scientific, UK) 

and embedded in optimum cutting temperature (OCT) compound (Bright Cryo-M-Bed; 

Bright Instrument Company Ltd., UK), with the aorta centered and facing upwards. 

Hearts were then frozen in liquid nitrogen-cooled isopentane. Tissues were individually 

processed for histological, gene and protein analysis and were archived for future 

analysis. Analyses were made on individual samples. 
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2.1.4.3 Cryosectioning 

OCT embedded mouse hearts were removed from -80°C storage and left at -

20°C for 30 minutes to equilibrate. Starting at the apex and moving towards the base 

of the heart, transverse 10μm sections were taken through the tissue using a Leica 

CM1950 UV cryostat at -20°C. Unstained sections were examined on an Olympus CH2 

microscope to check for aortic positioning and sections were discarded until the early 

appearance of the aortic valve leaflets became visible. Once the appropriate region 

was located, 10μm sections through the aortic sinus (approximately 50 per mouse) 

were collected onto positively charged slides (Leica, UK) for histological analysis or 

uncharged slides (Thermo Scientific, UK) for laser capture microdissection until the 3-

valve cusps or the characteristic architecture of the aortic wall disappeared. Slides 

were stored at -80°C for later histological, gene and protein analysis. 

2.1.5 Analysis 

2.1.5.1 Measurement of serum hormones via ELISA 

2.1.5.1.1 Testosterone 

Total testosterone levels in the serum of the ApoE-/- mice were analysed using a 

solid phase enzyme-linked immunosorbent assay (ELISA), based on the principle of 

competitive binding (cat number: EIA1559) (DRG Diagnostics, Germany). The microtiter 

wells were pre-coated with a monoclonal antibody directed towards a unique 

antigenic site on the testosterone molecule.  

2.1.5.1.2 Estradiol 

Estradiol levels in the serum of the ApoE-/- mice were analysed using a solid 

phase ELISA, based on the principle of competitive binding (cat number: EIA2693) (DRG 

Diagnostics, Germany). The microtiter wells are pre-coated with a polyclonal antibody 

directed towards an antigenic site of the estradiol molecule.  
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2.1.5.1.3 Insulin 

Insulin levels in the serum of the ApoE-/- mice was analysed using a solid phase 

ELISA, based on the principle of competitive binding (cat number: EIA2935) (DRG 

Diagnostics, Germany). The microtiter wells are coated with a monoclonal antibody 

directed towards a unique antigenic site on the insulin molecule.  

2.1.5.1.4 Serum hormone ELISAs procedure  

Test samples were incubated in the well coated with the anti-hormone 

antibody conjugated with Biotin. After incubation the unbound conjugate was washed 

off. During the second incubation step Streptavidin Peroxidase Enzyme Complex binds 

to the biotin-anti-hormone antibody. The amount of bound HRP complex is 

proportional to the concentration of target hormone in the sample. Having added the 

substrate solution, the intensity of colour developed is proportional to the 

concentration of target hormone in the test sample. 

All reagents and multiwell plates in the hormone ELISA kits were allowed to 

equilibrate to room temperature following 4°C storage. Twenty-five microlitres of 

hormone standards; testosterone: 0, 0.2, 0.5, 1, 2, 6, and 16ng/mL, estradiol: 0, 25, 

100, 250, 500, 1000, 2000pg/mL and insulin: 0, 6.25, 12.5, 25, 50 and 100µIU/mL and 

test serum were dispensed into the appropriate wells in duplicate, followed by the 

addition of 200μL of enzyme conjugate to each well. The plate was mixed for 10 

seconds on a plate shaker and allowed to incubate at room temperature for 60 

minutes for testosterone and estradiol and 30 minutes for insulin. Following 

incubation, the wells were emptied by inversion and 400μL/well of wash solution was 

added. The wash solution was emptied from all wells and the plate was blotted onto 

clean absorbent paper to ensure complete removal of residual droplets. This wash 

procedure was repeated 3 times.  

The substrate solution (200μL) for testosterone and estradiol was then added 

to each well and the plate incubated at room temperature for 15 minutes before the 

addition of 100μL of stop solution (0.5M H2S04) to terminate the enzymatic reaction. 

For insulin, the enzyme complex (50μL) was added and incubated for 15 minutes at 
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room temperature followed by the addition of 50μL of stop solution (0.5M H2S04) to 

terminate the enzymatic reaction. The absorbance of the well contents for each 

hormone ELISA was determined using a CLARIOstar reader (BMG Labtesch, Germany) 

at 450±10nm within 10 minutes of stop solution addition.  

Serum testosterone concentrations were calculated from the standard curve in 

ng/mL using Microsoft Excel (Microsoft, USA) and converted into the more widely 

applied SI units (nmol/L) via multiplication by the testosterone conversion factor 

(3.467). Similarly, serum estradiol concentrations were calculated from the standard 

curve in pg/mL using Microsoft Excel (Microsoft, USA) and converted into the more 

widely applied SI units (pmol/L) via multiplication by the testosterone conversion 

factor (3.671). 

2.1.5.2 Measurement of serum lipids 

Total cholesterol, high-density lipoprotein-cholesterol (HDL-C) and triglycerides 

were measured using a VITR0S®5, 1 FS high capacity chemistry system (Orthoclinical 

186 Diagnostics, UK) with parallel processing by Emilia Bettell at the Department of 

Clinical Chemistry, Sheffield Children's Hospital. The VITROS® chemistry technology 

was performed on the MicroSlide, an entire integrated test environment on a thin 

piece of layered film. Mouse serum was thawed at 4°C and diluted two-fold with 7% 

BSA (VITROS®). Seventy microlitres of sample was transferred to a loading cup and 

placed in a rack in the VITROS®5, 1 FS analyser. All three lipid measurements were 

obtained from each sample and values were adjusted for dilution factors. The 

principles underlying the three measurements are outlined below. 

2.1.5.2.1.1 Cholesterol 

Cholesterol was measured enzymatically in a series of coupled reactions that 

hydrolyse cholesteryl esters and oxidize the 3-OH group of cholesterol. Five and half 

microlitres of sample was transferred to the microslide which is coated with Triton X-

100 to aid sample the dissociation of the cholesterol and cholesterol esters from 

lipoproteins. Free cholesterol is then oxidised, forming cholestenone and hydrogen 

peroxide. One of the reaction by-products, hydrogen peroxide oxidises a leuco dye and 
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is measured quantitatively in a peroxidase catalyzed reaction that produces a colour 

(Allain et al., 1974). The colourimetric density of the dye that is formed is measured by 

reflectance spectrophotometry (VITROS®) and the colour intensity is proportional to 

cholesterol concentration.  

2.1.5.2.1.2 Triglycerides 

Triglycerides are measured enzymatically in a series of coupled reactions in 

which triglycerides are hydrolysed to produce glycerol and free fatty acids. 5.5μL of 

sample was transferred to the microslide which is coated with Triton X-100 to aid 

sample distribution and dissociation of triglycerides from lipoproteins. The triglyceride 

molecules are hydrolysed by lipase to generate glycerol and fatty acids. Glycerol 

diffuses into the underlying layer where it is phosphorylated by glycerol kinase, to L-α-

glycerophosphate, in the presence of ATP and MgCI2 on the slide. L-α-

glycerophosphate is then oxidised to dihydroxyacetone phosphate and hydrogen 

peroxide by L-α-glycerophosphate oxidase. Hydrogen peroxide oxidises a leuco dye 

and is measured quantitatively in a peroxidase catalysed reaction that produces a 

colour (Spayd et al., 1978). 

The colourimetric density of the dye that is formed is measured by reflectance 

spectrophotometry and the colour intensity is proportional to triglyceride 

concentration. 

2.1.5.2.1.3 High density lipoprotein cholesterol (HDL-cholesterol) 

HDL-cholesterol is measured enzymatically in a series of coupled reactions in 

which HDL-derived cholesterol esters are hydrolyzed to cholesterol and fatty acids. Ten 

microlitres of sample was transferred to the multi-layered microslide and non-HDL is 

precipitated using phosphotungstic acid (PTA) and magnesium chloride within the 

microslide. Emulgen B-66 aids the selective dissociation of cholesterol and cholesterol 

esters from the HDL lipoprotein complexes in the sample. Cholesterol esters hydrolase 

in the underlying layer of the slide and catalyses the hydrolysis of HDL-derived 

cholesterol esters to cholesterol and fatty acids. Free cholesterol is then oxidised 

forming cholestenone and hydrogen peroxide, which oxidises a leuco dye and is 
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measured quantitatively in a peroxidase catalyzed reaction that produces a colour 

(Allain et al., 1974, Burstein et al., 1970). The colourmetric density of the dye that is 

formed is measured by reflectance spectrophotometry and is proportional to the HDL 

concentration of the sample. 

2.1.5.2.1.4 Low density lipoprotein cholesterol (LDL-cholesterol) 

LDL-cholesterol is calculated from measured values of total cholesterol, 

triglycerides and HDL-cholesterol using the Friedewald equation (Friedewald et al., 

1972). As very low density lipoprotein (VLDL) carries the majority of the circulating 

triglycerides, VLDL-cholesterol can be estimated from the measured total triglycerides 

divided by 2.2 (Warnick et al., 1990). 

LDL-C is then calculated as: LDL-cholesterol = TC - (measured HDL-cholesterol + 

estimated VLDL-cholesterol) 

2.1.5.3 Measurement of serum cytokines by Cytometric Bead Array  

Becton Dickinson (BD™) Cytometric Bead Array (CBA) is a flow cytometry 

application that allows quantification of multiple proteins simultaneously. CBA 

combines the principles of ELISA and flow cytometry.  

Capture beads contain unique amounts of a single red dye that have unique 

spectral properties distinguishable by flow cytometric analysis, allowing analysis of 

samples. The distinct bead populations are coated with antibodies directed against a 

particular soluble protein target. The targets are captured to the beads and detected 

with a secondary fluorescent antibody against the analyte of interest, which forms a 

sandwich complex. Using flow cytometry for excitation and subsequent detection of 

emission of the fluorochromes conjugated to the detection antibody, which is different 

to the emission wavelength of the bead dye, analytes can be measured quantitatively 

against a range of standards with known concentration. Multiple distinct bead sets can 

be added to an individual sample to detect multiple targets simultaneously, allowing 

for small sample volumes to be analysed for multiple analytes. In the present study the 

BD™ CBA soluble proteins, targeted against IL-1β (Cat No.:560232), IL-6 (Cat 

No.:558301), IL-10 (Cat No.:558300) MCP-1 (Cat No.:558342), TNFα (Cat No.:558299), 
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IFNγ (Cat No.:558296), E-selectin (Cat No.:560384) and L-selectin (Cat No.:560385) (BD, 

UK) were analysed.  

All reagents and 96-well assay plates were supplied by Becton Dickinson (BD, 

UK). All sample preparation and analysis was performed by Susan Clark as part of the 

University of Sheffield core research facilities service. 

All reagent working solutions were made up fresh on the day and stored at 4°C 

until use. Serum samples were thawed at 4°C. A standard curve of known 

concentrations of each target was produced by serially diluting the standards. 96-well 

reaction plates were pre-wet with 100μL of wash buffer added to each well, followed 

by immediate removal. Capture bead working solution was vortexed directly before 

use and 25μL was added to each assay well. Twenty-five microlitres of sample or 

known standard was added to each assay well. The plate was then mixed for 5 minutes 

on a shaker at 500rpm and then incubated at room temperature for 1 hour. Twenty-

five microlitres of PE detection reagent working solution was added to each assay well. 

The plates were then mixed on a shaker at 500rpm and incubated at room 

temperature for 2 hours. Assay wells were drained and the beads were resuspended in 

150μL of wash buffer per well, followed by shaking for 5 minutes. The assay plate was 

measured on the BD FACS Array™ flow cytometer and analysed using FCAP Array™ 

software (Figure 2.1).  
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Figure  2.1 Cytometric Bead Array (CBA) principle. Each capture bead in the array has a unique fluorescence 

intensity and is coated with a capture antibody specific for a single analyte. A combination of different beads is 

mixed with a sample or standard and a mixture of detection antibodies that are conjugated to a reporter molecule 

(PE). Following incubation and subsequent washing, the samples are acquired on a flow cytometer. The FCAP Array 

analysis software gates each individual bead population and determines the median fluorescence intensity (MFI) for 

each analyte in the array. From this a standard curve can be generated and sample concentrations were calculated 

relative to this. (Adapted from bdbiosciences.com) 
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2.1.5.4 Analysis of adhesion molecules by ELISA 

The mouse VCAM-1 and ICAM-1 solid-phase sandwich ELISAs were designed to 

measure the amount of the target bound between a matched antibody pair. The 

target-specific antibody was pre-coated in the wells of the supplied microplate. 

Samples, standards, or controls were then added into these wells and bound to the 

immobilized (capture) antibody. The sandwich was formed by the addition of the 

second (detector) antibody, a substrate solution is added that reacts with the enzyme-

antibody-target complex to produce measurable signal. The intensity of the signal is 

directly proportional to the concentration of target present in the serum. 

All reagents and multiwell plates in the VCAM-1 ELISA kit (Cat No.: EMVCAM1) 

and ICAM-1 ELISA (Cat No.: EMICAM1ALPHA) (Invitrogen, USA) were allowed to 

equilibrate to room temperature following 4°C storage. For VCAM-1 100μL of 

standards (0, 2.05, 5.12, 12.8, 32, 80, 200 and 500pg/mL) and test serum (diluted 1:400 

in assay diluent) were dispensed into the appropriate wells in duplicate, wells were 

covered and incubated for 2.5 hours at room temperature with gentle shaking. For 

ICAM-1 100μL of standards (0, 24.69, 74.07, 222.2, 666.7, 2000 and 6000pg/mL) and 

test serum (diluted 1:1 in assay diluent) were dispensed into the appropriate wells in 

duplicate, wells were covered and incubated for 2.5 hours at room temperature with 

gentle shaking. 

Following incubation, the wells were emptied by inversion and washed with 

300μL/well of wash buffer. The wash solution was emptied from all wells and the plate 

was blotted onto clean absorbent paper to ensure complete removal of residual 

droplets. This wash procedure was repeated 4 times. 100μL of biotinylated antibody 

was then added to each well and the plate incubated at room temperature for 1 hour 

with gentle shaking. Following incubation, the wells were emptied by inversion and 

washed with 300μL/well of wash buffer. The wash solution was emptied from all wells 

and the plate was blotted onto clean absorbent paper to ensure complete removal of 

residual droplets. This wash procedure was repeated 4 times before the addition of 

100μL of Streptavadin-HRP solution to each well, which was incubated for 45 minutes 

at room temperature with gentle shaking. Following incubation, the wells were 

emptied by inversion and washed with 300μL/well of wash buffer. The wash solution 
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was emptied from all wells and the plate was blotted onto clean absorbent paper to 

ensure complete removal of residual droplets and repeated 4 times. 100μL/well of 

TMB substrate was added and incubated for 30 minutes at room temperature in the 

dark with gentle shaking. The plate was evaluated within 30 minutes of stopping the 

reaction. The absorbance was measured on an CLARIOstar reader (BMG Labtesch, 

Germany) at 450nm. 

2.1.5.5 Quantification of aortic lipid deposition using oil red O staining 

Oil red O (ORO) is a lysochrome (fat-soluble dye) used for staining neutral 

triglycerides and lipids in pathological tissue. Lysochromes stain by preferential 

solubility, lipids will take up the dye and appear deep red, whilst phospholipids appear 

pink.  

In the present study, ORO was used for the detection and localisation of lipid 

deposition within the aortic root of previously frozen heart sections. Prior to staining 

of the aortic root with ORO (Sigma-Aldrich, UK), the stock solution; 1g ORO powder 

was dissolved in 200mL isopropyl alcohol (Fisher Scientific, UK), thoroughly mixed and 

the working solution (3:2 stock solution:double distilled water) filtered through 

student grade filter paper (Whatman, UK) at room temperature was prepared. The 

working solution required use within two hours of preparation. 

Frozen sections, six-nine per animal distributed evenly throughout the aortic 

root (approximately every 8th serial section) were air dried for 30 minutes at room 

temperature. The sections were fixed in 10% formalin (Leica, UK) for 45 minutes on the 

bench then rinsed with tap water. Sections were dipped in 60% isopropyl alcohol for 

30 seconds and stained for 1 hour with ORO. Slides were then briefly rinsed in 60% 

isopropyl alcohol until the non-lipid areas of the sections appeared colourless 

(approximately 5-10 seconds), and further washed in tap water. Slides were then 

dipped in Harris's haematoxylin (20% v/v) (Leica, UK) for 1 minute to counterstain the 

nuclei, and then washed well in tap water to blue the counterstain and remove any 

excess stain. Finally, slides were mounted using 60°C heated glycerol gelatin (Sigma-

Aldrich, UK).  
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Following ORO staining, the sections of aortic root were digitally photographed 

using an Olympus BX60 research microscope and cellSens software (Olympus, Japan). 

Quantification of the lipid stained areas was performed with computer-assisted 

morphometry, using Image J software (National Institute of Health, USA). Analysis was 

performed by manually outlining the outer and inner medial areas of the aortic root, 

followed by outlining the lesions from the internal elastic lamina to the luminal edge. 

The lipid-stained areas were expressed as a percentage of the medial area. 

Measurements were taken from 6 sections per mouse and median values calculated. 

Lesion thickness and area were measured using Image J software (National 

Institute of Health, USA) by manually outlining the lesions from the internal elastic 

lamina to the luminal edge. Measurements were taken from 6 sections per mouse and 

median values calculated. 

2.1.5.6 Quantification of aortic collagen content using Masson's trichrome staining 

Following fixation (see section 2.1.5.5) Masson’s Trichrome (Bio-Optica, 

Miller&Miller (Chemicals) Ltd, Hainault UK) was used for collagen visualisation. 

Sections were stained with Weigert’s iron hematoxylin for 10 minutes and briefly 

washed with distilled water. The sections were then stained with Ponceau acid fuchsin 

for 4 minutes and washed in distilled water and were treated with phosphomolybdic 

acid for 10 min. Then, sections were stained with Masson’s aniline blue for 5 minutes. 

Sections were washed in distilled water, dehydrated in IMS (3 x 5 minutes), cleared in 

SubX (Leica Microsystems, Milton Keynes UK) (3 x 5 minutes) and mounted in Pertex 

(Leica Microsystems, Milton Keynes UK). Collagen content and necrotic core area were 

measured/assessed using Image J software (National Institute of Health, USA). 

Collagen content analysis was performed by manually outlining the outer and inner 

medial areas of the aortic root, followed by outlining the lesions from the internal 

elastic lamina to the luminal edge. The collagen-stained areas were expressed as a 

percentage of the medial area. Measurements were taken from 6 sections per mouse 

and median values calculated. 
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2.1.5.7 Analysis of lesion composition by immunohistochemistry 

Aortic root samples were further investigated by immunohistochemistry for a 

visual indication of lesion composition. Sections double stained for targets, and lesion 

areas matched for comparison. Antibodies targeting vWF were used to identify the 

endothelial lining of the aorta, anti-MOMA2, a mouse-specific monocyte/macrophage 

marker, used to identify these cells in the vessel wall and αSMA, used to identify 

smooth muscle cells. Antibodies targeting E-selectin, ICAM-1 and VCAM-1 were used 

to identify localised inflammation within the aortic root. Antibodies targeting MMP9, 

10 and 13 were used to assess lesion stability. Isotype controls were used to check 

non-specific background signal (Table 2.2). 

The fixation method, blocking, antibody dilution, and incubation period was 

optimised to give the strongest specific antigen staining with the lowest non-specific 

binding for each antibody (Table 2.2). Once this was established, the same procedure 

was repeatedly utilised for immunostaining. 

Sections were removed from -80°C storage and allowed to air dry for 30 min. 

During this time, sections were encircled with a wax hydrophobic pen (Vector Labs Inc, 

UK) to form a barrier around the sample. Sections were then fixed by submerging in 

ice-cold acetone for 5 min followed by 10 min air drying. Blocking with 5% goat serum 

for 30 min at room temperature in a humidified chamber was followed by incubation 

with 75μL (enough to completely cover the section) of pre-optimised concentrations of 

primary antibodies overnight in a humidified chamber at 4°C. Unbound antibody was 

then removed by 3 x 5 min washes in PBS. 75μL of pre-optimised concentrations of 

appropriate secondary antibody was applied to the sections and incubated for 1 hour 

at room temperature in the dark and in a humidified chamber. The wash procedure 

was repeated, and sections were completely covered with Sudan black solution for 15 

minutes at room temperature. To make the Sudan black solution, 0.3% w/v of Sudan 

black B powder was dissolved in 70% v/v ethanol with continuous stirring at room 

temperature in the dark for 2h. The resulting solution was filtered through student 

grade filter paper (Whatman, UK), and stored at 4°C until use. Following Sudan black 

staining to block autofluorescence, sections were then washed briefly with PBS, 8 

times in succession to remove excess Sudan black stain and mounted in Vectashield 
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mounting medium for fluorescence (Vector Labs Inc, UK) containing DAPI to stain the 

nuclei. Sections were covered with coverslips and were sealed at the edges with nail 

varnish to prevent tissue drying. Negative controls omitting the primary antibody were 

included to determine nonspecific binding of the secondary antibodies and isotype 

controls were included to determine nonspecific staining of the primary antibodies. 

Sections were examined and images captured using a Zeiss 800 laser scanning confocal 

microscope and ZEN 2 (Blue Edition) software (Carl Zeiss Ltd, UK). Quantification of the 

positively stained areas was performed with computer-assisted morphometry, using 

Image J software (National Institute of Health, USA). Analysis was performed by 

manually outlining the outer and inner medial areas of the aortic root, followed by 

outlining the lesions from the internal elastic lamina to the luminal edge and taking the 

fluorescence intensity. The positively stained areas were expressed as a percentage of 

the medial area. Fibrous cap thickness was measured using ZEN 2 (Blue Edition) 

software (Carl Zeiss Ltd, UK). 
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Antibody Isotype Company Dilution Secondary 

MOMA2 IgG2b (rat 

monoclonal) 

Abcam  

(ab33451) 

1:25-1:200 

1:50 

Goat anti-rat 

Alexa Fluor 488 

vWf IgG (rabbit 

polyclonal) 

Abcam 

(ab9378) 

1:50-1:500 

1:100 

Goat anti-rabbit 

Alexa Fluor 594 

E-selectin IgG2b (rat 

monoclonal) 

Abcam 

(ab2497) 

1:25-1:200 

1:50 

Goat anti-rat 

Alexa Fluor 488 

αSMA IgG (rabbit 

polyclonal) 

Abcam 

(ab32575) 

1:50-1:200 

1:100 

Goat anti-rabbit 

Alexa Fluor 594 

ICAM-1 IgG2b (rat 

monoclonal) 

Abcam  

(ab119871) 

1:25-1:200 

1:50 

Goat anti-rat 

Alexa Fluor 488 

VCAM-1 IgG (rabbit 

polyclonal) 

Abcam  

(ab134047) 

1:12.5-1:100 

1:25 

Goat anti-rabbit 

Alexa Fluor 594 

MMP9 IgG (rabbit 

polyclonal) 

Abcam 

(ab38898) 

1:250-1:2000 

1:1000 

Goat anti-rabbit 

Alexa Fluor 488 

MMP10 IgG (rabbit 

polyclonal) 

Abcam 

(ab59437) 

1:100-1:500 

1:200 

Goat anti-rabbit 

Alexa Fluor 488 

MMP13 IgG (rabbit 

polyclonal) 

Abcam 

(ab84594) 

1:200-1:100 

1:400 

Goat anti-rabbit 

Alexa Fluor 488 

Isotype control IgG2b (rat 

monoclonal) 

Abcam 

(ab18541) 

1:50 Goat anti-rat 

Alexa Fluor 488 

Isotype control IgG (rabbit 

polyclonal) 

Abcam 

(ab172730) 

1:25 Goat anti-rabbit 

Alexa Fluor 594 

Table 2.2 Antibodies used for immunohistochemistry. Summary of the antibodies used for target protein detection 

in mouse aortic root sections following optimisation of methods. The range of antibody dilutions tested is shown, 

with the selected optimum dilution in bold. 
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2.1.5.8 Analysis of lesion inflammation by qRT-PCR 

2.1.5.8.1  Laser capture microdissection 

Laser-capture microdissection (LCM) is a method to procure subpopulations of 

tissue cells under direct microscopic visualisation. LCM technology harvests cells of 

interest directly to give histologically pure enriched cell populations. 

Frozen sections, six-nine per animal distributed evenly throughout the aortic 

root (approximately every 8th serial section) were fixed in 75% industrial methylated 

spirit (IMS) (Fisher, UK) for 30 seconds, washed in double distilled H2O and stained 

with Toludine Blue O (TBO) solution (0.1% w/v TBO (Sigma Aldrich, UK) dissolved in 

phosphate buffered saline (Giboco, UK). Sections were dehydrated in 70%, 95% and 

100% IMS for 30 seconds each and dipped in xylene (Leica, UK) for 5 minutes. Sections 

were allowed to air dry for 20 minutes.  

LCM was performed using the PixCell II laser-capture microdissection system 

(Arcturus Engineering, Mountain View, CA, USA) and Arcturus CapSure™ Macro LCM 

Caps (Applied Biosystems, UK). The air dried, TBO stained section was overlaid with the 

CapSure cap, which consists of a thermoplastic film mounted on a transparent cap. A 

focused infrared laser was fired through the cap causing the film to melt and adhere to 

the endothelial layer covering the lesion and on a separate CapSure cap, the lesion. 

The LCM system was set to the following parameters: 7.5μm spot size and ~100 mW 

power. Lesion-specific cells and endothelial cells were selected for capture using a 20× 

objective. After microdissection, the film was removed from the cap using sterile 

tweezers and transferred to a sterile 0.5 ml Eppendorf tube for RNA extraction.  

2.1.5.8.2  RNA isolation 

Total RNA was extracted from the isolated cells using the Arcturus PicoPure™ 

RNA isolation kit (Applied Biosystems, UK), 50μL of extraction buffer was added to the 

tube containing the CapSure cap film and incubated at 42°C for 30 minutes. Meanwhile 

an RNA extraction column was pre-conditioned by incubating with 250μL conditioning 

buffer for 5 minutes, prior to a centrifugation step at 16,000g for 2 minutes, and the 

flow through discarded. Following the incubation step, 50μL 70% ethanol was added to 



51 
 

the sample and gently pipetted up and down to mix. The sample was transferred to 

the pre-conditioned column and centrifuged at 100 g for 2 minutes to allow the RNA to 

bind to the column, followed by centrifugation at 16,000 g for 1 minute, and the flow 

through discarded. 100μL of wash buffer 1 was applied to the column which was then 

centrifuged at 8,000 g for 1 minute. One hundred microlitres of wash buffer 2 was 

applied and centrifuged at 8,000 g for 1 minute. A further 100μL wash buffer 2 was 

added to the column and centrifuged at 16,000 g for 2 minutes. Finally the column was 

placed in a fresh sterile 1.5mL collection tube, 11μL of elution solution was added and 

the column left to incubate at for 1 minute to allow the release of the RNA from the 

column matrix prior to centrifugation at 1,000 g for 1 minute, followed by 

centrifugation at 16,000 g for 2 minutes. The quantity and quality of the RNA were 

determined using a NanoDrop 1000 spectrophotometer (Thermoscientific, UK). All 

RNA samples were stored under sterile conditions at −80°C for future analysis.  

2.1.5.8.3  cDNA synthesis 

For preamplification of cDNA the RT2 PreAMP cDNA Synthesis Kit (Qiagen, UK) 

was used. The RT2 PreAMP cDNA Synthesis Kit is designed for preamplification of cDNA 

from nanogram amounts of RNA (1–100 ng) specifically for analysis using RT2 Profiler 

PCR Arrays. 

The genomic DNA elimination mix for each RNA sample was prepared in a 

sterile PCR tube according to Table 2.3 mixed gently by pipetting up and down and 

then briefly centrifuged. The genomic DNA elimination mix was incubated at 42°C for 5 

minutes, then placed immediately on ice for at least 1 minute. 10μL of the reverse-

transcription mix (prepared according to table 2.3) was added to each tube containing 

the genomic DNA elimination mix, gently pipetted to mix and briefly centrifuged to 

remove air bubbles. The RNA mixture was incubated at 42°C for 30 minutes and the 

reaction stopped by a further incubation at 95°C for 5 minutes. The reaction was 

placed on ice and proceeded to the preamplification step. Five microlitres of the cDNA 

synthesis reaction was added to a sterile PCR tube containing 20μL of the 

preamplification mix (prepared according to table 2.4), gently pipetted to mix and 

briefly centrifuged to remove air bubbles. The reaction was placed in the real-time 
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cycler, programmed according to table 2.5 and then placed immediately on ice. Two 

microlitres of side reaction reducer was added to each pre-amplified reaction, gently 

pipetted to mix and briefly centrifuged to remove air bubbles. The reaction was 

incubated at 37°C for 15 minutes followed by heat inactivation at 95°C for 5 minutes. 

Eighty-four microlitres nuclease-free water was added to each reaction, mixed well 

and stored on ice prior to real-time PCR or long-term storage at -20°C.  

Component Amount for 1 RNA sample 

RNA 1-100ng 

Buffer GE 2μL 

RNase-free water Variable 

Total volume 10μL 

Table 2.3 Genomic DNA elimination mix. 

Component Amount for 1 RNA sample 

5x Buffer BC3 4μL 

Control P2 1μL 

cDNA synthesis enzyme mix 1μL 

RNase inhibitor 1μL 

RNase-free water 3μL 

Total volume 10μL 

Table 2.4 Reverse transcription mix. 

Component Amount for 1 RNA sample 

RT2 PreAMP PCR Mastermix 12.5μL 

RT2 PreAMP Target Primer Mix 7.5μL 

Total volume 20μL 

Table 2.5 Preamplification mix. 
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Cycles Duration Temperature 

1 10 minutes 95°C 

12 15 seconds 

2 minutes 

95°C 

60°C 

Hold  4°C 

Table 2.6 Cycling conditions for preamplification. 

2.1.5.8.4  qRT-PCR using SYBR® Green methodology 

qRT-PCR is a molecular biology technique which follows amplification of a 

targeted gene in real time and allows quantification of gene expression. qRT-PCR 

detects fluorescence produced by a reporter molecule which increases as the reaction 

progresses due to accumulation of PCR product with each amplification cycle. SYBR® 

Green is a green fluorescent cyanine dye that has high affinity for double-stranded 

DNA, however, unbound dye has very little fluorescence, therefore, the amount of 

fluorescence is proportional to the amount of double stranded DNA. The measured 

fluorescence is expressed as an amplification plot. Melt curve analysis was used to 

assess whether the assay amplified a single, specific product. 

Expression of housekeeping genes (B2M and ACTB) were used as previously 

determined by Dr Daniel Kelly (Kelly, 2010) and Dr Hanan Bokhamada (Bokhamada, 

2014) were used to normalise the mean CT values of all sample targets to account for 

variations in the starting amounts of total RNA in each sample. The real-time PCR 

mastermix was prepared according to table 2.7 and 25μL added to each well 

containing the pre-optimised primer mix (Cat No.: 330171) (Qiagen, UK). For a number 

of targets (Table 2.9). The reaction was placed in the real-time cycler that was 

programmed according to table 2.8 and the reaction run. 

2.1.5.8.5 Relative quantification analysis of qRT-PCR data  

Duplicate CT values from the same biological sample were averaged to give a 

representative value. Measured CT values were analysed using the 2-∆∆CT method to 

determine the relative gene expression normalised against housekeeping genes and 
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the mean of the control (Livak and Schmittgen, 2001). ∆CT values were calculated using 

the following equation: 

∆CT = CT (mean target) - CT (mean housekeeping) 

Target gene expression was normalised to untreated controls and calculated as 

follows:  

∆∆CT = mean ∆CT (treatment group) - mean ∆CT (mean untreated control) 

Relative expression = 2-∆∆CT 

Median relative gene expression is presented graphically as relative fold-change from 

the calibrator control value. 

Assay format Amount for 1 RNA sample 

2 x RT2 SYBR Green Mastermix 10μL 

Nuclease-free water 7.5μL 

cDNA reaction 2.5μL 

Total volume 20μL 

Table 2.7 Real-time PCR components mix. 

 

Cycles Duration Temperature 

1 10 minutes 95°C 

50 15 seconds 

1 minute 

95°C 

60°C 

Table 2.8 Cycling conditions. 
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Lesion Endothelial layer 

B2M (housekeeping gene) GAPDH (housekeeping gene) 

ACTB (housekeeping gene) RPL3A1 (housekeeping gene) 

ICAM-1 VCAM1 

IL-1β ICAM1 

IL-6 CX3CL1 

IL-10 IL-6 

TNFα PECAM1 

CCL2 MMP9 

CX3CL1 MMP13 

MMP9 MMP10 

MMP10 SELP 

MMP13 NOS3 

Table 2.9 Summary table of custom qRT-PCR array (Qiagen, UK) (Catalog No.:330231) used for mRNA analysis of 

the lesion-specific tissue (CLAM35533) and the endothelial cell layer (CLAM35530) isolated from the aortic root of 

ApoE
-/-

 mice from the testosterone treatment in vivo study. 
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2.2 In vitro investigation of the role of testosterone on monocytes/macrophages 

and endothelial cells 

2.2.1 Cell Culture 

All cell culture procedures were carried out under sterile conditions in a 

laminar flow hood using sterile equipment. All cell lines were tested regularly for 

mycoplasma contamination using the MycoAlert™ mycoplasma detection kit (Lonza) 

and were all tested negative throughout the study.  

2.2.1.1 THP-1 culture 

THP-1 is a human monocytic cell line derived from the peripheral blood of a 1-

year old male with acute monocytic leukaemia. THP-1 cells are widely used as an 

appropriate model of human blood monocytes, as they express many distinct 

monocytic markers and characteristics, which are maintained over time in culture 

(Auwerx, 1991, Tsuchiya et al., 1980, Chanput et al., 2014, Bosshart and Heinzelmann, 

2016). The THP-1 cell line can also be successfully employed as an alternative model 

for primary macrophages, since THP-1 cells exhibit changes consistent with those 

observed in primary macrophages (Daigneault et al., 2010, Auwerx, 1991). Phorbol 12-

myristate 13-acetate (PMA) induces differentiation of THP-1 cells to macrophage-like 

cells (Tsuchiya et al., 1982). THP-1 cells have become one of most widely used cell lines 

to investigate the function and regulation of monocytes and macrophages in the 

cardiovascular system (Qin, 2012). THP-1 cells also express the androgen receptor and 

thus can be utilised to study effects of testosterone treatment (Huang et al., 2014). 

The cell line was obtained from the European collection of cell cultures (ECACC, 

UK) as an unknown passage. THP-1 cells were seeded in suspension and were cultured 

in RPMI 1640 media with 2mM glutamine (GIBCO, UK), supplemented with 10% 

charcoal stripped foetal calf serum (FCS) and 2mM penicillin/streptomycin (GIBCO, 

UK). Media were changed approximately every 48 hours.  
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2.2.1.1.1 Preparation of charcoal stripped media 

Treatment of FCS with charcoal stripping removes any unknown lipid-related 

elements in the serum, such as hormones, without affecting the amino acid, glucose 

and salt content (Sikora et al., 2016). In brief, FCS was incubated with 20g/L dextran-

coated charcoal (Sigma Aldrich, UK) overnight at 4˚C shaking. After centrifugation 

(20,000 g for 20 min) the resulting supernatant was filtered through a 0.2μm filter 

(Fisher, UK) and added to RPMI media in place of untreated FCS. 

2.2.1.2 Sub-culture of cell cultures 

THP-1 cultures were maintained up to 70-90% confluence before passaging. 

The cell suspension was removed to sterile tubes and centrifuged for 5 minutes at 200 

g. After removing the supernatant, the cells were resuspended in 1mL of fresh 

medium. 20μL of this cell suspension was added to an equal volume of 0.4% w/v 

trypan blue solution (Gibco, UK), cells were counted using the automated Countess II 

FL Automated Cell Counter, (Life Technologies, UK). Viable cells were then further 

diluted to working densities and used in the experimental procedures, subcultured or 

cryopreserved. 

2.2.2 Experimental conditions for testing the effect of testosterone on the 

inflammatory profile in human monocytes  

Testosterone (Sigma-Aldrich, UK) was dissolved in molecular grade ethanol 

(Sigma-Aldrich, UK) at an initial dilution of 100mg/mL and stored at 4°C until use. The 

testosterone solution was further diluted in serum-free medium to working 

concentrations, via an initial 1:1000 dilution in ethanol. Cells were seeded into 6 well 

plates (NUNC™), at an initial density of 3x105 cells/mL in complete medium containing 

testosterone at working concentrations of 10, 30, 50 and 100nmol/L  and cultured for 

24-48 hours at 37°C. Ethanol, at a volume equal to that of the diluted working solution 

of testosterone was used as the vehicle control. Serum-free medium was used as 

control and all experiments repeated at least three times for each condition.  
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2.2.2.1 Experimental conditions for investigating the effect of testosterone on the 
inflammatory profile in human macrophages  

Cells were seeded into 6 well plates (NUNC™), at a density of 3x105 cells/mL in 

2mL of complete medium containing and differentiated with 10ng/mL phorbol 12-

myristate-13-acetate (PMA) for 48 hours. Following initial differentiation, cells were 

incubated with 10ng/mL LPS (Sigma Aldrich, Poole UK) and 20ng/mL recombinant IFN-

γ (Peprotech, UK) in fresh serum-free medium for 24 hours to induce an M1 phenotype 

activation state. M2a differentiation was achieved by the combined treatment with 

25ng/mL of recombinant human cytokines IL-4 and IL-13 (Peprotech, UK) for 24 hours 

in fresh serum free medium. After differentiation cells were treated with testosterone 

at working concentrations of 10, 30, 50 and 100nM/mL and cultured for 24-48 hours at 

37°C. Ethanol, at a volume equal to that of the diluted working solution of 

testosterone was used as the vehicle control. 

2.2.3 Experimental conditions for investigating the effects of high glucose on the 

inflammatory profile in human monocytes 

Cells were seeded into 25cm2 cell culture flasks (NUNC™), at an initial density of 

3x105 cells/mL in 10mL of complete medium containing 5, 11.1, 25mM/L of glucose or 

an osmolality control (25mM/L mannitol) and cultured for 24 hours at 37°C. All 

experiments were repeated at least three times for each condition.  

2.2.4 Experimental conditions for investigating the effects of testosterone on fatty 

acid loaded human macrophages 

A stock solution of 100mg/mL oleic acid and 100mg/mL palmitic acid in DMSO 

was used to create a 30mM stock fatty acid stock solution (20mM oleic acid/10mM 

palmitic acid, 2:1) in basic culture medium containing 1% fatty acid free-BSA. The stock 

solution was further diluted in basic culture medium containing 1% fatty acid free-BSA 

to obtain a 2mM final concentration.  

THP-1 cells were seeded into 6 well plates (NUNC™), at a density of 3x105 

cells/mL in 2mL of complete medium containing and differentiated with 10ng/mL PMA 

for 48 hours. Following initial differentiation, cells were incubated with 0, 0.25, 0.5, 1.5 
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and 2mM fatty acids and co-treated with testosterone at working concentrations of 

10, 30, 50 and 100nM/mL and cultured for 24 hours at 37°C. Ethanol, at a volume 

equal to that of the diluted working solution of testosterone was used as the vehicle 

control. 

Cells were fixed in 10% v/v formalin (Leica, UK) for 30 minutes on the bench 

then rinsed with tap water. Cells were incubated in 60% v/v isopropyl alcohol for 30 

seconds and stained for 1 hour with ORO (see section 2.2.4.8) and further washed in 

tap water. Cells were then counterstained with Hoechst for 30 minutes to counterstain 

the nuclei, and then washed well in tap water. Cells were imaged and counted using 

the Cytation5 (Biotek, USA). Finally, the ORO was dissolved in isopropanol for 15 

minutes and the absorbance read on a CLARIOstar reader (BMG Labtesch, Germany) at 

450±10nm. 

2.2.5 Molecular investigation of gene expression in human 

monocytes/macrophages  

2.2.5.1 RNA extraction 

Total RNA was isolated from experimental THP-1 cells with TRI Reagent™ 

Solution (Invitrogen Life Technologies). One millilitre TRI reagent was added to cells 

and left to stand at room temperature for 10 minutes causing lysis of the cell 

membranes. Chloroform (Fisher, UK) was added at a volume of 200μL per 1mL of Tri-

reagent used, samples were briefly vortexed and left to stand for 10 minutes at room 

temperature, until separation had occurred. Centrifugation at 12,000 g for 15 minutes 

at 4°C was performed to allow separation of protein, DNA and RNA layers. The upper 

aqueous phase containing the RNA was collected and 500μL isopropanol (Sigma-

Aldrich, UK) was added to the sample and mixed by pipetting. Samples were stored at -

80°C overnight to allow the RNA to precipitate, after which samples were centrifuged 

for a further 20 minutes at 12,000 g. Cell pellets were washed in 70% v/v molecular 

grade ethanol (Sigma-Aldrich, UK) in distilled water, centrifuged at 12,000 g for 5 

minutes before being allowed to airdry for 10 minutes and resuspended in 30μL RNAse 

free water and store at -80°C until cDNA synthesis. 
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2.2.5.2 cDNA synthesis 

Prior to carrying out quantitative real-time polymerase chain reaction (qRT-

PCR), RNA was reverse-transcribed to cDNA using the Precision nanoScript2 Reverse 

Transcription Kit (Pimerdesign Ltd, UK). RNA samples were incubated with an Oligo-dT 

primer and random nonamer primer at 60°C for 5 minutes and immediately put in ice. 

10L of a reverse transcriptase mastermix was added to the RNA and incubated at 

42°C for 20 minutes followed by a heat inactivation step at 75C for 10 minutes. cDNA 

was stored at -20°C until use.  

2.2.5.2.1 qRT-PCR using SYBR® Green methodology 

Expression of housekeeping genes were used to normalise the mean CT values 

of all sample targets to account for variations in the starting amounts of total RNA in 

each sample. A volume of 5µL of cDNA sample was added in duplicate into a 96-well 

PCR plate. qRT-PCR mastermix (10µL Precision®PLUS Master Mix with ROX 

(Primerdesign, UK), 2µL primer (Primerdesign, UK), 3µL RNase free water per well) (see 

table 2.10 for targets) was prepared and 15µL was added to each well. Plates were 

sealed using an adhesive film before being run on the QuantStudio™ 3 (Applied 

Biosystems, UK) using the following cycle:  
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2.2.5.2.2  Relative quantification analysis of qRT-PCR data  

See section 2.1.5.8.5 

Gene symbol Gene name Catalog number 

ACTB Beta-actin HK-SY-hu-600-ACTB 

B2M Beta-2-microglobulin HK-SY-hu-600-B2M 

IL-1β Interleukin 1 beta HK-SY-hu-600-IL-1β 

IL-6 Interleukin 6 HK-SY-hu-600-IL-6 

IL-10 Interleukin 10 HK-SY-hu-600-IL-10 

TNFα Tumour necrosis factor alpha HK-SY-hu-600- TNFα 

CCL2 Monocyte chemoattractant protein 1 HK-SY-hu-600-CCL2 

SCARB1 Scavenger receptor class B type 1 HK-SY-hu-600-SCARB1 

TLR2 Toll receptor 2 HK-SY-hu-600-TLR2 

TLR4 Toll receptor 4 HK-SY-hu-600-TLR4 

Table 2.10 Summary table of qRT-PCR primer targets from Primerdesign Ltd, UK used for mRNA analysis of the 

monocytes and macrophages at different phenotypic stages treated in vitro with testosterone. 
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2.3 The effect of testosterone replacement in male patients with hypogonadism 

and type 2 diabetes - results from the randomised double-blind placebo-

controlled crossover study 

2.3.1 Patients  

A randomised double-blind placebo-controlled crossover study was performed 

at the Centre for Diabetes and Endocrinology, Barnsley NHS Foundation Trust Hospital, 

Barnsley, UK led by Professor T Hugh Jones. The study included a total of 65 male 

patients, over the age of 40 years with T2D and hypogonadism. The Derby Research 

Ethics Committee approved the protocol and the study authorised by the MHRA 

(25951/0003/001-0001), patients provided their written consent. Inclusion criteria 

were males with T2D with HbA1c (glycated haemoglobin) up to 9.5% and 

hypogonadism, defined as the total testosterone level <12nM/L and bioavailable 

testosterone <4nM/L with symptoms of hypogonadism according to the ADAM 

questionnaire (androgen deficiency on the aging male). Hypogonadal men were 

referred to the andrology clinic where androgen replacement therapy was deemed 

appropriate by a consultant endocrinologist.  Patients were excluded at the 

recruitment stage if they had any inflammatory disease or infection with elevation of 

C-reactive protein 10 mg/L, were already on hormone therapy or had any 

contraindication to testosterone therapy such as elevation of prostate-specific antigen 

(PSA) beyond the age-adjusted normal range. 

2.3.1.1 Randomisation and drug treatment  

The trial was 12 months in duration in which patients had two treatment 

phases, Phase 1: patients were randomly assigned by a computer-generated algorithm 

to either placebo (n=32) or treatment (n=33) arm for 6 months of testosterone 

therapy. The patients on the treatment arm received testosterone undecanoate 

(Nebido) (1g in 4mL oily base) (Bayer-Schering, Germany) at 0, 6, 18, 30 and 42 weeks. 

The patients on the placebo arm received placebo solution at 0, 6, 18 weeks. The 

treatment was unblinded at 24 weeks and those on placebo received testosterone 

undecanoate from then onwards at 24, 30, 42 weeks. Treatments were prepared in 

identical coded syringes in a separate clinical room not in the presence of the patient 
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or assessing doctor. Treatment was administered via slow (2 minute) intramuscular 

injections. The six weekly followed by 3-monthly injection regime is pragmatic, commonly 

used, and consistent with recommendations on the British National Formulary 

(recommended injection interval 10—14 weeks). 12-13 week administration has been 

shown to be biologically effective, to achieve testosterone levels in the normal range, and 

to minimize the risk of testosterone accumulation (Schubert et al., 2004, Rhoden and 

Morgentaler, 2004).  

2.3.1.2 Sample collection and preparation 

40mL of peripheral blood was collected in a tube containing 

Ethylenediaminetetraacetic acid (EDTA) (1.8mg per 1mL of blood) at 0, 3 and 6 months 

in Phase 1 of the study in treated and placebo subjects to compare response to 

treatment longitudinally (versus baseline) and cross-sectionally compared to placebo. 

In phase 2, blood was collected from testosterone treated patients who moved from 

the placebo arm of the study at the end of phase 1, 3- and 6-months post-treatment to 

increase sample number for longitudinal analysis. Whole blood was collected and 

stored for subsequent analysis or processed for monocyte isolation within 4 hours. 

Blood collection was done between 9am-10.30am and patients fasted for 12 hours 

prior to collection. All treatments and blood collection were performed by the staff of 

Barnsley NHS Foundation Trust Hospital, Barnsley, UK. 

2.3.1.2.1  Peripheral blood mononuclear cell isolation 

Whole blood was transferred into 2x50mL centrifuge tubes, diluted with an 

equal volume of physiological saline and overlaid onto Ficoll-Paque (GE Healthcare, 

UK) in a 2:1 ratio. Samples were centrifuged at 800 g for 35 minutes with the brake 

setting off, at room temperature and the PBMC was layer carefully collected and 

washed twice with PBS. Using the Dynabeads FlowComp™ Human CD14 Isolation kit 

(Invitrogen, USA); magnetic beads were resuspended in a glass vial by vortexing for 

>30 seconds. 300L of the bead suspension was added to a 1.5mL centrifuge tube and 

washed 1mL of isolation buffer (PBS (Ca2+ and Mg2+ free) 0.1% BSA and 2mM EDTA, pH 

7.4) and resuspended by repeated pipetting. The tube was placed in the DynaMag™-5 

for 1 minute and the supernatant discarded. The beads were resuspended again in 
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1mL isolation buffer and stored on ice. The isolated PBMCs were resuspended in 500μL 

isolation buffer and 50μL FlowComp™ Human CD14 Antibody was added, mixed well 

and incubated on ice for 15 minutes. The cells were washed with 2mL isolation buffer 

and centrifuged for 10 minutes at 350 g at 4˚C. The cells were resuspended in 4mL 

isolation buffer with 300μL pre-washed Dynabeads and incubated for 15 minutes at 

4°C on a roller. The tube was placed in the magnet for 2 minutes and the supernatant 

discarded. 1mL of release buffer (modified biotin in 0.1% BSA and 2mM EDTA) was 

added to the tube containing the bead-bound cells, resuspended by gentle pipetting 

and incubated for 10 minutes at 4°C on a roller. To release the cells, 1mL of isolation 

buffer was added to the cell suspension and pipetted gently. Finally, the cell 

suspension was centrifuged for 10 minutes at 350 g at 4˚C, supernatant discarded and 

cell pellet stored at -80˚C until further use.  

2.3.1.3 Molecular investigation of gene expression in human monocytes isolated 
from patients by real-time reverse transcription polymerase chain reaction 
(qRT-PCR) 

2.3.1.3.1  RNA isolation  

To isolate total RNA from cells, the GenElute™
 
Mammalian Total RNA Miniprep 

Kit (Sigma-Aldrich, UK) was used according to the manufacturer’s instructions. In order 

to avoid any RNase activity, RNase-free water and RNase-free reaction tubes were 

used during the procedure. Briefly, total RNA was extracted by adding 350μL of lysis 

buffer containing 1% β-mercaptoethanol. An equal volume of 70% ethanol was added 

and mixed with the lysates. The mixture was then transferred to the mini spin column, 

centrifuged for 25 seconds at 13000 rpm following two washing steps (wash solutions 

1 and 2). Finally, the RNA was eluted with 30μl RNase-free water. 

2.3.1.3.2  cDNA synthesis 

Prior to carrying out quantitative real-time polymerase chain reaction (qRT-

PCR), RNA was reverse-transcribed to cDNA using the Precision nanoScript2 Reverse 

Transcription Kit (Pimerdesign Ltd, UK) (see section 2.2.5.2). 
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2.3.1.3.3  qRT-PCR using SYBR® Green methodology 

See section 2.2.5.3. A volume of 5µL of cDNA sample was added in duplicate 

into a 96-well PCR plate. qRT-PCR mastermix (10µL KiCqStart SYBR Green qPCR 

ReadyMix™ containing ROX™ (Sigma Aldrich, UK), 2µL primer (See table 2.11 for 

targets), 3µL RNase free water) was prepared and 15µL was added to each well. Plates 

were sealed using an adhesive film before being run on the Agilent Mx3000P QPCR 

System (Agilent, USA) using the following cycle:  

 

2.3.1.3.4  Relative quantification analysis of qRT-PCR data  

See section 2.1.5.8.5 
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Gene symbol Gene name Catalog number 

B2M Beta-2-microglobulin NM_004048 

IL-1β Interleukin 1 beta NM_000576 

IL-6 Interleukin 6 NM_000600 

IL-10 Interleukin 10 NM_000572 

TNFα Tumour necrosis factor alpha NM_000594 

CCL2 Monocyte chemoattractant protein 1 NM_002982 

ICAM-1 Intracellular adhesion molecule 1 NM_000201 

SCARB1 Scavenger receptor class B type 1 NM_001082959 

IRF3 Interferon regulatory factor 3 NM_001197122 

TLR2 Toll receptor 2 NM_003264 

TLR4 Toll receptor 4 NM_003266 

Table 2.11 Summary table of qRT-PCR primer targets used  from Qiagen, UK for mRNA analysis of the monocytes 

isolated from patients from the clinical trial: testosterone replacement in male patients with hypogonadism and 

T2D. 

2.3.1.4 Determination of pro- and anti-inflammatory biomarkers in patients by 
Cytometric Bead Array  

In the present study the BD™ Cyotmetric Bead Array analysis was used, and 

antibodies targeted against MCP-1, VCAM-1, ICAM-1, and E-selectin. All reagents and 

96-well assay plates were supplied by Becton Dickinson (BD, UK). All sample 

preparation and analysis were performed by with Susan Clark as part of the University 

of Sheffield core research facilities service. (See section 2.1.5.3). 
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2.3.2 Determination of biochemical parameters  

HbA1c, serum lipids, serum testosterone, serum SHBG, serum estradiol and CRP 

were determined at Barnsley Hospital NHS Foundation Trust as part of routine blood 

tests. Methods are summarised in table 2.12. 

Test 

 
Subtype Manufacturer Method Sample type 

HbA1c  Launch Akray 8180 Cation 

exchange 

chromatography 

EDTA whole 

blood 

Lipids Triglycerides Siemens Advia Glycerol kinase 

with GPO 

Serum gel 

Cholesterol Siemens Advia Cholesterol 

oxidase 

Serum gel 

HDL 

cholesterol 

Siemens Advia Direct via 

elimination of 

non-HDL 

cholesterol 

Serum gel 

LDL 

cholesterol 

N/A Friedwald 

calculation  

Serum gel 

Testosterone  Siemens Centaur Chemiluminescent 

immunoassay. 

Competitive with 

analogue 

Serum gel 

SHBG  Siemens Centaur Chemiluminescent 

immunoassay. 

Two site sandwich 

Serum gel 

CRP  Siemens Advia Latex 

agglutination 

turbidimetric 

Serum gel 

Estradiol  Siemens Centaur Chemiluminescent 

immunoassay. 

Competitive with 

analogue  

Serum gel 

Table 2.12 Summary of biochemical tests carried out by Barnsley Hospital NHS Foundation Trust for the clinical 

trial: testosterone replacement in male patients with hypogonadism and T2D. 
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2.4 Statistical analysis 

Data is presented as the median unless otherwise stated. Experimental groups 

were assessed for normality and equal variance by the Shapiro–Wilk test. Appropriate 

statistical analyses were selected to establish significant differences between groups. 

Where three or more samples were compared a one-way ANOVA followed by 

Tukey's post hoc was used to establish the significance of any differences. For two 

group comparisons of equal variance a student's t test was used. If the data was non-

normal, of unequal variance, or sample size was considered too small for parametric 

analyses, a non-parametric Kruskal-Wallis test was applied to the original data for 

multiple groups, followed by Conover-Inman's post hoc test. For two group 

comparisons a Mann Whitney U test was used. Significance was accepted at P<0.05. 

Multivariant analysis using SPSS statistics (UK) software was performed on all 

parameters and measurements obtained from the clinical study. 
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3. The effects of 
testosterone on parameters 
of atherosclerosis 
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3.1 Introduction 
Clinical studies have reported that the degree of atherosclerosis in the carotid 

artery as assessed by CIMT and lesion scores are inversely associated with 

testosterone levels (Demirbag et al., 2005, Fukui et al., 2003, Muller et al., 2004, 

Svartberg et al., 2006). Physiological testosterone levels in the higher quartile of the 

range are associated with an improved CIMT and lower occurrence of carotid lesions 

(Chan et al., 2015). Furthermore, CIMT has been shown to be inversely and 

significantly correlated with total and bioavailable testosterone levels (Soisson et al., 

2012, Svartberg et al., 2006). 

Results from male animal models support that testosterone confers a beneficial 

effect on atherogenesis. Animal studies have observed that testosterone deficiency 

promotes the development of lipid streak formation, the first stage of the 

atherosclerotic lesion, in the aortae of animals fed a pro-atherogenic diet (Nettleship 

et al., 2007a, Kelly et al., 2012, Larsen et al., 1993, Bruck et al., 1997, Alexandersen et 

al., 1999). Furthermore, testosterone treatment reduces atherosclerosis development 

in both male ApoE-/- mice (Elhage et al., 1997, McRobb et al., 2009) and LDLr-/- mice 

(Nathan et al., 2001), as well as other rodent models of atherosclerosis and 

testosterone deficiency (Larsen et al., 1993, Bruck et al., 1997, Alexandersen et al., 

1999, Nettleship et al., 2007a, Kelly et al., 2012). Possible anti-atherogenic actions 

include beneficial effects on serum lipoprotein levels and anti-inflammatory activity 

(Wu and von Eckardstein, 2003, Elhage et al., 1997, Nathan et al., 2001, Jones and 

Saad, 2009, Kelly et al., 2012), however, effects of testosterone directly on plaque 

specific mechanisms in the development and progression of atherosclerosis are not yet 

known. Enhancement of reverse cholesterol transport and HDL-induced cholesterol 

efflux from macrophages by up-regulation of SCARB1 may be one mechanism by which 

testosterone protects from atherosclerosis (Langer et al., 2002). 

Post-mortem studies have discovered that atherosclerotic lesions associated 

with coronary thrombosis, sudden death, and rupture typically have less fibrous tissue, 

a larger lipid-laden necrotic core and a high ratio of macrophages to smooth muscle 

cells (Davies et al., 1993b, Davies and Thomas, 1984, Burke et al., 1997, Cheruvu et al., 
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2007), whereas, stable lesions do not contain a lipid-rich necrotic core. Macrophages 

are the dominant cell type within atherosclerotic lesions and actively participate in 

lipoprotein ingestion and accumulation, giving rise to foam cells filled with lipid 

droplets. Accumulation of foam cells contributes to lipid storage, and atherosclerotic 

lesion growth and apoptotic foam cells are chiefly responsible for necrotic core 

formation in progressing lesions (Seimon and Tabas, 2009). The key role that 

macrophages play in the pathogenesis of atherosclerosis makes them an attractive 

target for atherosclerosis therapy. It has been proposed that testosterone may reduce 

lipid uptake into the arterial wall and have anti‑ inflammatory effects directly at the 

level of the macrophage (Kelly et al., 2012), although evidence in the literature is 

contradictory with testosterone shown to have both anti and pro-inflammatory effects 

of macrophages (Corcoran et al., 2010, Gilliver et al., 2006, Becerra-Díaz et al., 2018). 

Other possible mechanisms of testosterone include inhibiting monocyte/macrophage 

recruitment to progressing lesions, stimulating cholesterol efflux and diminishing lipid 

uptake, and taking advantage of macrophage plasticity and the ability to polarise 

towards pro- or anti-inflammatory phenotypes (Moore et al., 2013, Gilliver et al., 

2006). Pro-inflammatory macrophages contribute towards lesion instability as they can 

break down the ECM through secretion of MMPs. 

Some of the key clinical studies investigating TTh show reduced cardiovascular 

events (Haider et al., 2016, Traish et al., 2017). Many mechanisms by which 

testosterone may be reducing cardiovascular events have been hypothesised, 

including slowing lesion progression, or inducing regression, reducing lesion 

inflammation, improving shear stress by reducing blood pressure and increasing lesion 

stability and thus preventing rupture. ECM integrity constitutes a critical determinant 

in the stability of atherosclerotic lesion. Unstable rupture-prone lesions have thin, 

highly inflamed, and collagen-poor fibrous caps that contain elevated levels of 

proteases, including MMPs, which weaken lesion caps and promote rupture (Braganza 

and Bennett, 2001). The stability of an atherosclerotic lesion depends on the interplay 

of vascular SMCs (VSMCs) and leukocytes. The VSMCs synthesise structurally 

important collagens that provide stability to the lesion whilst intra-lesion leukocytes 

tend to release pro-inflammatory factors such as cytokines and MMPs. However, 



72 
 

MMPs also facilitate migration and proliferation VSMCs, promoting fibrous cap 

stability. In unstable lesions, the balance between these competing factors favours 

collagen breakdown rather than synthesis.  

MMPs are a family of endopeptidases with a range of functions in immunity, 

tissue repair and other disease processes (Murphy and Knäuper, 1997, Nagase et al., 

2006). In healthy tissue, the activity of MMPs is tightly regulated with a delicate 

balance between activation and inhibition, which is mediated largely by the 

endogenous tissue inhibitors of metalloproteinases (TIMPs). All cells present in the 

healthy and diseased blood vessel wall can activate and regulate MMPs in a multistep 

fashion driven in part by soluble cytokines and cell-cell interactions. MMPs are 

upregulated in the inflammatory lesion environment, and this upregulation of MMPs 

can ultimately lead to the structural breakdown and lesion rupture. Foam cells are a 

prominent source of several MMPs in atheromatous lesions, driven by stimuli such as 

TNFα. High-level activation of a broad spectrum of MMPs is associated with 

inflammation that contributes to pathological matrix destruction and lesion rupture. 

Inhibiting the activity of specific MMPs or preventing their upregulation could 

improve lesion stability and induce regression. Only pro-MMP2, TIMP-1 and TIMP-2 

have been found in normal human arteries, and no MMP activity was detected by in 

situ zymography (Newby, 2005). Whereas atherosclerotic lesions have increased global 

MMP activity (Choudhary et al., 2006). MMP9 fragments elastin and its expression has 

been shown to be significantly higher in unstable atheromatous lesions than in stable 

fibrous human lesions (Sluijter et al., 2006). MMP9 also induces vascular calcification 

and is present in calcified carotid endarterectomy samples (Bouvet et al., 2008). 

Furthermore, histological sections of rabbit and mouse atherosclerotic lesions and the 

rupture-prone shoulder regions of human atherosclerotic lesions show increased levels 

of MMP9 (Newby, 2005).  

MMP10 has been identified in human atherosclerotic lesions and is associated 

with vascular calcification and in patients with CV risk, additionally, increased 

circulating MMP10 in humans is associated with coronary calcium (Coll et al., 2010, 

Orbe et al., 2007).  Purroy et al. (2018) also demonstrated ex vivo that MMP10 is 



73 
 

released from human atheroma, likely contributing to increased serum MMP10 levels 

reported in patients with atherosclerosis. Maximal MMP10 secretion was observed in 

calcified haemorrhagic lesions. MMP10 expression in mice is also restricted to 

atherosclerotic lesions and ApoE-/-MMP10-/- mice is associated with a substantial 

reduction of atherosclerosis, decreased macrophage content and lesion calcification 

(Montero et al., 2006, Purroy et al., 2018). 

MMP13 has been detected in human lesions and was co-localised with cleaved 

collagen. MMP13 can cleave fibrillar type-I and type-III collagen (Nagase et al., 2006, 

Sukhova et al., 1999). Degradation of fibrillar collagen may decrease the ability of the 

fibrous cap to withstand mechanical stress. Knockout (Deguchi et al., 2005, Quillard et 

al., 2014) or selective inhibition (Quillard et al., 2011) of MMP13 in ApoE-/- mice have 

been shown to increase lesion collagen content, suggesting that MMP13 contributes to 

lesion instability. In summary, these studies demonstrate that MMPs plays a relevant 

role in atherogenesis by favouring lesion inflammation, development and 

complication.  

The absence of most MMPs in healthy tissue makes them a potential 

therapeutic target in atherosclerosis. To date, regulation of atherosclerotic lesion 

stability and regulation of MMPs by androgens has not been fully elucidated. Some 

early studies have demonstrated that MMP1 production in human endometrial 

stromal cells in vitro was inhibited by testosterone via androgen receptor signalling 

(Ishikawa et al., 2007). Dihydrotestosterone treatment on human aortic smooth 

muscle cells reduced MMP2 activation, leading to an inverse relationship between DHT 

level, MMP2 activity, and VSMC migration in vitro (Mountain et al., 2013). 

3.1.1 Summary 

Testosterone treatment is implicated as beneficial in preventing the 

development of atherosclerosis in animal models and reducing cardiovascular events 

in some clinical studies of hypogonadal men. In vivo and in vitro studies provide strong 

evidence that testosterone diminishes atherosclerotic burden by reducing fatty streak 

formation and lipid accumulation. However, very little is known regarding the effects 
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of testosterone on lesion composition and stability in the context of this chronic 

inflammatory disease of the arterial vessels.  

3.2 Aims and objectives  

The aim of the in vivo study was to use a mouse model of atherosclerosis to 

address the hypothesis that testosterone treatment inhibits atheroma formation, 

reduces atherosclerotic burden by reducing aortic lipid accumulation and influences 

lesion complexity by increasing lesion stability. The aim of the in vitro study was to use 

a macrophage model to investigate the hypothesis that ‘testosterone reduces lipid 

accumulation in human macrophages’. Specifically, this study will; 

 Determine the effects of low endogenous testosterone on atherosclerotic 

parameters and lesion stability using the ApoE-/- mouse model. 

 Uncover the effects of testosterone treatment on atherosclerotic parameters and 

lesion stability using the ApoE-/- mouse model fed a pro-atherogenic diet. 

 Investigate the effects of testosterone treatment on fatty acid uptake in THP-1 

macrophages.  

3.3 Experimental design 

The ApoE-/- mouse was used as a murine model of atherosclerosis. Initially, mice 

were orchidectomised to reduce endogenous testosterone levels and fed a standard 

chow diet to investigate the effects of orchidectomy on fatty streak formation within 

the aortic root, identified by ORO staining. Secondly, mice were fed a pro-atherogenic 

diet, and orchidectomised mice were treated with placebo or testosterone to 

investigate the effects of testosterone treatment on lesion composition, complexity 

and stability. ORO staining was used again to determine the fatty streak in the aortic 

root, calculated as lipid deposition within the aortic root.  Lesion area and thickness 

were also determined from ORO stained sections. Masson’s trichrome staining was 

used to identify lesion collagen content within the aortic root and the presence and 

area of the necrotic core.  This study also assessed the expression of MMPs within 

aortic lesions using immunohistochemistry. Immunohistochemistry was also used to 

determine monocyte/macrophage and smooth muscle lesion content; smooth muscle 
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staining was also used to determine the presence and thickness of the protective 

fibrous cap overlying the lesion.  

The THP-1 cell line was used as a human macrophage model. THP-1 

macrophages were treated in vitro with varying concentrations of fatty acids (0-2mM) 

and co-cultured with and without 30nmol/L testosterone. Secondly, THP-1 

macrophages were treated with varying concentrations of testosterone (0-100nmol/L) 

and co-cultured with 2mM fatty acids. Fatty acid uptake analysis was performed by 

using ORO and quantified. The experimental design is summarised in Figure 3.1. 
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Figure 3.1 Experimental design to investigate the effect of testosterone on parameters of atherosclerosis in ApoE
-/-

 mice, and in human macrophages in vitro. 
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3.4 Results 

3.4.1 Serum testosterone measurements 

Serum hormone measurements were taken at the end of the experimental 

period and compared between sham-operated, and orchidectomised mice fed a 

standard chow diet. The median serum testosterone concentration in sham-operated 

mice was within the expected physiological range for testosterone (20.63nmol/L). 

Serum testosterone levels were significantly reduced in the orchidectomised mice 

(1.57nmol/L) compared to sham-operated mice (Figure 5.11) (P<0.0001) (Figure 3.2). 

Fortnightly testosterone replacement was effective in elevating serum 

testosterone in orchidectomised mice (8.44nmol/L) compared to placebo-treated 

orchidectomised mice (1.04nmol/L, P<0.001) both fed a high fat ‘Western’ diet (Figure 

5.17). Testosterone replacement did not increase serum testosterone levels to within 

the expected physiological range (10-30nmol/L); however, they were still comparable 

to sham-operated mice (7.52nmol/L) (Figure 3.3). 
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Figure 3.2 Serum total testosterone concentration in ApoE
-/-

 mice fed a standard chow diet. Sham-operated (n=4), 

and orchidectomised mice (n=9) on a standard chow diet were compared for serum total testosterone 

concentration at the end of the 17-week experimental period. (****P<0.0001), Mann–Whitney U test. 

Sham Operated 
+ Placebo

Orchidectomised 
+ Placebo

Orchidectomised 
+ Testosterone

0

10

20

30

40

Testosterone

T
e

st
o

st
e

ro
n

e
 (

n
m

o
l/

L)

***

****

 

Figure 3.3 Serum total testosterone concentration in ApoE
-/-

 mice fed a high fat 'Western' diet. Sham-operated 

(n=9) and orchidectomised mice (n=8) receiving placebo and orchidectomised mice receiving testosterone (n=9) 

were compared for serum total testosterone concentration at the end of the 17-week experimental period. 

(***P<0.001, ****P<0.0001), Kruskal–Wallis test. 
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3.4.2 The effect of testosterone on atherosclerotic lesions 

3.4.2.1 Lipid deposition in the aortic root of ApoE-/- mice 

Analysis of oil red O (ORO) stained sections was performed by manually outlining 

the outer and inner medial areas of the aortic root, followed by outlining the lesions 

from the internal elastic lamina to the luminal edge. The lipid-stained areas were 

expressed as a percentage of the medial area. Measurements were taken from 6 

sections per mouse and median values calculated. 

ORO staining was detected throughout the aortic root of the orchidectomised 

ApoE-/- mice and was significantly elevated in the middle of the root in 

orchidectomised mice compared to sham-operated mice (39.3 vs 24.5%, P=0.0317) 

(Figure 3.4B). There were no differences observed in lipid deposition in 

orchidectomised mice compared to sham-operated mice fed a standard chow diet 

(20.84 vs 26.70%, P= 0.1986) (Figure 3.4C). This is due to an insufficient sample size; 

power analysis indicates that n=7 for each group would demonstrate if there are 

differences between the two groups.  

In mice fed a high fat ‘Western’ diet, placebo-treated orchidectomised mice 

had significantly higher lipid deposition compared to sham-operated mice (48.00 vs 

42.22%, P=0.0029). Furthermore, testosterone-treated mice had significantly lower 

intra-lesion lipid deposition compared to placebo-treated orchidectomised mice (39.90 

vs 48.00%, P=0.0031) (Figure 3.5). 

3.4.2.2 Lesion inflammation and composition analysis by immunohistochemistry 

Aortic root sections adjacent to sections containing fatty streaks were selected 

for immunohistochemical analysis. Monocyte/macrophage presence within the aortic 

root was detected by positive MOMA2 staining (Figure 3.6). Positive staining for 

MOMA2 was observed in all lesion regions and located directly below the endothelial 

layer, which was further identified by positive staining for von Willebrand Factor 

(vWF). Placebo treated orchidectomised mice had significantly higher macrophage 

infiltration in the lesion areas compared to placebo sham-operated ApoE-/- mice (55% 

vs 77% of the lesion region, P=0.0016) when normalised to total lesion area. 
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Furthermore, testosterone treatment in orchidectomised mice reduced macrophage 

infiltration and was significantly lower than placebo-treated orchidectomised mice 

(61% vs 77% of the legion region, P=0.0171) (Figure 3.6). 

3.4.2.3 Atherosclerotic lesion necrotic core area  

The necrotic core area was quantified from the Masson’s Trichrome sections 

and was defined as the area within the aortic root lesion that had an absence of 

cellularity (Figure 3.7A). There were no differences observed between placebo-treated 

orchidectomised mice and sham-operated mice in the necrotic core area (0.0082 vs 

0.0075μm2, P=0.473) (Figure 3.7B) or percentage of the lesion (2.8 vs 2.9%, P=0.9684) 

(Figure 3.7C). The study was sufficiently powered to assess changes in necrotic core 

area.  
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Figure 3.4 Microscopic analysis of the intimal lipid deposition in the aortic roots of ApoE
-/-

 mice fed a standard 

chow diet. (A) Representative oil red O stained cross sections of the aortic root from sham-operated (n=4), and 

orchidectomised ApoE
-/-

 (n=7) mice fed a standard chow diet. ORO staining was distinguished from non-specific 

accumulation of the stain by its cellular location identified by the haematoxylin counterstain compared to large 

droplets of red dye, respectively. (B) Lipid deposition areas of nine individual cross sections of the aortic root of 

each mouse. (C) Average lipid deposition in atherosclerotic lesions in the aortic root. (D) The area under the curve. 

(*P ≤ 0.05), Mann–Whitney U test. Scale bar = 250μm. 
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Figure 3.5 Microscopic analysis of the intimal lipid deposition in the aortic roots of ApoE
-/-

 mice fed a high-fat 

‘Western’ diet. (A) Representative oil red O stained cross sections of the aortic root from placebo-treated sham-

operated (n=12) and orchidectomised (n=13) ApoE
-/-

 mice and orchidectomised ApoE
-/-

 mice treated with 

testosterone (n=10) fed a high fat 'Western' type diet. (B) Lipid deposition areas of nine individual cross sections of 

the aortic root of each mouse. (C) Average lipid deposition in atherosclerotic lesions in the aortic root. (D) The area 

under the curve. Scale bar = 250μm. (**P ≤ 0.01), Kruskal–Wallis test.  
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Figure 3.6 Immunohistochemical analysis of fatty streak composition in the aortic root of ApoE
-/-

 mice fed a high-

fat ‘Western’ diet following testosterone treatment. Aortic root samples were selected from the middle of the 

aortic root. The endothelial layer was marked by von Willebrand factor (VWF, red) and monocyte/macrophage 

infiltration was detected adjacent to fatty streaks (MOMA2, green). Cell nuclei were stained with DAPI (blue). Scale 

bar 250μm. (*P≤ 0.05, **P ≤ 0.01), Kruskal–Wallis test. 
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Figure 3.7 Histological analysis of the necrotic core area in the aortic root of ApoE
-/-

 mice fed a high-fat ‘Western’ 

diet following testosterone replacement. (A) Representative section of Masson’s Trichrome-stained aortic root 

(arrows indicate necrotic core). Necrotic core defined by an area of acellularity. Scale bar 100μm. (B) Quantification 

of the total area of the necrotic core (C) and as a percentage of the atherosclerotic lesion. 
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3.4.2.4 Aortic root-lesion area and thickness of ApoE-/- mice  

In the aortic root, there were no significant differences in lesion area in 

orchidectomised mice compared to sham-operated mice fed a standard chow diet 

(0.88 vs 0.37mm2, P=0.0112) (Figure 3.8B). This is due to an insufficient sample size; 

power analysis indicates that n=7 for each group would demonstrate if there are 

differences between the two groups.  

When fed a pro-atherogenic diet, there were no differences in lesion area 

observed in the placebo-treated orchidectomised mice compared to sham-operated 

mice and testosterone treated mice (0.40 vs 0.29 vs 0.35mm2, P=0.3223) (Figure 3.9B). 

The study was sufficiently powered to assess changes in lesion area. 

There were no significant differences in maximal lesion thickness between the 

sham-operated and orchidectomised mice fed a standard chow diet (234.62 vs 

349.26μm, P=0.1091) (Figure 3.10). This is due to an insufficient sample size; power 

analysis indicates that n=7 for each group would demonstrate if there are differences 

between the two groups. Similarly, there was also no significant differences in maximal 

lesion thickness between the placebo-treated sham-operated and orchidectomised 

mice and the testosterone-treated orchidectomised mice fed a high fat ‘Western’ diet 

(184.30 vs 211.69 vs 202.06μm, P= 0.7153) (Figure 3.11). The study was sufficiently 

powered to assess changes in lesion thickness. 
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Figure 3.8 Quantitative analysis of the lesion area in the aortic root of ApoE
-/-

 mice fed a standard chow diet. (A) 

lesion area of nine individual cross sections of the aortic root of each mouse. (B) Average lesion area in 

atherosclerotic lesions in the aortic root. 
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Figure 3.9 Quantitative analysis of the lesion area in the aortic root of ApoE
-/-

 mice fed a high fat ‘Western’ diet. 

(A) lesion area of nine individual cross sections of the aortic root of each mouse. (B) Average lesion area in 

atherosclerotic lesions in the aortic root. 
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Figure 3.10 Quantitative analysis of the maximal lesion thickness in the aortic root of ApoE

-/-
 mice fed a standard 

chow diet. ORO stained cross sections were imaged, and the thickness of the lesion was measured at the thickest 

part of the lesion. 
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Figure 3.11 Quantitative analysis of the maximal lesion thickness in the aortic root of ApoE

-/-
 mice fed a high fat 

‘Western’ diet. ORO stained cross sections were imaged, and the thickness of the lesion was measured at the 

thickest part of the lesion. 
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3.4.3 The effect of testosterone on aortic root lesion stability 

3.4.3.1 Fibrous cap thickness of mice fed a high fat ‘Western’ diet 

The thickness of the fibrous cap was quantified from the immunohistochemical 

staining for αSMA (Figure 3.12A). No differences in fibrous cap thickness were 

observed between placebo treated orchidectomised mice compared to sham-operated 

mice and testosterone treated mice (31.4 vs 34.3 vs 41.9μm, P=0.2083).  

Fibrous cap thickness was also calculated as a percentage of the overall lesion 

thickness (Figure 3.12C). There were no differences between placebo-treated sham-

operated and orchidectomised mice (12.51 vs 13.39%, P=0.6878). Similarly, there were 

also no differences between placebo-treated orchidectomised mice and testosterone-

treated orchidectomised mice (13.89 vs 15.62, P=0.6878). 
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Figure 3.12 Immunohistochemical analysis of fibrous cap thickness in the aortic root of ApoE
-/-

 mice fed a high-fat 

‘Western’ diet following testosterone replacement. (A) Representative section of αSMA-stained (red) aortic root 

(arrows indicate fibrous cap) Cell nuclei were stained with DAPI (blue). Scale bar 100μm. (B) Quantification of the 

thickness of the fibrous cap. (C) Percentage of the fibrous cap of the total lesion thickness.  

  

A 

B C 
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3.4.3.2 Atherosclerotic lesion collagen content  

Masson’s Trichrome staining was performed, and positive area for collagen 

(blue) was quantified as a measure of collagen content. There were no significant 

differences in lesion collagen content between the placebo-treated orchidectomised 

and sham-operated mice fed a high fat ‘Western’ diet (48.73 vs 51.23%, P=0.4115). 

Similarly, there were also no differences between testosterone-treated and placebo-

treated orchidectomised mice (61.61 vs 48.73%, P=0.4115) (Figure 3.13). Power 

analysis indicates that the study was sufficiently powered to reveal any differences 

between the treatment groups.  

3.4.3.3 MMP expression within the atherosclerotic lesion in the aortic root 

3.4.3.3.1 Gene analysis of MMP expression 

There were no significant differences in MMP9 and 10 gene expression in the 

lesion-tissue in placebo-treated orchidectomised mice compared to sham-operated 

and testosterone-treated mice (Figure 3.14). MMP13, however, was significantly 

downregulated in the placebo-treated orchidectomised mice compared to sham-

operated mice (0.21 vs 2.1-fold, P=0.0021). Similarly, MMP13 was upregulated in 

testosterone-treated mice compared to placebo-treated orchidectomised mice (1.7 vs 

0.21-fold, P=0.0341) (Figure 3.14).  

There were no differences observed in MMP9, 10 and 13 gene expression 

between treatment groups in the endothelial layer (MMP9: P=0.1168, MMP10: 

P=0.4922, MMP13: P=0.5945) (Figure 3.15). Power analysis indicates that the study 

was insufficiently powered to reveal differences between the treatment groups 

although due to the variability of the results it is highly unlikely that there are 

differences between the treatment groups. 

3.4.3.3.2 Analysis by immunohistochemistry 

Aortic root sections adjacent to sections containing fatty streaks were selected 

for immunohistochemical analysis. Positive staining for MMP9, 10 and 13 were 

observed throughout the lesion in ApoE-/- mice fed a high fat ‘Western’ diet. There 
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were no differences observed in MMP9, 10 and 13 expression in placebo-treated 

orchidectomised mice compared to sham-operated mice  and testosterone treated 

mice (40.7 vs 51.4% vs 48.5, P=0.2209) (Figure 3.16, 3.17 and 3.18). Power analysis 

indicates that the study was insufficiently powered to reveal differences between the 

treatment groups although due to the variability of the results it is highly unlikely that 

there are differences between the treatment groups. 

3.4.3.4 Atherosclerotic lesion smooth muscle content  

Aortic root sections adjacent to sections containing fatty streaks were selected 

for immunohistochemical analysis. Smooth muscle cell presence within the aortic root 

was detected by positive αSMA staining (Figure 3.20). Positive staining for αSMA was 

observed in all lesion regions forming the fibrous cap and throughout the lesion. There 

were no significant differences in lesion positive αSMA staining between the placebo-

treated orchidectomised and sham-operated mice and testosterone treated mice fed a 

high fat ‘Western’ diet (45.7 vs 44.1% vs 35.8, P=0.2359) (Figure 3.19).  Power analysis 

indicates that the study was insufficiently powered to reveal differences between the 

treatment groups although due to the variability of the results it is highly unlikely that 

there are differences between the treatment groups. 
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Figure 3.13 Microscopic analysis of the aortic root intra-lesion collagen content of ApoE
-/-

 mice fed a high-fat 

‘Western’ diet. (A) Representative Masson's Trichrome stained cross sections of the aortic root from placebo-

treated sham-operated (n=10) and orchidectomised ApoE
-/- 

mice (n=10) and orchidectomised mice treated with 

testosterone (n=10) fed a high fat 'Western' type diet. Collagen fibres are indicated in blue. (B) Collagen content 

within lesion areas of nine individual cross sections of the aortic root of each mouse. (C) The area under the curve 

collagen in atherosclerotic lesions in the aortic root. Scale bar = 250μm. 
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Figure 3.14 The effect of testosterone treatment on gene expression of MMP9, 10 and 13 in lesion-specific tissue 

of ApoE
-/-

 mice fed a high-fat ‘Western’ diet. Aortic root samples, identified as having atherosclerotic lesions from 

positive ORO staining, were selected throughout the aortic root. Sham-operated mice (n=8) and orchidectomised 

receiving placebo (n=8) and orchidectomised receiving testosterone treatment (n=8) were compared for gene 

expression of MMP9, 10 and 13 which are linked to the pathogenesis of atherosclerosis. (*P≤ 0.05, **P ≤ 0.01), 

Kruskal–Wallis test. 
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Figure 3.15 The effect of testosterone treatment on gene expression of MMP9, 10 and 13 in endothelial cells 

lining the top of the fatty streak of ApoE
-/-

 mice fed a high-fat ‘Western’ diet. Aortic root samples, identified as 

having atherosclerotic lesions from positive ORO staining, were selected throughout the aortic root. Sham-operated 

mice (n=8) and orchidectomised receiving placebo (n=8) and orchidectomised receiving testosterone treatment 

(n=8) were compared for gene expression of MMP9, 10 and 13 which are linked to the pathogenesis of 

atherosclerosis. 
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Figure 3.16 Immunohistochemical analysis of MMP9 expression within the fatty streak in the aortic root of ApoE
-

/-
 mice fed a high-fat ‘Western’ diet following testosterone replacement. Aortic root samples were selected from 

the middle of the aortic root. MMP9 was detected within the lesions of placebo-treated sham-operated and 

orchidectomised mice and testosterone-treated mice. Immunopositivity was expressed as a percentage of the 

lesion area. Cell nuclei were stained with DAPI (blue). Scale bars 500 and 250μm. 
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Figure 3.17 Immunohistochemical analysis of MMP10 expression within the fatty streak in the aortic root of 

ApoE
-/-

 mice fed a high-fat ‘Western’ diet following testosterone replacement. Aortic root samples were selected 

from the middle of the aortic root. MMP10 was detected within the lesions of placebo-treated sham-operated and 

orchidectomised mice and testosterone-treated mice. Immunopositivity was expressed as a percentage of the 

lesion area. Cell nuclei were stained with DAPI (blue). Scale bars 500 and 250μm. 
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Figure 3.18 Immunohistochemical analysis of MMP13 expression within the fatty streak in the aortic root of 

ApoE
-/-

 mice fed a high-fat ‘Western’ diet following testosterone replacement. Aortic root samples were selected 

from the middle of the aortic root. MMP13 was detected within the lesions of placebo-treated sham-operated and 

orchidectomised mice and testosterone-treated mice. Immunopositivity was expressed as a percentage of the 

lesion area. Cell nuclei were stained with DAPI (blue). Scale bars 500 and 250μm. 
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Figure 3.19 Immunohistochemical analysis of alpha-smooth muscle actin (αSMA) expression within the fatty 

streak in the aortic root of ApoE
-/-

 mice fed a high-fat ‘Western’ diet following testosterone replacement. Aortic 

root samples were selected from the middle of the aortic root. αSMA was detected within the lesions of placebo-

treated sham-operated and orchidectomised mice and testosterone-treated mice. Immunopositivity was expressed 

as a percentage of the lesion area. Cell nuclei were stained with DAPI (blue). Scale bars 500 and 250μm. 
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3.4.4 The effect of testosterone on fatty acid loaded macrophages 

The effects of testosterone on macrophages when co-cultured with 0-2mM of 

fatty acids were investigated (Figure 3.20). Co-culturing fatty acid loaded macrophages 

with testosterone did not affect lipid uptake compared to untreated fatty acid loaded 

macrophages.  

 

Figure 3.20 Analysis of lipid uptake in differentiated THP-1 macrophages after fatty acid loading. After 

differentiation THP-1 macrophages were fatty acid loaded (0-2mM) and fixed and stained with oil red-O. (A) 

Untreated cells were compared with (B) cells co-treated with 30nM testosterone. Scale bar 50μM. Lipid content was 

measured by quantification of oil red-O staining (absorbance at 540 nm) (n = 3) for (C) varying fatty acid 

concentration treated with and without 30nM testosterone and (D) varying testosterone concentrations 0-100nM 

treated with 2mM fatty acids. 
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3.5 Discussion 

The present study demonstrates beneficial effects of testosterone treatment in 

atherogenesis, as lipid deposition in the aortic root was significantly inhibited by 

testosterone treatment in ApoE-/- mice on a pro-atherogenic diet. Furthermore, this 

study demonstrated that testosterone deficiency was associated with increased lipid 

deposition in mice fed a standard chow and a pro-atherogenic diet.  

The present study has demonstrated that low endogenous testosterone is 

associated with increased lesion lipid deposition within the aortic root of ApoE-/- mice 

fed a standard chow diet and a high fat ‘Western’ diet. These results concur with 

previous animal studies (Alexandersen et al., 1999, Li et al., 2008, Li et al., 2013, Kelly 

et al., 2012, Bruck et al., 1997, Nathan et al., 2001, Nettleship et al., 2007a, Larsen et 

al., 1993). Alexandersen et al. (1999) induced aortic atherosclerosis by feeding sham-

operated or orchidectomised male rabbits a pro-atherogenic diet for 35 weeks. They 

reported a significant increase of 100% of aortic atherosclerosis in orchidectomised 

rabbits compared to sham-operated rabbits suggesting a protective effect of 

endogenous testosterone. Furthermore, following daily 80mg oral testosterone 

undecanoate, or twice weekly 25mg intramuscular injection of testosterone 

enanthate, aortic lesions were inhibited as indicated via a reduction in aortic lipid 

content (Alexandersen et al. (1999).  Li et al. (2008) also reported similar results in 

rabbits. The route of administration and dose was deemed of importance to the extent 

of the beneficial effects observed with rabbits receiving the intramuscular testosterone 

having more significant reductions in aortic lipid content compared the rabbits 

receiving oral testosterone (Alexandersen et al., 1999). This administration effect was 

considered due to intramuscular testosterone application resulting in initial higher 

serum testosterone levels as an early consequence compared to the oral testosterone. 

Twenty-four hours after administration, it is expected that intramuscular testosterone 

would result in a higher concentration of serum testosterone as it bypasses the initial 

pass through the liver prior to entering the circulation. Oral testosterone, however, will 

be partially metabolised by the liver before entering the circulation (Shoskes et al., 

2016). Dose and administration route in the present study was based on previous 

studies in mice of the same mouse strain (Nettleship et al., 2007a). The present study 
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confirmed previous findings that fortnightly injections of testosterone treatment could 

return serum testosterone concentrations to within the physiological (10-30nmol/L) 

range in ApoE-/- mice. However, some mice fell below the normal range of 

testosterone levels. This may be due to under treatment for ApoE-/- mice, they were 

heavier and had more adipose tissue compared to mice the dose was based on, 

although testosterone levels did not correlate with weight and weight gain. However, 

at the time of sampling, the expected testosterone concentration would be around 

half of the maximum concentration achieved, as the half-life of the treatment used in 

this study is around six days. 

Nettleship et al. (2007a) and Kelly et al. (2012) utilised the Tfm mouse model of 

testosterone deficiency with a non-functional AR. Nettleship et al. (2007a) 

demonstrated that low endogenous testosterone, be it associated with a non-

functional AR (Tfm mouse) or a fully functional AR (orchidectomised XY male 

littermate), is associated with increased lipid deposition, therefore lesion area, within 

the aortic root. This demonstrates that lesion formation is a consequence of low 

endogenous testosterone levels and not due to the absence of a functional AR, as 

aortic lesions were observed in surgically orchidectomised male mice. Kelly et al. 

(2012) added to this by revealing that testosterone treatment in Tfm mice partially 

reduced lipid deposition and lesion formation in the aortic root, however not to the 

extent seen in XY littermates suggesting that testosterone protects against early 

atherogenesis via both AR-dependent and -independent pathways. Bourghardt et al. 

(2010) further demonstrated the protective effects of testosterone treatment on 

lesion formation in orchidectomised ARKO mice fed a pro-atherogenic diet. 

Testosterone treated orchidectomised ARKO mice had a significant reduction in lesion 

area compared to placebo treated controls. However, this was to a lesser extent than 

that observed in testosterone treated castrated wild-type mice, further supporting AR-

dependent and -independent mechanisms in atheroprotection. While the present 

study did not investigate specific AR actions, similar benefits of endogenous and 

administered testosterone were observed in mice on standard and western diets. 

Multiple studies have examined the association between endogenous 

testosterone levels and IMT of various major blood vessels as a marker of 
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atherosclerosis. Testosterone has been shown to correlate negatively with in vivo 

surrogate markers of atherosclerosis, including CIMT and the degree of aortic 

calcification (Fukui et al., 2003, Muller et al., 2004, Hak et al., 2002, Svartberg et al., 

2006, Fu et al., 2008).  

The present clinical study measured CIMT as a surrogate marker of 

atherosclerosis in hypogonadal men with T2D, however, due to the COVID-19 

pandemic, results could not be retrieved and analysed from the clinical 

instrumentation and are therefore not included in this thesis. Studies have 

demonstrated that CIMT negatively correlates with testosterone levels (Fukui et al., 

2003, Fu et al., 2008, Muller et al., 2004, Svartberg et al., 2006, Kwon et al., 2014, 

Soisson et al., 2012, Sartorato et al., 2007, de Sousa et al., 2010). The association 

between low testosterone levels and increased IMT was reported in phenotypically 

different populations, including aging men, men with T2D, obese adolescent females, 

and patients with classic congenital adrenal hyperplasia, suggesting an association 

between testosterone levels and IMT (de Sousa et al., 2010, Kwon et al., 2014, 

Sartorato et al., 2007, Fukui et al., 2003). However, (de Sousa et al., 2010, Kwon et al., 

2014) noted a high prevalence of MetS or insulin resistance in their patient population, 

limiting the scope of interpretation as to whether the apparent atherosclerosis may be 

caused by the low serum testosterone levels or metabolic disturbances. A four year 

follow up study reported that men with lower testosterone levels had greater 

progression of CIMT (Muller et al., 2004). A population-based cross-sectional study of 

1482 men aged 25 to 84 years found an inverse association between total testosterone 

levels and CIMT although this finding was not independent of BMI, suggesting that the 

relationship between total testosterone level and CIMT is partially mediated by body 

fat or body fat distribution (Svartberg et al., 2006). Whereas, Fukui et al. (2003) 

reported an inverse association between free testosterone levels and CIMT and in men 

with T2D. A randomised placebo-controlled study treated patients with MetS and 

testosterone deficiency with TTh for 12 months and observed an improvement in 

insulin resistance and CIMT (Aversa et al., 2010). Another study found a similar 

beneficial effects of TTh on CIMT in obese men, which was reversed after the 

withdrawal of TTh (Francomano et al., 2014b). These studies have shown that 
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testosterone deficiency is associated with the presence of increased CIMT and that TTh 

ameliorates this. It is predicted given the short duration of treatment and follow up 

that CIMT may not change following TTh. The reduction of CIMT by TTh in these clinical 

studies may be due to improvements in lesion composition as in the present study we 

showed that testosterone treatment reduces immune infiltration and lipid 

accumulation.  

Low endogenous testosterone increased the lesion area, and maximal thickness 

in mice fed a standard chow diet. Atherosclerosis is the main cause of angina, and 

arterial stenosis in humans and increased lesion thickness causes stenosis. A small RCT 

reported an improvement on angina as well as CIMT following 12 months of TTh 

(Mathur et al., 2009). TTh whether it be intramuscular (Malkin et al., 2004b), 

intravenous (Rosano et al., 1999, Webb et al., 1999) or transdermal (English et al., 

2000b, Malkin et al., 2006) had a beneficial anti-ischemic effect in men with CAD.  TTh 

has been shown to improve cardiac ischemia and improved or abolished symptomatic 

angina chest pain in men with CAD (Lesser, 1946, English et al., 2000b, Malkin et al., 

2004b, Mathur et al., 2009). 12 weeks of TTh in elderly men with T2D and CVD reduced 

the frequency of angina episodes and number of daily ischemic episodes and total 

ischemic burden (Cornoldi et al., 2010). However, in the present study, testosterone 

treatment did not influence lesion area or thickness in mice fed a high fat ‘Western’ 

diet. Nathan et al. (2001) assessed the effects of testosterone on early atherogenesis 

in orchidectomised LDLr-/- mice fed a pro-atherogenic diet for eight weeks. They 

observed that the atherosclerotic lesion area was increased in orchidectomised mice 

compared to intact male mice and testosterone treatment in orchidectomised mice 

protected against this. The authors reported that administration of anastrazole, an 

aromatase inhibitor, to testes-intact males increased lesion formation to the same 

extent as that observed with orchidectomised animals. Furthermore, estradiol 

supplementation to orchidectomised males significantly decreased lesion area similar 

to that observed in testosterone-treated animals. They concluded that testosterone 

inhibits early atherogenesis by conversion to estradiol via aromatase. Whilst the anti-

atherogenic effects of testosterone in the present study supports this finding, we did 

not observe any differences in the serum levels of estradiol. The present study did not 
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observe any differences in estradiol levels between groups. If in the present study, the 

effects of testosterone treatment were due to the conversion to estradiol, estradiol 

levels would be expected to be elevated in the sham-operated and the testosterone-

treated mice compared to the placebo-treated orchidectomised mice. Bruck et al. 

(1997) demonstrated the sex-specific effects of testosterone and oestrogen in 

orchidectomised male and ovariectomised female rabbits fed a pro-atherogenic diet. 

Lesion area in the aortic arch was significantly reduced in testosterone-treated 

orchidectomised males and in oestrogen treated ovariectomised females. 

Testosterone treatment in ovariectomised females increased lesion area, whereas 

oestrogen treatment was insignificant in orchidectomised males. However, the 

greatest inhibition of lesion area in both sexes resulted from a combination of both 

testosterone and oestrogen treatment. 

Increased lesion vulnerability that may result in lesion rupture is characterised 

by enhanced lesion content of macrophages, lipids and MMPs and reduced smooth 

muscle content, collagen content, fibrous cap thickness. The presence of 

monocytes/macrophages in atherosclerotic lesions of the ApoE-/- mice is well 

documented (Liang et al., 2018, Zetterqvist et al., 2013, Frodermann et al., 2015), 

highlighting the role of inflammation. Kelly et al. (2012) demonstrated that 

monocytes/macrophages were present in both testosterone-treated and untreated 

Tfm mice and XY littermates. This suggests that monocytes and macrophages are 

present in the vessel wall at sites of atheroma regardless of the influence of 

androgens. However, this study did not quantify the positive staining for MOMA2 and 

therefore, could only report its presence in their animal groups but not the extent. In 

the present study, quantification of positive monocytes/macrophages staining was 

done, and we report a significant increase of positive staining in placebo-treated 

orchidectomised mice. Furthermore, testosterone treatment reduced this, following 

the same trend as lipid deposition. Kelly et al. (2012) suggested that as the positive 

staining for monocytes/macrophages was within the fatty streaks, and the size of the 

fatty streaks were smaller and fewer in the aortic root of testosterone-treated mice 

compared to controls, testosterone may not influence the proportion of 

monocytes/macrophages relative to lesion size, but may reduce leukocyte entry into 
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the vascular wall, resulting in inhibition of lesion formation. The present study 

supports this, reduced numbers of macrophages into the vessels wall would effectively 

reduce the resulting lipid uptake.   

In advanced lesions, macrophage apoptosis promotes the development of the 

necrotic core, a key factor in rendering lesions vulnerable to disruption and rupture. 

Lesion complexity indicated by the necrotic core on Masson's trichrome staining 

revealed that small areas of necrotic core were present in all groups; however, there 

was no difference in total area between the groups. Shim et al. (2020) reported that 

the necrotic core area in the abdominal aorta, where the most advanced stages of 

disease were located was significantly increased orchidectomised Yucatan minipigs 

with hypercholesterolemia.  Conversely, Bourghardt et al. (2010) observed that 

testosterone treatment in orchidectomised wild-type mice fed a pro-atherogenic diet 

reduced the frequency of a necrotic core by 68% compared to placebo-treated mice. 

However, they observed no significant difference in the necrotic core area following 

testosterone treatment in ARKO mice, indicating an AR-mediated effect. However, in 

the present study, we report no effect on the necrotic core area. 

Collagen is synthesised by SMCs, and a reduction of lesion smooth muscle 

correlates with decreased lesion collagen content lending to lesion instability, 

characterised by reduced collagen content and a higher macrophage to smooth muscle 

ratio (Gojova et al., 2003). The majority of the aforementioned animal studies did not 

investigate whether testosterone played a role in the stability of atherosclerotic lesion. 

The present study makes an advancing step in this investigation. We report that 

testosterone has no significant impact on lesion smooth muscle content, collagen 

content, fibrous cap thickness, or MMP expression in ApoE-/- mice. Conversely, Li et al. 

(2008) reported that physiological concentrations of testosterone enhanced lesion 

collagen content and fibrous cap thickness, thus increasing the stability of 

atheromatous lesion in the aortas of orchidectomised male rabbits fed a pro-

atherogenic diet. 

Our data does demonstrate, however, that the atherosclerotic lesions were rich 

in monocytes/macrophages and SMCs, both of which are potent producers of MMPs. 
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MMPs are responsible for both physiological, associated with production from SMCs, 

and pathophysiological, associated with production from macrophages, tissue 

remodelling and can cleave all structural elements of the ECM. MMP9 is one of the 

most widely investigated MMPs and regulates pathological remodelling in CVD. MMP9 

deletion or inhibition has been shown to be beneficial in animal models of CVD (Halade 

et al., 2013, Ducharme et al., 2000, Gough et al., 2006). As such, MMP9 expression is 

commonly measured in studies of atherosclerosis. In the present study, we did not 

observe any significant differences in intra-lesion MMP9 gene or protein expression in 

testosterone-treated mice.  Furthermore, we did not observe any differences between 

the experimental groups for MMP10 expression, which has been implicated in 

reducing lesion stability. MMP10 deficiency has been shown to reduce intra-lesion 

inflammation, delay atherosclerosis progression and lesion calcification in ApoE-/- mice 

(Purroy et al., 2018). Whereas, MMP13 inhibition has been shown to improve lesion 

stability by increasing collagen content of established mouse atheromas also in ApoE-/- 

mice (Quillard et al., 2011). In the present study, we did observe a significant decrease 

in lesion MMP13 gene expression in placebo-treated orchidectomised mice compared 

to sham-operated and testosterone-treated mice, although this is not was expected, 

especially as this did not translate to lesion MMP protein expression analysed by 

immunohistochemistry. Data from the present study has shown that testosterone 

treatment is unlikely to influence lesion stability through the regulation of these 

MMPs. We have shown, however, that testosterone treatment may reduce 

monocyte/macrophage infiltration into the lesion and as macrophages are potent 

producers of MMPs, fewer intra-lesion macrophages are associated with a more stable 

lesion phenotype (Michel et al., 2011). However, mouse lesions are not prone to 

rupture; therefore, factors that influence rupture such as MMPs are perhaps not the 

most suitable to be studied in such models as lesions may well remain relatively stable. 

Furthermore, lesion collagen content was high and smooth muscle, and fibrous cap 

thickness was stable in the present study regardless of treatment, again lending to an 

inability to rupture and an overall stable lesion. Therefore, testosterone may not 

influence MMP mediated plaque degradation an already stable lesion that is not prone 

to rupture. Still, in human studies, low testosterone is associated with an increased 

burden of aortic and carotid atheroma (Hak et al., 2002, van den Beld et al., 2003, 
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Malkin et al., 2004b, Muller et al., 2004, Svartberg et al., 2006). Evidence from 

long‑ term epidemiological studies supports a protective effect of TTh, evidenced by a 

reduction in major adverse CV events (MACEs) such as rupture and mortality in studies 

which have treated men with testosterone deficiency (Jones and Kelly, 2018). 

Additionally, hypogonadal men with a history of CVD treated with TTh have been 

reported to experience reduced frequency of cardiovascular events (Haider et al., 

2016).  

The capacity of macrophages to accumulate or process lipids and to regulate 

proteases and cytokines in their local environment is a critical determinant of lesion 

development, lipid core formation and lesion stability (de Gaetano et al., 2016). HDL 

particles facilitate reverse cholesterol transport by accepting cholesterol from lipid-

laden macrophages in peripheral tissues and transporting it to the liver for excretion in 

bile. This prevents the deposition of cholesterol in the arterial wall and thereby 

protects against atherogenesis. In vitro findings suggest that testosterone upregulates 

scavenger receptor BI and as a functional consequence accelerates reverse cholesterol 

transport in macrophages (Langer et al., 2002). Therefore reductions in HDL-

cholesterol caused by TTh in clinical studies may actually reflect this accelerated 

process (Rubinow and Page, 2012). Testosterone has been shown to significantly 

increase the expression of genes encoding proteins involved in cholesterol efflux and 

metabolism by activating LXRα. Testosterone increased the rate of cholesterol efflux 

from macrophages, and this may be due to an increase in intracellular cholesterol 

transport (Kilby and Jones, 2013). Furthermore, macrophages exposed to testosterone 

in vitro stimulated the expression of LXRα and ApoE. The authors suggested that 

testosterone activates LXR acting through this nuclear receptor to control the 

expression of ApoE to aid cholesterol efflux. Supporting the role of testosterone as an 

anti-atherogenic factor (Bokhamada, 2014). Corcoran et al. (2011), however, reported 

that testosterone has no effect on cholesterol ester content and cholesterol efflux in 

macrophages. In the current study, we were unable to demonstrate direct effects of 

testosterone on lipid loaded macrophages in vitro with no androgen action on fatty 

acid uptake. Free fatty acids have been implicated in endothelial dysfunction and 

trigger inflammation and oxidative stress in the endothelium (Ghosh et al., 2017). Fatty 
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acids also influence lipid deposition in the arterial wall by influencing levels of 

circulating lipoproteins, cholesterol efflux, and lipid metabolism (Sudheendran et al., 

2010). It may be apparent that oxLDL processing by macrophages in atherosclerotic 

lesion regions is more representative of atherogenesis and as the literature reports 

conflicting data regarding androgen action on isolated macrophage function, more 

detailed investigation is required (Barud et al., 2002). 

3.5.1 Summary  

In summary, the current study demonstrates that testosterone protects against 

lipid deposition within the aortic root of ApoE-/- mice receiving both standard chow 

and pro-atherogenic diets. This suggests that testosterone may be cardioprotective 

and may explain some of the benefits of TTh shown clinically in men with low 

testosterone. Lesion-specific mechanisms of this testosterone action remain to be 

uncovered as the present study was unable to detect differences in lesion stability 

including SMC migration into the lesion, intra-lesion collagen content, necrotic core, 

fibrous cap thickness or MMP expression. This may, however, be due to differences in 

the pathogenesis of atherosclerosis between mice and humans. Lesion distribution 

differs between species with lesions occurring more frequently in humans in the 

coronary and carotid arteries compared to mice with lesions more commonly found in 

the aortic root and aortic arch (Lee et al., 2017). Previous clinical studies have shown 

that testosterone can stabilise aortic lesions through reduction of lipid uptake and 

anti-inflammatory mechanisms. In addition, in vitro testosterone treatment did not 

affect fatty acid uptake in THP-1 macrophages as a mechanism to represent lipid 

uptake. Therefore, while the present study reports no effect of testosterone on 

parameters of lesion stability or complexity, the beneficial effects of testosterone in 

reducing aortic atherosclerosis may be due to a modulation of the mechanisms 

controlling lipid uptake into the arterial wall as well as anti‑ inflammatory effects 

directly at the level of the macrophage and endothelium. Clinical studies demonstrate 

beneficial effects of testosterone on surrogate markers of atherosclerosis; however, 

there is currently not an adequate number of large scale randomised controlled trials 

to definitively address whether testosterone reduces the atherosclerotic burden and 

further studies are required for validation of these findings and to uncover lesion-
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specific mechanisms of testosterone action. The beneficial effects of testosterone on 

atherosclerosis observed in clinical and animal studies may be due to improvements in 

systemic and localised inflammation. 

 

  



111 
 

 

4. The effects of 
testosterone on 
inflammation associated 
with atherosclerosis   



112 
 

4.1 Introduction 

4.1.1 Inflammatory atherosclerotic events 

Atherogenesis is considered to start with endothelial dysfunction or 

inflammation of the endothelium (Table 4.1), and accompanying infiltration of immune 

cells such as leukocytes and monocytes (Wang et al., 2015). Following extravasation 

from the circulation and migration across the endothelial layer into the vascular 

intima, monocytes transition into macrophages that internalise modified lipoprotein 

particles present within the developing atheroma, resulting in the formation of foam 

cells (Ley et al., 2011). Foam cells secrete pro-inflammatory cytokines that activate 

inflammatory signalling pathways that promote activation of the endothelium and 

further leukocyte recruitment and adhesion. The additional leukocytes similarly uptake 

modified lipoprotein particles within the vessel wall causing continuous damage and 

inflammation which in turn can also affect vascular permeability to lipids creating a 

continuous cycle promoting atherogenesis (Hansson and Libby, 2006).  

Pro- and anti-inflammatory mediators regulate the inflammatory events that 

contribute towards atherosclerosis development and progression (Figure 4.1). Initially, 

these inflammatory events aim to provide vascular protection by clearing the vessel of 

lipids and repairing tissue damage caused to the endothelium. Many cytokines and 

immune cells have both pro- and anti-inflammatory properties that can influence 

cellular functions depending upon cues from the local environment. 
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Figure 4.1 Summary of the immune cells involved in atherosclerosis. During atherosclerotic plaque development and progression, various types of innate immune cells are essential. The innate 

immune system responds to tissue injuries and can trigger inflammatory responses. This system is composed of diverse cellular components including monocytes, macrophages, neutrophils, mast 

cells, dendritic cells, and natural killer cells. Following an innate immune response, antigen-specific adaptive immune responses are triggered and mediated by T and B cells. The innate and adaptive 

immune response regulate the activation and function of other immune and vascular cells through secretion of inflammatory mediators such as cytokines, chemokines, growth factors, adhesion 

molecules and proteases. Additionally, immune cells are capable of altering oxidative status through generating reactive oxygen species (ROS). Adapted from Kelly (2010).
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4.1.1.1 Cytokines 

Cytokines are small pleiotropic signalling proteins that regulate inflammation 

and immune responses through autocrine, paracrine and juxtracrine activity. They can 

generally be divided into several classes: interleukins (IL), tumour necrosis factors 

(TNF), interferons (IFN), colony-stimulating factors (CSF), transforming growth factors 

(TGF) and chemokines. There are both pro-inflammatory cytokines and anti-

inflammatory cytokines, although many cytokines can act synergistically in their 

function and can be both pro- and anti-inflammatory. Inflammatory activation of 

immune cells in human plaques is regulated by inflammatory cytokines, including: IFN-

γ, TNFα, IL-1β, IL-6, IL-8, IL-10 and IL-18 (Ait-Oufella et al., 2011, Frostegård et al., 

1999).  

Pro-inflammatory cytokines are secreted predominantly by activated 

macrophages and perpetuate the local inflammatory response. Specific pro-

inflammatory cytokines such as IL-1β, IL-6, and TNFα are involved in all stages of 

atherogenesis and can be produced by and act on all cell types involved in the 

pathology of atherosclerosis. They can also further induce their own production and 

the production of several other inflammatory mediators, to amplify the inflammatory 

response (Dinarello, 2009). Furthermore, cytokines can directly activate newly 

recruited immune cells such as monocytes and macrophages and regulate their 

phenotype in the lesions which consequently alters the inflammation state within the 

lesion (Ait-Oufella et al., 2011). 

4.1.1.2 Chemokines 

Chemokines and their receptors are also considered key regulatory signalling 

peptides in atherogenesis. There are three major receptor-chemokine pairs considered 

to be involved in monocyte trafficking and transmigration into lesions: CCR2 - MCP-

1/CCL2: CX3C-chemokine receptor 1 (CX3CR1) - CX3C- chemokine ligand 1 (CX3CL1); and 

CCR5-CCL5 (Rolin and Maghazachi, 2014). 

Chemokines and their receptors are widely expressed and are prominently 

present on activated endothelial cells, SMCs, and leukocytes. Circulating leukocytes 

encounter inflammatory chemokines, released by activated endothelial cells, receptor-
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ligand binding occurs, and the cells become activated. Activation occurs through actin 

rearrangement and thus a change in cell shape, allowing movement towards the site of 

inflammation via a chemoattractant gradient (Charo and Taubman, 2004, Apostolakis 

and Spandidos, 2013). Receptor activation also induces gene transcription that can 

lead to increased adhesion characteristics by modulation of integrins, selectins and 

other adhesion molecules in leukocytes and endothelial cells (Thelen, 2001). 

4.1.1.3 Adhesion molecules  

Adhesion molecules have a central role in the early processes of 

atherosclerosis. They are expressed on the vascular endothelium and circulating 

leukocytes in response to cytokines and chemokines, which are often co-expressed, 

aiding the immune cell recruitment (Springer, 1990). Under normal conditions, 

endothelial cells have a low adhesive capacity for leukocytes and platelets; however, 

under inflammatory conditions, adhesion molecule expression is increased in these cell 

types.  

Adhesion receptors, E-selectin, P-selectin and L-selectin and their ligands 

(primarily P-selectin ligand) are involved in the rolling and tethering of leukocytes on 

the vascular wall and leukocyte adhesion molecules (ICAM-1 and VCAM-1), as well as 

some of the integrins, induce firm adhesion of inflammatory cells to the vascular 

surface (Davies et al., 1993a, Johnson-Tidey et al., 1994, O'Brien et al., 1993, O'Brien et 

al., 1996, DeGraba et al., 1998). Monocyte rolling is predominantly mediated by E-

selectin and P-selectin on endothelial cells and their ligand P-selectin glycoprotein 

ligand-1 (PSGL-1) on monocytes. E-selectin is rapidly up-regulated and presented on 

the surface of activated endothelial cells and is mediated by the transcription factor 

nuclear factor kappa B (NF-κB). TNFα, the principal atherogenic cytokine, mediates 

adhesion molecule activation via activation of the NF-κB (Hatakeyama et al., 2002). 

Interferon regulatory factor 3 (IRF3), a proatherogenic mediator also directly 

modulates ICAM-1 and VCAM-1 (Okon et al., 2017). This consequently initiates 

intracellular signalling of the leukocytes and endothelial cells, allowing leukocyte 

migration into the intima. CCL2 recruits monocytes to sites of inflammation and plays a 

vital role in the entry of monocytes and into the intima (Boring et al., 1998). CCL2 is 

upregulated in mouse models of atherosclerosis (Veillard et al., 2004) and CCL2 
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knockout mice display reduced plaque development and leukocyte infiltration (Gosling 

et al., 1999, Gu et al., 1998).  

4.1.2 Monocytes  

Monocytes and macrophages are the dominant cellular populations of 

atherosclerotic plaques (Zhang et al., 2012, Napoli et al., 1997). Monocytes infiltrate 

the vessel wall into the intima where they differentiate into macrophages promoted by 

local over-expression of macrophage-colony stimulating factor (M-CSF) (Libby et al., 

2002, Libby et al., 2010).  

Human monocytes are divided into three subsets based on their cell surface 

expression of cluster of differentiation (CD) 14 and 16 (Shi and Pamer, 2011, Zawada et 

al., 2012). CD14++ CD16- monocytes are termed classical monocytes are the most 

common subset in the peripheral blood (80-95%) and express high levels of CCR2; their 

function remains undefined. CD14++ CD16+ are intermediate monocytes constituting of 

around 2-11% of circulating monocytes and express high levels of CCR5 but low levels 

of CCR2 (Ancuta et al., 2003). They secrete pro-inflammatory cytokines such as IL-1β 

and TNFα and significantly contribute to atherosclerosis progression (Cros et al., 2010). 

CD14+ CD16++ monocytes are non-classical monocytes (2-8%) which express low levels 

of CCR2 and high levels of CX3CR1 and fulfil patrolling and antiviral functions 

(Geissmann et al., 2003, Woollard and Geissmann, 2010) (Table 4.2).  

Mouse monocyte counterparts are also divided into three subsets based on 

their cell surface expression of chemokine receptor lymphocyte antigen 6 complex 

(Ly6C), a mouse specific marker of macrophage subsets (Wang et al., 2015) termed the 

classical (Ly6Chigh), intermediate (Ly6Cmiddle) and the non-classical (Ly6Clow) monocytes 

(Ziegler-Heitbrock et al., 2010). Ly-6Chigh monocytes dominate hypercholesterolemia-

associated monocytosis and are the primary subtype that will migrate toward 

atherosclerotic lesions and give rise to macrophages in atheroma (Swirski et al., 2007). 
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Species Subsets Surface markers % in MNCs Chemokine 

receptors 

Functions 

Human Classical  CD14
++

CD16
-
 80-95 CCR2

high
CX3CR1

low
 Undefined 

 

Intermediate CD14
++

CD16
+
 2-11 CCR2

low
CX3CR1

high
 Pro-

inflammatory 

Non-classical CD14
+
CD16

++
 2-8 CCR2

low
CX3CR1

high
 Patrolling 

 

Mouse Ly6C
high

 CD11b
+
CD115

+
Ly6C

high
 40-45 CCR2

high
CX3CR1

low
 Pro-

inflammatory 

Ly6C
middle

 CD11b
+
CD115

+
Ly6C

middle
 5-32 CCR2

high
CX3CR1

low
 Pro-

inflammatory 

Ly6C
low

 CD11b
+
CD115

+
Ly6C

low
 26-50 CCR2

low
CX3CR1

high
 Patrolling - 

tissue repair 

Table 4.1 Markers and functions of monocyte subsets in human and mouse. Human monocytes are divided into 

three distinct subsets based on cell surface expression CD14 and CD16, whereas mouse monocyte counterparts are 

divided into three subsets based on cell surface expression levels of the chemokine receptor Ly6C (Wang et al., 

2015). 

4.1.3 Macrophages and atherosclerosis 

The majority of monocytes differentiate into macrophages at the site of the 

atherosclerotic lesion (Moore et al., 2013, Moore and Tabas, 2011) and are involved in 

several aspects of disease progression.  

Macrophages in atherosclerotic lesions actively participate in lipoprotein 

ingestion, and oxLDL is recognised by scavenger receptors, predominantly CD36 and 

CD68 on the macrophage cell surface (de Gaetano et al., 2016). Scavenger receptors 

mediate the uptake of oxLDL by macrophages and hydrolyzed into free cholesterol and 

fatty acids (Maxfield and Tabas, 2005, Pluddemann et al., 2007). Subsequently, free 

cholesterol will undergo re-esterification, forming cholesteryl esters that are stored in 

the cytoplasm as lipid droplets and are in dynamic equilibrium with free cholesterol 

transforming macrophages into foam cells (Lusis, 2000, Brown et al., 1980). The 

accumulation of foam cells is a key characteristic of early atherosclerotic plaques 

known as fatty streaks and are involved in lesion progression. Foam cells secrete pro-
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inflammatory cytokines (IL-1β and TNFα) and chemokines (CX3CL1, CCL2 and IL-8) that 

further propagate the recruitment of monocytes to the atherosclerotic lesion (Shirai et 

al., 2015, Tacke et al., 2007) and eventually undergo apoptosis, forming the necrotic 

core in the lesion (Seimon and Tabas, 2009).   

4.1.3.1 Macrophage subsets and function  

Macrophages can be classified into two major subsets and have been proposed 

to derive from different subsets of circulating monocytes in response to cytokine 

environments (Jablonski et al., 2015). The “classically activated” (M1) pro-atherogenic 

macrophages are primed by exposure to T helper (Th)-1 cytokines such as IFN-γ and IL-

1β. “Alternatively activated” (M2) anti-inflammatory macrophages are induced as a 

result of exposure to Th2 cytokines such as IL-4 and IL-13 (Shalhoub et al., 2011, 

Chinetti-Gbaguidi et al., 2011, Mantovani et al., 2004).  The M1 differentiation 

pathway is defined by responses to IFNγ and by the activation of toll-like receptors 

(TLRs), such as TLR4 (Martinez et al., 2008). TLR4 macrophage expression is 

upregulated by oxLDL (Xu et al., 2001) and TLR4 expressed by macrophages and have 

been implicated in the development of coronary artery disease through activation of 

NF-κB pathways (Cole et al., 2010). M1 macrophages produce pro-inflammatory 

cytokines, such as TNFα and IL-6 (Zawada et al., 2012, Shirai et al., 2015), whereas M2 

macrophages reduce this inflammatory response by producing anti-inflammatory 

factors (IL-10, TGFβ, IL-1 receptor antagonist (IL-1Ra)), consequently promoting 

angiogenesis and tissue repair (Gordon, 2003, Mantovani et al., 2001, Shirai et al., 

2015). M2 macrophages aim to stabilise the plaque by phagocytosing cholesterol and 

become foam cells. However, macrophage cholesterol metabolism can become 

overwhelmed and dysregulated in the face of excessive cholesterol uptake (Moore et 

al., 2013). This causes an increase in macrophage apoptosis resulting in secondary 

necrosis and the release of cellular components and lipids that form the necrotic core 

of the atherosclerotic plaque (Tabas, 2005).  

 Khallou-Laschet et al. (2010) investigated the phenotype of macrophages in 

ApoE-/- mice and found early atherosclerotic lesions contained mainly M2 

macrophages, whilst M1 macrophages prevailed in more advanced lesions as 

inflammation increases, indicating that the macrophages are polarized according to 
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surrounding inflammation. Early lesions are dominated by plaque foam cells, plaque 

foam cell content decreases with atherosclerosis progression towards more advanced 

and fibrotic lesions. However, it is most likely that there would be multiple 

macrophage subsets at one in a plaque (Figure 4.1) (Willemsen and de Winther, 2020).  

Stoger et al. (2012) investigated the presence and spatial distribution of 

polarized macrophage populations in human atherosclerosis and demonstrated a 

prominent and continued presence of both M1 and M2 macrophages during plaque 

development. In concordance with their pro-inflammatory characteristics, M1 

macrophages dominated the rupture-prone shoulder regions of the plaque over M2 

cells.  However, adventitial (the outermost connective tissue covering the vessel) 

macrophages near atherosclerotic lesions are selectively polarized towards the M2 

phenotype, and M2 macrophages were detectable in both complicated lesions and 

stable plaques.  

  



120 
 

 

 

 

 

 

 

 

 

 

Figure 4.2 Macrophages in atherosclerosis. Monocytes are recruited to atherosclerotic lesions, where they undergo 

differentiation to either the M1 or M2 macrophage subset. M2 macrophages predominate in the early stages 

of atherosclerosis and are considered atheroprotective and can reduce plaque development. M2 macrophages 

are characterized by IL-10 secretion and accumulate smaller quantities of lipid. M2 macrophages undergo apoptotic 

death in the presence of oxLDL, and C-reactive protein (CRP) stimulation induces a phenotypical and functional 

change of M2 macrophages to M1 macrophages. M1 macrophages are found in advanced lesions where they 

accumulate a large quantity of lipids, which promotes their differentiation into foam cells. M1 macrophages 

secrete TNFα, IL-6 and metalloproteinases, which exacerbate and destabilise lesion development. In humans, M1 

and M2 macrophages are also found in lesions. Adapted from Chávez-Sánchez et al. (2014). 



121 
 

4.1.4 Testosterone and inflammation 

Clinical studies have shown that low testosterone levels are inversely 

associated with pro-inflammatory cytokines such as TNFα and IL-1β (Shores et al., 

2006, Laughlin et al., 2008, Nettleship et al., 2007b). Circulating pro-inflammatory 

cytokines are particularly evident in patients with low testosterone levels and obesity 

(Tivesten et al., 2009). TTh has been reported to suppress inflammation in 

hypogonadal men. Nettleship et al. (2007b) reported a negative correlation between 

serum testosterone levels and IL-1β in testosterone-deficient men with stable CAD 

suggested that testosterone may regulate IL-1β activity in men with CAD. Malkin et al. 

(2004a) also reported that TNFα was significantly reduced, and IL-10 was significantly 

increased following one month of TTh in men with CHD. Similarly, hypogonadal men 

with ischaemic heart disease had a significant decrease in serum TNFα following a 

month of TTh (Malkin et al., 2004b). In two RCTs of TTh in hypogonadal men, one in 

men with T2D and the other with MetS, TTh suppressed serum IL-1β and TNFα but did 

not cause significant changes in serum IL‑ 6 or IL-10 (Kalinchenko et al., 2010, Dhindsa 

et al., 2016). However, not all trials report a positive effect of TTh on inflammation 

(Pugh et al., 2005, Kalinchenko et al., 2010).  

Low testosterone is also associated with T2D, which has been linked to 

elevated systemic inflammation. Patients with T2D have been shown to have low-

grade inflammation, and inflammatory markers such as C-reactive protein (CRP) and 

cytokines are elevated in these patients (Duncan et al., 2003, Schmidt et al., 1999). 

Adipose tissue is suspected to be a large source of the inflammation, and increased 

adipose tissue is associated with both T2D and low serum testosterone levels. Giulietti 

et al. (2004), Giulietti et al. (2007) however, revealed that monocytes from T2D 

patients have a pro-inflammatory profile and are the key cells involved in the 

pathogenesis of atherosclerosis, the major vascular consequence of T2D and low 

testosterone.  

A study investigating the effects of TTh in hypogonadal men with T2D did not 

observe any significant immuno-modulatory effect; however, baseline levels of IL-6 

negatively correlated with total and bioavailable amounts of circulating testosterone, 

confirming that low testosterone is associated with inflammation (Kapoor et al., 
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2007b). Similarly, Pugh et al. (2005) reported no change in serum TNFα levels in 

hypogonadal men with chronic heart failure following TTh. It is acknowledged that 

testosterone has immunomodulatory actions, but it is not clear how this relates 

directly to atherosclerosis in vivo as this has not been fully investigated (Kelly and 

Jones, 2013b). However, in vitro studies this could be due to direct anti-inflammatory 

actions on cells implicated in the pathogenesis of atherosclerosis (Corcoran et al., 

2010, Corrales et al., 2006, Hatakeyama et al., 2002, Mukherjee et al., 2002). 

4.1.5 Summary 

Testosterone treatment is implicated as beneficial in reducing systemic 

inflammation in men with hypogonadism. In vivo and in vitro studies provides evidence 

that testosterone diminishes atherosclerosis possibly by anti-inflammatory 

mechanisms. However, very little is known regarding the effects of testosterone on 

localised inflammation at the atherosclerotic lesion and on specific cell types 

implicated in the pathogenesis of atherosclerosis.  

4.2 Aims and objectives  

The aim of the in vivo study was to use a mouse model of atherosclerosis to 

address the hypothesis that testosterone treatment reduces local and systemic 

inflammation, reducing atherosclerotic burden. Furthermore, the clinical study aimed 

to address the hypothesis that TTh would modulate inflammation in monocytes, 

additionally that testosterone treatment in vitro would modulate inflammation in 

monocytes and macrophages.  

 To investigate the anti-inflammatory effects of TTh on monocytes isolated from 

hypogonadal men with T2D. 

 To investigate the anti-inflammatory effects of testosterone treatment in vitro on 

monocyte-derived macrophages isolated from hypogonadal men with T2D. 

 To investigate the effects of testosterone treatment in vitro using THP-1 

macrophages differentiated into different macrophage subsets.  

 To investigate the effects of testosterone treatment on systemic and localised 

using the ApoE-/- mouse model fed a pro-atherogenic diet. 
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4.3 Experimental design 

Serum samples from the clinical trial: hypogonadal men with T2D diabetes 

following TTh (Section 2.3) and serum samples from ApoE-/- mice following 

testosterone treatment (Section 2.1) were analysed by cytometric bead array to assess 

systemic inflammation (Section 2.1.5.3). The inflammatory profile of monocytes 

isolated from patients in the clinical trial following TTh and THP-1 monocytes that were 

treated with testosterone in vitro was analysed by qRT-PCR (Section 2.3.1.3).  

Monocyte-derived macrophages isolated from clinical trial patients prior to TTh and 

THP-1 macrophages differentiated in vitro to macrophage subsets M1 and M2a were 

treated with testosterone in vitro and the inflammatory profile analysed by qRT-PCR 

(Section 2.2.2.1). Lesion inflammation within the aortic root lesions of the ApoE-/- mice 

was analysed by qRT-PCR following laser capture microdissection (Section 2.1.5.8) and 

immunohistochemistry (Section 2.1.5.7). Inflammation of the endothelial layer 

overlaying the aortic root lesions was also analysed by qRT-PCR following laser capture 

microdissection. The experimental design is summarised in Figure 4.3. 
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Figure 4.3 Experimental design to investigate the effect of testosterone on systemic and local inflammation in ApoE
-/-

 mice, and in human monocytes in macrophages ex vivo and in vitro. 
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4.4 Results 

4.4.1 The effect of testosterone on monocytes  

4.4.1.1 Determination of the inflammatory profile of human monocytes isolated 
from male patients with hypogonadism and type 2 diabetes following 
testosterone replacement therapy 

Gene expression of TNFα was significantly reduced following six months of TTh 

compared to baseline (0.568 vs 1.000, P=0.0014) and after three months of therapy 

(0.568 vs 1.027, P=0.0022). TNFα was also significantly downregulated after six months 

of treatment compared the patients receiving placebo (0.568 vs 1.361, P=0.0084). 

However, there we no differences in IL-1β, IL-6 and IL-10 gene expression following six 

months of TTh compared to the placebo group, (P=0.9673, 0.2586 and 0.8238 

respectively) (Figure 4.4).  

ICAM-1 gene expression was upregulated in the placebo and TTh groups after 

three months, however, after six months of treatment, the TTh group had lower 

expression compared to the placebo group, although this was not significant 

(P=0.0545) due to the low number of replicates. Power analysis indicates that the 

study was insufficiently powered to reveal differences between the treatment groups 

although due to the variability of the results it is highly unlikely that there are 

differences between the treatment groups. There were no differences observed in 

gene expression of CCL2 (P=0.4999), TLR2 (P=0.0683), TLR4 (P=0.202), SCARB1 

(P=0.7065) and IRF3 (P=0.7065) (Figure 4.5). Power analysis indicates that there is 

unlikely to be significant differences between the two groups due to result variability.  
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Figure 4.4 The effect of in vitro testosterone treatment on IL-1β, IL-6, IL-10 and TNFα gene expression in human 

monocytes. RT-qPCR to determine gene expression of IL-1β, IL-6, IL-10 and TNFα in monocytes isolated from 

hypogonadal men with T2D following three and six months of TTh (n=21) or placebo (n=31). Results were 

normalised to individual patient baselines. (*P<0.05 **P<0.01 ***P<0.001), Friedman test and Mann-Whitney U 

test. 
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Figure 4.5 The effect of in vitro testosterone treatment on ICAM-1, CCL2, TLR2, TLR4, SCARB1 and IRF3 gene 

expression in human monocytes. RT-qPCR to determine ICAM-1, CCL2, TLR2, TLR4, SCARB1 and IRF3 gene 

expression in monocytes isolated from hypogonadal men with T2D following three and six months of TTh (n=16) or 

placebo (n=15). Results were normalised to individual patient baselines. 
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4.4.1.2 Determination of the inflammatory profile of THP-1 monocytes 

There were no significant effects on the gene expression of IL-1β, IL-6, IL-10, 

TNFα, CCL2, TLR2, TLR4, SCARB1 or CX3CL1 in THP-1 cells treated with 0-100nM of 

testosterone for 24 and 48H (Figure 4.6 and 4.7).  
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Figure 4.6 Gene expression of inflammatory cytokines in THP-1 cells following testosterone treatment. Monocytes 

were cultured alongside testosterone treatment. RT-qPCR analysis was performed to detect inflammatory 

cytokines. 
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Figure 4.7 Gene expression of inflammatory targets in THP-1 cells following testosterone treatment. Monocytes 

were cultured alongside testosterone treatment. RT-qPCR analysis was performed to detect inflammatory targets
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4.4.2 The effect of testosterone on macrophages  

4.4.2.1 Determination of the inflammatory profile of human macrophages isolated 

from male patients with hypogonadism and uncontrolled type 2 diabetes 

following in vitro testosterone treatment 

Testosterone treatment had no significant effects on the gene expression of IL-

1β, IL-6, IL-10, TNFα, ICAM-1, CCL2, TLR2, TLR4, SCARB1 or IRF3 in ex vivo monocytes 

isolated from hypogonadal men with T2D and differentiated in vitro to macrophages 

(Figure 4.8 and 4.9). Power analysis indicates that there is unlikely to be significant 

differences between the three groups due to variability. 
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Figure 4.8 Gene expression of inflammatory cytokines IL-1β, IL-6, IL-10 and TNFα in human macrophages. 

Monocytes isolated from hypogonadal male patients with T2D were treated with testosterone in vitro following 

macrophage differentiation.  Following 24 hours of testosterone treatment RT-qPCR analysis of IL-1β, IL-6, IL-10 and 

TNFα gene expression was determined.  
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Figure 4.9 Gene expression of ICAM-1, CCL-2, TLR2, TLR4, SCARB1 and IRF3 in human macrophages. Monocytes 

isolated from hypogonadal male patients with T2D were treated with testosterone in vitro following macrophage 

differentiation.  Following 24 hours of testosterone treatment RT-qPCR analysis for ICAM-1, CCL-2, TLR2, TLR4, 

SCARB1 and IRF3 gene expression was determined.   
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4.4.2.2 Determination of the inflammatory profile of the THP-1 macrophages  

To evaluate whether testosterone has anti-inflammatory actions against 

specific macrophage subsets, THP-1 monocytes were differentiated in vitro to M1 and 

M2a macrophage subsets, treated with testosterone and gene expression analysed. 

4.4.2.2.1 M1 macrophage subset 

There was no significant change in gene expression of the inflammatory targets 

IL-β, IL-6, IL-10, TNFα, CCL2, CX3CL1, TLR2, TLR4 and SCARB1 in the THP1 macrophage-

like M1 subset following 24 and 48-hour treatment with testosterone (0-100nmol/L) 

(Figure 4.10 and 4.11).  

4.4.2.2.2 M2a macrophage subset 

In the THP1 differentiated M2a macrophage-like cell subset no significant 

change was observed in the expression of IL-β, IL-6, IL-10, TNFα, CCL2, CX3CL1, TLR2, 

TLR4 and SCARB1 following 24 and 48-hour treatment with testosterone (Figure 4.12 

and 4.13). 
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Figure 4.10 Gene expression of inflammatory cytokines in M1 macrophage-like cells following testosterone treatment. 

Cells were differentiated into macrophage subsets with cytokine/LPS treatment, followed by testosterone treatment. RT-

qPCR analysis was performed to detect inflammatory targets.  
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Figure 4.11 Gene expression of inflammatory targets in M1 macrophage-like cells following testosterone treatment. Cells 

were differentiated into macrophage subsets with cytokine/LPS treatment, followed by testosterone treatment. RT-qPCR 

analysis was performed to detect inflammatory targets.  
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Figure 4.12 Gene expression of inflammatory targets in M2a macrophage-like cells following testosterone treatment. 

Cells were differentiated into macrophage subsets with cytokine stimulation, followed by testosterone treatment. RT-qPCR 

analysis was performed to detect inflammatory targets. 
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Figure 4.13 Gene expression of inflammatory targets in M2a macrophage-like cells following testosterone treatment. 

Cells were differentiated into macrophage subsets with cytokine stimulation, followed by testosterone treatment. RT-qPCR 

analysis was performed to detect inflammatory targets. 
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4.4.2.3 Analysis of lesion inflammation in ApoE-/- mice following testosterone 

treatment 

To evaluate whether testosterone has an impact on the inflammatory status of 

the atherosclerotic lesion, lesion-specific tissue was isolated for gene analysis by LCM. 

Lesion specific tissue was isolated from regions that corresponded with positively 

stained areas for monocytes/macrophages (Figure 4.15). Lesion inflammation was also 

analysed by immunohistochemistry to identify specific cell types and adhesion 

molecules. 

4.4.2.3.1 Gene analysis of lesion inflammation 

Expression of pro-inflammatory cytokines IL-1β, IL-6, IL-10 and TNFα, CX3CL1 

was not significantly modulated by testosterone status in the isolated lesion. Similarly, 

no differences in ICAM-1, CCL2 and CX3CL1 gene expression were observed in the 

isolated lesion (Figure 4.14). Power analysis indicates that there is unlikely to be 

significant differences between the groups due to result variability.  

4.4.2.4 Lesion inflammation and composition analysis by immunohistochemistry 

Aortic root sections adjacent to sections containing fatty streaks were selected 

for immunohistochemical analysis. ICAM-1 staining was consistently present in the 

regions of the aortic root that positively stained for monocytes/macrophages. There 

were no differences in ICAM-1 expression in orchidectomised mice receiving 

testosterone treatment compared to orchidectomised mice receiving placebo and 

sham-operated mice (37% vs 57% vs 45%, P=0.1345) (Figure 4.15). Power analysis 

suggested that the ICAM-1 analysis was underpowered and increasing the sample size 

would reveal any significant differences between the groups. 

Similarly, VCAM-1 staining was present within the regions that positively 

stained for monocytes/macrophages. However, staining was more concentrated in the 

regions that corresponded with positive staining for vWF as well as smooth muscle cell 

regions, stained positively for αSMA, forming the fibrous cap and artery wall (Figure 

3.15). VCAM-1 expression within the plaque area was not different between 

testosterone-treated orchidectomised mice compared to orchidectomised mice 



138 
 

receiving placebo and sham-operated mice (30% vs 45% vs 40%, P=0.1402) (Figure 

4.15). Power analysis suggested that the VCAM-1 analysis was underpowered and 

increasing the sample size would reveal any significant differences between the 

groups. 

E-selectin staining was present in the plaque and endothelial regions of all 

three groups. There were no significant differences between mice sham-operated and 

orchidectomised mice receiving placebo compared to testosterone-treated mice (53% 

vs 56% and 47%, P=0.4135). Power analysis suggested that the E-selectin analysis was 

underpowered and increasing the sample size would reveal any significant differences 

between the groups. 

No staining was detected in negative controls, with the omission of the 

secondary antibodies, for both secondary antibodies, Alexa Fluor 488 and Alexa Fluor 

594, indicating no autofluorescence. No staining was detected in the IgG controls, rat 

monoclonal 1gG2a or rabbit polyclonal IgG at optimised conditions indicating no non-

specific binding (images not shown). 
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Figure 4.14 The effect of testosterone replacement in ApoE
-/-

 mice fed a high-fat ‘Western’ diet on gene 

expression in lesion-specific tissue of inflammatory targets linked to the pathogenesis of atherosclerosis. Aortic 

root samples, identified as having atherosclerotic fatty streaks/lesions from positive ORO staining, were selected 

throughout the aortic root. Sham-operated mice (n=11) and orchidectomised receiving placebo (n=11) and 

orchidectomised receiving testosterone treatment (n=11) were compared for gene expression of inflammatory 

targets. 
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Figure 4.15 Immunohistochemical analysis of fatty streak composition in the aortic root of ApoE
-/-

 mice fed a 

high-fat ‘Western’ diet following testosterone treatment. Aortic root samples were selected from the middle of 

the aortic root. The endothelial layer was marked by von Willebrand factor (VWF, red) and monocyte/macrophage 

infiltration was detected adjacent to fatty streaks (MOMA2, green). E-selectin (green) was detected in the lesion. 

ICAM-1 (green) and VCAM-1 (red) expression were also observed in the lesion. Immunopositivity was expressed as a 

percentage of the lesion area. Cell nuclei were stained with DAPI (blue). Scale bar 250μm. (*P≤ 0.05). 
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4.4.2.5 Analysis of endothelial inflammation in ApoE-/- mice following testosterone 

treatment 

4.4.2.5.1 Gene analysis of endothelial inflammation 

To evaluate whether testosterone has an impact on the inflammatory status of 

the endothelial cells lining the plaque, the endothelial layer, which corresponded with 

positively stained cells for vWF, was isolated for gene analysis by LCM.  

Expression of adhesion molecules ICAM-1, VCAM-1, PECAM-1, SELP, CCL2, 

CX3CL1 and NOS3 were not significantly modulated by testosterone status in 

endothelial cells (Figure 4.16).  
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Figure 4.16 The effect of testosterone replacement in ApoE
-/-

 mice fed a high-fat ‘Western’ diet on gene 

expression on endothelial cells lining the top of the fatty streak on inflammatory targets linked to the 

pathogenesis of atherosclerosis. Aortic root samples, identified as having atherosclerotic lesions/fatty streaks from 

positive ORO staining, were selected throughout the aortic root. Sham-operated mice (n=11) and orchidectomised 

receiving placebo (n=11) and orchidectomised receiving testosterone replacement (n=11) were compared for gene 

expression of inflammatory targets. 
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4.4.3 The effect of testosterone on systemic inflammation  

4.4.3.1 Serum cytokine measurements in ApoE-/- mice 

Serum concentrations of TNFα and IL-10 were unaffected by testosterone 

treatment in orchidectomised mice compared to placebo sham-operated and 

orchidectomised mice (P=0.9048 and P=0.388 respectively) (Figure 4.17). IL-1β, IL-6, 

IFNγ and MCP1 were also measured but fell below the lower limit of detection of the 

assay. Power analysis suggested that the cytokine analysis was sufficiently powered 

and is therefore unlikely there is significance in the data collected. 

4.4.3.2 Serum soluble adhesion molecule measurements in ApoE-/- mice 

Serum concentrations of ICAM-1 and VCAM-1 were unaffected by testosterone 

and there were no differences observed in placebo-treated orchidectomised mice 

compared to sham-operated mice and testosterone treated mice (P=0.1697 and 

P=0.4259). Similarly, there were no significant differences in concentrations of E-

selectin (P=0.4427) and L-selectin (P=0.2202) between testosterone-treated and sham-

operated mice compared to orchidectomised placebo-treated mice (Figure 4.18). 

Power analysis suggested that the adhesion molecule analysis was sufficiently 

powered and is therefore unlikely there is significance in the data collected. 
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Figure 4.17 The effects of testosterone treatment on serum cytokines in ApoE
-/-

 mice fed a high-fat ‘Western’ 

diet. Sham-operated mice (n=11) and orchidectomised mice receiving placebo (n=11) and orchidectomised mice 

receiving testosterone replacement (n=11) were compared for serum cytokine concentrations. 
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Figure 4.18 The effects of testosterone replacement on serum adhesion molecules in ApoE
-/-

 mice fed a high-fat 

‘Western’ diet. Sham-operated mice (n=11) and orchidectomised receiving placebo (n=11) and orchidectomised 

receiving testosterone replacement (n=11) were compared for serum adhesion molecule concentrations. 
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4.5 Discussion 

These studies aimed to investigate the anti-inflammatory effects of testosterone 

through modulation of cytokines, chemokines and adhesion molecules. Systemic 

inflammation is also often present as a consequence of atherosclerosis risk factors 

such as MetS, T2D and testosterone deficiency (Jones, 2010b).  TTh significantly 

reduced TNFα gene expression in monocytes isolated from male patients with 

hypogonadism and T2D but did not significantly modulate other factors implicated in 

the pathogenesis of atherosclerosis. 

Atherosclerosis is driven by the inflammatory response of a complex sequence 

of interactions between circulating leukocytes and the vascular endothelium. It is 

established that this process involves a range of adhesion molecules on leukocytes and 

endothelial cells, as well as extensive intracellular signalling that drives adhesion and 

chemotaxis. Cells involved in the pathogenesis of atherosclerosis are activated by 

soluble factors, cytokines, chemokines and adhesion molecules that strongly influence 

the disease development. Pro-inflammatory cytokines accelerate atherosclerosis 

progression, while anti-inflammatory cytokines ameliorate the disease. Adhesion 

molecules and cytokines are critical participants in the vascular dysfunction, leukocyte 

recruitment and tissue injury associated with atherosclerosis; therefore, we sought to 

investigate whether testosterone influences these factors.  

4.5.1 The effects of testosterone on monocytes 

Monocytes are key cells in the atherogenic process (Spranger et al., 2003). 

Circulating monocytes in patients with T2D are more prone to overexpression of pro-

inflammatory cytokines. This inflammatory profile is not only important in the 

pathogenesis of T2D itself but may partially explain the higher incidence of 

macrovascular disease in this disease population (Giulietti et al., 2007). Monocytes are 

essential cells in the atherosclerotic process, and their recruitment towards the plaque 

is a major pathogenic feature. The pro-inflammatory factors these cells have been 

shown to have increased expression of have been shown to contribute towards the 

inflammatory cascade leading to atherogenesis in humans and animal models 

(Whitman et al., 2000, Frostegård et al., 1999). Giulietti et al. (2007) reported high 
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levels of ICAM-1 and the co-stimulatory molecule B7-1 in monocytes isolated from T2D 

patients. Both have previously been implicated in atherosclerosis development (Jude 

et al., 2002, Buono et al., 2004). 

Clinical studies highlight the benefit of testosterone on systemic inflammation 

(Malkin et al., 2004a, Malkin et al., 2004b, Zitzmann et al., 2005, Kalinchenko et al., 

2010) but to date, there is very little information on the effect of testosterone on the 

specific cell types implicated in atherosclerosis. In the present study, we have shown 

that TTh significantly reduced TNFα gene expression in monocytes isolated from the 

patients after six months of therapy compared to their baseline and to the placebo 

group. It is currently unclear as to how TNFα expression in circulating monocytes 

contributes directly towards atherosclerosis in vivo. Autonomous TNFα is the 

mechanistic pathway by which monocytes have been shown to activate endothelial 

cells (Rainger et al., 1996, Tsouknos et al., 2003). TNFα promotes the inflammatory 

cascade within the arterial wall during lesion development, in part by promoting 

endothelial dysfunction (Zhang et al., 2009, Zhang et al., 2014). TNFα determines 

endothelial permeability to immune cells and small LDL (Steyers and Miller, 2014), 

promoting the first stage of atherosclerosis increasing the transport of LDL across the 

endothelium (Zhang et al., 2014). 

Furthermore, TNFα is released in response to oxLDL uptake in macrophages 

(Jovinge et al., 1996) which transform into foam cells, directly contributing to 

atherosclerotic plaque progression (Ross, 1999). Experimental mouse studies 

consistently revealed diminished lesions in TNFα deficient animals and thereby clearly 

underline the crucial role of TNFα in atherogenesis (Boesten et al., 2005, Brånén et al., 

2004, Ohta et al., 2005). However, Oberoi et al. (2018) reported that anti-TNFα 

therapy diminished systemic inflammation and plaque burden. The authors also 

observed an increase in vascular inflammatory gene expression, although markers of 

plaque stability decreased in the LDLr-/- mouse model. The authors did conclude that 

this was due to the development of a pro-atherogenic plasma lipid profile rather than 

the anti-TNFα therapy.  
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TNF-α is a potent inducer of endothelial adhesion molecules such as VCAM-1 

(Carlos et al., 1990) and ICAM-1 (Pober et al., 1987) with subsequently increased 

monocyte adhesion (Goerdt et al., 1987). The expression of key adhesion molecules E-

selectin, ICAM-1 and VCAM-1 were elevated in endothelial cells that had been co-

cultured in vitro with monocytes and endothelial cells and reduced when TNFα was 

blocked in the monocytes (Chimen et al., 2017). Whilst we observed no difference 

between groups for gene expression of ICAM-1 in monocytes, it is plausible that the 

downregulation of TNFα in the TTh group could reduce lesion expression of ICAM-1. 

The reduction in endothelium activation could, in turn, reduce monocyte infiltration 

and differentiation into macrophages and foam cells in the vessel wall, a critical 

process of atherosclerosis initiation and progression.  It is unclear how relevant 

circulating monocytes isolated via venepuncture in the periphery are to monocytes 

that are recruited to and are localised to the site of atherosclerosis within the arteries. 

Still, other pro- and anti-inflammatory targets that are often elevated in men with 

hypogonadism and/or T2D and were also investigated in the present study, although, 

we report no change in gene expression of other inflammatory targets investigated 

following TTh.  

Corrales et al. (2006) reported that in vitro testosterone treatment inhibited 

TNFα, IL-1β and IL-6 release from cultured peripheral blood monocytes isolated from 

patients of a similar cohort to the current study, androgen-deficient men with T2D. 

Gonadotropin treatment in patients with idiopathic hypogonadotropic hypogonadism, 

significantly decreased the production of IL-1β and TNFα by stimulated peripheral 

blood monocytes (Musabak et al., 2003, Yesilova et al., 2000). Another study reported 

a reduction of IL-6 production from isolated human monocytes in a small healthy male 

population following in vitro testosterone treatment (Kanda et al. 1996). Similarly, Li et 

al. (1993) also reported a reduction in IL-6 and IL-1β following in vitro testosterone 

treatment in human monocytes isolated from healthy male donors.  

4.5.1.1 The effects of testosterone on localised inflammation 

The role of adhesion molecules in the pathogenesis of human atherosclerosis 

has been well established (Davies et al., 1993a, O'Brien et al., 1993) and animal studies 
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have reported their presence in plaques of ApoE-/- mice (Smedlund et al., 2015, Laschet 

et al., 2006, Budatha et al., 2018, Li et al., 2019). ICAM-1, VCAM-1 and E-selectin 

staining were present in the plaques of all three animal groups of the current study, 

adjacent to ORO and MOMA2 staining. As dual staining was not carried out as part of 

this investigation, the localisation could not be specifically designated to cell type, 

although the majority of positive staining was within the region that was positively 

stained for monocytes/macrophages. Whilst we observed no difference in expression 

between the groups for E-selectin and VCAM-1, we did, however, observe that ICAM-1 

expression was reduced in testosterone-treated mice. 

Whilst testosterone treatment reduced localised protein expression of ICAM-1 

in the aortic root; this was not the case for gene expression of isolated lesion-specific 

tissue. Furthermore, this investigation did not find any significant difference in gene 

expression of the inflammatory targets investigated. 

In the current study, in vitro testosterone treatment of macrophages induced 

from isolated patient monocytes in the clinical study elicited no change in gene 

expression of key inflammatory targets linked to the pathogenesis of atherosclerosis. 

The anti-inflammatory effects of testosterone on macrophages have been previously 

demonstrated in vitro. Corcoran et al. (2010) reported reduced expression and 

secretion of TNFα and IL-1β following in vitro testosterone treatment in monocyte-

derived macrophages obtained from men with CHD. Macrophage phenotype is 

dependent on environmental cues (Wang et al., 2015) and the differentiation process 

in vitro may have caused the macrophages to take on a naïve or non-activated 

phenotype. Flow cytometry analysis for markers of a non-activated macrophage 

phenotype would have confirmed this. Testosterone may not influence non-activated 

macrophages in the absence of inflammation; therefore activation of macrophages 

into inflammatory subsets was investigated. Khallou-Laschet et al. (2010) investigated 

the phenotype of macrophages in ApoE-/- mice and found early atherosclerotic lesions 

contained mainly M2 macrophages, whilst M1 macrophages prevailed in more 

progressed lesions and lesions of aged ApoE-/- mice, indicating that the macrophages 

are polarized according to surrounding inflammation. 
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 In the current study, we investigated the effects of testosterone on 

macrophage subsets M1 and M2a in vitro utilising the THP-1 cell line. Similarly to the 

macrophages isolated from patients and treated with testosterone in vitro, we found 

no change in gene expression of key inflammatory targets linked to the pathogenesis 

of atherosclerosis in either the M1 or M2 phenotype following treatment of varying 

concentrations of testosterone.  

4.5.1.2 The effects of testosterone on endothelial cells 

In the current study, we report no effect of testosterone treatment in ApoE-/- 

mice on gene expression of key inflammatory targets, including VCAM-1 in isolated 

endothelial cells lining the atherosclerotic lesion. However, unlike humans who have 

shown to have increased systemic inflammation that correlates with atherosclerosis 

progression, the ApoE-/- mice in the current study did not have systemic inflammation 

and therefore may not be representative of the in vivo situation in humans. Without 

systemic inflammation, it is plausible that testosterone would not have a downstream 

effect on the endothelium in this study. In vitro studies have shown that testosterone 

treatment in HAECs has been shown to attenuate TNFα-induced VCAM-1 expression 

via inhibiting activation of the transcriptional NF-κB, which is critical for the inducible 

expression of VCAM-1 as well as several other inflammatory gene targets (Hatakeyama 

et al., 2002). This effect has also been demonstrated in HUVECs, and this attenuation 

of VCAM-1 by testosterone was abolished in the presence of an aromatase inhibitor, 

thus testosterones beneficial effects may be mediated by its conversion to estradiol via 

the enzyme aromatase present in the endothelial cells (Mukherjee et al., 2002).  

The promoter regions of the genes encoding ICAM-1, VCAM-1 and E-selectin all 

contain at least one κB site required for cytokine gene activation (Neish et al., 1992, 

Kaszubska et al., 1993, Hou et al., 1994, Read et al., 1994). Following stimulation with 

TNFα and LPS, Norata et al. (2006) also reported a reduction in VCAM-1 and ICAM-1 

expression in HUVECs as well as decreased IL-6, MCP-1 and TNFα release following 

treatment with DHT, again mediated by NF-κB . Conversely, Zhang et al. (2002) 

observed that testosterone did not have an effect on TNFα receptor expression in 

TNFα-stimulated HUVECs and instead demonstrated that testosterone increased TNFα-
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induced E-selectin and VCAM-1 upregulation. Similarly, McCrohon et al. (1999) and 

Death et al. (2004) reported that DHT treatment is associated with increased human 

monocyte adhesion to HUVECs and increased endothelial cell–surface expression of 

VCAM-1 via the activation of the transcriptional NF-κB pathway.  

4.5.2 The effects of testosterone on systemic inflammation 

In the present study, the majority of serum cytokines measured in the ApoE-/- 

mice fell below the lower limit of detection, and TNFα and IL-10 were only detectable 

at low levels (<25pg/mL) with limited differences between the experimental groups 

that were not significant, indicating that the mice did not have systemic inflammation. 

Other studies utilising the ApoE-/- mouse fed a pro-atherogenic diet have been able to 

detect the cytokines in high concentrations (>100pg/mL) that were undetectable in the 

present study (Wang et al., 2017, Zhou et al., 2018) however these studies used 

ELISAs. Levels of circulating cytokines have been shown to reflect the levels of pro-

atherogenic cytokines in plaque tissue and may be used as surrogate markers for the 

identification of high-risk plaques (Edsfeldt et al., 2015). Furthermore, soluble 

adhesion molecules have been shown to reflect plaque severity in the ApoE-/- mouse 

model whereby the concentration of soluble ICAM-1 (sICAM-1) increased over time in 

parallel with the progression of atherosclerosis (Kitagawa et al., 2002). Similarly, 

Pradhan Aruna et al. (2002) reported that levels of sICAM-1 were higher in individuals 

who subsequently developed symptomatic arterial disease. In the current study, the 

levels soluble adhesion molecules ICAM-1, VCAM-1, E-selectin and L-selectin were 

investigated. There was a limited difference between the experimental groups, and 

testosterone did not appear to influence VCAM-1, E-selectin, and L-selectin. 

Orchidectomy did however increase circulating levels of sICAM-1, which is implicated 

in lesion progression. Moreover, testosterone treatment in the orchidectomised mice 

did reduce levels of sICAM-1, although not significantly.  

Levels of soluble adhesion molecules were lower than expected for in the 

current study compared to previous studies that have reported much higher 

concentrations (Gustavsson et al., 2010, Chan et al., 2016, Tian et al., 2005, Yuan et al., 

2008) with no differences between the placebo-treated sham-operated and 
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orchidectomised mice and the testosterone-treated orchidectomised mice. Controls 

and standards run alongside the samples were successful.  

 Kelly et al. (2012) reported that serum cytokines TNFα and IL-6 were 

significantly elevated in Tfm compared to XY littermates fed a standard chow diet for 

28 weeks. Furthermore, the authors also reported a systemic increase in serum MCP-1 

in Tfm and XY littermates fed a high cholesterol diet, suggesting that diet can generate 

a pro-inflammatory milieu. However, in the current study, all experimental mice were 

fed a high-fat diet and had undetectable serum MCP-1 levels. Following testosterone 

treatment, IL-6 was reduced by testosterone treatment in the Tfm mice fed the high 

cholesterol diet; however, there were limited differences in other serum cytokines (IL-

1β, IL-10, TNFα, and MCP-1). Similarly, in the present study, there were no significant 

differences between the groups for IL-10 and TNFα with very low circulating levels. 

Bourghardt et al. (2010) also reported no effect of testosterone treatment on IL-6 or 

other cytokines in ARKO ApoE-/- mice.  

Demirtaş Şahin et al. (2018) reported that 24-month-old Wistar rats displayed 

significantly increased serum TNFα, CRP, MCP-1, and sICAM-1 concentrations and 

decreased serum testosterone levels compared to controls. Chin and Ima-Nirwana 

(2017) reported that testosterone deficiency by surgical orchidectomy increased in 

serum IL-6 levels, but exogenous supraphysiological testosterone replacement did not 

suppress the inflammation. However, supraphysiological testosterone replacement in 

orchidectomised male rats has been shown to increase systemic inflammation, 

specifically IL-6 compared to physiological replacement which decreases inflammation 

(Freeman et al., 2014). Inversely, Wang et al. (2005) observed that blocking the 

testosterone receptor with flutamide or castrating normal male rats decreased serum 

levels of TNFα, IL-1β, and IL-6 compared to controls.  

Animal studies have highlighted that low endogenous testosterone levels are 

associated with systemic inflammation, and increased atherosclerosis and that 

testosterone treatment has beneficial effects in reducing inflammation and 

atherosclerotic burden. However, in the present study, we did not find elevated serum 
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cytokines in the mouse model and limited differences in soluble adhesion molecules 

between the experimental groups. 

Clinical studies investigating the association between testosterone levels and 

inflammatory cytokines highlight the potential benefits of testosterone treatment. 

(Malkin et al., 2004a, Malkin et al., 2004b, Zitzmann et al., 2005, Kalinchenko et al., 

2010). Nettleship et al. (2007b) reported a negative correlation between serum 

testosterone levels and IL-1β in testosterone-deficient men with stable coronary artery 

disease (CAD). The data implicated IL-1β and IL-10 in the pathogenesis of CAD and 

suggests that testosterone may regulate IL-1β activity in men with CAD. Another study 

investigated circulating pro- and anti-inflammatory cytokines in 27 hypogonadal men 

(20 of whom had CHD) and showed that levels of TNFα were significantly reduced, and 

IL-10 was significantly increased following one month of TTh (Malkin et al., 2004a). 

Similarly, hypogonadal men with ischaemic heart disease had a significant decrease in 

serum TNFα following a month of TTh (Malkin et al., 2004b).  

In two RCTs of TTh in hypogonadal men, one in men with T2D and the other 

with MetS, TTh suppressed serum IL-1β and TNFα but did not cause significant changes 

in serum IL‑ 6 or IL-10 (Kalinchenko et al., 2010, Dhindsa et al., 2016). However, a 

study investigating the effects of TTh in hypogonadal men with T2D did not observe 

any significant immuno-modulatory effect; however, baseline levels of IL-6 but not 

TNFα were negatively correlated with total and bioavailable amounts of circulating 

testosterone, confirming that low testosterone is associated with inflammation 

(Kapoor et al., 2007b). Similarly, Pugh et al. (2005) reported no change in serum TNFα 

concentration in hypogonadal men with chronic heart failure following TTh.  

4.5.3 Summary 

In summary, the current studies have revealed that testosterone treatment in 

ApoE-/- mice reduces ICAM-1, both circulating and localised in the aortic root lesions of 

ApoE-/- mice. However, testosterone treatment had little effect on other inflammatory 

targets. This effect on ICAM-1 was not observed in specific cell types monocytes, 

macrophages in vitro and endothelial cells isolated from ApoE-/- mouse lesions. 

Furthermore, TNFα gene expression was significantly reduced in freshly isolated 
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monocytes from patients with hypogonadism and T2D following six months of TTh. 

However, again this did not translate to in vitro studies utilising the THP-1 cell line. We 

report very little evidence to support the hypothesis that testosterone modulates 

plaque inflammation by acting directly on monocytes/macrophages. Whilst using in 

vitro studies is useful for determining the effect of testosterone on a cell type, the in 

vitro conditions used in present studies do not reflect the local in vivo environment in 

the artery wall. It is plausible that the anti-inflammatory effects of testosterone may 

act locally at the artery wall on a multitude of pathways and cell types, contributing to 

a reduction of lesion progression, rather than on a specific cell type in vitro. In 

addition, THP-1 cells are a cancerous cell line with altered metabolism and may not 

respond to hormones as primary cells would; consequently, they do not reflect 

typically normal human monocytes/macrophage cells. The beneficial effects of 

testosterone on atherosclerosis observed in clinical studies may be due to 

improvements in risk factors associated with atherosclerosis and testosterone 

deficiency, such as dyslipidaemia, obesity, insulin resistance and glycaemia control.  
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5. The effects of 
testosterone on risk factors 
for atherosclerosis  
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5.1 Introduction 

Cardiovascular morbidity and mortality and the prevalence of atherosclerosis 

are increased in people with obesity, and central adiposity is an independent predictor 

of CVD mortality (Sucharda, 2010, Rocha and Folco, 2011). Increased adipose tissue is 

associated with T2D and components of MetS, including insulin resistance, 

hyperglycaemia, dyslipidaemia and hypertension, and obesity is also a component of 

MetS. These conditions lead to increased inflammation which may contribute directly 

and indirectly to local (adipose tissue) and distant (artery wall) inflammation (Glass and 

Witztum, 2001, Lusis, 2000). These consequences of obesity are the main reason for 

atherosclerosis, causing endothelial dysfunction (Rocha and Folco, 2011).  

Epidemiological studies have demonstrated a negative correlation between 

measures of obesity with free testosterone, bioavailable testosterone and total 

testosterone levels (Allen et al., 2002, Gapstur et al., 2002, Jensen et al., 2004, 

Svartberg et al., 2004a, Svartberg et al., 2004b), an association that is maintained 

throughout all age groups (Corona et al., 2009). Low testosterone levels are associated 

with increased fat mass (particularly central adiposity) and reduced lean mass in males. 

Central obesity is also important in the incidence of atherosclerosis (Kershaw and Flier, 

2004). Adipose tissue is an endocrine organ and adipocytes highly express aromatase 

that enzymatically converts testosterone to estradiol and thus lowers circulating 

testosterone (Cohen, 1999). Adipocytes also secrete pro-inflammatory adipokines, 

known as the hypogonadal–obesity–adipocytokine hypothesis, that influences the 

pathogenesis of obesity and negatively affect testosterone production to create a state 

of hypogonadism (Jones, 2007, Kelly and Jones, 2015). A bidirectional relationship 

between testosterone and obesity underpins this association indicated by the 

hypogonadal–obesity cycle, (the lowering of testosterone further contributing to 

adiposity creating a negative cycle) and evidence weight loss can lead to moderate 

increases in testosterone levels (Cohen, 1999, Kelly and Jones, 2015). TTh has been 

shown to have beneficial effects on measures of obesity that are partially explained by 

direct metabolic actions on adipose and muscle. Studies have reported that TTh in 

hypogonadal men improves body composition and consistently report an increase in 

lean body mass and a decrease in percentage fat mass. The majority of the studies also 
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found a reduction in waist circumference, which correlates positively with visceral 

adiposity (Haider et al., 2016, Saad et al., 2013, Saad et al., 2016, Traish et al., 2014, 

Traish et al., 2017, Yassin et al., 2016).   

Low testosterone levels are highly prevalent in men with T2D and MetS and is 

associated with clinical characteristics associated with T2D and MetS, and total 

testosterone is negatively correlated to insulin levels and insulin resistance in men 

(Haffner et al., 1994, Simon et al., 1997). Insulin resistance is the major biochemical 

abnormality in men with MetS or T2D and is considered to be an intermediary 

cardiovascular risk factor that promotes hyperglycemia, dyslipidemia, hypertension, 

and endothelial dysfunction (Jones and Kelly, 2018). Hyperglycaemia induced 

endothelial dysfunction plays a fundamental role in the development of diabetic 

vascular complications and is thought to be due to hyperglycaemia induced oxidative 

stress (Funk et al., 2012). 

TTh has been shown to improve insulin sensitivity in as little time as three 

months and is maintained for at least up to 12 months (Kapoor et al., 2006, 

Kalinchenko et al., 2010, Aversa et al., 2010, Jones et al., 2011, Hackett et al., 2014a, 

Dhindsa et al., 2016). 

Obesity and T2D frequently co-exist with dyslipidemia. Some studies have 

reported that low testosterone is associated with a pro-atherogenic lipid profile 

(Haidar et al., 2007), characterised by elevated triglyceride and LDL-cholesterol 

(Haffner et al., 1993, Barrett-Connor and Khaw, 1988, Simon et al., 1997, Barud et al., 

2002, Wu and von Eckardstein, 2003, Dockery et al., 2003, Nishiyama et al., 2005, 

Braga-Basaria et al., 2006, Yannucci et al., 2006) and decreased HDL (Simon et al., 

1997, Van Pottelbergh et al., 2003, Stanworth et al., 2011). However, a few cross-

sectional studies have found no association between serum lipid measurements and 

endogenous testosterone (Kiel et al., 1989, Denti et al., 2000).  

5.1.1 Summary 

Testosterone deficiency in men is associated with T2D and components of MetS, 

including insulin resistance, abdominal obesity, and dyslipidemia. In most but not all 
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studies, RCTs using TTh have shown improved insulin resistance, glycemic control, 

visceral adiposity, and cholesterol which correlates with reduced surrogate markers of 

atherosclerosis and consequentially improved CVD risk.  

5.2 Aims and objectives 

The aim of the in vivo studies was to use clinical trial data from hypogonadal men 

with T2D following TTh and a mouse model of atherosclerosis to address the 

hypothesis that testosterone treatment improves risk factors that contribute to the 

inflammatory pathogenesis of atherosclerosis. The aim of the in vitro study was to 

develop an in vitro model of diabetic monocytes to investigate the hypothesis that 

testosterone reduces inflammation in monocytes cultured in hyperglycaemic 

conditions indicative of T2D.  Our specific objectives were to; 

 Investigate the effects of low endogenous testosterone on risk factors 

(dyslipidaemia, obesity, hyperglycaemia and insulinaemia) for atherosclerosis using 

the ApoE-/- mouse model. 

 Uncover the effects of testosterone treatment on risk factors for atherosclerosis 

using the ApoE-/- mouse model fed a pro-atherogenic diet. 

 Develop a monocyte model of T2D and investigate the anti-inflammatory influence 

of testosterone.  

5.3 Experimental design 

Men participating in the clinical trial had serum hormones, HbA1c, blood glucose, 

blood lipids and measurements of body composition taken at baseline, three and six 

months of treatment (Section 2.3). Initially, ApoE-/- mice were orchidectomised to 

reduce endogenous testosterone levels and fed a standard chow diet to investigate 

the effects of orchidectomy on serum hormones, body composition, serum lipids and 

blood glucose. Secondly, mice were fed a pro-atherogenic diet, and orchidectomised 

mice were treated with placebo or testosterone to investigate the effects of 

testosterone treatment on serum hormones, body composition, serum lipids and 

blood glucose (Section 2.1).  
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The THP-1 cell line was used as a model of high glucose-induced inflammation. 

THP-1 monocytes were treated in vitro with varying concentrations of glucose (5-

25mmol/L). Inflammation was analysed with qRT-PCR (Section 2.2.3). The 

experimental design is summarised in Figure 5.1.  
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Figure 5.1 Experimental design to investigate the effect of testosterone on risk factors of atherosclerosis and an in vitro model investigating the effects of high glucose on human 
monocytes. 



160 
 

5.4 Results 

5.4.1 Testosterone replacement in male patients with hypogonadism and type 2 

diabetes 

The study population of the men included in the clinical was a group of 33 men 

receiving TTh and 32 men receiving the placebo, all of which had hypogonadism and 

T2D. The baseline data of the treated group versus the placebo group were not 

statistically significant from one another (Table 5.1). 
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Parameter Placebo (n=32) 
Median (lower & 
upper limit) 

TTh (n=33) Median 
(lower & upper 
limit) 

Standard 
range 

Age (year) 60 (43-77) 59 (42-74) - 

HbA1C (mmol/mol) 63.5 (55-80) 63 (53-80) <42 

Glucose (mmol/L) 9.6 (2.8-16.9) 9.2 (4.9-17.8) 4.0-7.8 

Triglycerides (mmol/L) 1.65 (0.51-6.9) 2.03 (0.79-4.66) <1.7 

HDL-cholesterol (mmol/L) 0.96 (0.62-2.11) 1.02 (0.43-1.56) >1.3 

LDL-cholesterol (mmol/L) 1.90 (0.70-3.70) 1.80 (0.90-3.90) <1.8 

Total cholesterol (mmol/L) 3.65 (2.5-6.5) 3.90 (2.2-5.5) <5.2 

Weight (kg) 105.5 (74.5-186.9) 104.2 (71.2-141.0) - 

BMI 33.7 (24.3-51.8) 34.4 (26.0-47.0) 18.5-24.9 

Fat mass (%) 34.6 (21.8-55.0) 35.7 (21.2-46.8) 14-25 

Fat mass (kg) 35.9 (16.2-102.8) 35.4 (16.4-64.3) - 

Waist circumference  116 (89-160) 117 (91-146) <89 

Total testosterone (nmol/L) 9.35 (4.00-16.90) 9.00 (2.10-12.10) 10-30 

Bioavailable testosterone (nmol/L) 2.93 (1.43-4.10) 2.95 (0.92-3.78) 3.87-14.7 

Free testosterone (nmol/L) 0.19 (0.07-0.35) 0.19 (0.07-0.28) 0.26-0.71 

SHBG (nmol/L) 31.95 (14.90-133.00) 30.65 (10.10-65.70) 10-57 

Estradiol (pmol/L) 112.0 (65.0-198.0) 113.5 (45.0-182.0) 48-154 

CRP (ng/mL) 1.90 (0.2-23.4) 3.15 (0.2-16.6) <10 

Table 5.1 Baseline characteristics median (lower and upper limit) of hypogonadal men with T2D assigned to 

either the placebo group or testosterone replacement therapy group. The baseline values of each parameter 

between the placebo and testosterone groups were not statistically different. HbA1c: glycated haemoglobin, HDL: 

high-density lipoprotein, LDL: low-density lipoprotein, BMI: body mass index, SHBG; sex-hormone-binding globulin, 

CRP: C-reactive protein.  
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5.4.1.1 Serum testosterone concentrations 

There were no significant differences in total, bioavailable and free serum 

testosterone at baseline between the two treatment groups (P>0.05) (Table 5.1). After 

three months of treatment, the patients receiving TTh had a higher total serum 

testosterone concentration compared to patients receiving the placebo (9.8 vs 

9.1nmol/L), although this was not significant (P=0.0551). However, patients receiving 

TTh did have a significantly higher total serum testosterone concentration after six 

months compared to patients receiving the placebo (11.4 vs 8.6nmol/L, P=0.0047) 

(Figure 5.2). The normal total testosterone range for an adult male is between 10-

30nmol/L; the patients receiving TTh are within the lower quartile of the normal range 

compared to placebo-treated males who remained in the hypogonadal range. After 

three months of TTh, the patients receiving TTh had significantly higher bioavailable 

testosterone levels compared to baseline (3.17 vs 2.95nmol/L, P=0.0004) (Figure 5.2). 

Similarly, after six months, the patients receiving TTh had significantly higher 

bioavailable testosterone levels compared to baseline (3.68 vs 2.76nmol/L, P<0.0001). 

This significance was also seen compared to placebo-treated patients after three 

months (3.17 vs 2.88nmol/L, P=0.0389) and six months (3.68 vs 2.76nmol/L, P=0.0005) 

(Figure 5.2). The normal bioavailable testosterone range for an adult male is between 

3.8-14.7nmol/L; the patients receiving TTh were just below the normal range. After 

three months of TTh, the patients receiving TTh had significantly higher free 

testosterone levels compared to baseline (0.24 vs 0.19nmol/L, P=0.0133). Following six 

months of TTh, patients had significantly higher free testosterone levels compared to 

baseline (0.25 vs 0.19nmol/L, P=0.0006) (Friedman test). This significance was also 

seen compared to placebo-treated patients after three months (0.24 vs 0.19nmol/L, 

P=0.0376) and six months (0.25 vs 0.17nmol/L, P=0.0005) (Figure 5.2). The normal free 

testosterone range for an adult male is between 0.26-0.71nmol/L; the patients 

receiving TTh were at the lower end of the normal range. 



163 
 

 

Base
lin

e

3 m
onth

s

6 m
onth

s

0

10

20

30

Total Testosterone

Timeline

n
m

o
l/

L

**

Baseline 3 months 6 months

0

5

10

15

Bioavailable Testosterone

Timeline

n
m

o
l/

L

***

****

****

Baseline 3 months 6 months

0.0

0.5

1.0

1.5

Free Testosterone

Timeline

n
m

o
l/

L

Placebo TTh

*

***

***

Normal range

 

Figure 5.2 Comparative evaluation of serum testosterone levels at baseline, three and six months in male 

patients with hypogonadism and T2D receiving either placebo or TTh. Total testosterone was measured, and free 

and bioavailable testosterone calculated for patients receiving either placebo (n=32) or TTh (n=33). (*P<0.05 

**P<0.01 ***P<0.001 ****P<0.0001), Friedman test and Mann-Whitney U test. 
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5.4.1.2 Serum sex hormone-binding globulin concentrations  

There were no differences observed between serum SHBG levels at baseline in 

the placebo group compared to the group receiving TTh (Table 5.1). SHBG levels did 

not change significantly and no differences were observed between the treatment 

groups throughout the treatment period.   

5.4.1.3 Serum estradiol  

There were no significant differences in serum estradiol levels at baseline 

placebo group compared to the group receiving TTh, with the vast majority falling 

within the normal range (P>0.05) (Table 5.1). After three months, the patients 

receiving TTh had significantly higher estradiol levels compared to baseline (149.00 vs 

113.50pmol/L, P=0.0002). Similarly, after six months, the patients receiving TTh had 

significantly higher estradiol levels compared to baseline (169.00 vs 113.50pmol/L, 

P<0.0001). Serum estradiol levels were significantly increased in the group receiving 

TTh compared to the placebo group after three (149.00 vs 100.00pmol/L, P<0.0001.) 

and six months of treatment (169.00 vs 104.50pmol/L, P<0.0001) (Figure 5.4). 

However, this is likely a reflection of increased serum testosterone by conversion to 

estradiol via adipose aromatase.  

5.4.1.4 Determination of blood glucose and HbA1c  

There were no significant differences in HbA1c and fasting blood glucose at 

baseline for the placebo group compared to the group receiving TTh (P>0.05) (Table 

5.1). TTh did not affect HbA1c and fasting blood glucose after three and six months of 

treatment compared to placebo-treated patients and blood glucose. HbA1c and blood 

glucose levels also did not change within the treatment groups over the study period 

compared to baseline measurements (Figure 5.5). The study was sufficiently powered 

to assess changes in HbA1c and is therefore unlikely that TTh has a significant effect on 

HbA1c in these men. 

After three months of treatment, 61% of patients receiving TTh had an 

improved HbA1c compared to 50% of patients receiving placebo. 26% of patients 

receiving TTh had a worse HbA1c than their baseline measurement compared to 43% of 
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patients receiving placebo (Figure 5.5). However, after six months of treatment, 57% of 

patients receiving TTh had a worse HbA1c than their baseline measurement compared 

to 59% of patients receiving placebo. 40% of patients receiving TTh had an improved 

HbA1c after six months of treatment compared to 38% of patients receiving placebo 

(Figure 5.6). 
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Figure 5.3 Comparative evaluation of serum SHBG at baseline, three and six months in male patients with 

hypogonadism and T2D receiving either placebo or TTh. Serum SHBG was measured in patients receiving either 

placebo (n=32) or TTh (n=33).  
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Figure 5.4 Comparative evaluation of serum estradiol at baseline, three and six months in male patients with 

hypogonadism and T2D receiving either placebo or TTh. Serum estradiol was measured in patients receiving either 

placebo (n=32) or TTh (n=33). (***P<0.001 ****P<0.0001), Friedman test and Mann-Whitney U test.  
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Figure 5.5 Comparative evaluation of fasting blood glucose and HbA1c at baseline, three and six months in male 

patients with hypogonadism and T2D receiving either placebo or TTh. Fasting blood glucose and HbA1c was 

measured in patients receiving either placebo (n=32) or TTh (n=33). 
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Figure 5.6 Comparative evaluation of HbA1c following three and six months of treatment with TTh or placebo in 

male patients with hypogonadism and T2D. The percentage of patients in each group was compared for those 

whose HbA1c had either improved, worsened, or no difference following three and six months of either TTh (n=33) 

or placebo (n=32).  
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5.4.1.5 Body mass composition  

There were no significant differences in BMI at baseline for the placebo group 

compared to the group receiving TTh (P>0.05) (Table 5.1). BMI remained consistent 

between the placebo group and the group receiving TTh at three (33.6 vs 34.0) and six 

months (34.0 vs 33.9).  

Fat mass in weight measured by DEXA scan and percentage body fat measured 

by Tanita body fat analyser also remained unchanged between the treatment groups 

and compared to baseline after three- and six-months treatment (Figure 5.7). BMI and 

percentage of fat mass in both treatment groups at baseline and throughout the study 

indicated obesity in patients. Power analysis indicates that the study was insufficiently 

powered to reveal differences between the treatment groups although due to the 

variability of the results it is highly unlikely that there are differences between the 

treatment groups. 

5.4.1.6 Serum lipid profile 

There were no significant differences in serum lipid fractions at baseline for the 

placebo group compared to the group receiving TTh (Table 5.1). Serum lipid 

concentrations remained consistent throughout the study compared to baseline 

measurements, and there were no significant differences between the patients 

receiving TTh and placebo following and six months of treatment (Figure 5.8). Total 

cholesterol in both treatment groups at baseline and throughout the study was within 

the healthy range (<5.2mmol/L). In contrast, triglycerides (<1.7mmol/L) and LDL-

cholesterol (<1.8mmol/L) were slightly above the healthy range, and HDL-cholesterol 

was slightly below the healthy range (>1.3mmol/L).  Power analysis indicates that the 

study was insufficiently powered to reveal differences between the treatment groups 

although due to the variability of the results it is highly unlikely that there are 

differences between the treatment groups. 
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Figure 5.7 Comparative evaluation of fat mass, percentage fat mass, BMI and waist circumference at baseline, 

three and six months in male patients with hypogonadism and T2D receiving either placebo or TTh. Fat mass, 

percentage fat mass and waist circumference were measured, and BMI was calculated for patients receiving either 

placebo (n=32) TTh (n=33). 
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Figure 5.8 Comparative evaluation of the serum lipid profile at baseline, three and six months in male patients 

with hypogonadism and T2D receiving either placebo or TTh. For assessment of the lipid profile, triglycerides, HDL-

cholesterol, and total cholesterol values were measured and LDL-cholesterol calculated in patients receiving either 

placebo (n=32) TTh (n=33). 
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5.4.2 Development of an in vitro model of diabetic THP-1 monocytes  

THP-1 cells challenged with high glucose (15 and 25mmol/L) did not elicit any 

significant changes in mRNA expression of IL-1β, IL-6, TNFα or ICAM-1 after 48 hours of 

culture compared to normal glucose concentration (5.5mmol/L) (P>0.05) (Figure 5.9). 

5.5mmol/L glucose and 9.5mmol/L mannitol were used as an osmolality control. 

High glucose (15mmol/L) did not elicit any significant change in mRNA 

expression of IL-1β, IL-6, TNFα or ICAM-1 after 6, 12, 24, 48 or 72 hours of culture 

(P>0.05). mRNA expression was normalised to 15mmol/L after 6 hours of culture. Cells 

treated with TNFα was tested as a pro-inflammatory control; however this failed to 

elicit changes in mRNA expression of IL-1β, IL-6, TNFα (Figure 5.10). ICAM-1 was 

upregulated by TNFα treatment, although this was not significant (data not shown).   
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Figure 5.9 Dose-dependent effect of high glucose on IL-1β, IL-6, TNFα and ICAM-1 mRNA from THP-1 cells. Cells 

were challenged with increasing glucose concentration (15–25mmol/L) for 48 hours, and RT-qPCR analysis was 

performed to detect IL-1β, IL-6, TNFα and ICAM-1 mRNA. As a control, 9.5 mmol/l mannitol was added with 

5mmol/L in simultaneous wells (n=3), normalised to 5.5mmol/L glucose. 
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Figure 5.10 Time-dependent effect of high glucose on IL-1β, IL-6, TNFα and ICAM-1 mRNA from THP-1 cells. Cells 

were challenged with 15mmol/L glucose for 6–72 hours, and RT-qPCR analysis was performed to detect IL-1β, IL-6, 

TNFα and ICAM-1 mRNA. As a control, 9.5mmol/L mannitol was added with normal glucose in simultaneous wells 

(n=3). Normalised to 6 hours. (*P≤ 0.05, **P<0.01, ***P<0.001), Kruskal-Wallis test. 
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5.4.3 The effect of testosterone depletion on atherosclerotic parameters in ApoE-/- 

mice fed a standard chow diet  

5.4.3.1 Serum estradiol measurements 

 Median serum estradiol concentration in sham-operated (11.19pmol/L) and 

orchidectomised mice (10.88pmol/L) were not statistically different from one another 

(P>0.9999) (Figure 5.11). 

5.4.3.2 Blood glucose measurements 

Fasting glucose was measured at the beginning, midpoint and end of the 

experimental period. Blood glucose measurements between the groups were elevated 

at the start of the study, approximately one and half times the concentration than that 

of wild-type male C57 mice at the same age (Amrani et al., 1998, Andrikopoulos et al., 

2005).  There were no significant differences in blood glucose concentration in the 

sham-operated mice after eight weeks (midpoint) and the end of the study compared 

to baseline (10.8 vs 9.1 vs 11.7mmol/L, P=0.8598). However, blood glucose 

concentration was significantly decreased in orchidectomised mice at the end of the 

study compared to baseline and eight weeks of experimental conditions (8.9 vs 10.5 vs 

9.5mmol/L, P<0.014, 0.0009) (Figure 5.12). 

5.4.3.3 Serum insulin measurements 

Fasting serum insulin was measured at the end of the experimental period. 

There were no significant differences between serum insulin levels in sham-operated 

(1.90pmol/L) and orchidectomised mice (1.97pmol/L) (P=0.1) at the end of the 

experimental period (Figure 5.13). Insulin analysis was insufficiently powered to assess 

changes between the groups. 

5.4.3.4 Animal body weights 

Animal body weights were compared over the experimental period between 8 

and 25 weeks old. Sham-operated mice (n=5) were significantly heavier (29.00g) 

orchidectomised mice (n=9) (24.65g) consistently up to the end of the experimental 

period (Figure 5.14A) (P<0.05-0.001).  
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The weight gain over the experimental period was also calculated, in relation to 

starting weight (aged eight weeks). Sham-operated mice demonstrated significantly 

greater increases in weight from aged eight weeks to 14 weeks when compared to 

orchidectomised mice (Figure 5.14B). The median weight gain over the experimental 

period for sham-operated mice was 4.8g and 3.1g for orchidectomised mice. However, 

weight gain when standardised to starting weight was only significant between aged 

nine to ten weeks. Orchidectomised mice remained heavier and gained slightly more 

weight throughout (Figure 5.14C). 

5.4.3.5 Serum lipid measurements 

There were no differences between sham-operated and orchidectomised mice 

for triglycerides (1.98 vs 1.52mmol/L, P=0.5854), total cholesterol (15.50 vs 

14.26mmol/L, P=0.5303), HDL-cholesterol (2.25 vs 1.91mmol/L, P=0.1029) and LDL-

cholesterol (11.60 vs 12.01mmol/L, P=0.7955) (Figure 5.15). Serum lipid analysis was 

insufficiently powered to assess changes between the groups. 
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Figure 5.11 Serum estradiol concentration in ApoE

-/-
 mice fed a standard chow diet. Sham-operated (n=4), and 

orchidectomised mice (n=9) on a standard chow diet were compared for serum estradiol concentration at the end 

of the 17-week experimental period. 
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Figure 5.12 Blood glucose concentration of ApoE
-/-

 mice fed a standard chow diet. Sham-operated (n=5), and 

orchidectomised mice (n=9) on a standard chow diet were compared for blood glucose levels at the beginning 

(week 0), midpoint (week 8) and end (week 17) of the 17-week experimental period. (*P≤0.05, ***P<0.001 vs sham-

operated), Friedman test. 
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Figure 5.13 Serum insulin concentration of ApoE
-/-

 mice fed a standard chow diet. Sham-operated (n=3), and 

orchidectomised mice (n=3) on a standard chow diet were compared for serum insulin concentration at the end of 

the 17-week experimental period. 
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Figure 5.14 Total body weight and weight gain of sham-operated and orchidectomised male ApoE
-/-

 mice fed a 

standard chow diet. Weekly weight measurements were compared between sham-operated (n=5) and 

orchidectomised mice (n=9) on a standard chow diet for the 17-week study period. (A) Mean weekly weights, (B) 

mean weight gains relative to week 1 (age eight weeks) start weights and (C) mean weight gains standardised to 

week 1 (age eight weeks) start weights  (*P<0.05; **P<0.01; ***P<0.001 vs sham-operated), Mann-Whitney U test. 
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Figure 5.15 Serum lipid concentration of ApoE

-/-
 mice fed a standard chow diet. Sham-operated (n=5), and 

orchidectomised mice (n=9) on a standard chow diet were compared for serum lipid levels at the end of the 17-

week experimental period.  
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5.4.4 The effect of testosterone replacement on atherosclerotic parameters in 

ApoE-/- mice fed a high fat "Western-type" diet 

5.4.4.1 Serum estradiol measurements 

 Median serum estradiol concentration in placebo-treated sham-operated 

(10.65pmol/L), orchidectomised (11.94pmol/L) and testosterone replaced 

orchidectomised mice (9.79pmol/L) were not statistically different from one another 

(P=0.4213) (Figure 5.16).   

5.4.4.2 Blood glucose measurements 

After eight weeks of treatment (midpoint), testosterone-treated mice had 

significantly lower blood glucose concentrations (9.3mmol/L) than placebo-treated 

sham-operated mice (10.9mmol/L) (P=0.0155) and orchidectomised mice 

(10.8mmol/L) (P=0.0083). However, this difference was lost at the end of the study, 

and there were no significant differences between the groups (P=0.2641) (Figure 5.17). 

Blood glucose concentration also decreased in the orchidectomised group receiving 

testosterone replacement after eight weeks compared to baseline readings (9.3 vs 

11.4mmol/L) (P<0.01).  

5.4.4.3 Serum insulin measurements 

There were no significant differences between serum insulin levels in placebo-

treated sham-operated (11.57pmol/L) and orchidectomised mice (11.76pmol/L) and 

orchidectomised mice receiving testosterone replacement (12.96mmol/L) (P=0.0592) 

at the end of the experimental period (Figure 5.18). Insulin analysis was adequately 

powered to assess changes between the groups. 

5.4.4.4 Animal body weights 

There were no significant differences in weight between the sham-operated 

receiving placebo (30.4g) (n=15), orchidectomised receiving placebo (29.6g) (n=15) or 

orchidectomised receiving testosterone replacement (29.52g) (n=15) (Figure 5.19A). 

The weight gain over the experimental period was also calculated in relation to 

starting weight (Figure 5.19B and C). Orchidectomised mice receiving testosterone 
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replacement consistently gained more weight (7.7g) throughout the study compared 

to sham-operated receiving placebo (6.1g) and orchidectomised receiving placebo 

(7.0g); however, these differences only reached significance at limited time points 

(P<0.05-0.001). The study adequately powered to assess weight changes between the 

groups. 

5.4.4.5 Serum lipid measurements 

There were no significant differences between placebo-treated sham-operated 

and orchidectomised mice and orchidectomised mice receiving testosterone 

replacement for triglycerides (1.67 vs 1.56 vs 1.72mmol/L, P=0.5134), total cholesterol 

(26.50 vs 28.85 vs 30.58mmol/L, P=0.3058), HDL-cholesterol (2.27 vs 2.63 vs 

2.54mmol/L, P=0.5286) and LDL-cholesterol (22.65 vs 25.48 vs 26.81mmol/L, 

P=0.4289) (Figure 5.20). Mice fed the high fat 'Western' diet had elevated serum lipids 

compared to ApoE-/- mice on a standard chow diet (Figure 5.20). The study was 

adequately powered to assess changes in serum lipids between the groups. 
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Figure 5.16 Serum estradiol concentration in ApoE

-/-
 mice fed a high fat 'Western' diet. Sham-operated (n=11) and 

orchidectomised mice (n=11) receiving placebo and orchidectomised mice receiving testosterone (n=11) were 

compared for serum estradiol concentration at the end of the 17-week experimental period.  
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Figure 5.17 Blood glucose concentration of ApoE

-/-
 mice fed a high fat 'Western' diet. Sham-operated (n=15) and 

orchidectomised (n=15) receiving placebo and orchidectomised mice receiving testosterone (n=15) on a high fat 

'Western' diet were compared for blood glucose levels at the beginning (week 0), midpoint (week 8) end (week 17) 

of the 17-week experimental period (*P≤0.05, **P<0.01), Kruskal-Wallis test and Friedman test.  
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Figure 5.18 Serum insulin concentration of ApoE

-/-
 mice fed a high fat 'Western' diet. Sham-operated (n=9) and 

orchidectomised (n=9) receiving placebo and orchidectomised mice receiving testosterone (n=9) on a high fat 

'Western' diet were compared for serum insulin levels at the end of the 17-week experimental period. 
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Figure 5.19 Total body weight and weight gain of saline-treated sham-operated, saline-treated orchidectomised 

and testosterone-treated orchidectomised male ApoE
-/-

 mice fed a high fat 'Western' diet. Weekly weight 

measurements were compared between sham-operated (n=15) and orchidectomised (n=15) receiving placebo and 

testosterone-treated orchidectomised (n=15) mice on a high fat 'Western' diet for the 17-week study period. (A) 

Mean weekly weights, (B) mean weight gains relative to week 1 (age eight weeks) start weights and (C) mean 

weight gains standardised to week 1 (age eight weeks) start weights. (*P≤0.05, **P<0.01, ***P<0.001 vs sham-

operated (placebo), †P≤0.05, ††P<0.01 vs orchidectomised (placebo), Kruskal-Wallis test and Friedman test. 
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Figure 5.20 Serum lipid concentration of ApoE
-/-

 mice fed a high fat 'Western' diet. Sham-operated (n=15) and 

orchidectomised (n=15) receiving placebo and testosterone-treated orchidectomised (n=15) mice on a high fat 

'Western' diet were compared for serum lipid levels at the end of the 17-week experimental period. 
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5.5 Discussion  

Epidemiological studies have consistently identified several risk factors for 

developing atherosclerosis including, but not limited to, elevated LDL-cholesterol and 

triglycerides, low HDL-cholesterol, poor diet and lack of exercise, abdominal obesity, 

insulin resistance and elevated HbA1c irrespective of patient demographics (Lusis, 

2000, Wang et al., 2015). Low testosterone levels in men have also been indicated as 

an independent risk factor for the development of CVD, and TTh has shown 

improvements in cardiovascular mortality, CHD, and cardiovascular risk factors (Jones 

and Saad, 2009). The present study investigated the influence of testosterone on risk 

factors associated with the systemic cardiometabolic dysfunction known to contribute 

to the inflammatory pathogenesis of atherosclerosis in a specific population of 

hypogonadal men with T2D and an animal model of accelerated atherosclerosis. 

Furthermore, the development of an in vitro model to investigate the influence of 

diabetic conditions on macrophage-like cells was investigated.  

5.5.1 The effect of testosterone on glycaemic control 

Glycated haemoglobin (HbA1c) measurement is universally used in patients with 

diabetes for the assessment of glycaemic control. Clinical studies have shown a high 

prevalence of testosterone deficiency in men with T2D and MetS (Saad et al., 2011, 

Kapoor et al., 2007a, Ding et al., 2006), and that men with low serum testosterone 

concentrations have higher HbA1c indicating poor glycaemic control (Derweesh et al., 

2007). Some interventional studies have shown significant improvement in HbA1c after 

TTh compared to those receiving placebo; however, these are low in proportion to the 

number of studies that report no effect of TTh on HbA1c. However, HbA1c was not the 

primary outcome of these studies and many used a high proportion of participants 

that had good glycaemic control at the study outset (Kapoor et al., 2006, Jones et al., 

2011, Heufelder et al., 2009). TTh is unlikely to improve HbA1c in patients with well-

controlled T2D; therefore, the primary aim of the current clinical study was to 

investigate the effects of TTh as an 'add-on' treatment on HbA1c, in hypogonadal men 

with poorly controlled T2D receiving diabetic medications. 
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The present study does not suggest that TTh may improve HbA1c in 

hypogonadal men with T2D within six months. Conversely, Kapoor et al. (2007a) 

reported a significant reduction in HbA1c following intramuscular TTh, and Boyanov et 

al. (2003) reported a reduction in HbA1c after three months using oral testosterone 

treatment in men with poorly controlled T2D. However, the study conducted by 

Boyanov et al. (2003) was a non-blinded, non-placebo-controlled study and the 

changes observed in HbA1c were greater than would be expected within three months 

using conventional diabetes medication. Two recent observational registry studies 

reported that long-term treatment with intramuscular testosterone undecanoate 

significantly decreased HbA1c after the first year, and continued to decline over a 

period of eight years (Haider et al., 2016). The patient cohort of these observation 

registry studies was similar to that of the current study; they consisted mostly of 

overweight men with T2D receiving standard treatment but with limited success 

according to their elevated baseline HbA1c.  

All patients in the current study were taking at least one standard medication 

to improve glycaemic control, but with limited success as baseline, HbA1c was above 

the ideal range. Their standard diabetes treatment remained consistent for most 

patients throughout the study and is therefore unlikely to be a conflicting factor in 

HbA1c results. The mechanism by which TTh improves glycaemic control is uncertain, 

studies have shown that insulin resistance is improved with TTh in men with T2D and 

MetS, although not significantly (Jones et al., 2011, Kapoor et al., 2006). Therefore, in 

this study, which is powered to assess glycaemic control, it would be valuable to 

determine the insulin resistance in patients to get a clearer picture of the effect of TTh 

on glycaemic control in hypogonadal men with T2D. There is considerable evidence 

linking abdominal obesity to insulin resistance and excess visceral fat results in the 

liver being exposed to higher amounts of free fatty acids leading to hepatic and 

eventually systemic insulin resistance (Kapoor et al., 2005). An improvement in insulin 

resistance could be expected to result in better glycaemic control; however, no 

reduction in the primary endpoint, HbA1c was demonstrated after six months of 

treatment. Furthermore, multivariant analysis did not reveal correlation between 

HbA1c and any other parameters measured. Dhindsa et al. (2016) reported that TTh for 
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six months in hypogonadal men with T2D increases insulin sensitivity, increases lean 

mass, and decreases subcutaneous fat. 

In the present study, ApoE-/- mice had considerably higher (up to 1.5 fold) 

baseline blood glucose levels than has been reported in wild-type XY C57 mice fed a 

standard chow diet (Amrani et al., 1998, Andrikopoulos et al., 2005). Although 

hyperglycaemia and T2D are acknowledged risk factors for atherosclerosis, it is unclear 

whether mice that are susceptible to atherosclerosis would have an increased 

tendency to develop T2D. Animal studies have indicated that ApoE-/- mice in a C57BL/6 

strain, the atherosclerosis susceptible background strain used in the current study, 

have significant hyperglycaemia compared to atherosclerosis-resistant ApoE-/- in a 

BALB/c strain (Li et al., 2011, Oppi et al., 2019, Dansky Hayes et al., 1999, Piedrahita et 

al., 1992). The two ApoE-/- mouse strains have comparable serum lipids (Li et al., 2011). 

This suggests that susceptibility to hyperglycaemia could increase susceptibility to 

atherosclerosis development, independent of serum lipid measurements. Li et al. 

(2011) induced hyperglycaemia in the ApoE-/- mice using a high fat 'Western' diet and 

observed an increase of fasting blood glucose of around two-fold compared to 

standard chow-fed mice. However, in the current study, there were no significant 

differences in blood glucose measurements at the same time points between the two 

diets. Furthermore, in contrast to the current investigation, (Li et al., 2011) reported 

that a high fat ‘Western’ diet did not induce weight gain compared to the standard 

chow-fed group, indicating that hyperglycaemia in C57BL/6 ApoE-/- mice is diet-

induced and not linked to increased weight. Whereas the data reported in this thesis 

suggest that hyperglycaemia was not diet-induced or linked to weight gain in this 

mouse model.  

It was hypothesised that mice fed the high fat 'Western' diet would have higher 

blood glucose concentrations compared to age and surgery matched mice receiving 

the standard chow diet. It was also hypothesised that blood glucose levels would 

increase towards the end of the study with weight gain, which is associated with 

increased blood glucose and T2D, particularly abdominal obesity (Kelly and Jones, 

2015). Although consistently hyperglycaemic throughout the experimental period, the 

blood glucose concentration did not increase with increased weight. Conversely, it 

decreased slightly at the end of the experimental period compared to baseline levels in 
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orchidectomised mice fed the standard chow diet. Towards the end of the 

experimental period, the orchidectomised mice stopped gaining and lost weight, 

perhaps causing the slight decrease in blood glucose concentration. Blood glucose 

concentrations often decrease in humans with T2D following weight loss (Haider et al., 

2016). Blood glucose at the end of the experimental period in mice fed the high fat 

'Western' diet was mostly unchanged compared to baseline levels.  

Animal studies have shown that mice with low testosterone have poorer 

glycaemic control than mice with normal testosterone levels (Dimakopoulou et al., 

2019, Fushimi et al., 1989) and that testosterone replacement in mice can improve 

glycaemic control (Yabiku et al., 2018, Pal et al., 2019, Pal and Gupta, 2016). Pal and 

Gupta (2016) suggested that testosterone treatment improves glucose homeostasis 

despite increasing hepatic insulin resistance in male mice with T2D and further 

demonstrated that testosterone supplementation improves insulin responsiveness by 

potentiating insulin signalling in skeletal muscle in T2D male mice (Pal et al., 2019). 

However, there are some methodological flaws with these studies; the animals used 

were wild-type C57BL/6 with diet-induced T2D. Whilst it has been shown that this 

background strain is susceptible to diet-induced T2D (Surwit et al., 1988), the disease 

status was confirmed with a glucose tolerance test in comparison with standard-chow 

fed age-matched mice. However, whilst only at limited time points, the current study 

has shown that there was no difference between the blood glucose concentrations 

between standard diet and high-fat diet-fed mice suggesting that hyperglycaemia is 

not diet-induced in these mice. On the other hand, the animals in the current study did 

not have their glucose tolerance tested, so the difference between diets on glucose 

homeostasis is plausible. Perhaps the most serious methodological flaw in the 

aforementioned studies (Pal and Gupta, 2016, Pal et al., 2019) is that testosterone 

supplementation was given to intact male mice and testosterone levels were not 

measured throughout or at the end of the experimental period. Supplementing intact 

male wild-type mice with testosterone could lead to supraphysiological serum 

concentrations, which in humans has been shown to have negative consequences such 

as causing sudden cardiovascular events including MI (Pirompol et al., 2016). Thus, the 

positive effect the authors report on glucose homeostasis via insulin signalling in 

skeletal muscle could be a consequence of increased skeletal muscle mass associated 
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with supraphysiological testosterone supplementation rather than the effect of 

testosterone treatment on overall glycaemic control as suggested (Bhasin et al., 1996).  

Exogenous testosterone replacement in orchidectomised db/db mice partially 

restored disrupted standard glucose metabolism observed in orchidectomised mice 

and improved insulin resistance. Exacerbation of fatty liver was also alleviated in 

testosterone-treated mice compared to orchidectomised mice (Yabiku et al., 2018). 

However, the effects of testosterone replacement on cardiovascular disease, 

specifically atherosclerosis in this model have not been investigated and would be an 

ideal model for future studies. The db/db mouse model is susceptible to obesity and 

insulin resistance leading to T2D due to leptin deficiency (Alpers and Hudkins, 2011). 

This model displays a more typical T2D profile and have hyperinsulinaemia at ten days 

of age, and significant hyperglycaemia is reported at eight weeks (Susztak et al., 2004). 

The model is also on a C57BL/6 background strain, which is susceptible to 

atherosclerosis when fed a pro-atherogenic diet. To investigate the effects of 

testosterone replacement on glycaemic control, a mouse model of T2D would be a 

superior disease model. 

Mice in the current study were hyperglycaemic and were hypothesised to be 

either insulin resistant or have disrupted insulin secretion. Li et al. (2011) 

demonstrated that ApoE-/- mice fed a pro-atherogenic diet are susceptible to diet-

induced T2D and that this is due to defects in insulin secretion and not insulin 

resistance. Insulin secretion in response to glucose is usually biphasic, consisting of an 

initial transient peak of insulin release, followed by a prolonged second phase. Li et al. 

(2011) reported that the second phase was not observed, causing hyperglycaemia. This 

is supported by the findings of the current study, as serum insulin levels at the end of 

the experimental period were below the expected range indicating a possible 

dysfunction of insulin secretion in ApoE-/- mice (standard range 40-170pmol/L). Studies 

of isolated islet cells have observed that glucose metabolism and insulin release 

defects are associated with impairments in KATP channels and intracellular calcium 

flux in the C57BL/6J background mouse strain (Toye et al., 2005). This aids in the 

explanation as to why mice in the current study had hyperglycaemia and 

hypoinsulinaemia irrespective of diet and body weight. Li et al. (2011) speculated that 

the pro-atherogenic diet-induced inflammation that exacerbated the insulin secretion 
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defect in mice in their study as a high-fat diet has been shown to induce an 

inflammatory state with infiltration of macrophages in local tissues in the db/db mouse 

model on the C57BL/6J background (Seitz et al., 2010). Glycaemic control was not a 

primary or secondary outcome of the current study, and therefore, the study protocol 

did not incorporate experimental procedures to investigate glucose homeostasis. 

Given the conflicting reports on glucose homeostasis and insulin secretion in the ApoE-

/- mouse model, it could have proved useful to investigate glucose homeostasis and 

measure beta cell function on isolated islets cells. Furthermore, histological analysis for 

macrophage infiltration on islets could also still be useful to investigate whether it was 

likely that the mice in the current study had islet inflammation that could enlighten as 

to whether it was likely they had islet β-cell functional failure. This could then 

potentially explain the hyperglycaemia in the current study and whether testosterone 

treatment, an acknowledged anti-inflammatory, has any effect. The effect of 

testosterone on body composition. 

Most patients in the current study were classified as obese as defined by 

baseline BMI, body fat percentage and central adiposity, as defined by waist 

circumference. No significant changes in BMI, percentage body fat and waist 

circumference following six months of TTh were found in the current study. Studies 

have shown that free testosterone levels are low in obese men and negatively 

correlate with the degree of obesity (Kapoor et al., 2005, Zumoff et al., 1990). 

However, the current study found no correlation between total testosterone, free 

testosterone or bioavailable testosterone and percentage fat mass at baseline or 

following TTh.  

Whilst many RCTs of TTh in hypogonadal men report a reduction in percentage 

fat mass, BMI and waist circumference, as well as an increase in lean body mass, 

independent of testosterone formulation used, this is normally only observed in 

longer-term studies (≥12 months) (Francomano et al., 2014a, Hackett et al., 2014b, 

Hackett et al., 2014a, Saad et al., 2013, Saad et al., 2007). Longer-term studies of up to 

60 months of TTh in hypogonadal men with T2D have shown a more positive effect on 

body composition with BMI, waist circumference and fat mass reduction and lean 

mass increase. Saad et al. (2013) reported a consistent reduction in BMI, body weight 

and waist circumference following TTh in hypogonadal men. These parameters were 
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statistically significant versus baseline and versus the previous year over a follow-up 

period of five years, indicating improvements were progressive over the full study 

period. 

Shorter-term studies of a similar length to the current study often report no 

significant changes in body composition (Jones et al., 2011, Kelly and Jones, 2015). 

Jones et al. (2011) observed no significant changes in the BMI, body fat percentage or 

waist circumference in hypogonadal males with T2D following six months of TTh but 

observed an improvement in fat mass and waist circumference after 12 months. 

Similarly, Heufelder et al. (2009) reported a reduction in waist circumference following 

12 months of TTh but observed no changes in BMI and fat mass. However, Kapoor et 

al. (2007a) did observe a reduction in waist circumference and percentage body fat 

following only three months TTh in hypogonadal men with T2D but observed no 

changes in BMI. Differences in the results between the studies are unclear; however, 

the study by Kapoor et al. (2007a) had a much smaller population and broader age 

range as well as a different treatment course. The majority of other studies 

investigating TTh (six weeks – 70 months) in hypogonadal men also found a reduction 

in waist circumference, which correlates positively with visceral adiposity (Kelly and 

Jones, 2015). Although some studies have seen positive results in body composition 

following 3 -12 months of TTh, this may not be of sufficient length to detect significant 

changes of TTh as an add on therapy without lifestyle alterations of diet and exercise. 

Haider et al. (2016) observed a gradual, progressive, and sustained weight loss and 

reduction in waist circumference over the course of eight years of TTh, however, this 

was an observational registry study that did not have a control group to compare non-

treatment. While all these studies report on body composition, they were not 

specifically designed to obtain evidence for evaluating the effect of TTh on body 

composition in hypogonadal men, at least as a primary endpoint. Therefore, 

information derived from randomised controlled trials designed for other purposes are 

fragmentary and often contradictory.  The health benefits of TTh are time dependent 

and RWE studies provide valuable data about the true clinical significance of TTh, 

which cannot be derived from RCTs due to their short-term nature. The longest 

duration TTh RCTs are 3 years whereas there is RWE that provides evidence of the 

beneficial effects of TTh over the course of 12 years. 
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Many studies use BMI, body weight and waist circumference as predictors of 

obesity and related health risk. However, these parameters alone do not fully 

characterise obesity, and each has different predictive strength for associated chronic 

disease (Misra et al., 2006, Eknoyan, 2008). Human body mass includes muscle mass 

and body water that can vary between populations; therefore, BMI and body weight 

does not accurately represent a measure of obesity. Waist circumference is commonly 

used as a proxy measure of abdominal fat that is often considered to correlate more 

with pathological consequences of obesity (Haslam and James, 2005) and is a strong 

predictor of CHD, T2D, metabolic syndrome, hypertension and dyslipidaemia (Lean et 

al., 1995, Ross et al., 2000, Janssen et al., 2004, Vazquez et al., 2007). The 

development of equipment to more accurately measure body composition is now 

more freely available. The current study utilised dual-energy X-ray absorptiometry 

(DEXA) for whole body composition and the Tanita body fat analyser to more 

accurately define individual phenotype according to body adipose tissue. However, 

despite the limitations of BMI and waist circumference, many studies still use these 

anthropometric measures as estimates of obesity, due to the more time consuming 

and expensive nature of the newer methods (Krachler et al., 2013, Heymsfield et al., 

2009, Flegal et al., 2008). 

In the present study, sham-operated ApoE-/- mice were significantly and 

consistently heavier than orchidectomised mice fed a standard chow diet throughout 

the experimental period. This finding is surprising as low levels of endogenous 

testosterone have been linked to weight gain and obesity in men (Kelly and Jones, 

2015). Towards the end of the experimental period, there were no significant 

differences between the two groups. Testosterone promotes myocyte and inhibits 

adipocyte development from pluripotent stem cells, thus increasing muscle mass, 

whereas testosterone deficiency enhances greater fat mass (Singh et al., 2003). It may 

be proposed that the increased weight in sham-operated mice compared to 

orchidectomised mice could be due to increased muscle mass for which testosterone 

plays a pivotal role. Body fat and muscle was not measured in the present study but 

would be useful additional parameters to measure in future studies. Clinical trials have 

observed that TTh in hypogonadal men can cause a decrease in fat mass and an 

increase in lean body mass (Kelly and Jones, 2015). 
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In the current study, mice fed a high fat 'Western' diet receiving TTh gained 

significantly more weight for the first five weeks of the experimental period compared 

to placebo-treated sham-operated and orchidectomised mice, although they were not 

significantly heavier. Food intake and energy expenditure was not monitored in the 

present study but could be a useful additional parameter to monitor within future 

studies to evaluate dietary and exercise habits in relation to weight. This additional 

parameter, as well as metabolic cages, would be useful additional parameters for 

future investigations to investigate the effects of testosterone on not only body 

composition parameters but also measures of glucose metabolism, that could have an 

impact on atherosclerosis development.  

5.5.2 The effect of testosterone on serum lipids  

The cohort of hypogonadal men with T2D in the current study had total 

cholesterol that was within the healthy range, although LDL-cholesterol and 

triglycerides were above the healthy range and HDL-cholesterol below, which is 

indicative of atherogenic lipid profile (Haidar et al., 2007, Wu and von Eckardstein, 

2003). Studies have suggested that testosterone deficiency is associated with 

increased total cholesterol and LDL-cholesterol (Barrett-Connor, 1992, Barrett-Connor 

and Khaw, 1988, Haffner et al., 1993, Simon et al., 1997, Barud et al., 2002), as well as 

decreased HDL-cholesterol (Simon et al., 1997, Stanworth et al., 2011, Van Pottelbergh 

et al., 2003). However, a few cross-sectional studies have found no association 

between serum lipid measurements and endogenous testosterone (Kiel et al., 1989, 

Denti et al., 2000).  

Studies have reported reductions in total cholesterol, triglycerides and LDL-

cholesterol levels and increased HDL-cholesterol levels following TTh (Zitzmann et al., 

2005, Heufelder et al., 2009, Saad et al., 2007, Saad et al., 2008, Tenover, 1992, 

Zgliczynski et al., 1996, Tripathy et al., 1998, Howell et al., 2001, Ly et al., 2001, Malkin 

et al., 2004a, Malkin et al., 2004b, Kapoor et al., 2006, Jones et al., 2011, Cornoldi et 

al., 2010, Hackett et al., 2014a, Mathur et al., 2009). Although some studies report 

increased HDL-cholesterol following TTh, the majority report contraindicatory results 

with no difference (Zgliczynski et al., 1996, Uyanik et al., 1997, Boyanov et al., 2003, 

Malkin et al., 2004a, Kalinchenko et al., 2010, Kapoor et al., 2006, Kenny et al., 2002, 
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Basaria et al., 2015), or a decrease (Jones et al., 2011, Thompson et al., 1989). 

Differences in the results between the studies are unclear; it has been proposed that 

testosterone stimulation of reverse cholesterol transport may lead to increased 

consumption of HDL-C rather than testosterone having a negative effect on HDL-C (Wu 

and von Eckardstein, 2003). 

The current study showed no significant differences in the lipid profiles of the 

TTh group compared to the placebo group following three and six months of 

treatment. A large proportion of men in both groups (78% of the placebo-treated 

group and 90% of the TTh group) were prescribed statins to control LDL-cholesterol 

and, therefore, TTh as an add on therapy may not have any influence of reducing LDL-

cholesterol. Studies suggest that TTh reduces lipoprotein a, an LDL-like particle that 

possesses atherogenic and thrombotic properties and is an independent risk factor for 

atherosclerosis (Jones et al., 2011, Zmunda et al., 1996, Marcovina et al., 1996, Ozata 

et al., 1996). However, lipoprotein a was not measured in the current study.  

Most data from studies investigating TTh in hypogonadal men show some 

improvements in lipid and lipoprotein profiles and meta-analysis of clinical trials in 

hypogonadal men report that significant reductions in total cholesterol and LDL-

cholesterol are associated with intramuscular TTh (Isidori et al., 2005, Jones and Saad, 

2009, Jones and Kelly, 2018, Whitsel et al., 2001). The discrepancies in many of these 

studies are attributed to differences in patient age, disease status, testosterone 

preparation and route of administration, dose and duration of treatment as well as 

many studies not considering the various changes in different lipoprotein sub-fractions 

(Jones and Kelly, 2018).  

Studies have reported that low endogenous serum testosterone is associated 

with increased serum levels of total cholesterol and LDL-cholesterol in mice (Hatch et 

al., 2012, Senmaru et al., 2013, Kelly et al., 2012) and that ApoE-/- mice demonstrate a 

pro-atherogenic serum lipid profile which is exasperated on a high-fat diet (Plump et 

al., 1992).  

ApoE-/- mice fed a standard chow diet had elevated serum lipid profiles 

compared to wild-type mice (comparative data not shown) although there were no 
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significant differences in total cholesterol, triglycerides and LDL-cholesterol between 

the sham-operated and orchidectomised. This contrasts with other studies that have 

shown this difference; however, these studies were not performed using ApoE-/- mice 

(Kelly et al., 2012). There was, however, a significant decrease in HDL-cholesterol in 

the orchidectomised mice compared to the sham-operated mice. This concurs with 

studies that have reported that low endogenous testosterone is associated with 

decreased HDL-cholesterol in humans (Jones, 2010b). 

Sham-operated and orchidectomised mice displayed elevated total cholesterol 

and LDL-cholesterol after a high fat 'Western' diet compared to the standard chow 

diet, and there were no significant differences in the lipid parameters between the two 

groups. Testosterone treatment in orchidectomised mice had no further modulatory 

effects on any of the lipid sub-fractions measured. The lack of effect on LDL-cholesterol 

and triglyceride fractions agrees with the study by Nettleship et al. (2007a). Nettleship 

et al. (2007a) reported that physiological testosterone treatment did not reduce non-

HDL-cholesterol in the Tfm mouse; however, they did report an improvement in the 

serum concentrations of HDL-cholesterol in testosterone-treated Tfm mice compared 

to placebo-treated controls. The current study did not show any effect of testosterone 

treatment on the serum concentrations of HDL-cholesterol.  

Although serum LDL-cholesterol levels are an important biomarker of CVD, 

subclasses of LDL-cholesterol may provide greater insight into cardiovascular risk. LDL-

cholesterols are heterogeneous particles that consist of several subclasses that differ 

in size, density, physicochemical composition, metabolic and oxidative behaviour 

(Griffin et al., 1990). Small dense LDL-cholesterol (sdLDL) is a distinct LDL-cholesterol 

subclass, which is associated with raised TG and decreased HDL-cholesterol levels in 

obese and T2D patients (Rizzo et al., 2009, Sniderman et al., 2018, Tsai et al., 2018, 

Dekker et al., 2005). sdLDL has a distinct metabolic role in atherosclerosis and is 

common in the serum of patients with atherosclerosis and is susceptible to oxidation, 

decreased receptor-mediated uptake and increased endothelial infiltration thus 

increasing their atherogenicity (Orekhov et al., 1991, Steinberg et al., 1989).  

It is conceivable that testosterone treatment in the current study may reduce 

the atherogenicity of the lipids by altering the subclass, whilst not affecting the overall 
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concentration of serum LDL-cholesterol and total cholesterol. This is supported by 

testosterone treatment reducing plaque area and lipid deposition in the aortic root of 

orchidectomised ApoE-/- mice compared to orchidectomised mice receiving placebo, 

observed in the present study (Chapter 3). Furthermore, elevated sdLDL 

concentrations are associated with the presence of MetS and its components in men 

(Fan et al., 2019), conditions that often co-exist with low testosterone levels and 

hypogonadism, further highlighting the possible benefit of testosterone on lipoprotein 

subclass.  

5.5.3 The effect of high glucose on a human monocytic cell line 

Although chronic inflammation in individuals with obesity and T2D occurs 

principally at metabolic sites such as liver, muscle and adipose tissue (Hotamisligil, 

2003), mononuclear cells in a pro-inflammatory state have been found in obese and in 

severe hyperglycaemic T2D patients (Ghanim et al., 2004, Cipolletta et al., 2005).  

Giulietti et al. (2007) reported that monocytes present in the peripheral blood 

of patients with T2D have a pro-inflammatory profile defined by elevated expression of 

pro-inflammatory cytokines and adhesion molecules compared to controls and 

patients with T1D. This pro-inflammatory profile confirms previous studies where 

patients with T2D presented higher plasma levels of pro-inflammatory cytokines 

(Spranger et al., 2003, Moriwaki et al., 2003, Pickup et al., 1997, Zozuliñska et al., 

1999) and adhesion molecules (Ceriello et al., 1996, Kado and Nagata, 1999). The pro-

inflammatory status of circulating monocytes in patients with T2D could be a crucial 

factor of atherosclerotic plaque development when monocytes are recruited to the 

endothelial lesion.  

The initial aim of the in vitro study performed here was to establish an 

inducible pro-inflammatory cell culture environment using high glucose as a model of 

diabetic human monocytes, whereby expression of pro- and anti-inflammatory targets 

could be reliably measured. However, the present study was unsuccessful in 

establishing a cell culture model of pro-inflammatory monocytes induced by high 

glucose. This study found that 15mmol/L did not induce an increase in IL-1β, IL-6 and 

TNFα and ICAM-1 mRNA expression after 48 hours. This is in contrast to previous 
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research which has demonstrated that glucose at this concentration does significantly 

increase mRNA expression of IL-1β after 48 hours in THP-1 cells (Dasu et al., 2007). In 

fact, TNFα mRNA expression was significantly reduced after 12, 48 and 72 hours and 

ICAM-1 were reduced after 48 and 72 hours, although this was not significant. This 

study also found that even 25mmol/L glucose did not induce increased mRNA 

expression of IL-1β, IL-6 and TNFα and ICAM-1 compared to 5.5mmol/L glucose after 

48 hours. Again, this is in contrast to Dasu et al. (2007) findings, where 25mmol/L 

glucose did significantly increase mRNA expression of IL-1β. This change was 

determined to be glucose specific as the mannitol osmolality control had no effect on 

IL-1β mRNA expression.  

Although widely accepted as a model of human monocytes, it is important to 

highlight the limitations of the THP-1 cell line as a model for primary monocytes. THP-1 

cells are an immortalised cancerous cell line and have been shown to not respond to 

stimuli in the same way as their physiological counterparts, i.e., human peripheral 

blood monocytes, which they are thought to represent (Bosshart and Heinzelmann, 

2016). Cancer cells lines have altered metabolism, and THP-1 cells are more 

metabolically active than primary cells and require high glucose culture medium as 

standard (11mmol/L). Supplementing them with excess glucose may only stimulate the 

cells further and reducing glucose concentrations to those seen in humans 

(5.5mmol/L) may induce starvation effects (Ma et al., 2019).  

The initial aim of this in vitro study was to establish a model of diabetic human 

monocytes to investigate the effects of testosterone on the inflammatory profile in 

vitro. However, the THP-1 model was deemed inappropriate for this investigation, and 

future studies should use primary human peripheral blood monocytes obtained from 

healthy volunteers to determine whether using primary cells are more appropriate.  

5.6 Conclusions  

The present clinical study has supported previous findings that TTh does not 

improve HbA1c, body composition or dyslipidaemia in the short-term. The majority of 

clinical studies have reported improvements in these parameters with long-term TTh. 

Randomised placebo-controlled clinical trials are the gold standard for assessing the 
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efficacy and safety of a given therapy, however, a long-term study of TTh (>eight 

years), ethical issues of not treating hypogonadal men who presented at the clinic 

would be raised. Therefore, research must utilise all available data irrespective of the 

nature of the study and primary endpoints to extract all relevant information on TTh to 

advance our knowledge of the benefits and risks of TTh while recognising 

methodological limitations. Furthermore, we did not observe any improvements in 

blood glucose, weight, and dyslipidaemia in the ApoE-/- mice receiving testosterone 

treatment compared to control mice. To gain a better understanding of the effect of 

testosterone treatment in these mice, body composition analysis would be useful to 

determine ratios of fat and muscle mass as anecdotally we did observe larger fat 

deposits viscerally, subcutaneously and hepatically in low testosterone animals. 

Similarly, more sophisticated glucose and insulin homeostasis tests would be greatly 

beneficial.  

TTh has been shown to have beneficial effects on measures of obesity that are 

partially explained by both direct metabolic actions on adipose and muscle. The degree 

of these beneficial effects may be dependent on the treatment modality with longer-

term administration often achieving greater improvements. Therefore, the relatively 

short-term nature of both the clinical and animal studies made preclude the detection 

of significant improvements in the parameters investigated, and long-term analysis is 

advocated. 
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6. General Discussion   
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6.1 General discussion 

The main aim of this study was to investigate the potential anti-inflammatory 

actions of testosterone in atherosclerosis as a mechanism to explain the benefit of TTh 

on CVD shown clinically in men with low testosterone. The study design was three-

pronged and used both in vitro and in vivo approaches. An in vivo mouse model of 

atherogenesis was used to investigate the effects of testosterone on atheroma 

composition, complexity, stability, and localised plaque inflammation. More 

specifically, this model was used to determine whether the known beneficial effects of 

testosterone on lesion formation in mice fed a pro-atherogenic diet were, at least in 

part, due to anti-inflammatory actions within the plaque. Secondly, a double-blinded 

randomised placebo-controlled trial of TTh in patients with poorly controlled type 2 

diabetes and hypogonadism with the primarily outcome of glycaemic control (HbA1c) 

was used to investigate atherosclerosis risk factors including systemic and isolated 

monocyte/macrophage inflammation as key players in the atherosclerotic process. 

Complimenting these investigations, in vitro cell culture models of macrophage 

inflammation were utilised, to specifically determine the effect of testosterone on key 

molecular regulators and factors produced by these prominent cells in the athero-

inflammatory process. 

Low serum levels of testosterone in elderly men are associated with aortic and 

carotid atherosclerosis (Hak et al., 2002, van den Beld et al., 2003). Testosterone levels 

have been shown in clinical studies to be inversely associated with the degree of 

atherosclerosis in the carotid artery (Demirbag et al., 2005, Fukui et al., 2003, Muller et 

al., 2004, Svartberg et al., 2006). Physiological testosterone levels in the higher quartile 

of the range are associated with an improved CIMT and lower occurrence of carotid 

lesions (Chan et al., 2015). Furthermore, TTh has been reported to improve CIMT and 

lesion composition. However, these studies do not confer mechanisms by which 

testosterone improves markers of atherosclerosis. Animal studies have become 

invaluable in atherosclerosis research in investigating the effects of testosterone on 

lesion composition and stability may add mechanistic detail and clinical relevance to 

TTh in men. Testosterone treatment in animal models has shown cardio-protective 

effects by reducing aortic lipid accumulation and reduced atheroma formation as well 

as anti-inflammatory properties (Bruck et al., 1997, Alexandersen et al., 1999, 
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Nettleship et al., 2007a, Kelly et al., 2012, Larsen et al., 1993, Qiu et al., 2010, 

Bourghardt et al., 2010). These animal studies show beneficial effects of testosterone 

supplementation on atherogenesis in male animals (Nettleship et al., 2007a, Nathan et 

al., 2001, Bruck et al., 1997, Alexandersen et al., 1999). 

The findings reported in this thesis further support the hypothesis that 

testosterone modulates lipid accumulation within the aortic root. As there was no 

effect of testosterone on circulating lipids, that this may be mediated locally with 

testosterone protecting against the detrimental effects of pro-atherogenic lipids on 

lesion-associated immune cells. Indeed, the present study shows for the first time, that 

aortic root lesion monocyte/macrophage infiltration was reduced in testosterone-

treated ApoE-/- mice. Lesion macrophages ingest lipoproteins that accumulate giving 

rise to foam cells. Accumulation of foam cells contributes to lipid storage lesion 

progression. Therefore, testosterone may protect again atherosclerosis by reducing 

monocyte/macrophage infiltration, thus reducing lesion lipid accumulation. However, 

macrophage numbers within the lesion can result from infiltration or proliferation. 

Therefore, without measurement of circulating leukocyte populations by flow 

cytometry, or markers of proliferation then it is not possible to delineate the two for 

certain and changes in infiltration from testosterone treatment should not be 

assumed. Furthermore, lesion macrophages have a decreased ability to migrate, which 

leads to failure of inflammation resolution and to further progression of the lesion into 

a complicated and vulnerable atherosclerotic lesion that may be prone to rupture 

causing a MACE.  

In vitro, testosterone treatment has been shown to reduce foam cell formation 

and enhance reverse cholesterol transport, often considered a protective mechanism 

in early atherogenesis, in cultured monocyte-derived macrophages (Langer et al., 

2002, Qiu et al., 2010, Kilby and Jones, 2013). However, the data presented in this 

thesis did not observe a testosterone effect on fatty acid uptake in monocyte-derived 

macrophages in vitro. Testosterone may modulate lipid accumulation within the 

developing atheroma by enhancing reverse cholesterol transport in macrophages. 

Vulnerable lesions that may result in rupture and MACE are characterised by an 

enhanced content of macrophages, lipids and MMPs. Reduced collagen, smooth 
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muscle cell content and fibrous cap thickness are also characteristics of an unstable 

lesion. Whilst the findings of this thesis demonstrate that physiologic concentrations of 

testosterone impede lipid and macrophage content within the lesion, it had no effect 

on lesion stability as collagen and smooth muscle content were unaffected, nor did 

treatment enhance fibrous cap thickness. Furthermore, MMP expression within the 

lesion was not affected by testosterone treatment, with the exception of MMP13 gene 

expression, although this did not translate to protein expression. This suggests that 

that testosterone may not affect lesion stability by modulating collagen, smooth 

muscle or MMP content in ApoE-/- mice but rather reduce local lipid content and 

immune cell infiltration in the developing atheroma. Analysis of plaque components in 

humans found that TTh significantly increased the fibrous plaque volume compared to 

placebo indicating a stable lesion. Post-mortem studies have revealed that 

atherosclerotic lesions associated with coronary thrombosis, sudden death, and 

rupture typically have less fibrous tissue (Davies et al., 1993b, Davies and Thomas, 

1984, Burke et al., 1997, Cheruvu et al., 2007). Lesion and necrotic core size were also 

unaffected by testosterone treatment in the present study which is in contrast to 

Bourghardt et al. (2010) who did report significant improvements in lesion area and 

necrotic core area following testosterone treatment in ApoE-/- mice. The current study 

was powered to assess significant changes in aortic root lipid deposition. It is plausible 

that increased numbers in these parameters would reveal significant differences 

between the groups. 

The reduction in monocyte/macrophage lesion infiltration could be in part due 

to the reduction in adhesion molecule expression, particularly ICAM-1. Circulating 

levels of ICAM-1 have been shown to be associated with the severity of atherosclerosis 

in ApoE-/- mice, and also that inhibition of ICAM-1 may delay the progression of 

atherosclerosis (Nakashima et al., 1998, Kitagawa et al., 2002). Whilst not significant, 

the present study suggests for the first time that circulating levels and local expression 

within the atheromatous lesion of ICAM-1 were positively modulated by testosterone 

in ApoE-/- mice. Increased levels of circulating ICAM-1 are implicated in lesion 

progression and its modulation by testosterone both systemic and locally may be a 

factor contributing to reduced monocyte/macrophage infiltration and therefore lipid 

content in the atheromatous lesion. Moreover, ICAM-1 and adhesion molecules were 
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not modulated by testosterone in monocytes isolated from hypogonadal men with 

T2D, cultured monocytes or monocyte-derived macrophages. This suggests that the 

beneficial effects of testosterone may not be seen in isolated circulating cells ex vivo or 

cultured cells in vitro. However, the novel molecular analysis performed in this thesis 

of isolated lesion-specific cells and endothelial cells from the aortic roots showed no 

significant changes in cytokine, chemokine or adhesion molecule gene expression 

following testosterone treatment.  

Low serum testosterone levels are associated with several cardiovascular risk 

factors such as visceral obesity, hyperglycaemia, insulin resistance, dyslipidaemia and 

hypertension (Jones, 2010b). Although the relationship between testosterone and CVD 

has shown conflicting results, the majority of studies investigating TTh in patients with 

CVD risk factors suggest that testosterone is beneficial. These studies suggest that TTh 

may positively influence several of the risk factors that shape the pathophysiology of 

atherosclerosis (Malkin et al., 2004b, Pugh et al., 2004, Jones et al., 2011, Malkin et al., 

2006, Zitzmann, 2008, Webb et al., 1999, English et al., 2000b). It is well established 

that low testosterone levels are associated with risk factors of atherosclerosis 

including dyslipidaemia, abdominal obesity and insulin resistance, with insulin 

resistance the key central biochemical defect in development of T2D and 

atherosclerosis (Jones, 2010a). It is plausible that testosterone may have positive 

effects on atherosclerosis by improving risk factors of atherosclerosis. However, both 

previous animal and clinical studies have reported mixed results of the effects of 

testosterone on circulating lipids, body composition and glycaemic control. The 

present six-month clinical study found that TTh had no effect on body composition 

(BMI, WC and fat mass), and this pattern was also observed in ApoE-/- mice receiving 

testosterone treatment. However, body composition as such was not measured in the 

animal study, and this pattern is based purely on weight and weight gain, not the 

percentage of body fat and lean muscle. This is supported by previous data from 

hypogonadal men with and without T2D where no change was observed in body 

composition following short-term TTh (Bokhamada, 2014, Jones et al., 2011, Lee et al., 

2005). Longer-term studies of TTh, however, have reported positive effects of TTh on 

serum lipids, body composition and glycaemic control of up to 12 years. The key 

difference in these studies is the duration of treatment and follow-up. Observational 
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studies have the capability of following men on TTh for a more extended period 

compared to RCTs which tend to be considerably shorter (<two years) (Haider et al., 

2016, Saad et al., 2013, Saad et al., 2016, Pietri et al., 2015, Nedogoda et al., 2015, 

Francomano et al., 2014b, Aversa et al., 2012). Observational studies may be more 

appropriate for assessing the effectiveness of long term TTh than an RCT, as ethical 

issues of not treating hypogonadal men be raised.  TTh has been shown to reduce body 

fat mass and increase lean mass in men treated for hypogonadism significantly and 

progressively over a treatment period of at least two years (Haider et al., 2016, Saad et 

al., 2013, Saad et al., 2016, Traish et al., 2014, Traish et al., 2017). In the present study, 

six months of TTh was determined to be of insufficient treatment length to observe 

consequential metabolic improvements. 

TTh has been shown to improve insulin resistance in hypogonadal men with 

and without T2D (Kapoor et al., 2007a, Kapoor et al., 2006, Jones et al., 2011, 

Heufelder et al., 2009, Dhindsa et al., 2016). Additionally, glycaemic control (HbA1c and 

fasting glucose) in hypogonadal men with T2D improves significantly with TTh (Kapoor 

et al., 2007a, Kapoor et al., 2006, Jones et al., 2011, Heufelder et al., 2009). The 

present study was powered to assess changes in HbA1c as its primary endpoint in 

hypogonadal men with poorly controlled T2D, however, no changes were observed, 

and glycaemic control was not improved with TTh. Similarly, blood glucose and insulin 

levels were not improved following testosterone treatment in the animal study. Again, 

in humans, this is likely a result of the short treatment duration. Improvements in 

glycaemic control in previous studies is often associated with improvements of other 

cardiovascular risk factors such as weight loss and insulin resistance and is progressive 

and continuous over several years. Studies that have observed this are observational 

studies that do not have a control group but have been able to follow men over time 

up to 12 years (Haider et al., 2016, Saad et al., 2016, Traish et al., 2014, Traish et al., 

2017). Although no changes were observed in the present study, these are clearly 

important findings as long-term TTh has been shown to be beneficial. The present 

study suggests that six months is not a long enough therapeutic window to observe 

improvements in HbA1c and indeed glycaemic control in hypogonadal men with poorly 

controlled T2D. Indeed, a recent prospective observational clinical study (first year 

double-blind, randomised, placebo-controlled trial; second-year open-label follow-up) 
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observed improvements in glycaemic control, body composition and serum lipids in 

hypogonadal obese men with T2D following two years TTh (Groti Antonič et al., 2020). 

The authors concluded that TTh for at least two years is needed to achieve significant 

improvements in body composition, glycaemic control and serum lipids and at least in 

part explains why a lack of change was observed in the current study and the benefit 

of TTh in the current study may be observed with continuous treatment and follow up. 

Studies have shown that improvement in metabolic parameters is associated with 

reduced cardiovascular events and surrogate markers of atherosclerosis (Haider et al., 

2016, Heufelder et al., 2009, Kalinchenko et al., 2010, Saad et al., 2016, Traish et al., 

2017, Yassin et al., 2016). 

Together, the data presented in this thesis have contributed novel findings and 

increased knowledge in the field of the effects TTh of atherosclerosis and 

cardiovascular risk factors. Results have highlighted that testosterone treatment in 

mice reduces monocyte/macrophage infiltration into the vessel wall, thus reducing 

lipid deposition. This may be due to the reduction in systemic and localised expression 

of ICAM-1, which is associated with the progression and extent of atherosclerosis. 

Novel analysis of lesion-specific tissue and the endothelial layer did not reveal any 

significant differences between treatment groups, nor did analysis of lesion stability. 

This could be due to insufficient numbers and further analysis may highlight the 

possible benefits of testosterone treatment on lesion stability. However, it must be 

noted that the process of atherosclerosis in ApoE-/- is genetically altered to be sped up 

on a pro-atherogenic diet, therefore the process differs significantly than that in 

humans that develops over decades. The morphology of atherosclerotic lesions 

observed in mice is different from that of humans, most notably in that the thick 

fibrous cap is absent (Rosenfeld et al., 2008). The predilection sites for atherosclerosis 

development in mouse models are the aortic sinus and innominate artery, whereas the 

coronary arteries are commonly affected in humans. Unstable lesions are also rarely 

observed in mouse models, and it is therefore difficult to examine lesion rupture and 

thrombosis, which is the direct cause of acute ischemic events responsible for 

cardiovascular deaths, using these systems (Williams et al., 2002, Johnson et al., 2005, 

Zhou et al., 2001). 
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Furthermore, the clinical study revealed that monocyte expression of TNFα was 

significantly reduced over time in monocytes from patients treated with testosterone 

and significantly reduced compared to placebo-treated patient monocytes after six 

months. However, other targets were not significantly altered over time or between 

treatment groups. These findings importantly indicate for the first time that 

testosterone influences monocyte inflammatory activation in men with T2D by altering 

expression a potent pro-inflammatory cytokine TNFα, as a potential mechanism to 

protect against atherosclerotic plaque development in hypogonadism. Additionally, 

this PhD project has raised new avenues of research for future study, which have the 

potential to unravel the role of testosterone treatment in the fundamental cellular 

processes of atherosclerosis.   

6.2 Future directions 

Conflicting reports regarding testosterone as anti-inflammatory still remain, 

although accumulating evidence strongly supports a role for testosterone as a 

cardioprotective hormone in men and warrants further scientific and clinical research. 

It is important that future research focuses on defining the physiological, biochemical 

and molecular mechanisms underlying the atheroprotective role of testosterone.  

6.2.1 Clinical studies 

The present study would benefit from having the serum cytokines, chemokines 

and adhesion molecules, as well as CIMT, analysed to see if there is a correlation 

between these parameters and testosterone levels as suggested in the literature. 

These analyses were originally designed into the study before COVID-19 restrictions 

prevented them being undertaken. It is unlikely however, given the treatment 

duration, that TTh would have affected these parameters as the literature indicates 

that longer treatment duration is required to fully elucidate the clinical benefits of TTh. 

The extent of atherosclerotic disease has been shown to correlates with systemic 

inflammation and it would be interesting to investigate whether this is the case for 

patients included in this study and if this correlates with testosterone levels. TTh has 

shown cardioprotective effects in RCTs that have had a more extended follow-up 

period than six months. A longer study duration powered to assess changes in 
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measures of atherosclerosis and risk factors is required. MRI would allow for the 

characterisation of plaque composition, i.e., the discrimination of lipid core, fibrosis, 

calcification, and intraplaque haemorrhage deposits. Furthermore, advancing MRI 

techniques capable of imaging biological processes, including inflammation, 

neovascularisation, and mechanical forces, that may aid in advancing the 

understanding of the disease and allowing accurate non-invasive assessment of 

atherosclerosis. Thus, MRI opens new strategies ranging from the screening of high-

risk patients for early detection and treatment as well as monitoring of the target 

lesions for pharmacological intervention. Identification of subclinical atherosclerosis 

and early treatment initiation has the potential to surpass conventional risk factor 

assessment and management in terms of the overall impact on cardiovascular 

morbidity and mortality.  

6.2.2 Animal Studies 

The current study was powered to assess significant changes in aortic root lipid 

deposition, and therefore the data collected in this thesis could be used to calculate 

numbers required to assess significant differences between groups in localised 

inflammation and parameters of atherosclerosis such as lesion stability that did not 

reveal significant differences. Tissue staining for markers of apoptosis in the necrotic 

core to determine if this is apoptosis or cell necrosis would give a clearer indication of 

what cellular process are occurring in the lesion and how this may contribute to lesion 

vulnerability or plaque progression/regression. There are still however, fundamental 

flaws with using animal models to investigate treatments for human atherosclerosis. 

Whilst studies in mouse models particularly have without doubt contributed 

significantly to our understanding of the mechanisms of atherogenesis, the extent to 

which the mouse serves as an accurate model of the human disease remains open to 

discussion. Mouse models are not typically prone to lesion rupture and do not 

demonstrate the unstable atherosclerotic lesion with overlying thrombosis, that is 

associated with clinically significant acute cardiovascular episodes. Murine lesions also 

do not characteristically develop the thick fibrous cap observed in human 

atherosclerosis from the chronic progression over decades, compared to accelerated 

development from genetic manipulation and pro atherogenic diets in mouse models. 

Locations of lesion development also differ between species. Unlike humans, mice 
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rarely develop atherosclerosis in the coronary arteries, but instead develop 

atherosclerosis in the aortic root. The much more rapid heart rate of the mouse and 

hence disturbed blood flow likely accounts for the atherosclerosis development at this 

site. With this in mind, when investigating the effect of testosterone one 

atherosclerosis the features that humans and mice share such as leukocyte infiltration 

and macrophage behaviour within the lesion may still give insight into how this 

therapy may benefit human atherosclerosis. Macrophage numbers within the lesion 

can result from infiltration or proliferation, and measurements of proliferation markers 

such as Ki67 would reveal whether the lesion macrophages are the result of infiltrated 

leukocytes or are actively proliferating within the lesion. For future murine studies, 

flow cytometric investigation of circulating leukocyte numbers would also aid in 

discriminating between proliferating and infiltrating macrophages within the 

atherosclerotic lesions.  

6.2.3 In vitro studies  

The in vitro cell culture studies in this thesis were designed to simulate the 

macrophage inflammation that would be associated with atherosclerosis via cytokine 

stimulation of cells, with the subsequent investigation of the potential influences of 

testosterone on this. The effect of testosterone on monocytes and macrophages lesion 

infiltration and inflammation may be clearer if the cells are co-cultured in conditions 

more representative of the in vivo environment such as in a collagen matrix with 

relevant cell types. Indeed, this thesis does report a role for testosterone in the 

reduction of aortic root lipid deposition and monocyte/macrophage infiltration in vivo. 

Thus, the in vitro actions of testosterone on macrophage lipid handling are of interest. 

Studying the effects of native LDL and oxLDL on inflammation in primary macrophage 

cells, and the potential protective effects of testosterone would offer a more 

representative model of atherogenesis. Inducing conditions in vivo, including the 

formation of foam cells and secretion of pro-inflammatory cytokines, may highlight a 

link between the beneficial effects of testosterone on lipids and inflammation within 

the local aortic environment preceding, during and late stages of the pathogenesis of 

atherosclerosis. Furthermore, co-culture studies in a collagen matrix could investigate 

in detail the effect on vulnerability measured by MMP expression and matrix and 

collagen degradation/synthesis. However, possibly the most critical factor for future in 
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vitro studies is the origin of the cells utilised. The usefulness of the cancerous THP-1 

cell line for investigating macrophage mechanisms remains open to discussion. THP-1 

cells have altered mechanisms giving them characteristics not consistent with primary 

monocytes and macrophages and therefore could hide any important findings that 

would be revealed using primary cells. Future work would aim to build and expand on 

the work presented in this thesis therefore improving the validity of the findings and 

therefore should utilise primary monocytes, and macrophages or differentiated 

hematopoietic stem cells to investigate the effects of testosterone on atherosclerotic 

mechanisms.  

6.3 Conclusion 

Although complicated by many conflicting reports, the majority of the evidence 

investigating hormone intervention in men with hypogonadism suggests that long-

term TTh may be beneficial on cardiovascular outcomes, exerting positive effects on 

several of the contributory factors that shape the pathophysiology of atherosclerosis. 

This thesis has investigated potential cardiovascular benefits of testosterone with a 

focus on anti-inflammatory mechanisms within the atherosclerotic plaque. Evidence 

presented in this thesis demonstrates that physiological testosterone treatment in 

ApoE-/- mice reduces lipid deposition and monocyte/macrophage infiltration into the 

vessel wall and that this may be, in part, due to anti-inflammatory actions on key 

mediators of atherosclerosis; TNFα and ICAM-1 both locally and systemically. Whilst no 

significant changes in lesion stability were observed, there are some indications that 

testosterone may reduce lesion smooth muscle content but increase fibrous cap 

thickness that indicates that testosterone may improve the overall vulnerability of the 

lesion and reduce MACE events in men. There were no significant findings from the 

clinical trial; however, it has confirmed, along with other recent trials, that a longer 

treatment period and follow-up may be required to observe beneficial effects of 

testosterone on cardiovascular risk factors particularly in men with long standing 

comorbidities such as T2D and obesity. Due to the complexity of the pathogenesis of 

atherosclerosis involving multiple cells and intrinsic and extrinsic factors, more studies 

needed to uncover the anti-inflammatory effects of testosterone in the atherosclerotic 

process. 



211 
 

 

7. References 

 
 
 
 
 
 
 
 
 



212 
 

AGLEDAHL, I., HANSEN, J. B. & SVARTBERG, J. 2008. Impact of testosterone treatment 
on postprandial triglyceride metabolism in elderly men with subnormal 
testosterone levels. Scand J Clin Lab Invest, 68, 641-8. 

AIT-OUFELLA, H., TALEB, S., MALLAT, Z. & TEDGUI, A. 2011. Recent advances on the 
role of cytokines in atherosclerosis. Arterioscler Thromb Vasc Biol, 31, 969-79. 

ALEXANDER, G. C., IYER, G., LUCAS, E., LIN, D. & SINGH, S. 2017. Cardiovascular Risks of 
Exogenous Testosterone Use Among Men: A Systematic Review and Meta-
Analysis. Am J Med, 130, 293-305. 

ALEXANDERSEN, P., HAARBO, J., BYRJALSEN, I., LAWAETZ, H. & CHRISTIANSEN, C. 1999. 
Natural androgens inhibit male atherosclerosis: a study in castrated, 
cholesterol-fed rabbits. Circ Res, 84, 813-9. 

ALLAIN, C. C., POON, L. S., CHAN, C. S., RICHMOND, W. & FU, P. C. 1974. Enzymatic 
determination of total serum cholesterol. Clin Chem, 20, 470-5. 

ALLEN, N. E., APPLEBY, P. N., DAVEY, G. K. & KEY, T. J. 2002. Lifestyle and nutritional 
determinants of bioavailable androgens and related hormones in British men. 
Cancer Causes Control, 13, 353-63. 

ALLENDER, S., PETO, V., SCARBOROUGH, P., KAUR, A. & RAYNER, M. 2020. CVD 
Statistics - British Heart Foundation UK Fact Sheet. 

ALPERS, C. E. & HUDKINS, K. L. 2011. Mouse models of diabetic nephropathy. Current 
opinion in nephrology and hypertension, 20, 278-284. 

AMRANI, A., DURANT, S., THROSBY, M., COULAUD, J., DARDENNE, M. & HOMO-
DELARCHE, F. O. 1998. Glucose Homeostasis in the Nonobese Diabetic Mouse 
at the Prediabetic Stage*. Endocrinology, 139, 1115-1124. 

ANCUTA, P., RAO, R., MOSES, A., MEHLE, A., SHAW, S. K., LUSCINSKAS, F. W. & 
GABUZDA, D. 2003. Fractalkine preferentially mediates arrest and migration of 
CD16+ monocytes. J Exp Med, 197, 1701-7. 

ANDRIKOPOULOS, S., MASSA, C. M., ASTON-MOURNEY, K., FUNKAT, A., FAM, B. C., 
HULL, R. L., KAHN, S. E. & PROIETTO, J. 2005. Differential effect of inbred mouse 
strain (C57BL/6, DBA/2, 129T2) on insulin secretory function in response to a 
high fat diet. J Endocrinol, 187, 45-53. 

APOSTOLAKIS, S. & SPANDIDOS, D. 2013. Chemokines and atherosclerosis: focus on the 
CX3CL1/CX3CR1 pathway. Acta Pharmacol Sin, 34, 1251-6. 

ARAUJO, A. B., DIXON, J. M., SUAREZ, E. A., MURAD, M. H., GUEY, L. T. & WITTERT, G. 
A. 2011. Endogenous Testosterone and Mortality in Men: A Systematic Review 
and Meta-Analysis. The Journal of Clinical Endocrinology & Metabolism, 96, 
3007-3019. 

ARAUJO, A. B., KUPELIAN, V., PAGE, S. T., HANDELSMAN, D. J., BREMNER, W. J. & 
MCKINLAY, J. B. 2007. Sex steroids and all-cause and cause-specific mortality in 
men. Arch Intern Med, 167, 1252-60. 

ARNAL, J.-F., FONTAINE, C., BILLON-GALÉS, A., FAVRE, J., LAURELL, H., LENFANT, F. & 
GOURDY, P. 2010. Estrogen Receptors and Endothelium. Arteriosclerosis, 
Thrombosis, and Vascular Biology, 30, 1506-1512. 

AUWERX, J. 1991. The human leukemia cell line, THP-1: a multifacetted model for the 
study of monocyte-macrophage differentiation. Experientia, 47, 22-31. 

AVERSA, A., BRUZZICHES, R., FRANCOMANO, D., GRECO, E. A., FORNARI, R., DI LUIGI, 
L., LENZI, A. & MIGLIACCIO, S. 2012. Effects of long-acting testosterone 
undecanoate on bone mineral density in middle-aged men with late-onset 
hypogonadism and metabolic syndrome: results from a 36 months controlled 
study. Aging Male, 15, 96-102. 



213 
 

AVERSA, A., BRUZZICHES, R., FRANCOMANO, D., ROSANO, G., ISIDORI, A. M., LENZI, A. 
& SPERA, G. 2010. Effects of testosterone undecanoate on cardiovascular risk 
factors and atherosclerosis in middle-aged men with late-onset hypogonadism 
and metabolic syndrome: results from a 24-month, randomized, double-blind, 
placebo-controlled study. J Sex Med, 7, 3495-503. 

AZUMA, N., DUZGUN, S. A., IKEDA, M., KITO, H., AKASAKA, N., SASAJIMA, T. & SUMPIO, 
B. E. 2000. Endothelial cell response to different mechanical forces. Journal of 
Vascular Surgery, 32, 789-794. 

BAILLARGEON, J., URBAN, R. J., KUO, Y.-F., OTTENBACHER, K. J., RAJI, M. A., DU, F., LIN, 
Y.-L. & GOODWIN, J. S. 2014. Risk of Myocardial Infarction in Older Men 
Receiving Testosterone Therapy. Annals of Pharmacotherapy, 48, 1138-1144. 

BARRETT-CONNOR, E. 1992. Lower endogenous androgen levels and dyslipidemia in 
men with non-insulin-dependent diabetes mellitus. Ann Intern Med, 117, 807-
11. 

BARRETT-CONNOR, E. & KHAW, K. T. 1988. Endogenous sex hormones and 
cardiovascular disease in men. A prospective population-based study. 
Circulation, 78, 539-45. 

BARUD, W., PALUSIŃSKI, R., BEŁTOWSKI, J. & WÓJCICKA, G. 2002. Inverse relationship 
between total testosterone and anti-oxidized low density lipoprotein antibody 
levels in ageing males. Atherosclerosis, 164, 283-8. 

BASARIA, S., HARMAN, S. M., TRAVISON, T. G., HODIS, H., TSITOURAS, P., BUDOFF, M., 
PENCINA, K. M., VITA, J., DZEKOV, C., MAZER, N. A., COVIELLO, A. D., KNAPP, P. 
E., HALLY, K., PINJIC, E., YAN, M., STORER, T. W. & BHASIN, S. 2015. Effects of 
Testosterone Administration for 3 Years on Subclinical Atherosclerosis 
Progression in Older Men With Low or Low-Normal Testosterone Levels: A 
Randomized Clinical Trial. Jama, 314, 570-81. 

BECERRA-DÍAZ, M., STRICKLAND, A. B., KESELMAN, A. & HELLER, N. M. 2018. Androgen 
and Androgen Receptor as Enhancers of M2 Macrophage Polarization in 
Allergic Lung Inflammation. J Immunol, 201, 2923-2933. 

BECKMAN, J. A. 2002. Cardiology patient page. Diseases of the veins. Circulation, 106, 
2170-2. 

BHASIN, S., STORER, T. W., BERMAN, N., CALLEGARI, C., CLEVENGER, B., PHILLIPS, J., 
BUNNELL, T. J., TRICKER, R., SHIRAZI, A. & CASABURI, R. 1996. The Effects of 
Supraphysiologic Doses of Testosterone on Muscle Size and Strength in Normal 
Men. New England Journal of Medicine, 335, 1-7. 

BLOOMER, L. D., NELSON, C. P., DENNIFF, M., CHRISTOFIDOU, P., DEBIEC, R., 
THOMPSON, J., ZUKOWSKA-SZCZECHOWSKA, E., SAMANI, N. J., CHARCHAR, F. J. 
& TOMASZEWSKI, M. 2014. Coronary artery disease predisposing haplogroup I 
of the Y chromosome, aggression and sex steroids--genetic association analysis. 
Atherosclerosis, 233, 160-4. 

BLOOMER, L. D., NELSON, C. P., EALES, J., DENNIFF, M., CHRISTOFIDOU, P., DEBIEC, R., 
MOORE, J., ZUKOWSKA-SZCZECHOWSKA, E., GOODALL, A. H., THOMPSON, J., 
SAMANI, N. J., CHARCHAR, F. J. & TOMASZEWSKI, M. 2013. Male-specific region 
of the Y chromosome and cardiovascular risk: phylogenetic analysis and gene 
expression studies. Arterioscler Thromb Vasc Biol, 33, 1722-7. 

BLOUIN, K., BOIVIN, A. & TCHERNOF, A. 2008. Androgens and body fat distribution. J 
Steroid Biochem Mol Biol, 108, 272-80. 

BOESTEN, L. S., ZADELAAR, A. S., VAN NIEUWKOOP, A., GIJBELS, M. J., DE WINTHER, M. 
P., HAVEKES, L. M. & VAN VLIJMEN, B. J. 2005. Tumor necrosis factor-alpha 



214 
 

promotes atherosclerotic lesion progression in APOE*3-Leiden transgenic mice. 
Cardiovasc Res, 66, 179-85. 

BOGEFORS, C., ISAKSSON, S., BOBJER, J., KITLINSKI, M., LEIJONHUFVUD, I., LINK, K. & 
GIWERCMAN, A. 2017. Hypogonadism in testicular cancer patients is associated 
with risk factors of cardiovascular disease and the metabolic syndrome. 
Andrology, 5, 711-717. 

BOKHAMADA, H. 2014. The effect of testosterone on factors associated with diabetes, 
atherosclerosis and obesity. PhD, Sheffield Hallam University. 

BOND, A. R. & JACKSON, C. L. 2011. The fat-fed apolipoprotein E knockout mouse 
brachiocephalic artery in the study of atherosclerotic plaque rupture. J Biomed 
Biotechnol, 2011, 379069. 

BORING, L., GOSLING, J., CLEARY, M. & CHARO, I. F. 1998. Decreased lesion formation 
in CCR2-/- mice reveals a role for chemokines in the initiation of 
atherosclerosis. Nature, 394, 894-7. 

BOSCO, C., BOSNYAK, Z., MALMBERG, A., ADOLFSSON, J., KEATING, N. L. & VAN 
HEMELRIJCK, M. 2015. Quantifying observational evidence for risk of fatal and 
nonfatal cardiovascular disease following androgen deprivation therapy for 
prostate cancer: a meta-analysis. Eur Urol, 68, 386-96. 

BOSSHART, H. & HEINZELMANN, M. 2016. THP-1 cells as a model for human 
monocytes. Annals of translational medicine, 4, 438-438. 

BOURGHARDT, J., WILHELMSON, A. S., ALEXANDERSON, C., DE GENDT, K., 
VERHOEVEN, G., KRETTEK, A., OHLSSON, C. & TIVESTEN, A. 2010. Androgen 
receptor-dependent and independent atheroprotection by testosterone in 
male mice. Endocrinology, 151, 5428-37. 

BOUVET, C., MOREAU, S., BLANCHETTE, J., DE BLOIS, D. & MOREAU, P. 2008. 
Sequential Activation of Matrix Metalloproteinase 9 and Transforming Growth 
Factor β in Arterial Elastocalcinosis. Arteriosclerosis, Thrombosis, and Vascular 
Biology, 28, 856-862. 

BOYANOV, M. A., BONEVA, Z. & CHRISTOV, V. G. 2003. Testosterone supplementation 
in men with type 2 diabetes, visceral obesity and partial androgen deficiency. 
Aging Male, 6, 1-7. 

BRAGA-BASARIA, M., DOBS, A. S., MULLER, D. C., CARDUCCI, M. A., JOHN, M., EGAN, J. 
& BASARIA, S. 2006. Metabolic syndrome in men with prostate cancer 
undergoing long-term androgen-deprivation therapy. J Clin Oncol, 24, 3979-83. 

BRAGANZA, D. M. & BENNETT, M. R. 2001. New insights into atherosclerotic plaque 
rupture. Postgrad Med J, 77, 94-8. 

BRAND, J. S., VAN DER TWEEL, I., GROBBEE, D. E., EMMELOT-VONK, M. H. & VAN DER 
SCHOUW, Y. T. 2011. Testosterone, sex hormone-binding globulin and the 
metabolic syndrome: a systematic review and meta-analysis of observational 
studies. Int J Epidemiol, 40, 189-207. 

BRÅNÉN, L., HOVGAARD, L., NITULESCU, M., BENGTSSON, E., NILSSON, J. & JOVINGE, S. 
2004. Inhibition of tumor necrosis factor-alpha reduces atherosclerosis in 
apolipoprotein E knockout mice. Arterioscler Thromb Vasc Biol, 24, 2137-42. 

BRUCK, B., BREHME, U., GUGEL, N., HANKE, S., FINKING, G., LUTZ, C., BENDA, N., 
SCHMAHL, F. W., HAASIS, R. & HANKE, H. 1997. Gender-specific differences in 
the effects of testosterone and estrogen on the development of atherosclerosis 
in rabbits. Arterioscler Thromb Vasc Biol, 17, 2192-9. 

BUDATHA, M., ZHANG, J., ZHUANG, Z., YUN, S., DAHLMAN, J., ANDERSON, D. & 
SCHWARTZ, M. 2018. Inhibiting Integrin α5 Cytoplasmic Domain Signaling 



215 
 

Reduces Atherosclerosis and Promotes Arteriogenesis. Journal of the American 
Heart Association, 7, e007501. 

BUDOFF, M. J., ACHENBACH, S., BLUMENTHAL, R. S., CARR, J. J., GOLDIN, J. G., 
GREENLAND, P., GUERCI, A. D., LIMA, J. A., RADER, D. J., RUBIN, G. D., SHAW, L. 
J. & WIEGERS, S. E. 2006. Assessment of coronary artery disease by cardiac 
computed tomography: a scientific statement from the American Heart 
Association Committee on Cardiovascular Imaging and Intervention, Council on 
Cardiovascular Radiology and Intervention, and Committee on Cardiac Imaging, 
Council on Clinical Cardiology. Circulation, 114, 1761-91. 

BUDOFF, M. J., ELLENBERG, S. S., LEWIS, C. E., MOHLER, E. R., 3RD, WENGER, N. K., 
BHASIN, S., BARRETT-CONNOR, E., SWERDLOFF, R. S., STEPHENS-SHIELDS, A., 
CAULEY, J. A., CRANDALL, J. P., CUNNINGHAM, G. R., ENSRUD, K. E., GILL, T. M., 
MATSUMOTO, A. M., MOLITCH, M. E., NAKANISHI, R., NEZARAT, N., 
MATSUMOTO, S., HOU, X., BASARIA, S., DIEM, S. J., WANG, C., CIFELLI, D. & 
SNYDER, P. J. 2017. Testosterone Treatment and Coronary Artery Plaque 
Volume in Older Men With Low Testosterone. Jama, 317, 708-716. 

BUONO, C., PANG, H., UCHIDA, Y., LIBBY, P., SHARPE, A. H. & LICHTMAN, A. H. 2004. 
B7-1/B7-2 costimulation regulates plaque antigen-specific T-cell responses and 
atherogenesis in low-density lipoprotein receptor-deficient mice. Circulation, 
109, 2009-15. 

BURKE, A. P., FARB, A., MALCOM, G. T., LIANG, Y.-H., SMIALEK, J. & VIRMANI, R. 1997. 
Coronary Risk Factors and Plaque Morphology in Men with Coronary Disease 
Who Died Suddenly. New England Journal of Medicine, 336, 1276-1282. 

BURSTEIN, M., SCHOLNICK, H. R. & MORFIN, R. 1970. Rapid method for the isolation of 
lipoproteins from human serum by precipitation with polyanions. J Lipid Res, 
11, 583-95. 

CAI, Q., LANTING, L. & NATARAJAN, R. 2004. Growth factors induce monocyte binding 
to vascular smooth muscle cells: implications for monocyte retention in 
atherosclerosis. Am J Physiol Cell Physiol, 287, C707-14. 

CALOF, O. M., SINGH, A. B., LEE, M. L., KENNY, A. M., URBAN, R. J., TENOVER, J. L. & 
BHASIN, S. 2005. Adverse events associated with testosterone replacement in 
middle-aged and older men: a meta-analysis of randomized, placebo-controlled 
trials. J Gerontol A Biol Sci Med Sci, 60, 1451-7. 

CARLOS, T. M., SCHWARTZ, B. R., KOVACH, N. L., YEE, E., ROSA, M., OSBORN, L., CHI-
ROSSO, G., NEWMAN, B., LOBB, R. & ET AL. 1990. Vascular cell adhesion 
molecule-1 mediates lymphocyte adherence to cytokine-activated cultured 
human endothelial cells. Blood, 76, 965-70. 

CASQUERO, A., BERTI, J., SALERNO, A., BIGHETTI, E., CAZITA, P., KETELHUTH, D., 
GIDLUND, M. & OLIVEIRA, H. 2006. Atherosclerosis is enhanced by testosterone 
deficiency and attenuated by CETP expression in transgenic mice. Journal of 
lipid research, 47, 1526-1534. 

CERIELLO, A., FALLETI, E., BORTOLOTTI, N., MOTZ, E., CAVARAPE, A., RUSSO, A., 
GONANO, F. & BARTOLI, E. 1996. Increased circulating intercellular adhesion 
molecule-1 levels in type II diabetic patients: the possible role of metabolic 
control and oxidative stress. Metabolism, 45, 498-501. 

CHAN, Y., EL-NEZAMI, H., CHEN, Y., KINNUNEN, K. & KIRJAVAINEN, P. 2016. Probiotic 
mixture VSL#3 reduce high fat diet induced vascular inflammation and 
atherosclerosis in ApoE−/− mice. AMB Express, 6. 



216 
 

CHAN, Y. X., KNUIMAN, M. W., HUNG, J., DIVITINI, M. L., HANDELSMAN, D. J., BEILBY, J. 
P., MCQUILLAN, B. & YEAP, B. B. 2015. Testosterone, dihydrotestosterone and 
estradiol are differentially associated with carotid intima-media thickness and 
the presence of carotid plaque in men with and without coronary artery 
disease. Endocr J, 62, 777-86. 

CHANPUT, W., MES, J. J. & WICHERS, H. J. 2014. THP-1 cell line: an in vitro cell model 
for immune modulation approach. Int Immunopharmacol, 23, 37-45. 

CHARO, I. F. & TAUBMAN, M. B. 2004. Chemokines in the pathogenesis of vascular 
disease. Circ Res, 95, 858-66. 

CHÁVEZ-SÁNCHEZ, L., ESPINOSA-LUNA, J. E., CHÁVEZ-RUEDA, K., LEGORRETA-HAQUET, 
M. V., MONTOYA-DÍAZ, E. & BLANCO-FAVELA, F. 2014. Innate Immune System 
Cells in Atherosclerosis. Archives of Medical Research, 45, 1-14. 

CHERUVU, P. K., FINN, A. V., GARDNER, C., CAPLAN, J., GOLDSTEIN, J., STONE, G. W., 
VIRMANI, R. & MULLER, J. E. 2007. Frequency and Distribution of Thin-Cap 
Fibroatheroma and Ruptured Plaques in Human Coronary Arteries: A Pathologic 
Study. Journal of the American College of Cardiology, 50, 940-949. 

CHIMEN, M., YATES, C. M., MCGETTRICK, H. M., WARD, L. S. C., HARRISON, M. J., APTA, 
B., DIB, L. H., IMHOF, B. A., HARRISON, P., NASH, G. B. & RAINGER, G. E. 2017. 
Monocyte Subsets Coregulate Inflammatory Responses by Integrated Signaling 
through TNF and IL-6 at the Endothelial Cell Interface. The Journal of 
Immunology, 198, 2834. 

CHIN, K. Y. & IMA-NIRWANA, S. 2017. The Effects of Testosterone Deficiency and Its 
Replacement on Inflammatory Markers in Rats: A Pilot Study. Int J Endocrinol 
Metab, 15, e43053. 

CHINETTI-GBAGUIDI, G., BARON, M., BOUHLEL, M. A., VANHOUTTE, J., COPIN, C., 
SEBTI, Y., DERUDAS, B., MAYI, T., BORIES, G., TAILLEUX, A., HAULON, S., 
ZAWADZKI, C., JUDE, B. & STAELS, B. 2011. Human atherosclerotic plaque 
alternative macrophages display low cholesterol handling but high 
phagocytosis because of distinct activities of the PPARgamma and LXRalpha 
pathways. Circ Res, 108, 985-95. 

CHOUDHARY, S., HIGGINS, C. L., CHEN, I. Y., REARDON, M., LAWRIE, G., VICK, G. W., 
3RD, KARMONIK, C., VIA, D. P. & MORRISETT, J. D. 2006. Quantitation and 
localization of matrix metalloproteinases and their inhibitors in human carotid 
endarterectomy tissues. Arterioscler Thromb Vasc Biol, 26, 2351-8. 

CIPOLLETTA, C., RYAN, K. E., HANNA, E. V. & TRIMBLE, E. R. 2005. Activation of 
peripheral blood CD14+ monocytes occurs in diabetes. Diabetes, 54, 2779-86. 

COHEN, P. G. 1999. The hypogonadal-obesity cycle: role of aromatase in modulating 
the testosterone-estradiol shunt--a major factor in the genesis of morbid 
obesity. Med Hypotheses, 52, 49-51. 

COLE, J. E., GEORGIOU, E. & MONACO, C. 2010. The expression and functions of toll-
like receptors in atherosclerosis. Mediators Inflamm, 2010, 393946. 

COLL, B., RODRÍGUEZ, J. A., CRAVER, L., ORBE, J., MARTÍNEZ-ALONSO, M., ORTIZ, A., 
DÍEZ, J., BELOQUI, O., BORRAS, M., VALDIVIELSO, J. M., FERNÁNDEZ, E. & 
PÁRAMO, J. A. 2010. Serum levels of matrix metalloproteinase-10 are 
associated with the severity of atherosclerosis in patients with chronic kidney 
disease. Kidney International, 78, 1275-1280. 

CORCORAN, M. P., LICHTENSTEIN, A. H., MEYDANI, M., DILLARD, A., SCHAEFER, E. J. & 
LAMON-FAVA, S. 2011. The effect of 17β-estradiol on cholesterol content in 



217 
 

human macrophages is influenced by the lipoprotein milieu. Journal of 
molecular endocrinology, 47, 109-117. 

CORCORAN, M. P., MEYDANI, M., LICHTENSTEIN, A. H., SCHAEFER, E. J., DILLARD, A. & 
LAMON-FAVA, S. 2010. Sex hormone modulation of proinflammatory cytokine 
and C-reactive protein expression in macrophages from older men and 
postmenopausal women. J Endocrinol, 206, 217-24. 

CORNOLDI, A., CAMINITI, G., MARAZZI, G., VITALE, C., PATRIZI, R., VOLTERRANI, M., 
MICELI, M., FINI, M., SPERA, G. & ROSANO, G. 2010. Effects of chronic 
testosterone administration on myocardial ischemia, lipid metabolism and 
insulin resistance in elderly male diabetic patients with coronary artery disease. 
Int J Cardiol, 142, 50-5. 

CORONA, G., MANNUCCI, E., PETRONE, L., RICCA, V., BALERCIA, G., MANSANI, R., 
CHIARINI, V., GIOMMI, R., FORTI, G. & MAGGI, M. 2006. Association of 
hypogonadism and type II diabetes in men attending an outpatient erectile 
dysfunction clinic. Int J Impot Res, 18, 190-7. 

CORONA, G., MANNUCCI, E., RICCA, V., LOTTI, F., BODDI, V., BANDINI, E., BALERCIA, G., 
FORTI, G. & MAGGI, M. 2009. The age-related decline of testosterone is 
associated with different specific symptoms and signs in patients with sexual 
dysfunction. Int J Androl, 32, 720-8. 

CORONA, G., MONAMI, M., RASTRELLI, G., AVERSA, A., SFORZA, A., LENZI, A., FORTI, G., 
MANNUCCI, E. & MAGGI, M. 2011. Type 2 diabetes mellitus and testosterone: a 
meta-analysis study. Int J Androl, 34, 528-40. 

CORONA, G., RASTRELLI, G., MONAMI, M., SAAD, F., LUCONI, M., LUCCHESE, M., 
FACCHIANO, E., SFORZA, A., FORTI, G., MANNUCCI, E. & MAGGI, M. 2013. Body 
weight loss reverts obesity-associated hypogonadotropic hypogonadism: a 
systematic review and meta-analysis. Eur J Endocrinol, 168, 829-43. 

CORRALES, J. J., ALMEIDA, M., BURGO, R., MORIES, M. T., MIRALLES, J. M. & ORFAO, A. 
2006. Androgen-replacement therapy depresses the ex vivo production of 
inflammatory cytokines by circulating antigen-presenting cells in aging type-2 
diabetic men with partial androgen deficiency. J Endocrinol, 189, 595-604. 

CROS, J., CAGNARD, N., WOOLLARD, K., PATEY, N., ZHANG, S. Y., SENECHAL, B., PUEL, 
A., BISWAS, S. K., MOSHOUS, D., PICARD, C., JAIS, J. P., D'CRUZ, D., CASANOVA, 
J. L., TROUILLET, C. & GEISSMANN, F. 2010. Human CD14dim monocytes patrol 
and sense nucleic acids and viruses via TLR7 and TLR8 receptors. Immunity, 33, 
375-86. 

CUNNINGHAM, K. S. & GOTLIEB, A. I. 2005. The role of shear stress in the pathogenesis 
of atherosclerosis. Laboratory Investigation, 85, 9-23. 

D'AMICO, A. V., CHEN, M. H., RENSHAW, A. A., LOFFREDO, M. & KANTOFF, P. W. 2008. 
Causes of death in men undergoing androgen suppression therapy for newly 
diagnosed localized or recurrent prostate cancer. Cancer, 113, 3290-7. 

D'AMICO, A. V., DENHAM, J. W., CROOK, J., CHEN, M. H., GOLDHABER, S. Z., LAMB, D. 
S., JOSEPH, D., TAI, K. H., MALONE, S., LUDGATE, C., STEIGLER, A. & KANTOFF, P. 
W. 2007. Influence of androgen suppression therapy for prostate cancer on the 
frequency and timing of fatal myocardial infarctions. J Clin Oncol, 25, 2420-5. 

DAIGNEAULT, M., PRESTON, J. A., MARRIOTT, H. M., WHYTE, M. K. & DOCKRELL, D. H. 
2010. The identification of markers of macrophage differentiation in PMA-
stimulated THP-1 cells and monocyte-derived macrophages. PLoS One, 5, 
e8668. 



218 
 

DANNENBERG, A. L., KELLER, J. B., WILSON, P. W. & CASTELLI, W. P. 1989. Leisure time 
physical activity in the Framingham Offspring Study. Description, seasonal 
variation, and risk factor correlates. Am J Epidemiol, 129, 76-88. 

DANSKY HAYES, M., CHARLTON SHERRI, A., SIKES JOHN, L., HEATH SIMON, C., 
SIMANTOV, R., LEVIN LAWRENCE, F., SHU, P., MOORE KAREN, J., BRESLOW JAN, 
L. & SMITH JONATHAN, D. 1999. Genetic Background Determines the Extent of 
Atherosclerosis in ApoE-Deficient Mice. Arteriosclerosis, Thrombosis, and 
Vascular Biology, 19, 1960-1968. 

DARABIAN, S., HORMUZ, M., LATIF, M. A., PAHLEVAN, S. & BUDOFF, M. J. 2013. The 
role of carotid intimal thickness testing and risk prediction in the development 
of coronary atherosclerosis. Curr Atheroscler Rep, 15, 306. 

DARDIK, A., CHEN, L., FRATTINI, J., ASADA, H., AZIZ, F., KUDO, F. A. & SUMPIO, B. E. 
2005. Differential effects of orbital and laminar shear stress on endothelial 
cells. J Vasc Surg, 41, 869-80. 

DASU, M. R., DEVARAJ, S. & JIALAL, I. 2007. High glucose induces IL-1β expression in 
human monocytes: mechanistic insights. American journal of physiology. 
Endocrinology and metabolism, 293, E337-E346. 

DAUGHERTY, A. 2002. Mouse models of atherosclerosis. Am J Med Sci, 323, 3-10. 
DAVIES, M. J., GORDON, J. L., GEARING, A. J., PIGOTT, R., WOOLF, N., KATZ, D. & 

KYRIAKOPOULOS, A. 1993a. The expression of the adhesion molecules ICAM-1, 
VCAM-1, PECAM, and E-selectin in human atherosclerosis. The Journal of 
Pathology, 171, 223-9. 

DAVIES, M. J., RICHARDSON, P. D., WOOLF, N., KATZ, D. R. & MANN, J. 1993b. Risk of 
thrombosis in human atherosclerotic plaques: role of extracellular lipid, 
macrophage, and smooth muscle cell content. Br Heart J, 69, 377-81. 

DAVIES, M. J. & THOMAS, A. 1984. Thrombosis and Acute Coronary-Artery Lesions in 
Sudden Cardiac Ischemic Death. New England Journal of Medicine, 310, 1137-
1140. 

DE GAETANO, M., CREAN, D., BARRY, M. & BELTON, O. 2016. M1- and M2-Type 
Macrophage Responses Are Predictive of Adverse Outcomes in Human 
Atherosclerosis. Front Immunol, 7, 275. 

DE SOUSA, G., BRODOSWKI, C., KLEBER, M., WUNSCH, R. & REINEHR, T. 2010. 
Association between androgens, intima-media thickness and the metabolic 
syndrome in obese adolescent girls. Clin Endocrinol (Oxf), 72, 770-4. 

DEATH, A. K., MCGRATH, K. C. Y., SADER, M. A., NAKHLA, S., JESSUP, W., 
HANDELSMAN, D. J. & CELERMAJER, D. S. 2004. Dihydrotestosterone Promotes 
Vascular Cell Adhesion Molecule-1 Expression in Male Human Endothelial Cells 
via a Nuclear Factor-κB-Dependent Pathway. Endocrinology, 145, 1889-1897. 

DEGRABA, T. J., SIREN, A. L., PENIX, L., MCCARRON, R. M., HARGRAVES, R., SOOD, S., 
PETTIGREW, K. D. & HALLENBECK, J. M. 1998. Increased endothelial expression 
of intercellular adhesion molecule-1 in symptomatic versus asymptomatic 
human carotid atherosclerotic plaque. Stroke, 29, 1405-10. 

DEGUCHI, J.-O., AIKAWA, E., LIBBY, P., VACHON, J. R., INADA, M., KRANE, S. M., 
WHITTAKER, P. & AIKAWA, M. 2005. Matrix Metalloproteinase-13/Collagenase-
3 Deletion Promotes Collagen Accumulation and Organization in Mouse 
Atherosclerotic Plaques. Circulation, 112, 2708-2715. 

DEKKER, J., M., GIRMAN, C., RHODES, T., NIJPELS, G., STEHOUWER COEN, D. A., 
BOUTER LEX, M. & HEINE ROBERT, J. 2005. Metabolic Syndrome and 10-Year 
Cardiovascular Disease Risk in the Hoorn Study. Circulation, 112, 666-673. 



219 
 

DEMIRBAG, R., YILMAZ, R., ULUCAY, A. & UNLU, D. 2005. The inverse relationship 
between thoracic aortic intima media thickness and testosterone level. Endocr 
Res, 31, 335-44. 

DEMIRTAŞ ŞAHIN, T., YAZIR, Y., UTKAN, T., GACAR, G., FURAT RENÇBER, S. & GOCMEZ, 
S. S. 2018. TNF-α antagonism with etanercept enhances penile NOS expression, 
cavernosal reactivity, and testosterone levels in aged rats. Can J Physiol 
Pharmacol, 96, 200-207. 

DENTI, L., PASOLINI, G., SANFELICI, L., BENEDETTI, R., CECCHETTI, A., CEDA, G. P., 
ABLONDI, F. & VALENTI, G. 2000. Aging-related decline of gonadal function in 
healthy men: correlation with body composition and lipoproteins. J Am Geriatr 
Soc, 48, 51-8. 

DERWEESH, I. H., DIBLASIO, C. J., KINCADE, M. C., MALCOLM, J. B., LAMAR, K. D., 
PATTERSON, A. L., KITABCHI, A. E. & WAKE, R. W. 2007. Risk of new-onset 
diabetes mellitus and worsening glycaemic variables for established diabetes in 
men undergoing androgen-deprivation therapy for prostate cancer. BJU 
International, 100, 1060-1065. 

DHINDSA, S., GHANIM, H., BATRA, M., KUHADIYA, N. D., ABUAYSHEH, S., SANDHU, S., 
GREEN, K., MAKDISSI, A., HEJNA, J., CHAUDHURI, A., PUNYANITYA, M. & 
DANDONA, P. 2016. Insulin Resistance and Inflammation in Hypogonadotropic 
Hypogonadism and Their Reduction After Testosterone Replacement in Men 
With Type 2 Diabetes. Diabetes Care, 39, 82-91. 

DHINDSA, S., PRABHAKAR, S., SETHI, M., BANDYOPADHYAY, A., CHAUDHURI, A. & 
DANDONA, P. 2004. Frequent occurrence of hypogonadotropic hypogonadism 
in type 2 diabetes. J Clin Endocrinol Metab, 89, 5462-8. 

DIMAKOPOULOU, A., JAYASENA, C. N., RADIA, U. K., ALGEFARI, M., MINHAS, S., 
OLIVER, N. & DHILLO, W. S. 2019. Animal Models of Diabetes-Related Male 
Hypogonadism. Frontiers in endocrinology, 10, 628-628. 

DINARELLO, C. A. 2009. Immunological and inflammatory functions of the interleukin-1 
family. Annu Rev Immunol, 27, 519-50. 

DING, E. L., SONG, Y., MALIK, V. S. & LIU, S. 2006. Sex differences of endogenous sex 
hormones and risk of type 2 diabetes: a systematic review and meta-analysis. 
Jama, 295, 1288-99. 

DOCKERY, F., BULPITT, C. J., AGARWAL, S., DONALDSON, M. & RAJKUMAR, C. 2003. 
Testosterone suppression in men with prostate cancer leads to an increase in 
arterial stiffness and hyperinsulinaemia. Clin Sci (Lond), 104, 195-201. 

DOLLERY, C. M., MCEWAN, J. R. & HENNEY, A. M. 1995. Matrix metalloproteinases and 
cardiovascular disease. Circ Res, 77, 863-8. 

DUCHARME, A., FRANTZ, S., AIKAWA, M., RABKIN, E., LINDSEY, M., ROHDE, L. E., 
SCHOEN, F. J., KELLY, R. A., WERB, Z., LIBBY, P. & LEE, R. T. 2000. Targeted 
deletion of matrix metalloproteinase-9 attenuates left ventricular enlargement 
and collagen accumulation after experimental myocardial infarction. J Clin 
Invest, 106, 55-62. 

DUNCAN, B. B., SCHMIDT, M. I., PANKOW, J. S., BALLANTYNE, C. M., COUPER, D., VIGO, 
A., HOOGEVEEN, R., FOLSOM, A. R. & HEISS, G. 2003. Low-grade systemic 
inflammation and the development of type 2 diabetes: the atherosclerosis risk 
in communities study. Diabetes, 52, 1799-805. 

DUNN, J. F., NISULA, B. C. & RODBARD, D. 1981. Transport of steroid hormones: 
binding of 21 endogenous steroids to both testosterone-binding globulin and 



220 
 

corticosteroid-binding globulin in human plasma. J Clin Endocrinol Metab, 53, 
58-68. 

EALES, J. M., MAAN, A. A., XU, X., MICHOEL, T., HALLAST, P., BATINI, C., ZADIK, D., 
PRESTES, P. R., MOLINA, E., DENNIFF, M., SCHROEDER, J., BJORKEGREN, J. L. M., 
THOMPSON, J., MAFFIA, P., GUZIK, T. J., KEAVNEY, B., JOBLING, M. A., SAMANI, 
N. J., CHARCHAR, F. J. & TOMASZEWSKI, M. 2019. Human Y Chromosome Exerts 
Pleiotropic Effects on Susceptibility to Atherosclerosis. Arterioscler Thromb 
Vasc Biol, 39, 2386-2401. 

EDSFELDT, A., GRUFMAN, H., ASCIUTTO, G., NITULESCU, M., PERSSON, A., NILSSON, 
M., NILSSON, J. & GONÇALVES, I. 2015. Circulating cytokines reflect the 
expression of pro-inflammatory cytokines in atherosclerotic plaques. 
Atherosclerosis, 241, 443-9. 

EGAWA, G., NAKAMIZO, S., NATSUAKI, Y., DOI, H., MIYACHI, Y. & KABASHIMA, K. 2013. 
Intravital analysis of vascular permeability in mice using two-photon 
microscopy. Sci Rep, 3, 1932. 

EKNOYAN, G. 2008. Adolphe Quetelet (1796-1874)--the average man and indices of 
obesity. Nephrol Dial Transplant, 23, 47-51. 

ELHAGE, R., ARNAL, J. F., PIERAGGI, M. T., DUVERGER, N., FIEVET, C., FAYE, J. C. & 
BAYARD, F. 1997. 17 beta-estradiol prevents fatty streak formation in 
apolipoprotein E-deficient mice. Arterioscler Thromb Vasc Biol, 17, 2679-84. 

EMINI-VESELI, B., PERROTTA, P., DE MEYER, G. R. A., ROTH, L., VAN DER DONCKT, C., 
MARTINET, W. & DE MEYER, G. R. Y. 2017. Animal models of atherosclerosis. 
European Journal of Pharmacology, 816, 3-13. 

ENGLISH, K. M., MANDOUR, O., STEEDS, R. P., DIVER, M. J., JONES, T. H. & CHANNER, K. 
S. 2000a. Men with coronary artery disease have lower levels of androgens 
than men with normal coronary angiograms. Eur Heart J, 21, 890-4. 

ENGLISH, K. M., STEEDS, R. P., JONES, T. H., DIVER, M. J. & CHANNER, K. S. 2000b. Low-
dose transdermal testosterone therapy improves angina threshold in men with 
chronic stable angina: A randomized, double-blind, placebo-controlled study. 
Circulation, 102, 1906-11. 

EPSTEIN, M. M., EDGREN, G., RIDER, J. R., MUCCI, L. A. & ADAMI, H.-O. 2012. Temporal 
Trends in Cause of Death Among Swedish and US Men with Prostate Cancer. 
JNCI: Journal of the National Cancer Institute, 104, 1335-1342. 

EXPERT PANEL ON DETECTION, E., AND TREATMENT OF HIGH BLOOD CHOLESTEROL IN 
ADULTS. 2001. Executive Summary of The Third Report of The National 
Cholesterol Education Program (NCEP) Expert Panel on Detection, Evaluation, 
And Treatment of High Blood Cholesterol In Adults (Adult Treatment Panel III). 
Jama, 285, 2486-97. 

FAN, J., LIU, Y., YIN, S., CHEN, N., BAI, X., KE, Q., SHEN, J. & XIA, M. 2019. Small dense 
LDL cholesterol is associated with metabolic syndrome traits independently of 
obesity and inflammation. Nutrition & Metabolism, 16, 7. 

FAZIO, S., BABAEV, V. R., MURRAY, A. B., HASTY, A. H., CARTER, K. J., GLEAVES, L. A., 
ATKINSON, J. B. & LINTON, M. F. 1997. Increased atherosclerosis in mice 
reconstituted with apolipoprotein E null macrophages. Proceedings of the 
National Academy of Sciences, 94, 4647-4652. 

FLEGAL, K. M., SHEPHERD, J. A., LOOKER, A. C., GRAUBARD, B. I., BORRUD, L. G., 
OGDEN, C. L., HARRIS, T. B., EVERHART, J. E. & SCHENKER, N. 2008. 
Comparisons of percentage body fat, body mass index, waist circumference, 



221 
 

and waist-stature ratio in adults. The American Journal of Clinical Nutrition, 89, 
500-508. 

FRANCOMANO, D., ILACQUA, A., BRUZZICHES, R., LENZI, A. & AVERSA, A. 2014a. Effects 
of 5-year treatment with testosterone undecanoate on lower urinary tract 
symptoms in obese men with hypogonadism and metabolic syndrome. Urology, 
83, 167-73. 

FRANCOMANO, D., LENZI, A. & AVERSA, A. 2014b. Effects of five-year treatment with 
testosterone undecanoate on metabolic and hormonal parameters in ageing 
men with metabolic syndrome. Int J Endocrinol, 2014, 527470. 

FREEMAN, B. M., MOUNTAIN, D. J., BROCK, T. C., CHAPMAN, J. R., KIRKPATRICK, S. S., 
FREEMAN, M. B., KLEIN, F. A. & GRANDAS, O. H. 2014. Low testosterone 
elevates interleukin family cytokines in a rodent model: a possible mechanism 
for the potentiation of vascular disease in androgen-deficient males. J Surg Res, 
190, 319-27. 

FRIEDEWALD, W. T., LEVY, R. I. & FREDRICKSON, D. S. 1972. Estimation of the 
concentration of low-density lipoprotein cholesterol in plasma, without use of 
the preparative ultracentrifuge. Clin Chem, 18, 499-502. 

FRODERMANN, V., VAN PUIJVELDE, G., WIERTS, L., LAGRAAUW, M., FOKS, A., 
SANTBRINK, P., BOT, I., KUIPER, J. & JAGER, S. 2015. Oxidized Low-Density 
Lipoprotein-Induced Apoptotic Dendritic Cells as a Novel Therapy for 
Atherosclerosis. Journal of immunology (Baltimore, Md. : 1950), 194. 

FROSTEGÅRD, J., ULFGREN, A. K., NYBERG, P., HEDIN, U., SWEDENBORG, J., 
ANDERSSON, U. & HANSSON, G. K. 1999. Cytokine expression in advanced 
human atherosclerotic plaques: dominance of pro-inflammatory (Th1) and 
macrophage-stimulating cytokines. Atherosclerosis, 145, 33-43. 

FU, L., GAO, Q.-P. & SHEN, J.-X. 2008. Relationship between testosterone and indexes 
indicating endothelial function in male coronary heart disease patients. Asian 
Journal of Andrology, 10, 214-218. 

FUKUI, M., KITAGAWA, Y., NAKAMURA, N., KADONO, M., MOGAMI, S., HIRATA, C., 
ICHIO, N., WADA, K., HASEGAWA, G. & YOSHIKAWA, T. 2003. Association 
Between Serum Testosterone Concentration and Carotid Atherosclerosis in 
Men With Type 2 Diabetes. Diabetes Care, 26, 1869-1873. 

FUNK, S. D., YURDAGUL, A., JR. & ORR, A. W. 2012. Hyperglycemia and endothelial 
dysfunction in atherosclerosis: lessons from type 1 diabetes. International 
journal of vascular medicine, 2012, 569654-569654. 

FUSHIMI, H., HORIE, H., INOUE, T., KAMEYAMA, M., KANAO, K., ISHIHARA, S., 
TSUJIMURA, T., NUNOTANI, H., MINAMI, T., OKAZAKI, Y. & ET AL. 1989. Low 
testosterone levels in diabetic men and animals: a possible role in testicular 
impotence. Diabetes Res Clin Pract, 6, 297-301. 

GALIS, Z. S., MUSZYNSKI, M., SUKHOVA, G. K., SIMON-MORRISSEY, E., UNEMORI, E. N., 
LARK, M. W., AMENTO, E. & LIBBY, P. 1994. Cytokine-stimulated human 
vascular smooth muscle cells synthesize a complement of enzymes required for 
extracellular matrix digestion. Circ Res, 75, 181-9. 

GALIS, Z. S., SUKHOVA, G. K., KRANZHOFER, R., CLARK, S. & LIBBY, P. 1995. Macrophage 
foam cells from experimental atheroma constitutively produce matrix-
degrading proteinases. Proc Natl Acad Sci U S A, 92, 402-6. 

GAPSTUR, S. M., GANN, P. H., KOPP, P., COLANGELO, L., LONGCOPE, C. & LIU, K. 2002. 
Serum androgen concentrations in young men: a longitudinal analysis of 



222 
 

associations with age, obesity, and race. The CARDIA male hormone study. 
Cancer Epidemiol Biomarkers Prev, 11, 1041-7. 

GEISSMANN, F., JUNG, S. & LITTMAN, D. R. 2003. Blood monocytes consist of two 
principal subsets with distinct migratory properties. Immunity, 19, 71-82. 

GEORGE, S. J. 2000. Therapeutic potential of matrix metalloproteinase inhibitors in 
atherosclerosis. Expert Opin Investig Drugs, 9, 993-1007. 

GETZ, G. S. & REARDON, C. A. 2012. Animal Models of Atherosclerosis. Arteriosclerosis, 
Thrombosis, and Vascular Biology, 32, 1104-1115. 

GHANIM, H., ALJADA, A., HOFMEYER, D., SYED, T., MOHANTY, P. & DANDONA, P. 2004. 
Circulating mononuclear cells in the obese are in a proinflammatory state. 
Circulation, 110, 1564-71. 

GHOSH, A., GAO, L., THAKUR, A., SIU, P. M. & LAI, C. W. K. 2017. Role of free fatty acids 
in endothelial dysfunction. Journal of biomedical science, 24, 50-50. 

GILLIVER, S. C., ASHWORTH, J. J., MILLS, S. J., HARDMAN, M. J. & ASHCROFT, G. S. 2006. 
Androgens modulate the inflammatory response during acute wound healing. 
Journal of Cell Science, 119, 722-732. 

GIMBRONE, M. A., JR. & GARCÍA-CARDEÑA, G. 2013. Vascular endothelium, 
hemodynamics, and the pathobiology of atherosclerosis. Cardiovascular 
pathology : the official journal of the Society for Cardiovascular Pathology, 22, 
9-15. 

GIULIETTI, A., STOFFELS, K., DECALLONNE, B., OVERBERGH, L. & MATHIEU, C. 2004. 
Monocytic expression behavior of cytokines in diabetic patients upon 
inflammatory stimulation. Ann N Y Acad Sci, 1037, 74-8. 

GIULIETTI, A., VAN ETTEN, E., OVERBERGH, L., STOFFELS, K., BOUILLON, R. & MATHIEU, 
C. 2007. Monocytes from type 2 diabetic patients have a pro-inflammatory 
profile. 1,25-Dihydroxyvitamin D(3) works as anti-inflammatory. Diabetes Res 
Clin Pract, 77, 47-57. 

GLASS, C. K. & WITZTUM, J. L. 2001. Atherosclerosis. the road ahead. Cell, 104, 503-16. 
GLAUDEMANS, A. W. J. M., SLART, R. H. J. A., BOZZAO, A., BONANNO, E., ARCA, M., 

DIERCKX, R. A. J. O. & SIGNORE, A. 2010. Molecular imaging in atherosclerosis. 
European Journal of Nuclear Medicine and Molecular Imaging, 37, 2381-2397. 

GOERDT, S., ZWADLO, G., SCHLEGEL, R., HAGEMEIER, H. H. & SORG, C. 1987. 
Characterization and expression kinetics of an endothelial cell activation 
antigen present in vivo only in acute inflammatory tissues. Exp Cell Biol, 55, 
117-26. 

GOJOVA, A., BRUN, V., ESPOSITO, B., COTTREZ, F., GOURDY, P., ARDOUIN, P., TEDGUI, 
A., MALLAT, Z. & GROUX, H. 2003. Specific abrogation of transforming growth 
factor-beta signaling in T cells alters atherosclerotic lesion size and composition 
in mice. Blood, 102, 4052-8. 

GORDON, S. 2003. Alternative activation of macrophages. Nat Rev Immunol, 3, 23-35. 
GOSLING, J., SLAYMAKER, S., GU, L., TSENG, S., ZLOT, C. H., YOUNG, S. G., ROLLINS, B. J. 

& CHARO, I. F. 1999. MCP-1 deficiency reduces susceptibility to atherosclerosis 
in mice that overexpress human apolipoprotein B. J Clin Invest, 103, 773-8. 

GOUGH, P. J., GOMEZ, I. G., WILLE, P. T. & RAINES, E. W. 2006. Macrophage expression 
of active MMP-9 induces acute plaque disruption in apoE-deficient mice. The 
Journal of clinical investigation, 116, 59-69. 

GRANGER, D. & SENCHENKOVA, E. 2010. Inflammation and the Microcirculation, San 
Rafael, California, Morgan & Claypool Life Sciences. 



223 
 

GRIFFIN, B. A., CASLAKE, M. J., YIP, B., TAIT, G. W., PACKARD, C. J. & SHEPHERD, J. 
1990. Rapid isolation of low density lipoprotein (LDL) subfractions from plasma 
by density gradient ultracentrifugation. Atherosclerosis, 83, 59-67. 

GROTI ANTONIČ, K., ANTONIČ, B., ŽURAN, I. & PFEIFER, M. 2020. Testosterone 
treatment longer than 1 year shows more effects on functional hypogonadism 
and related metabolic, vascular, diabetic and obesity parameters (results of the 
2-year clinical trial). Aging Male, 1-13. 

GU, L., OKADA, Y., CLINTON, S. K., GERARD, C., SUKHOVA, G. K., LIBBY, P. & ROLLINS, B. 
J. 1998. Absence of monocyte chemoattractant protein-1 reduces 
atherosclerosis in low density lipoprotein receptor-deficient mice. Mol Cell, 2, 
275-81. 

GUSTAVSSON, C., AGARDH, C.-D., ZETTERQVIST, A. V., NILSSON, J., AGARDH, E. & 
GOMEZ, M. F. 2010. Vascular Cellular Adhesion Molecule-1 (VCAM-1) 
Expression in Mice Retinal Vessels Is Affected by Both Hyperglycemia and 
Hyperlipidemia. PLOS ONE, 5, e12699. 

HACKETT, G., COLE, N., BHARTIA, M., KENNEDY, D., RAJU, J. & WILKINSON, P. 2013. 
Testosterone replacement therapy with long-acting testosterone undecanoate 
improves sexual function and quality-of-life parameters vs. placebo in a 
population of men with type 2 diabetes. J Sex Med, 10, 1612-27. 

HACKETT, G., COLE, N., BHARTIA, M., KENNEDY, D., RAJU, J. & WILKINSON, P. 2014a. 
Testosterone replacement therapy improves metabolic parameters in 
hypogonadal men with type 2 diabetes but not in men with coexisting 
depression: the BLAST study. J Sex Med, 11, 840-56. 

HACKETT, G., COLE, N., BHARTIA, M., KENNEDY, D., RAJU, J., WILKINSON, P. & SAGHIR, 
A. 2014b. The response to testosterone undecanoate in men with type 2 
diabetes is dependent on achieving threshold serum levels (the BLAST study). 
Int J Clin Pract, 68, 203-15. 

HAFFNER, S. M., KARHAPÄÄ, P., MYKKÄNEN, L. & LAAKSO, M. 1994. Insulin resistance, 
body fat distribution, and sex hormones in men. Diabetes, 43, 212-9. 

HAFFNER, S. M., SHATEN, J., STERN, M. P., SMITH, G. D. & KULLER, L. 1996. Low levels 
of sex hormone-binding globulin and testosterone predict the development of 
non-insulin-dependent diabetes mellitus in men. MRFIT Research Group. 
Multiple Risk Factor Intervention Trial. Am J Epidemiol, 143, 889-97. 

HAFFNER, S. M., VALDEZ, R. A., STERN, M. P. & KATZ, M. S. 1993. Obesity, body fat 
distribution and sex hormones in men. Int J Obes Relat Metab Disord, 17, 643-
9. 

HAIDAR, A., YASSIN, A., SAAD, F. & SHABSIGH, R. 2007. Effects of androgen deprivation 
on glycaemic control and on cardiovascular biochemical risk factors in men with 
advanced prostate cancer with diabetes. Aging Male, 10, 189-96. 

HAIDER, A., YASSIN, A., HAIDER, K. S., DOROS, G., SAAD, F. & ROSANO, G. M. C. 2016. 
Men with testosterone deficiency and a history of cardiovascular diseases 
benefit from long-term testosterone therapy: observational, real-life data from 
a registry study. Vascular Health and Risk Management, 12, 251-261. 

HAK, A. E., WITTEMAN, J. C., DE JONG, F. H., GEERLINGS, M. I., HOFMAN, A. & POLS, H. 
A. 2002. Low levels of endogenous androgens increase the risk of 
atherosclerosis in elderly men: the Rotterdam study. J Clin Endocrinol Metab, 
87, 3632-9. 



224 
 

HALADE, G. V., JIN, Y. F. & LINDSEY, M. L. 2013. Matrix metalloproteinase (MMP)-9: a 
proximal biomarker for cardiac remodeling and a distal biomarker for 
inflammation. Pharmacol Ther, 139, 32-40. 

HANSSON, G. K. & LIBBY, P. 2006. The immune response in atherosclerosis: a double-
edged sword. Nat Rev Immunol, 6, 508-19. 

HARING, R., VÖLZKE, H., STEVELING, A., KREBS, A., FELIX, S. B., SCHÖFL, C., DÖRR, M., 
NAUCK, M. & WALLASCHOFSKI, H. 2010. Low serum testosterone levels are 
associated with increased risk of mortality in a population-based cohort of men 
aged 20-79. Eur Heart J, 31, 1494-501. 

HASLAM, D. W. & JAMES, W. P. 2005. Obesity. Lancet, 366, 1197-209. 
HATAKEYAMA, H., NISHIZAWA, M., NAKAGAWA, A., NAKANO, S., KIGOSHI, T. & 

UCHIDA, K. 2002. Testosterone inhibits tumor necrosis factor-alpha-induced 
vascular cell adhesion molecule-1 expression in human aortic endothelial cells. 
FEBS Lett, 530, 129-32. 

HATCH, N. W., SRODULSKI, S. J., CHAN, H. W., ZHANG, X., TANNOCK, L. R. & KING, V. L. 
2012. Endogenous androgen deficiency enhances diet-induced 
hypercholesterolemia and atherosclerosis in low-density lipoprotein receptor-
deficient mice. Gend Med, 9, 319-28. 

HEUFELDER, A. E., SAAD, F., BUNCK, M. C. & GOOREN, L. 2009. Fifty-two-week 
treatment with diet and exercise plus transdermal testosterone reverses the 
metabolic syndrome and improves glycemic control in men with newly 
diagnosed type 2 diabetes and subnormal plasma testosterone. J Androl, 30, 
726-33. 

HEYMSFIELD, S. B., SCHERZER, R., PIETROBELLI, A., LEWIS, C. E. & GRUNFELD, C. 2009. 
Body mass index as a phenotypic expression of adiposity: quantitative 
contribution of muscularity in a population-based sample. International Journal 
of Obesity, 33, 1363-1373. 

HONG, Y. M. 2010. Atherosclerotic cardiovascular disease beginning in childhood. 
Korean Circ J, 40, 1-9. 

HOTAMISLIGIL, G. S. 2003. Inflammatory pathways and insulin action. Int J Obes Relat 
Metab Disord, 27 Suppl 3, S53-5. 

HOU, J., BAICHWAL, V. & CAO, Z. 1994. Regulatory elements and transcription factors 
controlling basal and cytokine-induced expression of the gene encoding 
intercellular adhesion molecule 1. Proc Natl Acad Sci U S A, 91, 11641-5. 

HOWELL, S. J., RADFORD, J. A., ADAMS, J. E., SMETS, E. M., WARBURTON, R. & SHALET, 
S. M. 2001. Randomized placebo-controlled trial of testosterone replacement 
in men with mild Leydig cell insufficiency following cytotoxic chemotherapy. 
Clin Endocrinol (Oxf), 55, 315-24. 

HSIAI, T. K., CHO, S. K., WONG, P. K., ING, M., SALAZAR, A., SEVANIAN, A., NAVAB, M., 
DEMER, L. L. & HO, C. M. 2003. Monocyte recruitment to endothelial cells in 
response to oscillatory shear stress. Faseb j, 17, 1648-57. 

HUANG, C.-K., PANG, H., WANG, L., NIU, Y., LUO, J., CHANG, E., SPARKS, J. D., LEE, S. O. 
& CHANG, C. 2014. New therapy via targeting androgen receptor in 
monocytes/macrophages to battle atherosclerosis. Hypertension, 63, 1345-
1353. 

HUNG, J., WHITFORD, E. G., PARSONS, R. W. & HILLMAN, D. R. 1990. Association of 
sleep apnoea with myocardial infarction in men. Lancet, 336, 261-4. 



225 
 

HUO, S., SCIALLI, A. R., MCGARVEY, S., HILL, E., TUGERTIMUR, B., HOGENMILLER, A., 
HIRSCH, A. I. & FUGH-BERMAN, A. 2016. Treatment of Men for "Low 
Testosterone": A Systematic Review. PLoS One, 11, e0162480. 

INABA, Y., CHEN, J. A. & BERGMANN, S. R. 2012. Carotid plaque, compared with carotid 
intima-media thickness, more accurately predicts coronary artery disease 
events: a meta-analysis. Atherosclerosis, 220, 128-33. 

IORGA, A., CUNNINGHAM, C. M., MOAZENI, S., RUFFENACH, G., UMAR, S. & EGHBALI, 
M. 2017. The protective role of estrogen and estrogen receptors in 
cardiovascular disease and the controversial use of estrogen therapy. Biology of 
sex differences, 8, 33-33. 

ISHIKAWA, T., HARADA, T., KUBOTA, T. & ASO, T. 2007. Testosterone inhibits matrix 
metalloproteinase-1 production in human endometrial stromal cells in vitro. 
Reproduction, 133, 1233-9. 

ISIDORI, A. M., GIANNETTA, E., GRECO, E. A., GIANFRILLI, D., BONIFACIO, V., ISIDORI, 
A., LENZI, A. & FABBRI, A. 2005. Effects of testosterone on body composition, 
bone metabolism and serum lipid profile in middle-aged men: a meta-analysis. 
Clin Endocrinol (Oxf), 63, 280-93. 

JABLONSKI, K. A., AMICI, S. A., WEBB, L. M., RUIZ-ROSADO JDE, D., POPOVICH, P. G., 
PARTIDA-SANCHEZ, S. & GUERAU-DE-ARELLANO, M. 2015. Novel Markers to 
Delineate Murine M1 and M2 Macrophages. PLoS One, 10, e0145342. 

JANSSEN, I., KATZMARZYK, P. T. & ROSS, R. 2004. Waist circumference and not body 
mass index explains obesity-related health risk. Am J Clin Nutr, 79, 379-84. 

JENSEN, T. K., ANDERSSON, A. M., JØRGENSEN, N., ANDERSEN, A. G., CARLSEN, E., 
PETERSEN, J. H. & SKAKKEBAEK, N. E. 2004. Body mass index in relation to 
semen quality and reproductive hormones among 1,558 Danish men. Fertil 
Steril, 82, 863-70. 

JOHNSON-TIDEY, R. R., MCGREGOR, J. L., TAYLOR, P. R. & POSTON, R. N. 1994. Increase 
in the adhesion molecule P-selectin in endothelium overlying atherosclerotic 
plaques: Coexpression with intercellular adhesion molecule-1. American 
Journal of Pathology, 144, 952-961. 

JOHNSON, J., CARSON, K., WILLIAMS, H., KARANAM, S., NEWBY, A., ANGELINI, G., 
GEORGE, S. & JACKSON, C. 2005. Plaque rupture after short periods of fat 
feeding in the apolipoprotein E-knockout mouse: model characterization and 
effects of pravastatin treatment. Circulation, 111, 1422-30. 

JOHNSON, J. L. 2017. Metalloproteinases in atherosclerosis. Eur J Pharmacol, 816, 93-
106. 

JONES, T. H. 2007. Testosterone Associations with Erectile Dysfunction, Diabetes, and 
the Metabolic Syndrome. European Urology Supplements, 6, 847-857. 

JONES, T. H. 2010a. Effects of testosterone on Type 2 diabetes and components of the 
metabolic syndrome. J Diabetes, 2, 146-56. 

JONES, T. H. 2010b. Testosterone deficiency: a risk factor for cardiovascular disease? 
Trends Endocrinol Metab, 21, 496-503. 

JONES, T. H., ARVER, S., BEHRE, H. M., BUVAT, J., MEULEMAN, E., MONCADA, I., 
MORALES, A. M., VOLTERRANI, M., YELLOWLEES, A., HOWELL, J. D. & 
CHANNER, K. S. 2011. Testosterone replacement in hypogonadal men with type 
2 diabetes and/or metabolic syndrome (the TIMES2 study). Diabetes Care, 34, 
828-37. 

JONES, T. H. & KELLY, D. M. 2018. Randomized controlled trials - mechanistic studies of 
testosterone and the cardiovascular system. Asian J Androl, 20, 120-130. 



226 
 

JONES, T. H. & SAAD, F. 2009. The effects of testosterone on risk factors for, and the 
mediators of, the atherosclerotic process. Atherosclerosis, 207, 318-27. 

JOVINGE, S., ARES, M. P., KALLIN, B. & NILSSON, J. 1996. Human 
monocytes/macrophages release TNF-alpha in response to Ox-LDL. Arterioscler 
Thromb Vasc Biol, 16, 1573-9. 

JUDE, E. B., DOUGLAS, J. T., ANDERSON, S. G., YOUNG, M. J. & BOULTON, A. J. 2002. 
Circulating cellular adhesion molecules ICAM-1, VCAM-1, P- and E-selectin in 
the prediction of cardiovascular disease in diabetes mellitus. Eur J Intern Med, 
13, 185-189. 

KADO, S. & NAGATA, N. 1999. Circulating intercellular adhesion molecule-1, vascular 
cell adhesion molecule-1, and E-selectin in patients with type 2 diabetes 
mellitus. Diabetes Res Clin Pract, 46, 143-8. 

KALINCHENKO, S. Y., TISHOVA, Y. A., MSKHALAYA, G. J., GOOREN, L. J., GILTAY, E. J. & 
SAAD, F. 2010. Effects of testosterone supplementation on markers of the 
metabolic syndrome and inflammation in hypogonadal men with the metabolic 
syndrome: the double-blinded placebo-controlled Moscow study. Clin 
Endocrinol (Oxf), 73, 602-12. 

KAPOOR, D., ALDRED, H., CLARK, S., CHANNER, K. S. & JONES, T. H. 2007a. Clinical and 
biochemical assessment of hypogonadism in men with type 2 diabetes: 
correlations with bioavailable testosterone and visceral adiposity. Diabetes 
Care, 30, 911-7. 

KAPOOR, D., CLARKE, S., STANWORTH, R., CHANNER, K. S. & JONES, T. H. 2007b. The 
effect of testosterone replacement therapy on adipocytokines and C-reactive 
protein in hypogonadal men with type 2 diabetes. Eur J Endocrinol, 156, 595-
602. 

KAPOOR, D., GOODWIN, E., CHANNER, K. S. & JONES, T. H. 2006. Testosterone 
replacement therapy improves insulin resistance, glycaemic control, visceral 
adiposity and hypercholesterolaemia in hypogonadal men with type 2 diabetes. 
Eur J Endocrinol, 154, 899-906. 

KAPOOR, D., MALKIN, C. J., CHANNER, K. S. & JONES, T. H. 2005. Androgens, insulin 
resistance and vascular disease in men. Clin Endocrinol (Oxf), 63, 239-50. 

KASZUBSKA, W., HOOFT VAN HUIJSDUIJNEN, R., GHERSA, P., DERAEMY-SCHENK, A. M., 
CHEN, B. P., HAI, T., DELAMARTER, J. F. & WHELAN, J. 1993. Cyclic AMP-
independent ATF family members interact with NF-kappa B and function in the 
activation of the E-selectin promoter in response to cytokines. Mol Cell Biol, 13, 
7180-90. 

KATSUDA, S. & KAJI, T. 2003. Atherosclerosis and extracellular matrix. J Atheroscler 
Thromb, 10, 267-74. 

KEATING, N. L., O'MALLEY, A., FREEDLAND, S. J. & SMITH, M. R. 2012. Diabetes and 
cardiovascular disease during androgen deprivation therapy: observational 
study of veterans with prostate cancer. J Natl Cancer Inst, 104, 1518-23. 

KEATING, N. L., O'MALLEY, A. J. & SMITH, M. R. 2006. Diabetes and cardiovascular 
disease during androgen deprivation therapy for prostate cancer. J Clin Oncol, 
24, 4448-56. 

KELLY, D. M. 2010. Investigation of the Mechanisms Underlying the Development of 
Atherosclerosis. PhD, Sheffield Hallam University. 

KELLY, D. M. & JONES, T. H. 2013a. Testosterone: a metabolic hormone in health and 
disease. J Endocrinol, 217, R25-45. 



227 
 

KELLY, D. M. & JONES, T. H. 2013b. Testosterone: a vascular hormone in health and 
disease. J Endocrinol, 217, R47-71. 

KELLY, D. M. & JONES, T. H. 2015. Testosterone and obesity. Obes Rev, 16, 581-606. 
KELLY, D. M., SELLERS, D. J., WOODROOFE, M. N., JONES, T. H. & CHANNER, K. S. 2012. 

Effect of Testosterone on Inflammatory Markers in the Development of Early 
Atherogenesis in the Testicular-Feminized Mouse Model. Endocr Res. 

KENNY, A. M., PRESTWOOD, K. M., GRUMAN, C. A., FABREGAS, G., BISKUP, B. & 
MANSOOR, G. 2002. Effects of transdermal testosterone on lipids and vascular 
reactivity in older men with low bioavailable testosterone levels. J Gerontol A 
Biol Sci Med Sci, 57, M460-5. 

KERSHAW, E. E. & FLIER, J. S. 2004. Adipose Tissue as an Endocrine Organ. The Journal 
of Clinical Endocrinology & Metabolism, 89, 2548-2556. 

KHALLOU-LASCHET, J., VARTHAMAN, A., FORNASA, G., COMPAIN, C., GASTON, A. T., 
CLEMENT, M., DUSSIOT, M., LEVILLAIN, O., GRAFF-DUBOIS, S., NICOLETTI, A. & 
CALIGIURI, G. 2010. Macrophage plasticity in experimental atherosclerosis. 
PLoS One, 5, e8852. 

KHAW, K. T., DOWSETT, M., FOLKERD, E., BINGHAM, S., WAREHAM, N., LUBEN, R., 
WELCH, A. & DAY, N. 2007. Endogenous testosterone and mortality due to all 
causes, cardiovascular disease, and cancer in men: European prospective 
investigation into cancer in Norfolk (EPIC-Norfolk) Prospective Population 
Study. Circulation, 116, 2694-701. 

KIEL, D. P., BARON, J. A., PLYMATE, S. R. & CHUTE, C. G. 1989. Sex hormones and 
lipoproteins in men. The American Journal of Medicine, 87, 35-39. 

KILBY, E. & JONES, T. H. 2013. Testosterone stimulates cholesterol efflux and 
metabolism in human macrophages via liver X receptor. Endocrine Abstracts  

KITAGAWA, K., MATSUMOTO, M., SASAKI, T., HASHIMOTO, H., KUWABARA, K., 
OHTSUKI, T. & HORI, M. 2002. Involvement of ICAM-1 in the progression of 
atherosclerosis in APOE-knockout mice. Atherosclerosis, 160, 305-310. 

KRACHLER, B., VÖLGYI, E., SAVONEN, K., TYLAVSKY, F. A., ALÉN, M. & CHENG, S. 2013. 
BMI and an Anthropometry-Based Estimate of Fat Mass Percentage Are Both 
Valid Discriminators of Cardiometabolic Risk: A Comparison with DXA and 
Bioimpedance. Journal of Obesity, 2013, 862514. 

KUPELIAN, V., PAGE, S. T., ARAUJO, A. B., TRAVISON, T. G., BREMNER, W. J. & 
MCKINLAY, J. B. 2006. Low sex hormone-binding globulin, total testosterone, 
and symptomatic androgen deficiency are associated with development of the 
metabolic syndrome in nonobese men. J Clin Endocrinol Metab, 91, 843-50. 

KWON, H., LEE, D. G., KANG, H. C. & LEE, J. H. 2014. The relationship between 
testosterone, metabolic syndrome, and mean carotid intima-media thickness in 
aging men. Aging Male, 17, 211-5. 

LAAKSONEN, D. E., NISKANEN, L., PUNNONEN, K., NYYSSONEN, K., TUOMAINEN, T. P., 
VALKONEN, V. P., SALONEN, R. & SALONEN, J. T. 2004. Testosterone and sex 
hormone-binding globulin predict the metabolic syndrome and diabetes in 
middle-aged men. Diabetes Care, 27, 1036-41. 

LANGER, C., GANSZ, B., GOEPFERT, C., ENGEL, T., UEHARA, Y., VON DEHN, G., JANSEN, 
H., ASSMANN, G. & VON ECKARDSTEIN, A. 2002. Testosterone up-regulates 
scavenger receptor BI and stimulates cholesterol efflux from macrophages. 
Biochem Biophys Res Commun, 296, 1051-7. 



228 
 

LARSEN, B. A., NORDESTGAARD, B. G., STENDER, S. & KJELDSEN, K. 1993. Effect of 
testosterone on atherogenesis in cholesterol-fed rabbits with similar plasma 
cholesterol levels. Atherosclerosis, 99, 79-86. 

LASCHET, J., CALIGIURI, G., GROYER, E., TUPIN, E., GASTON, A.-T., POIRIER, B., 
KRONENBERG, M., COHEN, J., KLATZMANN, D., KAVERI, S. & NICOLETTI, A. 
2006. The Proatherogenic Role of T Cells Requires Cell Division and Is 
Dependent on the Stage of the Disease. Arteriosclerosis, thrombosis, and 
vascular biology, 26, 353-8. 

LAUGHLIN, G. A., BARRETT-CONNOR, E. & BERGSTROM, J. 2008. Low serum 
testosterone and mortality in older men. J Clin Endocrinol Metab, 93, 68-75. 

LEAN, M. E., HAN, T. S. & MORRISON, C. E. 1995. Waist circumference as a measure for 
indicating need for weight management. BMJ (Clinical research ed.), 311, 158-
161. 

LEE, C. H., KUO, S. W., HUNG, Y. J., HSIEH, C. H., HE, C. T., YANG, T. C., LIAN, W. C., 
CHYI-FAN, S. & PEI, D. 2005. The effect of testosterone supplement on insulin 
sensitivity, glucose effectiveness, and acute insulin response after glucose load 
in male type 2 diabetics. Endocr Res, 31, 139-48. 

LEE, K. K., FORTMANN, S. P., FAIR, J. M., IRIBARREN, C., RUBIN, G. D., VARADY, A., GO, 
A. S., QUERTERMOUS, T. & HLATKY, M. A. 2009. Insulin resistance 
independently predicts the progression of coronary artery calcification. Am 
Heart J, 157, 939-45. 

LESSER, M. A. 1946. Testosterone propionate therapy in one hundred cases of angina 
pectoris. J Clin Endocrinol Metab, 6, 549-57. 

LEVINE, G. N., D'AMICO, A. V., BERGER, P., CLARK, P. E., ECKEL, R. H., KEATING, N. L., 
MILANI, R. V., SAGALOWSKY, A. I., SMITH, M. R. & ZAKAI, N. 2010. Androgen-
deprivation therapy in prostate cancer and cardiovascular risk: a science 
advisory from the American Heart Association, American Cancer Society, and 
American Urological Association: endorsed by the American Society for 
Radiation Oncology. Circulation, 121, 833-40. 

LEY, K. 2008. Chapter 9 - The Microcirculation in Inflammation. In: TUMA, R. F., 
DURÁN, W. N. & LEY, K. (eds.) Microcirculation (Second Edition). San Diego: 
Academic Press. 

LEY, K., MILLER, Y. I. & HEDRICK, C. C. 2011. Monocyte and macrophage dynamics 
during atherogenesis. Arteriosclerosis, thrombosis, and vascular biology, 31, 
1506-1516. 

LI, J., WANG, Q., CHAI, W., CHEN, M.-H., LIU, Z. & SHI, W. 2011. Hyperglycemia in 
apolipoprotein E-deficient mouse strains with different atherosclerosis 
susceptibility. Cardiovascular Diabetology, 10, 117-117. 

LI, S., GUO, Y., ZHU, P. & YANG, T. 2013. Role of Ox-LDL/LOX-1/NF-κB signaling pathway 
in regulation of atherosclerotic plaque growth by testosterone in male rabbits. 
Vascular Pharmacology, 59, 131-137. 

LI, S., LI, X. & LI, Y. 2008. Regulation of atherosclerotic plaque growth and stability by 
testosterone and its receptor via influence of inflammatory reaction. Vascul 
Pharmacol, 49, 14-8. 

LI, X., XIAO, H., LIN, C., SUN, W., WU, T., WANG, J., CHEN, B., CHEN, X. & CHENG, D. 
2019. Synergistic effects of liposomes encapsulating atorvastatin calcium and 
curcumin and targeting dysfunctional endothelial cells in reducing 
atherosclerosis. International Journal of Nanomedicine, Volume 14, 649-665. 



229 
 

LI, Z. G., DANIS, V. A. & BROOKS, P. M. 1993. Effect of gonadal steroids on the 
production of IL-1 and IL-6 by blood mononuclear cells in vitro. Clin Exp 
Rheumatol, 11, 157-62. 

LIANG, W., WANG, Q., MA, H., YAN, W. & YANG, J. 2018. Knockout of Low Molecular 
Weight FGF2 Attenuates Atherosclerosis by Reducing Macrophage Infiltration 
and Oxidative Stress in Mice. Cellular Physiology and Biochemistry, 45, 1434-
1443. 

LIBBY, P., OKAMOTO, Y., ROCHA, V. Z. & FOLCO, E. 2010. Inflammation in 
atherosclerosis: transition from theory to practice. Circ J, 74, 213-20. 

LIBBY, P., RIDKER, P. M. & HANSSON, G. K. 2009. Inflammation in atherosclerosis: from 
pathophysiology to practice. J Am Coll Cardiol, 54, 2129-38. 

LIBBY, P., RIDKER, P. M. & MASERI, A. 2002. Inflammation and atherosclerosis. 
Circulation, 105, 1135-43. 

LINTON, M., ATKINSON, J. & FAZIO, S. 1995. Prevention of atherosclerosis in 
apolipoprotein E-deficient mice by bone marrow transplantation. Science, 267, 
1034-1037. 

LIVAK, K. J. & SCHMITTGEN, T. D. 2001. Analysis of relative gene expression data using 
real-time quantitative PCR and the 2(-Delta Delta C(T)) Method. Methods, 25, 
402-8. 

LORENZ, M. W., MARKUS, H. S., BOTS, M. L., ROSVALL, M. & SITZER, M. 2007. 
Prediction of clinical cardiovascular events with carotid intima-media thickness: 
a systematic review and meta-analysis. Circulation, 115, 459-67. 

LUC, G., BARD, J. M., JUHAN-VAGUE, I., FERRIERES, J., EVANS, A., AMOUYEL, P., 
ARVEILER, D., FRUCHART, J. C. & DUCIMETIERE, P. 2003. C-reactive protein, 
interleukin-6, and fibrinogen as predictors of coronary heart disease: the PRIME 
Study. Arterioscler Thromb Vasc Biol, 23, 1255-61. 

LUNENFELD, B. & NIESCHLAG, E. 2007. Testosterone therapy in the aging male. Aging 
Male, 10, 139-53. 

LUSIS, A. J. 2000. Atherosclerosis. Nature, 407, 233-41. 
LY, L. P., JIMENEZ, M., ZHUANG, T. N., CELERMAJER, D. S., CONWAY, A. J. & 

HANDELSMAN, D. J. 2001. A double-blind, placebo-controlled, randomized 
clinical trial of transdermal dihydrotestosterone gel on muscular strength, 
mobility, and quality of life in older men with partial androgen deficiency. J Clin 
Endocrinol Metab, 86, 4078-88. 

MA, L., WEI, J., WAN, J., WANG, W., WANG, L., YUAN, Y., YANG, Z., LIU, X. & MING, L. 
2019. Low glucose and metformin-induced apoptosis of human ovarian cancer 
cells is connected to ASK1 via mitochondrial and endoplasmic reticulum stress-
associated pathways. Journal of Experimental & Clinical Cancer Research, 38, 
77. 

MAGGIO, M., BASARIA, S., CEDA, G. P., BLE, A., LING, S. M., BANDINELLI, S., VALENTI, G. 
& FERRUCCI, L. 2005. The relationship between testosterone and molecular 
markers of inflammation in older men. J Endocrinol Invest, 28, 116-9. 

MAGGIO, M., BLACKFORD, A., TAUB, D., CARDUCCI, M., BLE, A., METTER, E. J., BRAGA-
BASARIA, M., DOBS, A. & BASARIA, S. 2006. Circulating inflammatory cytokine 
expression in men with prostate cancer undergoing androgen deprivation 
therapy. J Androl, 27, 725-8. 

MAKINEN, J., JARVISALO, M. J., POLLANEN, P., PERHEENTUPA, A., IRJALA, K., 
KOSKENVUO, M., MAKINEN, J., HUHTANIEMI, I. & RAITAKARI, O. T. 2005. 



230 
 

Increased carotid atherosclerosis in andropausal middle-aged men. J Am Coll 
Cardiol, 45, 1603-8. 

MALKIN, C. J., PUGH, P. J., JONES, R. D., KAPOOR, D., CHANNER, K. S. & JONES, T. H. 
2004a. The effect of testosterone replacement on endogenous inflammatory 
cytokines and lipid profiles in hypogonadal men. J Clin Endocrinol Metab, 89, 
3313-8. 

MALKIN, C. J., PUGH, P. J., MORRIS, P. D., KERRY, K. E., JONES, R. D., JONES, T. H. & 
CHANNER, K. S. 2004b. Testosterone replacement in hypogonadal men with 
angina improves ischaemic threshold and quality of life. Heart, 90, 871-6. 

MALKIN, C. J., PUGH, P. J., WEST, J. N., VAN BEEK, E. J., JONES, T. H. & CHANNER, K. S. 
2006. Testosterone therapy in men with moderate severity heart failure: a 
double-blind randomized placebo controlled trial. Eur Heart J, 27, 57-64. 

MANTOVANI, A., LOCATI, M., VECCHI, A., SOZZANI, S. & ALLAVENA, P. 2001. Decoy 
receptors: a strategy to regulate inflammatory cytokines and chemokines. 
Trends Immunol, 22, 328-36. 

MANTOVANI, A., SICA, A., SOZZANI, S., ALLAVENA, P., VECCHI, A. & LOCATI, M. 2004. 
The chemokine system in diverse forms of macrophage activation and 
polarization. Trends Immunol, 25, 677-86. 

MARCOVINA, S. M., LIPPI, G., BAGATELL, C. J. & BREMNER, W. J. 1996. Testosterone-
induced suppression of lipoprotein(a) in normal men; relation to basal 
lipoprotein(a) level. Atherosclerosis, 122, 89-95. 

MÅRIN, P., HOLMÄNG, S., JÖNSSON, L., SJÖSTRÖM, L., KVIST, H., HOLM, G., 
LINDSTEDT, G. & BJÖRNTORP, P. 1992a. The effects of testosterone treatment 
on body composition and metabolism in middle-aged obese men. Int J Obes 
Relat Metab Disord, 16, 991-7. 

MÅRIN, P., KROTKIEWSKI, M. & BJÖRNTORP, P. 1992b. Androgen treatment of middle-
aged, obese men: effects on metabolism, muscle and adipose tissues. Eur J 
Med, 1, 329-36. 

MÅRIN, P., ODÉN, B. & BJÖRNTORP, P. 1995. Assimilation and mobilization of 
triglycerides in subcutaneous abdominal and femoral adipose tissue in vivo in 
men: effects of androgens. J Clin Endocrinol Metab, 80, 239-43. 

MARTINEZ, F. O., SICA, A., MANTOVANI, A. & LOCATI, M. 2008. Macrophage activation 
and polarization. Front Biosci, 13, 453-61. 

MATHUR, A., MALKIN, C., SAEED, B., MUTHUSAMY, R., JONES, T. H. & CHANNER, K. 
2009. Long-term benefits of testosterone replacement therapy on angina 
threshold and atheroma in men. Eur J Endocrinol, 161, 443-9. 

MAXFIELD, F. R. & TABAS, I. 2005. Role of cholesterol and lipid organization in disease. 
Nature, 438, 612-21. 

MC NAMARA, K., ALZUBAIDI, H. & JACKSON, J. K. 2019. Cardiovascular disease as a 
leading cause of death: how are pharmacists getting involved? Integrated 
pharmacy research & practice, 8, 1-11. 

MCCROHON, J. A., JESSUP, W., HANDELSMAN, D. J. & CELERMAJER, D. S. 1999. 
Androgen Exposure Increases Human Monocyte Adhesion to Vascular 
Endothelium and Endothelial Cell Expression of Vascular Cell Adhesion 
Molecule-1. Circulation, 99, 2317-2322. 

MCROBB, L., HANDELSMAN, D. J. & HEATHER, A. K. 2009. Androgen-induced 
progression of arterial calcification in apolipoprotein E-null mice is uncoupled 
from plaque growth and lipid levels. Endocrinology, 150, 841-8. 



231 
 

MEIR, K. S. & LEITERSDORF, E. 2004. Atherosclerosis in the Apolipoprotein E–Deficient 
Mouse. A Decade of Progress, 24, 1006-1014. 

MENDELSOHN, M. E. 2002. Genomic and nongenomic effects of estrogen in the 
vasculature<sup>1</sup>. American Journal of Cardiology, 90, F3-F6. 

MENDELSOHN, M. E. & KARAS, R. H. 2005. Molecular and Cellular Basis of 
Cardiovascular Gender Differences. Science, 308, 1583. 

MENSAH, G. A., WEI, G. S., SORLIE, P. D., FINE, L. J., ROSENBERG, Y., KAUFMANN, P. G., 
MUSSOLINO, M. E., HSU, L. L., ADDOU, E., ENGELGAU, M. M. & GORDON, D. 
2017. Decline in Cardiovascular Mortality: Possible Causes and Implications. 
Circulation research, 120, 366-380. 

MEYER, M. R. & BARTON, M. 2009. ERα, ERβ, and gpER: novel aspects of oestrogen 
receptor signalling in atherosclerosis. Cardiovascular Research, 83, 605-610. 

MICHEL, J.-B., VIRMANI, R., ARBUSTINI, E. & PASTERKAMP, G. 2011. Intraplaque 
haemorrhages as the trigger of plaque vulnerability. European heart journal, 
32, 1977-1985c. 

MISRA, K. B., ENDEMANN, S. W. & AYER, M. 2006. Measures of obesity and metabolic 
syndrome in Indian Americans in northern California. Ethn Dis, 16, 331-7. 

MONTERO, I., ORBE, J., VARO, N., BELOQUI, O., MONREAL, J. I., RODRÍGUEZ, J. A., DÍEZ, 
J., LIBBY, P. & PÁRAMO, J. A. 2006. C-Reactive Protein Induces Matrix 
Metalloproteinase-1 and -10 in Human Endothelial Cells: Implications for 
Clinical and Subclinical Atherosclerosis. Journal of the American College of 
Cardiology, 47, 1369-1378. 

MOORE, K. J., SHEEDY, F. J. & FISHER, E. A. 2013. Macrophages in atherosclerosis: a 
dynamic balance. Nat Rev Immunol, 13, 709-21. 

MORIWAKI, Y., YAMAMOTO, T., SHIBUTANI, Y., AOKI, E., TSUTSUMI, Z., TAKAHASHI, S., 
OKAMURA, H., KOGA, M., FUKUCHI, M. & HADA, T. 2003. Elevated levels of 
interleukin-18 and tumor necrosis factor-alpha in serum of patients with type 2 
diabetes mellitus: relationship with diabetic nephropathy. Metabolism, 52, 605-
8. 

MORRIS, P. D. & CHANNER, K. S. 2012. Testosterone and cardiovascular disease in 
men. Asian Journal of Andrology, 14, 428-435. 

MOSCA, L., BARRETT-CONNOR, E. & WENGER, N. K. 2011. Sex/gender differences in 
cardiovascular disease prevention: what a difference a decade makes. 
Circulation, 124, 2145-2154. 

MOUNTAIN, D. J., FREEMAN, B. M., KIRKPATRICK, S. S., BEDDIES, J. W., ARNOLD, J. D., 
FREEMAN, M. B., GOLDMAN, M. H., STEVENS, S. L., KLEIN, F. A. & GRANDAS, O. 
H. 2013. Androgens regulate MMPs and the cellular processes of intimal 
hyperplasia. J Surg Res, 184, 619-27. 

MUKHERJEE, T. K., DINH, H., CHAUDHURI, G. & NATHAN, L. 2002. Testosterone 
attenuates expression of vascular cell adhesion molecule-1 by conversion to 
estradiol by aromatase in endothelial cells: implications in atherosclerosis. Proc 
Natl Acad Sci U S A, 99, 4055-60. 

MULLER, M., VAN DEN BELD, A. W., BOTS, M. L., GROBBEE, D. E., LAMBERTS, S. W. & 
VAN DER SCHOUW, Y. T. 2004. Endogenous sex hormones and progression of 
carotid atherosclerosis in elderly men. Circulation, 109, 2074-9. 

MULLER, W. A. 2011. Mechanisms of leukocyte transendothelial migration. Annual 
review of pathology, 6, 323-344. 



232 
 

MULVANY, M. J., BAUMBACH, G. L., AALKJAER, C., HEAGERTY, A. M., KORSGAARD, N., 
SCHIFFRIN, E. L. & HEISTAD, D. D. 1996. Vascular remodeling. Hypertension, 28, 
505-6. 

MURPHY, G. & KNÄUPER, V. 1997. Relating matrix metalloproteinase structure to 
function: why the "hemopexin" domain? Matrix Biol, 15, 511-8. 

MUSABAK, U., BOLU, E., OZATA, M., OKTENLI, C., SENGUL, A., INAL, A., YESILOVA, Z., 
KILCILER, G., OZDEMIR, I. C. & KOCAR, I. H. 2003. Gonadotropin treatment 
restores in vitro interleukin-1beta and tumour necrosis factor-alpha production 
by stimulated peripheral blood mononuclear cells from patients with idiopathic 
hypogonadotropic hypogonadism. Clin Exp Immunol, 132, 265-70. 

NAGASE, H., VISSE, R. & MURPHY, G. 2006. Structure and function of matrix 
metalloproteinases and TIMPs. Cardiovasc Res, 69, 562-73. 

NAGEL, T., RESNICK, N., DEWEY, C. F., JR. & GIMBRONE, M. A., JR. 1999. Vascular 
endothelial cells respond to spatial gradients in fluid shear stress by enhanced 
activation of transcription factors. Arterioscler Thromb Vasc Biol, 19, 1825-34. 

NAKASHIMA, Y., RAINES ELAINE, W., PLUMP ANDREW, S., BRESLOW JAN, L. & ROSS, R. 
1998. Upregulation of VCAM-1 and ICAM-1 at Atherosclerosis-Prone Sites on 
the Endothelium in the ApoE-Deficient Mouse. Arteriosclerosis, Thrombosis, 
and Vascular Biology, 18, 842-851. 

NAPOLI, C., D'ARMIENTO, F. P., MANCINI, F. P., POSTIGLIONE, A., WITZTUM, J. L., 
PALUMBO, G. & PALINSKI, W. 1997. Fatty streak formation occurs in human 
fetal aortas and is greatly enhanced by maternal hypercholesterolemia. Intimal 
accumulation of low density lipoprotein and its oxidation precede monocyte 
recruitment into early atherosclerotic lesions. J Clin Invest, 100, 2680-90. 

NAQVI, T. Z. & LEE, M. S. 2014. Carotid intima-media thickness and plaque in 
cardiovascular risk assessment. JACC Cardiovasc Imaging, 7, 1025-38. 

NATHAN, L., SHI, W., DINH, H., MUKHERJEE, T. K., WANG, X., LUSIS, A. J. & 
CHAUDHURI, G. 2001. Testosterone inhibits early atherogenesis by conversion 
to estradiol: Critical role of aromatase. Proceedings of the National Academy of 
Sciences, 98, 3589-3593. 

NEDOGODA, S., BARYKINA, I., SALASYUK, A., SMIRNOVA, V. & KHRIPAEVA, V. 2015. 
Effects of Testosterone Replacement Therapy on Cardio-Metabolic, Hormonal 
and Anthropometric Parameters in Obese Hypogonadal Men with Metabolic 
Syndrome. Obesity, 1, 1-7. 

NEISH, A. S., WILLIAMS, A. J., PALMER, H. J., WHITLEY, M. Z. & COLLINS, T. 1992. 
Functional analysis of the human vascular cell adhesion molecule 1 promoter. J 
Exp Med, 176, 1583-93. 

NETTLESHIP, J. E., JONES, T. H., CHANNER, K. S. & JONES, R. D. 2007a. Physiological 
testosterone replacement therapy attenuates fatty streak formation and 
improves high-density lipoprotein cholesterol in the Tfm mouse: an effect that 
is independent of the classic androgen receptor. Circulation, 116, 2427-34. 

NETTLESHIP, J. E., PUGH, P. J., CHANNER, K. S., JONES, T. & JONES, R. D. 2007b. Inverse 
relationship between serum levels of interleukin-1beta and testosterone in 
men with stable coronary artery disease. Horm Metab Res, 39, 366-71. 

NEWBY, A. C. 2005. Dual role of matrix metalloproteinases (matrixins) in intimal 
thickening and atherosclerotic plaque rupture. Physiol Rev, 85, 1-31. 

NGUYEN, P. L., ALIBHAI, S. M., BASARIA, S., D'AMICO, A. V., KANTOFF, P. W., KEATING, 
N. L., PENSON, D. F., ROSARIO, D. J., TOMBAL, B. & SMITH, M. R. 2015. Adverse 



233 
 

effects of androgen deprivation therapy and strategies to mitigate them. Eur 
Urol, 67, 825-36. 

NISHIYAMA, T., ISHIZAKI, F., ANRAKU, T., SHIMURA, H. & TAKAHASHI, K. 2005. The 
influence of androgen deprivation therapy on metabolism in patients with 
prostate cancer. J Clin Endocrinol Metab, 90, 657-60. 

NORATA, G. D., TIBOLLA, G., SECCOMANDI, P. M., POLETTI, A. & CATAPANO, A. L. 2006. 
Dihydrotestosterone decreases tumor necrosis factor-alpha and 
lipopolysaccharide-induced inflammatory response in human endothelial cells. 
J Clin Endocrinol Metab, 91, 546-54. 

O'BRIEN, K. D., ALLEN, M. D., MCDONALD, T. O., CHAIT, A., HARLAN, J. M., FISHBEIN, 
D., MCCARTY, J., FERGUSON, M., HUDKINS, K., BENJAMIN, C. D. & ET AL. 1993. 
Vascular cell adhesion molecule-1 is expressed in human coronary 
atherosclerotic plaques. Implications for the mode of progression of advanced 
coronary atherosclerosis. J Clin Invest, 92, 945-51. 

O'BRIEN, K. D., MCDONALD, T. O., CHAIT, A., ALLEN, M. D. & ALPERS, C. E. 1996. 
Neovascular expression of E-selectin, intercellular adhesion molecule-1, and 
vascular cell adhesion molecule-1 in human atherosclerosis and their relation 
to intimal leukocyte content. Circulation, 93, 672-82. 

O'LEARY, D. H. & BOTS, M. L. 2010. Imaging of atherosclerosis: carotid intima-media 
thickness. Eur Heart J, 31, 1682-9. 

O'ROURKE, M. F. & HASHIMOTO, J. 2007. Mechanical factors in arterial aging: a clinical 
perspective. J Am Coll Cardiol, 50, 1-13. 

OBEROI, R., VLACIL, A. K., SCHUETT, J., SCHÖSSER, F., SCHUETT, H., TIETGE, U. J. F., 
SCHIEFFER, B. & GROTE, K. 2018. Anti-tumor necrosis factor-α therapy 
increases plaque burden in a mouse model of experimental atherosclerosis. 
Atherosclerosis, 277, 80-89. 

OH, J. Y., BARRETT-CONNOR, E., WEDICK, N. M. & WINGARD, D. L. 2002. Endogenous 
sex hormones and the development of type 2 diabetes in older men and 
women: the Rancho Bernardo study. Diabetes Care, 25, 55-60. 

OHTA, H., WADA, H., NIWA, T., KIRII, H., IWAMOTO, N., FUJII, H., SAITO, K., SEKIKAWA, 
K. & SEISHIMA, M. 2005. Disruption of tumor necrosis factor-alpha gene 
diminishes the development of atherosclerosis in ApoE-deficient mice. 
Atherosclerosis, 180, 11-7. 

OKON, I., DING, Y. & ZOU, M.-H. 2017. Ablation of Interferon Regulatory Factor 3 
Promotes the Stability of Atherosclerotic Plaques. Hypertension (Dallas, Tex. : 
1979), 69, 407-408. 

OPPI, S., LÜSCHER, T. F. & STEIN, S. 2019. Mouse Models for Atherosclerosis Research-
Which Is My Line? Frontiers in cardiovascular medicine, 6, 46-46. 

ORBE, J., MONTERO, I., RODRÍGUEZ, J. A., BELOQUI, O., RONCAL, C. & PÁRAMO, J. A. 
2007. Independent association of matrix metalloproteinase-10, cardiovascular 
risk factors and subclinical atherosclerosis. Journal of Thrombosis and 
Haemostasis, 5, 91-97. 

OREKHOV, A. N., TERTOV, V. V. & MUKHIN, D. N. 1991. Desialylated low density 
lipoprotein - naturally occurring modified lipoprotein with atherogenic potency. 
Atherosclerosis, 86, 153-161. 

OZATA, M., YILDIRIMKAYA, M., BULUR, M., YILMAZ, K., BOLU, E., CORAKCI, A. & 
GUNDOGAN, M. A. 1996. Effects of gonadotropin and testosterone treatments 
on Lipoprotein(a), high density lipoprotein particles, and other lipoprotein 
levels in male hypogonadism. J Clin Endocrinol Metab, 81, 3372-8. 



234 
 

PAL, M. & GUPTA, S. 2016. Testosterone supplementation improves glucose 
homeostasis despite increasing hepatic insulin resistance in male mouse model 
of type 2 diabetes mellitus. Nutrition & diabetes, 6, e236-e236. 

PAL, M., KHAN, J., KUMAR, R., SUROLIA, A. & GUPTA, S. 2019. Testosterone 
supplementation improves insulin responsiveness in HFD fed male T2DM mice 
and potentiates insulin signaling in the skeletal muscle and C2C12 myocyte cell 
line. PLOS ONE, 14, e0224162. 

PICKUP, J. C., MATTOCK, M. B., CHUSNEY, G. D. & BURT, D. 1997. NIDDM as a disease 
of the innate immune system: association of acute-phase reactants and 
interleukin-6 with metabolic syndrome X. Diabetologia, 40, 1286-92. 

PIEDRAHITA, J. A., ZHANG, S. H., HAGAMAN, J. R., OLIVER, P. M. & MAEDA, N. 1992. 
Generation of mice carrying a mutant apolipoprotein E gene inactivated by 
gene targeting in embryonic stem cells. Proceedings of the National Academy of 
Sciences of the United States of America, 89, 4471-4475. 

PIETRI, P., VLACHOPOULOS, C., IOAKEIMIDIS, N., AGGELIS, A., TERENTES-PRINTZIOS, D., 
PASCHALIDIS, E., ABDELRASOUL, M., GOURGOULI, I., GRAVOS, A. & TOUSOULIS, 
D. 2015. 5B.06: ASSOCIATION OF PLASMA TESTOSTERONE WITH CENTRAL 
HAEMODYNAMICS IN HYPERTENSIVE MEN. Journal of Hypertension, 33. 

PIROMPOL, P., TEEKABUT, V., WEERACHATYANUKUL, W., BUPHA-INTR, T. & 
WATTANAPERMPOOL, J. 2016. Supra-physiological dose of testosterone 
induces pathological cardiac hypertrophy. J Endocrinol, 229, 13-23. 

PLUDDEMANN, A., NEYEN, C. & GORDON, S. 2007. Macrophage scavenger receptors 
and host-derived ligands. Methods, 43, 207-17. 

PLUMP, A. S. & BRESLOW, J. L. 1995. Apolipoprotein E and the apolipoprotein E-
deficient mouse. Annu Rev Nutr, 15, 495-518. 

PLUMP, A. S., SMITH, J. D., HAYEK, T., AALTO-SETALA, K., WALSH, A., VERSTUYFT, J. G., 
RUBIN, E. M. & BRESLOW, J. L. 1992. Severe hypercholesterolemia and 
atherosclerosis in apolipoprotein E-deficient mice created by homologous 
recombination in ES cells. Cell, 71, 343-53. 

POBER, J. S., LAPIERRE, L. A., STOLPEN, A. H., BROCK, T. A., SPRINGER, T. A., FIERS, W., 
BEVILACQUA, M. P., MENDRICK, D. L. & GIMBRONE, M. A., JR. 1987. Activation 
of cultured human endothelial cells by recombinant lymphotoxin: comparison 
with tumor necrosis factor and interleukin 1 species. J Immunol, 138, 3319-24. 

PRADHAN ARUNA, D., RIFAI, N. & RIDKER PAUL, M. 2002. Soluble Intercellular 
Adhesion Molecule-1, Soluble Vascular Adhesion Molecule-1, and the 
Development of Symptomatic Peripheral Arterial Disease in Men. Circulation, 
106, 820-825. 

PROKOP, J. W. & DESCHEPPER, C. F. 2015. Chromosome Y genetic variants: impact in 
animal models and on human disease. Physiological genomics, 47, 525-537. 

PUGH, P. J., JONES, R. D., MALKIN, C. J., HALL, J., NETTLESHIP, J. E., KERRY, K. E., JONES, 
T. H. & CHANNER, K. S. 2005. Physiologic testosterone therapy has no effect on 
serum levels of tumour necrosis factor-alpha in men with chronic heart failure. 
Endocr Res, 31, 271-83. 

PUGH, P. J., JONES, R. D., WEST, J. N., JONES, T. H. & CHANNER, K. S. 2004. 
Testosterone treatment for men with chronic heart failure. Heart, 90, 446-7. 

PURROY, A., RONCAL, C., ORBE, J., MEILHAC, O., BELZUNCE, M., ZALBA, G., VILLA-
BELLOSTA, R., ANDRÉS, V., PARKS, W. C., PÁRAMO, J. A. & RODRÍGUEZ, J. A. 
2018. Matrix metalloproteinase-10 deficiency delays atherosclerosis 
progression and plaque calcification. Atherosclerosis, 278, 124-134. 



235 
 

QIN, Z. 2012. The use of THP-1 cells as a model for mimicking the function and 
regulation of monocytes and macrophages in the vasculature. Atherosclerosis, 
221, 2-11. 

QIU, Y., YANASE, T., HU, H., TANAKA, T., NISHI, Y., LIU, M., SUEISHI, K., SAWAMURA, T. 
& NAWATA, H. 2010. Dihydrotestosterone Suppresses Foam Cell Formation and 
Attenuates Atherosclerosis Development. Endocrinology, 151, 3307-3316. 

QUILLARD, T., ARAÚJO, H. A., FRANCK, G., TESMENITSKY, Y. & LIBBY, P. 2014. Matrix 
Metalloproteinase-13 Predominates Over Matrix Metalloproteinase-8 as the 
Functional Interstitial Collagenase in Mouse Atheromata. Arteriosclerosis, 
Thrombosis, and Vascular Biology, 34, 1179-1186. 

QUILLARD, T., TESMENITSKY, Y., CROCE, K., TRAVERS, R., SHVARTZ, E., KOSKINAS, K. C., 
SUKHOVA, G. K., AIKAWA, E., AIKAWA, M. & LIBBY, P. 2011. Selective inhibition 
of matrix metalloproteinase-13 increases collagen content of established 
mouse atherosclerosis. Arteriosclerosis, thrombosis, and vascular biology, 31, 
2464-2472. 

RAINGER, G. E., WAUTIER, M. P., NASH, G. B. & WAUTIER, J. L. 1996. Prolonged E-
selectin induction by monocytes potentiates the adhesion of flowing 
neutrophils to cultured endothelial cells. Br J Haematol, 92, 192-9. 

RAJAGOPALAN, S., MENG, X. P., RAMASAMY, S., HARRISON, D. G. & GALIS, Z. S. 1996. 
Reactive oxygen species produced by macrophage-derived foam cells regulate 
the activity of vascular matrix metalloproteinases in vitro. Implications for 
atherosclerotic plaque stability. J Clin Invest, 98, 2572-9. 

RAJAVASHISTH, T. B., ANDALIBI, A., TERRITO, M. C., BERLINER, J. A., NAVAB, M., 
FOGELMAN, A. M. & LUSIS, A. J. 1990. Induction of endothelial cell expression 
of granulocyte and macrophage colony-stimulating factors by modified low-
density lipoproteins. Nature, 344, 254-257. 

READ, M. A., WHITLEY, M. Z., WILLIAMS, A. J. & COLLINS, T. 1994. NF-kappa B and I 
kappa B alpha: an inducible regulatory system in endothelial activation. The 
Journal of experimental medicine, 179, 503-512. 

REBUFFÉ-SCRIVE, M., MÅRIN, P. & BJÖRNTORP, P. 1991. Effect of testosterone on 
abdominal adipose tissue in men. Int J Obes, 15, 791-5. 

REDDICK, R. L., ZHANG, S. H. & MAEDA, N. 1994. Atherosclerosis in mice lacking apo E. 
Evaluation of lesional development and progression. Arteriosclerosis, 
Thrombosis, and Vascular Biology, 14, 141-147. 

RESNICK, N., YAHAV, H., SHAY-SALIT, A., SHUSHY, M., SCHUBERT, S., ZILBERMAN, L. C. 
M. & WOFOVITZ, E. 2003. Fluid shear stress and the vascular endothelium: for 
better and for worse. Progress in Biophysics and Molecular Biology, 81, 177-
199. 

RHODEN, E. L. & MORGENTALER, A. 2004. Risks of testosterone-replacement therapy 
and recommendations for monitoring. N Engl J Med, 350, 482-92. 

RIZZO, M., PERNICE, V., FRASHERI, A., DI LORENZO, G., RINI, G. B., SPINAS, G. A. & 
BERNEIS, K. 2009. Small, dense low-density lipoproteins (LDL) are predictors of 
cardio- and cerebro-vascular events in subjects with the metabolic syndrome. 
Clin Endocrinol (Oxf), 70, 870-5. 

ROCHA, V. Z. & FOLCO, E. J. 2011. Inflammatory concepts of obesity. Int J Inflam, 2011, 
529061. 

RODRIGUEZ, A., MULLER, D. C., METTER, E. J., MAGGIO, M., HARMAN, S. M., 
BLACKMAN, M. R. & ANDRES, R. 2007. Aging, androgens, and the metabolic 
syndrome in a longitudinal study of aging. J Clin Endocrinol Metab, 92, 3568-72. 



236 
 

ROLIN, J. & MAGHAZACHI, A. A. 2014. Implications of chemokines, chemokine 
receptors, and inflammatory lipids in atherosclerosis. J Leukoc Biol, 95, 575-85. 

ROMMERTS, F. F. G. 2004. Testosterone: an overview of biosynthesis, transport, 
metabolism and non-genomic actions. In: NIESCHLAG, E. & BEHRE, H. M. (eds.) 
Testosterone: Action, Deficiency, Substitution. 3 ed. Cambridge: Cambridge 
University Press. 

ROSANO, G. M. C., LEONARDO, F., PAGNOTTA, P., PELLICCIA, F., PANINA, G., 
CERQUETANI, E., MONICA, P. L. D., BONFIGLI, B., VOLPE, M. & CHIERCHIA, S. L. 
1999. Acute Anti-Ischemic Effect of Testosterone in Men With Coronary Artery 
Disease. Circulation, 99, 1666-1670. 

ROSENFELD, M. E., AVERILL, M. M., BENNETT, B. J. & SCHWARTZ, S. M. 2008. 
Progression and disruption of advanced atherosclerotic plaques in murine 
models. Curr Drug Targets, 9, 210-6. 

ROSENFELD, M. E., POLINSKY, P., VIRMANI, R., KAUSER, K., RUBANYI, G. & SCHWARTZ, 
S. M. 2000. Advanced atherosclerotic lesions in the innominate artery of the 
ApoE knockout mouse. Arterioscler Thromb Vasc Biol, 20, 2587-92. 

ROSS, R. 1999. Atherosclerosis--an inflammatory disease. N Engl J Med, 340, 115-26. 
ROSS, R., DAGNONE, D., JONES, P. J., SMITH, H., PADDAGS, A., HUDSON, R. & JANSSEN, 

I. 2000. Reduction in obesity and related comorbid conditions after diet-
induced weight loss or exercise-induced weight loss in men. A randomized, 
controlled trial. Ann Intern Med, 133, 92-103. 

RUBINOW, K. B. & PAGE, S. T. 2012. Testosterone, HDL and cardiovascular risk in men: 
the jury is still out. Clin Lipidol, 7, 363-365. 

SAAD, F., GOOREN, L., HAIDER, A. & YASSIN, A. 2007. An exploratory study of the 
effects of 12 month administration of the novel long-acting testosterone 
undecanoate on measures of sexual function and the metabolic syndrome. 
Arch Androl, 53, 353-7. 

SAAD, F., GOOREN, L. J., HAIDER, A. & YASSIN, A. 2008. A dose-response study of 
testosterone on sexual dysfunction and features of the metabolic syndrome 
using testosterone gel and parenteral testosterone undecanoate. J Androl, 29, 
102-5. 

SAAD, F., HAIDER, A., DOROS, G. & TRAISH, A. 2013. Long-term treatment of 
hypogonadal men with testosterone produces substantial and sustained weight 
loss. Obesity (Silver Spring), 21, 1975-81. 

SAAD, F., HAIDER, A., GILTAY, E. J. & GOOREN, L. J. 2011. Age, obesity and 
inflammation at baseline predict the effects of testosterone administration on 
the metabolic syndrome. Horm Mol Biol Clin Investig, 6, 193-9. 

SAAD, F., YASSIN, A., DOROS, G. & HAIDER, A. 2016. Effects of long-term treatment 
with testosterone on weight and waist size in 411 hypogonadal men with 
obesity classes I-III: observational data from two registry studies. Int J Obes 
(Lond), 40, 162-70. 

SAIGAL, C. S., GORE, J. L., KRUPSKI, T. L., HANLEY, J., SCHONLAU, M. & LITWIN, M. S. 
2007. Androgen deprivation therapy increases cardiovascular morbidity in men 
with prostate cancer. Cancer, 110, 1493-1500. 

SANCHIS-GOMAR, F., PEREZ-QUILIS, C., LEISCHIK, R. & LUCIA, A. 2016. Epidemiology of 
coronary heart disease and acute coronary syndrome. Annals of translational 
medicine, 4, 256-256. 

SARTORATO, P., ZULIAN, E., BENEDINI, S., MARINIELLO, B., SCHIAVI, F., BILORA, F., 
POZZAN, G., GREGGIO, N., PAGNAN, A., MANTERO, F. & SCARONI, C. 2007. 



237 
 

Cardiovascular risk factors and ultrasound evaluation of intima-media thickness 
at common carotids, carotid bulbs, and femoral and abdominal aorta arteries in 
patients with classic congenital adrenal hyperplasia due to 21-hydroxylase 
deficiency. J Clin Endocrinol Metab, 92, 1015-8. 

SCHMIDT, M. I., DUNCAN, B. B., SHARRETT, A. R., LINDBERG, G., SAVAGE, P. J., 
OFFENBACHER, S., AZAMBUJA, M. I., TRACY, R. P. & HEISS, G. 1999. Markers of 
inflammation and prediction of diabetes mellitus in adults (Atherosclerosis Risk 
in Communities study): a cohort study. Lancet, 353, 1649-52. 

SCHUBERT, M., MINNEMANN, T., HÜBLER, D., ROUSKOVA, D., CHRISTOPH, A., OETTEL, 
M., ERNST, M., MELLINGER, U., KRONE, W. & JOCKENHÖVEL, F. 2004. 
Intramuscular testosterone undecanoate: pharmacokinetic aspects of a novel 
testosterone formulation during long-term treatment of men with 
hypogonadism. J Clin Endocrinol Metab, 89, 5429-34. 

SCHWARTZ, S. M., GALIS, Z. S., ROSENFELD, M. E. & FALK, E. 2007. Plaque rupture in 
humans and mice. Arterioscler Thromb Vasc Biol, 27, 705-13. 

SEIMON, T. & TABAS, I. 2009. Mechanisms and consequences of macrophage 
apoptosis in atherosclerosis. J Lipid Res, 50 Suppl, S382-7. 

SEITZ, O., SCHÜRMANN, C., HERMES, N., MÜLLER, E., PFEILSCHIFTER, J., FRANK, S. & 
GOREN, I. 2010. Wound healing in mice with high-fat diet- or ob gene-induced 
diabetes-obesity syndromes: a comparative study. Experimental diabetes 
research, 2010, 476969-476969. 

SELVIN, E., FEINLEIB, M., ZHANG, L., ROHRMANN, S., RIFAI, N., NELSON, W. G., DOBS, 
A., BASARIA, S., GOLDEN, S. H. & PLATZ, E. A. 2007. Androgens and diabetes in 
men: results from the Third National Health and Nutrition Examination Survey 
(NHANES III). Diabetes Care, 30, 234-8. 

SENMARU, T., FUKUI, M., OKADA, H., MINEOKA, Y., YAMAZAKI, M., TSUJIKAWA, M., 
HASEGAWA, G., KITAWAKI, J., OBAYASHI, H. & NAKAMURA, N. 2013. 
Testosterone deficiency induces markedly decreased serum triglycerides, 
increased small dense LDL, and hepatic steatosis mediated by dysregulation of 
lipid assembly and secretion in mice fed a high-fat diet. Metabolism, 62, 851-
860. 

SHALHOUB, J., FALCK-HANSEN, M. A., DAVIES, A. H. & MONACO, C. 2011. Innate 
immunity and monocyte-macrophage activation in atherosclerosis. Journal of 
Inflammation (London, England), 8, 9-9. 

SHI, C. & PAMER, E. G. 2011. Monocyte recruitment during infection and inflammation. 
Nat Rev Immunol, 11, 762-74. 

SHIM, J. T., SCHMIDT, N., NOGALES, P., LARSEN, T., SØRENSEN, C. B. & BENTZON, J. F. 
2020. Effects of castration on atherosclerosis in Yucatan minipigs with genetic 
hypercholesterolemia. PLOS ONE, 15, e0234131. 

SHIRAI, T., HILHORST, M., HARRISON, D. G., GORONZY, J. J. & WEYAND, C. M. 2015. 
Macrophages in Vascular Inflammation – From Atherosclerosis to Vasculitis. 
Autoimmunity, 48, 139-151. 

SHORES, M. M., MATSUMOTO, A. M., SLOAN, K. L. & KIVLAHAN, D. R. 2006. Low serum 
testosterone and mortality in male veterans. Arch Intern Med, 166, 1660-5. 

SHORES, M. M., SMITH, N. L., FORSBERG, C. W., ANAWALT, B. D. & MATSUMOTO, A. 
M. 2012. Testosterone Treatment and Mortality in Men with Low Testosterone 
Levels. The Journal of Clinical Endocrinology & Metabolism, 97, 2050-2058. 



238 
 

SHOSKES, J. J., WILSON, M. K. & SPINNER, M. L. 2016. Pharmacology of testosterone 
replacement therapy preparations. Translational andrology and urology, 5, 
834-843. 

SIKORA, M. J., JOHNSON, M. D., LEE, A. V. & OESTERREICH, S. 2016. Endocrine 
Response Phenotypes Are Altered by Charcoal-Stripped Serum Variability. 
Endocrinology, 157, 3760-3766. 

SILVESTRE-ROIG, C., DE WINTHER, M. P., WEBER, C., DAEMEN, M. J., LUTGENS, E. & 
SOEHNLEIN, O. 2014. Atherosclerotic Plaque Destabilization. Mechanisms, 
Models, and Therapeutic Strategies, 114, 214-226. 

SIMON, D., CHARLES, M. A., NAHOUL, K., ORSSAUD, G., KREMSKI, J., HULLY, V., 
JOUBERT, E., PAPOZ, L. & ESCHWEGE, E. 1997. Association between plasma 
total testosterone and cardiovascular risk factors in healthy adult men: The 
Telecom Study. J Clin Endocrinol Metab, 82, 682-5. 

SINGH, R., ARTAZA, J. N., TAYLOR, W. E., GONZALEZ-CADAVID, N. F. & BHASIN, S. 2003. 
Androgens stimulate myogenic differentiation and inhibit adipogenesis in C3H 
10T1/2 pluripotent cells through an androgen receptor-mediated pathway. 
Endocrinology, 144, 5081-8. 

SLUIJTER, J. P., PULSKENS, W. P., SCHONEVELD, A. H., VELEMA, E., STRIJDER, C. F., 
MOLL, F., DE VRIES, J. P., VERHEIJEN, J., HANEMAAIJER, R., DE KLEIJN, D. P. & 
PASTERKAMP, G. 2006. Matrix metalloproteinase 2 is associated with stable 
and matrix metalloproteinases 8 and 9 with vulnerable carotid atherosclerotic 
lesions: a study in human endarterectomy specimen pointing to a role for 
different extracellular matrix metalloproteinase inducer glycosylation forms. 
Stroke, 37, 235-9. 

SMEDLUND, K. B., BIRNBAUMER, L. & VAZQUEZ, G. 2015. Increased size and cellularity 
of advanced atherosclerotic lesions in mice with endothelial overexpression of 
the human TRPC3 channel. Proc Natl Acad Sci U S A, 112, E2201-6. 

SMITH, G. D., BEN-SHLOMO, Y., BESWICK, A., YARNELL, J., LIGHTMAN, S. & ELWOOD, P. 
2005. Cortisol, testosterone, and coronary heart disease: prospective evidence 
from the Caerphilly study. Circulation, 112, 332-40. 

SNIDERMAN, A. D., COUTURE, P., MARTIN, S. S., DEGRAAF, J., LAWLER, P. R., 
CROMWELL, W. C., WILKINS, J. T. & THANASSOULIS, G. 2018. 
Hypertriglyceridemia and cardiovascular risk: a cautionary note about 
metabolic confounding. Journal of lipid research, 59, 1266-1275. 

SOISSON, V., BRAILLY-TABARD, S., EMPANA, J. P., FEART, C., RYAN, J., BERTRAND, M., 
GUIOCHON-MANTEL, A. & SCARABIN, P. Y. 2012. Low plasma testosterone and 
elevated carotid intima-media thickness: importance of low-grade 
inflammation in elderly men. Atherosclerosis, 223, 244-9. 

SPAYD, R. W., BRUSCHI, B., BURDICK, B. A., DAPPEN, G. M., EIKENBERRY, J. N., ESDERS, 
T. W., FIGUERAS, J., GOODHUE, C. T., LAROSSA, D. D., NELSON, R. W., RAND, R. 
N. & WU, T. W. 1978. Multilayer film elements for clinical analysis: applications 
to representative chemical determinations. Clin Chem, 24, 1343-50. 

SPRANGER, J., KROKE, A., MOHLIG, M., HOFFMANN, K., BERGMANN, M. M., RISTOW, 
M., BOEING, H. & PFEIFFER, A. F. 2003. Inflammatory cytokines and the risk to 
develop type 2 diabetes: results of the prospective population-based European 
Prospective Investigation into Cancer and Nutrition (EPIC)-Potsdam Study. 
Diabetes, 52, 812-7. 

SPRINGER, T. A. 1990. Adhesion receptors of the immune system. Nature, 346, 425. 



239 
 

STANWORTH, R. D., KAPOOR, D., CHANNER, K. S. & JONES, T. H. 2011. Dyslipidaemia is 
associated with testosterone, oestradiol and androgen receptor CAG repeat 
polymorphism in men with type 2 diabetes. Clin Endocrinol (Oxf), 74, 624-30. 

STEINBERG, D., PARTHASARATHY, S., CAREW, T. E., KHOO, J. C. & WITZTUM, J. L. 1989. 
Beyond Cholesterol. New England Journal of Medicine, 320, 915-924. 

STELLATO, R. K., FELDMAN, H. A., HAMDY, O., HORTON, E. S. & MCKINLAY, J. B. 2000. 
Testosterone, sex hormone-binding globulin, and the development of type 2 
diabetes in middle-aged men: prospective results from the Massachusetts male 
aging study. Diabetes Care, 23, 490-4. 

STEYERS, C. M., 3RD & MILLER, F. J., JR. 2014. Endothelial dysfunction in chronic 
inflammatory diseases. Int J Mol Sci, 15, 11324-49. 

STOGER, J. L., GIJBELS, M. J., VAN DER VELDEN, S., MANCA, M., VAN DER LOOS, C. M., 
BIESSEN, E. A., DAEMEN, M. J., LUTGENS, E. & DE WINTHER, M. P. 2012. 
Distribution of macrophage polarization markers in human atherosclerosis. 
Atherosclerosis, 225, 461-8. 

SUCHARDA, P. 2010. [Obesity and atherosclerosis--what's the link?]. Vnitr Lek, 56, 289-
91. 

SUDHEENDRAN, S., CHANG, C. C. & DECKELBAUM, R. J. 2010. N-3 vs. saturated fatty 
acids: effects on the arterial wall. Prostaglandins, leukotrienes, and essential 
fatty acids, 82, 205-209. 

SUKHOVA, G. K., SCHÖNBECK, U., RABKIN, E., SCHOEN, F. J., POOLE, A. R., 
BILLINGHURST, R. C. & LIBBY, P. 1999. Evidence for increased collagenolysis by 
interstitial collagenases-1 and -3 in vulnerable human atheromatous plaques. 
Circulation, 99, 2503-9. 

SURWIT, R. S., KUHN, C. M., COCHRANE, C., MCCUBBIN, J. A. & FEINGLOS, M. N. 1988. 
Diet-induced type II diabetes in C57BL/6J mice. Diabetes, 37, 1163-7. 

SUSZTAK, K., BÖTTINGER, E., NOVETSKY, A., LIANG, D., ZHU, Y., CICCONE, E., WU, D., 
DUNN, S., MCCUE, P. & SHARMA, K. 2004. Molecular Profiling of Diabetic 
Mouse Kidney Reveals Novel Genes Linked to Glomerular Disease. Diabetes, 53, 
784. 

SVARTBERG, J., AGLEDAHL, I., FIGENSCHAU, Y., SILDNES, T., WATERLOO, K. & JORDE, R. 
2008. Testosterone treatment in elderly men with subnormal testosterone 
levels improves body composition and BMD in the hip. Int J Impot Res, 20, 378-
87. 

SVARTBERG, J., VON MUHLEN, D., MATHIESEN, E., JOAKIMSEN, O., BONAA, K. H. & 
STENSLAND-BUGGE, E. 2006. Low testosterone levels are associated with 
carotid atherosclerosis in men. J Intern Med, 259, 576-82. 

SVARTBERG, J., VON MÜHLEN, D., SCHIRMER, H., BARRETT-CONNOR, E., SUNDFJORD, 
J. & JORDE, R. 2004a. Association of endogenous testosterone with blood 
pressure and left ventricular mass in men. The Tromsø Study. Eur J Endocrinol, 
150, 65-71. 

SVARTBERG, J., VON MÜHLEN, D., SUNDSFJORD, J. & JORDE, R. 2004b. Waist 
circumference and testosterone levels in community dwelling men. The Tromsø 
study. Eur J Epidemiol, 19, 657-63. 

SWIRSKI, F. K., LIBBY, P., AIKAWA, E., ALCAIDE, P., LUSCINSKAS, F. W., WEISSLEDER, R. 
& PITTET, M. J. 2007. Ly-6Chi monocytes dominate hypercholesterolemia-
associated monocytosis and give rise to macrophages in atheromata. J Clin 
Invest, 117, 195-205. 



240 
 

TABAS, I. 2005. Consequences and therapeutic implications of macrophage apoptosis 
in atherosclerosis: the importance of lesion stage and phagocytic efficiency. 
Arterioscler Thromb Vasc Biol, 25, 2255-64. 

TAMBO, A., ROSHAN, M. H. K. & PACE, N. P. 2016. Testosterone and Cardiovascular 
Disease. The open cardiovascular medicine journal, 10, 1-10. 

TANNOCK, L. R. & KING, V. L. 2010. Animal models of atherosclerosis: more than mice. 
Atherosclerosis, 212, 32-3. 

TENOVER, J. S. 1992. Effects of testosterone supplementation in the aging male. J Clin 
Endocrinol Metab, 75, 1092-8. 

THELEN, M. 2001. Dancing to the tune of chemokines. Nat Immunol, 2, 129-34. 
THOMPSON, P. D., CULLINANE, E. M., SADY, S. P., CHENEVERT, C., SARITELLI, A. L., 

SADY, M. A. & HERBERT, P. N. 1989. Contrasting effects of testosterone and 
stanozolol on serum lipoprotein levels. Jama, 261, 1165-8. 

TIAN, J., PEI, H., JAMES, J. C., LI, Y., MATSUMOTO, A. H., HELM, G. A. & SHI, W. 2005. 
Circulating adhesion molecules in apoE-deficient mouse strains with different 
atherosclerosis susceptibility. Biochemical and Biophysical Research 
Communications, 329, 1102-1107. 

TIVESTEN, A., MELLSTROM, D., JUTBERGER, H., FAGERBERG, B., LERNFELT, B., ORWOLL, 
E., KARLSSON, M. K., LJUNGGREN, O. & OHLSSON, C. 2007. Low serum 
testosterone and high serum estradiol associate with lower extremity 
peripheral arterial disease in elderly men. The MrOS Study in Sweden. J Am Coll 
Cardiol, 50, 1070-6. 

TIVESTEN, A., VANDENPUT, L., LABRIE, F., KARLSSON, M. K., LJUNGGREN, O., 
MELLSTRÖM, D. & OHLSSON, C. 2009. Low serum testosterone and estradiol 
predict mortality in elderly men. J Clin Endocrinol Metab, 94, 2482-8. 

TOWNSEND, N., WILSON, L., BHATNAGAR, P., WICKRAMASINGHE, K., RAYNER, M. & 
NICHOLS, M. 2016. Cardiovascular disease in Europe: epidemiological update 
2016. European Heart Journal, 37, 3232-3245. 

TOYE, A. A., LIPPIAT, J. D., PROKS, P., SHIMOMURA, K., BENTLEY, L., HUGILL, A., MIJAT, 
V., GOLDSWORTHY, M., MOIR, L., HAYNES, A., QUARTERMAN, J., FREEMAN, H. 
C., ASHCROFT, F. M. & COX, R. D. 2005. A genetic and physiological study of 
impaired glucose homeostasis control in C57BL/6J mice. Diabetologia, 48, 675-
86. 

TRAISH, A. M., HAIDER, A., DOROS, G. & SAAD, F. 2014. Long-term testosterone 
therapy in hypogonadal men ameliorates elements of the metabolic syndrome: 
an observational, long-term registry study. Int J Clin Pract, 68, 314-29. 

TRAISH, A. M., HAIDER, A., HAIDER, K. S., DOROS, G. & SAAD, F. 2017. Long-Term 
Testosterone Therapy Improves Cardiometabolic Function and Reduces Risk of 
Cardiovascular Disease in Men with Hypogonadism: A Real-Life Observational 
Registry Study Setting Comparing Treated and Untreated (Control) Groups. 
Journal of cardiovascular pharmacology and therapeutics, 22, 414-433. 

TRIPATHY, D., SHAH, P., LAKSHMY, R. & REDDY, K. S. 1998. Effect of testosterone 
replacement on whole body glucose utilisation and other cardiovascular risk 
factors in males with idiopathic hypogonadotrophic hypogonadism. Horm 
Metab Res, 30, 642-5. 

TSAI, H. K., D’AMICO, A. V., SADETSKY, N., CHEN, M.-H. & CARROLL, P. R. 2007. 
Androgen Deprivation Therapy for Localized Prostate Cancer and the Risk of 
Cardiovascular Mortality. JNCI: Journal of the National Cancer Institute, 99, 
1516-1524. 



241 
 

TSAI, S.-S., LIN, Y.-S., CHEN, S.-T. & CHU, P.-H. 2018. Metabolic syndrome positively 
correlates with the risks of atherosclerosis and diabetes in a Chinese 
population. European Journal of Internal Medicine, 54, 40-45. 

TSOUKNOS, A., NASH, G. B. & RAINGER, G. E. 2003. Monocytes initiate a cycle of 
leukocyte recruitment when cocultured with endothelial cells. Atherosclerosis, 
170, 49-58. 

TSUCHIYA, S., KOBAYASHI, Y., GOTO, Y., OKUMURA, H., NAKAE, S., KONNO, T. & TADA, 
K. 1982. Induction of maturation in cultured human monocytic leukemia cells 
by a phorbol diester. Cancer Res, 42, 1530-6. 

TSUCHIYA, S., YAMABE, M., YAMAGUCHI, Y., KOBAYASHI, Y., KONNO, T. & TADA, K. 
1980. Establishment and characterization of a human acute monocytic 
leukemia cell line (THP-1). Int J Cancer, 26, 171-6. 

TSUJIMURA, A., YAMAMOTO, R., OKUDA, H., YAMAMOTO, K., FUKUHARA, S., 
YOSHIOKA, I., KIUCHI, H., TAKAO, T., MIYAGAWA, Y., NISHIDA, M., YAMAUCHI-
TAKIHARA, K., MORIYAMA, T. & NONOMURA, N. 2012. Low serum free 
testosterone level is associated with carotid intima-media thickness in middle-
aged Japanese men. Endocr J, 59, 809-15. 

UYANIK, B. S., ARI, Z., GUMUS, B., YIGITOGLU, M. R. & ARSLAN, T. 1997. Beneficial 
effects of testosterone undecanoate on the lipoprotein profiles in healthy 
elderly men. A placebo controlled study. Jpn Heart J, 38, 73-82. 

VAN DEN BELD, A. W., BOTS, M. L., JANSSEN, J. A. M. L. L., POLS, H. A. P., LAMBERTS, S. 
W. J. & GROBBEE, D. E. 2003. Endogenous Hormones and Carotid 
Atherosclerosis in Elderly Men. American Journal of Epidemiology, 157, 25-31. 

VAN POTTELBERGH, I., BRAECKMAN, L., DE BACQUER, D., DE BACKER, G. & KAUFMAN, 
J. M. 2003. Differential contribution of testosterone and estradiol in the 
determination of cholesterol and lipoprotein profile in healthy middle-aged 
men. Atherosclerosis, 166, 95-102. 

VANDERLAAN, P. A., REARDON, C. A. & GETZ, G. S. 2004. Site specificity of 
atherosclerosis: site-selective responses to atherosclerotic modulators. 
Arterioscler Thromb Vasc Biol, 24, 12-22. 

VAZQUEZ, G., DUVAL, S., JACOBS, D. R., JR. & SILVENTOINEN, K. 2007. Comparison of 
body mass index, waist circumference, and waist/hip ratio in predicting 
incident diabetes: a meta-analysis. Epidemiol Rev, 29, 115-28. 

VEILLARD, N. R., STEFFENS, S., BURGER, F., PELLI, G. & MACH, F. 2004. Differential 
expression patterns of proinflammatory and antiinflammatory mediators 
during atherogenesis in mice. Arterioscler Thromb Vasc Biol, 24, 2339-44. 

VERMEULEN, A., KAUFMAN, J. M., GOEMAERE, S. & VAN POTTELBERG, I. 2002. 
Estradiol in elderly men. Aging Male, 5, 98-102. 

VERMEULEN, A. & VERDONCK, L. 1968. Studies on the binding of testosterone to 
human plasma. Steroids, 11, 609-35. 

VESTWEBER, D. 2007. Adhesion and signaling molecules controlling the transmigration 
of leukocytes through endothelium. Immunol Rev, 218, 178-96. 

VIKAN, T., JOHNSEN, S. H., SCHIRMER, H., NJOLSTAD, I. & SVARTBERG, J. 2009. 
Endogenous testosterone and the prospective association with carotid 
atherosclerosis in men: the Tromso study. Eur J Epidemiol, 24, 289-95. 

VIRANI, S. S., ALONSO, A., BENJAMIN, E. J., BITTENCOURT, M. S., CALLAWAY, C. W., 
CARSON, A. P., CHAMBERLAIN, A. M., CHANG, A. R., CHENG, S., DELLING, F. N., 
DJOUSSE, L., ELKIND, M. S. V., FERGUSON, J. F., FORNAGE, M., KHAN, S. S., 
KISSELA, B. M., KNUTSON, K. L., KWAN, T. W., LACKLAND, D. T., LEWIS, T. T., 



242 
 

LICHTMAN, J. H., LONGENECKER, C. T., LOOP, M. S., LUTSEY, P. L., MARTIN, S. S., 
MATSUSHITA, K., MORAN, A. E., MUSSOLINO, M. E., PERAK, A. M., ROSAMOND, 
W. D., ROTH, G. A., SAMPSON, U. K. A., SATOU, G. M., SCHROEDER, E. B., SHAH, 
S. H., SHAY, C. M., SPARTANO, N. L., STOKES, A., TIRSCHWELL, D. L., 
VANWAGNER, L. B. & TSAO, C. W. 2020. Heart Disease and Stroke Statistics-
2020 Update: A Report From the American Heart Association. Circulation, 141, 
e139-e596. 

VON DEHN, G., VON DEHN, O., VOLKER, W., LANGER, C., WEINBAUER, G. F., BEHRE, H. 
M., NIESCHLAG, E., ASSMANN, G. & VON ECKARDSTEIN, A. 2001. 
Atherosclerosis in apolipoprotein E-deficient mice is decreased by the 
suppression of endogenous sex hormones. Horm Metab Res, 33, 110-4. 

WAKE, R. & YOSHIYAMA, M. 2009. Gender differences in ischemic heart disease. 
Recent Pat Cardiovasc Drug Discov, 4, 234-40. 

WANG, B., GE, Z., CHENG, Z. & ZHAO, Z. 2017. Tanshinone IIA suppresses the 
progression of atherosclerosis by inhibiting the apoptosis of vascular smooth 
muscle cells and the proliferation and migration of macrophages induced by ox-
LDL. Biology open, 6, 489-495. 

WANG, H., PATTERSON, C. & PRATICÒ, D. 2015. Atherosclerosis Risks, Mechanisms, 
and Therapies, Hoboken, New Jersey, Hoboken, New Jersey : Wiley Blackwell. 

WANG, M., TSAI, B. M., KHER, A., BAKER, L. B., WAIRIUKO, G. M. & MELDRUM, D. R. 
2005. Role of endogenous testosterone in myocardial proinflammatory and 
proapoptotic signaling after acute ischemia-reperfusion. Am J Physiol Heart Circ 
Physiol, 288, H221-6. 

WARNICK, G. R., KNOPP, R. H., FITZPATRICK, V. & BRANSON, L. 1990. Estimating low-
density lipoprotein cholesterol by the Friedewald equation is adequate for 
classifying patients on the basis of nationally recommended cutpoints. Clin 
Chem, 36, 15-9. 

WATANABE, N. & IKEDA, U. 2004. Matrix metalloproteinases and atherosclerosis. 
Current Atherosclerosis Reports, 6, 112. 

WEBB, C. M., ADAMSON, D. L., DE ZEIGLER, D. & COLLINS, P. 1999. Effect of acute 
testosterone on myocardial ischemia in men with coronary artery disease. The 
American Journal of Cardiology, 83, 437-439. 

WHITMAN, S. C., RAVISANKAR, P., ELAM, H. & DAUGHERTY, A. 2000. Exogenous 
Interferon-γ Enhances Atherosclerosis in Apolipoprotein E−/− Mice. The 
American Journal of Pathology, 157, 1819-1824. 

WHITSEL, E. A., BOYKO, E. J., MATSUMOTO, A. M., ANAWALT, B. D. & SISCOVICK, D. S. 
2001. Intramuscular testosterone esters and plasma lipids in hypogonadal men: 
a meta-analysis. Am J Med, 111, 261-9. 

WILLEMSEN, L. & DE WINTHER, M. P. 2020. Macrophage subsets in atherosclerosis as 
defined by single-cell technologies. J Pathol, 250, 705-714. 

WILLIAMS, H., JOHNSON, J. L., CARSON, K. G. & JACKSON, C. L. 2002. Characteristics of 
intact and ruptured atherosclerotic plaques in brachiocephalic arteries of 
apolipoprotein E knockout mice. Arterioscler Thromb Vasc Biol, 22, 788-92. 

WOOLLARD, K. J. & GEISSMANN, F. 2010. Monocytes in atherosclerosis: subsets and 
functions. Nature reviews. Cardiology, 7, 77-86. 

WU, F. C., TAJAR, A., BEYNON, J. M., PYE, S. R., SILMAN, A. J., FINN, J. D., O'NEILL, T. W., 
BARTFAI, G., CASANUEVA, F. F., FORTI, G., GIWERCMAN, A., HAN, T. S., KULA, 
K., LEAN, M. E., PENDLETON, N., PUNAB, M., BOONEN, S., VANDERSCHUEREN, 



243 
 

D., LABRIE, F. & HUHTANIEMI, I. T. 2010. Identification of late-onset 
hypogonadism in middle-aged and elderly men. N Engl J Med, 363, 123-35. 

WU, F. C. W. & VON ECKARDSTEIN, A. 2003. Androgens and Coronary Artery Disease. 
Endocrine Reviews, 24, 183-217. 

WU, Q., CHAMBLISS, K., UMETANI, M., MINEO, C. & SHAUL, P. W. 2011. Non-nuclear 
Estrogen Receptor Signaling in the Endothelium. Journal of Biological 
Chemistry, 286, 14737-14743. 

XU, X. H., SHAH, P. K., FAURE, E., EQUILS, O., THOMAS, L., FISHBEIN, M. C., 
LUTHRINGER, D., XU, X. P., RAJAVASHISTH, T. B., YANO, J., KAUL, S. & ARDITI, 
M. 2001. Toll-like receptor-4 is expressed by macrophages in murine and 
human lipid-rich atherosclerotic plaques and upregulated by oxidized LDL. 
Circulation, 104, 3103-8. 

YABIKU, K., NAKAMOTO, K. & TOKUSHIGE, A. 2018. Reintroducing testosterone in the 
db/db mouse partially restores normal glucose metabolism and insulin 
resistance in a leptin-independent manner. BMC endocrine disorders, 18, 38-38. 

YANCEY, P. G., YU, H., LINTON, M. F. & FAZIO, S. 2007. A pathway-dependent on apoE, 
ApoAI, and ABCA1 determines formation of buoyant high-density lipoprotein 
by macrophage foam cells. Arterioscler Thromb Vasc Biol, 27, 1123-31. 

YANNUCCI, J., MANOLA, J., GARNICK, M. B., BHAT, G. & BUBLEY, G. J. 2006. The effect 
of androgen deprivation therapy on fasting serum lipid and glucose 
parameters. J Urol, 176, 520-5. 

YASSIN, A. A., NETTLESHIP, J., ALMEHMADI, Y., SALMAN, M. & SAAD, F. 2016. Effects of 
continuous long-term testosterone therapy (TTh) on anthropometric, 
endocrine and metabolic parameters for up to 10 years in 115 hypogonadal 
elderly men: real-life experience from an observational registry study. 
Andrologia, 48, 793-9. 

YESILOVA, Z., OZATA, M., KOCAR, I. H., TURAN, M., PEKEL, A., SENGUL, A. & OZDEMÍR, 
I. C. 2000. The effects of gonadotropin treatment on the immunological 
features of male patients with idiopathic hypogonadotropic hypogonadism. J 
Clin Endocrinol Metab, 85, 66-70. 

YUAN, Z., SU, Z., MIYOSHI, T., ROWLAN, J. S. & SHI, W. 2008. Quantitative trait locus 
analysis of circulating adhesion molecules in hyperlipidemic apolipoprotein E-
deficient mice. Molecular genetics and genomics : MGG, 280, 375-383. 

YUDKIN, J. S., KUMARI, M., HUMPHRIES, S. E. & MOHAMED-ALI, V. 2000. Inflammation, 
obesity, stress and coronary heart disease: is interleukin-6 the link? 
Atherosclerosis, 148, 209-14. 

YUN, S., DARDIK, A., HAGA, M., YAMASHITA, A., YAMAGUCHI, S., KOH, Y., MADRI, J. A. 
& SUMPIO, B. E. 2002. Transcription factor Sp1 phosphorylation induced by 
shear stress inhibits membrane type 1-matrix metalloproteinase expression in 
endothelium. J Biol Chem, 277, 34808-14. 

ZANOTTI, I., PEDRELLI, M., POTÌ, F., STOMEO, G., GOMARASCHI, M., CALABRESI, L. & 
BERNINI, F. 2011. Macrophage, but not systemic, apolipoprotein E is necessary 
for macrophage reverse cholesterol transport in vivo. Arterioscler Thromb Vasc 
Biol, 31, 74-80. 

ZAWADA, A. M., ROGACEV, K. S., SCHIRMER, S. H., SESTER, M., BOHM, M., FLISER, D. & 
HEINE, G. H. 2012. Monocyte heterogeneity in human cardiovascular disease. 
Immunobiology, 217, 1273-84. 

ZETTERQVIST, A., BERGLUND, L., BLANCO, F., GARCIA-VAZ, E., WIGREN, M., DUNÉR, P., 
ANDERSSON, A.-M., TO, F., SPÉGEL, P., NILSSON, J., BENGTSSON, E. & GOMEZ, 



244 
 

M. 2013. Inhibition of Nuclear Factor of Activated T-Cells (NFAT) Suppresses 
Accelerated Atherosclerosis in Diabetic Mice. PloS one, 8, e65020. 

ZGLICZYNSKI, S., OSSOWSKI, M., SLOWINSKA-SRZEDNICKA, J., BRZEZINSKA, A., 
ZGLICZYNSKI, W., SOSZYNSKI, P., CHOTKOWSKA, E., SRZEDNICKI, M. & 
SADOWSKI, Z. 1996. Effect of testosterone replacement therapy on lipids and 
lipoproteins in hypogonadal and elderly men. Atherosclerosis, 121, 35-43. 

ZHANG, D., FANG, P., JIANG, X., NELSON, J., MOORE, J. K., KRUGER, W. D., BERRETTA, 
R. M., HOUSER, S. R., YANG, X. & WANG, H. 2012. Severe 
hyperhomocysteinemia promotes bone marrow-derived and resident 
inflammatory monocyte differentiation and atherosclerosis in LDLr/CBS-
deficient mice. Circ Res, 111, 37-49. 

ZHANG, H., PARK, Y., WU, J., CHEN, XIU P., LEE, S., YANG, J., DELLSPERGER, KEVIN C. & 
ZHANG, C. 2009. Role of TNF-α in vascular dysfunction. Clinical Science, 116, 
219-230. 

ZHANG, X., WANG, L. Y., JIANG, T. Y., ZHANG, H. P., DOU, Y., ZHAO, J. H., ZHAO, H., 
QIAO, Z. D. & QIAO, J. T. 2002. Effects of testosterone and 17-beta-estradiol on 
TNF-alpha-induced E-selectin and VCAM-1 expression in endothelial cells. 
Analysis of the underlying receptor pathways. Life Sci, 71, 15-29. 

ZHANG, Y., YANG, X., BIAN, F., WU, P., XING, S., XU, G., LI, W., CHI, J., OUYANG, C., 
ZHENG, T., WU, D., ZHANG, Y., LI, Y. & JIN, S. 2014. TNF-α promotes early 
atherosclerosis by increasing transcytosis of LDL across endothelial cells: 
crosstalk between NF-κB and PPAR-γ. J Mol Cell Cardiol, 72, 85-94. 

ZHAO, J., ZHU, S., SUN, L., MENG, F., ZHAO, L., ZHAO, Y., TIAN, H., LI, P. & NIU, Y. 2014. 
Androgen deprivation therapy for prostate cancer is associated with 
cardiovascular morbidity and mortality: a meta-analysis of population-based 
observational studies. PLoS One, 9, e107516. 

ZHOU, J., MØLLER, J., DANIELSEN, C. C., BENTZON, J., RAVN, H. B., AUSTIN, R. C. & 
FALK, E. 2001. Dietary supplementation with methionine and homocysteine 
promotes early atherosclerosis but not plaque rupture in ApoE-deficient mice. 
Arterioscler Thromb Vasc Biol, 21, 1470-6. 

ZHOU, M., WANG, H., ZENG, X., YIN, P., ZHU, J., CHEN, W., LI, X., WANG, L., WANG, L., 
LIU, Y., LIU, J., ZHANG, M., QI, J., YU, S., AFSHIN, A., GAKIDOU, E., GLENN, S., 
KRISH, V. S., MILLER-PETRIE, M. K., MOUNTJOY-VENNING, W. C., MULLANY, E. 
C., REDFORD, S. B., LIU, H., NAGHAVI, M., HAY, S. I., WANG, L., MURRAY, C. J. L. 
& LIANG, X. 2019. Mortality, morbidity, and risk factors in China and its 
provinces, 1990–2017: a systematic analysis for the Global Burden of Disease 
Study 2017. The Lancet, 394, 1145-1158. 

ZHOU, P., XIE, W., LUO, Y., LU, S., DAI, Z., WANG, R., ZHANG, X., LI, G., SUN, G.-B. & 
SUN, X. 2018. Inhibitory Effects of Ginsenoside Rb1 on Early Atherosclerosis in 
ApoE-/- Mice via Inhibition of Apoptosis and Enhancing Autophagy. Molecules, 
23, 2912. 

ZIEGLER-HEITBROCK, L., ANCUTA, P., CROWE, S., DALOD, M., GRAU, V., HART, D. N., 
LEENEN, P. J., LIU, Y. J., MACPHERSON, G., RANDOLPH, G. J., SCHERBERICH, J., 
SCHMITZ, J., SHORTMAN, K., SOZZANI, S., STROBL, H., ZEMBALA, M., AUSTYN, J. 
M. & LUTZ, M. B. 2010. Nomenclature of monocytes and dendritic cells in 
blood. Blood, 116, e74-80. 

ZIEGLER, T., BOUZOURÈNE, K., HARRISON, V. J., BRUNNER, H. R. & HAYOZ, D. 1998. 
Influence of oscillatory and unidirectional flow environments on the expression 



245 
 

of endothelin and nitric oxide synthase in cultured endothelial cells. Arterioscler 
Thromb Vasc Biol, 18, 686-92. 

ZITZMANN, M. 2008. Effects of testosterone replacement and its pharmacogenetics on 
physical performance and metabolism. Asian Journal of Andrology, 10, 364-
372. 

ZITZMANN, M., ERREN, M., KAMISCHKE, A., SIMONI, M. & NIESCHLAG, E. 2005. 
Endogenous progesterone and the exogenous progestin norethisterone 
enanthate are associated with a proinflammatory profile in healthy men. J Clin 
Endocrinol Metab, 90, 6603-8. 

ZMUNDA, J. M., THOMPSON, P. D., DICKENSON, R. & BAUSSERMAN, L. L. 1996. 
Testosterone decreases lipoprotein(a) in men. Am J Cardiol, 77, 1244-7. 

ZOZULIÑSKA, D., MAJCHRZAK, A., SOBIESKA, M., WIKTOROWICZ, K. & WIERUSZ-
WYSOCKA, B. 1999. Serum interleukin-8 level is increased in diabetic patients. 
Diabetologia, 42, 117-8. 

ZUMOFF, B., STRAIN, G. W., MILLER, L. K., ROSNER, W., SENIE, R., SERES, D. S. & 
ROSENFELD, R. S. 1990. Plasma free and non-sex-hormone-binding-globulin-
bound testosterone are decreased in obese men in proportion to their degree 
of obesity. J Clin Endocrinol Metab, 71, 929-31. 

 
 


