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Abstract 

Hypertension is a significant complication among chronic kidney disease (CKD) patients, 

resulting in higher mortality rates in these patients than renal disease itself. The process of 

cardiovascular damage starts very early during progression in well-defined CKD, long before 

the renal treatment stage is reached (Vanholder et al., 2005), thus making kidney disease the 

most common “secondary” form of hypertension (Cohen and Townsend, 2009, Ross and 

Banerjee, 2013). Resistance arteries play a particularly important role in the maintenance of 

hypertension in these CKD patients (Li et al., 1997, Paisley et al., 2009), as they are the main 

contributors to total peripheral resistance (TPR) (Beevers et al., 2001, Mulvany et al., 1978, 

Mulvany and Halpern, 1977). Although it is well-established that alterations in resistance 

arteries are likely to contribute to increased cardiovascular risk and act as a substrate for end-

organ damage (Schiffrin, 2012), resistance artery alterations are still poorly understood in the 

CKD-mediated hypertensive state, and hence were the focus of this thesis.  

To investigate the effects of CKD on the resistance vasculature as part of the overall 

cardiovascular disease (CVD) state, we employed an established rat model of CKD-mediated 

hypertension, the Lewis polycystic kidney (LPK) rat. In a series of four studies, we sought to 

examine alterations in resistance artery structure, function and biomechanical properties, in 

association with disease progression. In addition, we investigated the effects of treatment 

(AT1 receptor antagonism and calcium channel blockade) on the resistance vasculature.  

In study 1, we explored temporal changes in LPK resistance artery structure, function and 

biomechanical properties, in association with hypertension and renal disease progression. We 

investigated three time-points: 6 weeks of age, where LPKs are hypertensive and have gross 

derangement of the kidney cortex and medulla; 12 weeks of age, where LPKs demonstrate 

signs of renal dysfunction in addition to hypertension and increased sympathetic nerve 

activity (SNA); and 18 weeks, where LPK have marked renal disease and still present with 

hypertension and elevated SNA (Phillips et al., 2007). These experiments revealed that 

alterations in the vasculature tended to emerge after the 6 week time-point in LPK, and that 

older age was associated with negative outcomes. Older LPK resistance arteries underwent 

structural alterations which were characterised by eutrophic and hypertrophic inward 

remodelling at established and severe renal disease time points, respectively, and these 

structural alterations were significantly associated with the hypertension. Stiffness was 

increased in 6 and 18 week LPK, and impaired endothelium-dependent relaxation was evident 

in 12 and 18 week LPK. These findings suggested that in CKD-mediated hypertension, 

multiple effects on resistance arteries are seen, which result in the activation of compensatory 
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mechanisms: structural mechanisms eventually become maladaptive, thus exacerbating the 

disease, while functional mechanisms involve endothelial dysfunction, impairing 

vasorelaxation. Thus, study 1 revealed that impairments in the LPK vasculature arise at as 

early as 6 weeks, and generally worsen as hypertension pursues and with progression to 

marked renal disease. 

Study 2 aimed to ameliorate the deleterious alterations in the vasculature found in study 1, via 

treatment with an angiotensin type 1 (AT1) receptor antagonist, valsartan, to block the effects 

of angiotensin II (Ang II). Chronic treatment performed from 4-18 weeks of age reduced 

hypertension, improved collagen-elastin ratios and structural vascular remodelling outcomes. 

In addition, LPK treated with valsartan exhibited vasoconstriction and vasorelaxation 

responses that were comparable to Lewis controls, and demonstrated improved stiffness and 

compliance properties. Thus, study 2’s findings highlighted the important contribution of Ang 

II and AT1 receptors to resistance artery structural, functional and biomechanical properties. 

Similar to study 2, study 3 also aimed to ameliorate the deleterious alterations in vasculature 

found in study 1. However, in addition to this, study 3 aimed to further investigate whether 

valsartan’s effectiveness was due to the specific blockade of Ang II’s effects, or because of 

the resultant reduction of blood pressure. Hence, study 3 involved treatment of LPK rats with 

amlodipine to block the effects of voltage-dependent L-type Ca
2+

 channels (LTCCs), and 

therefore result in an antihypertensive effect without directly affecting Ang II signalling. 

Similar to valsartan outcomes, chronic treatment with amlodipine performed from 4-18 weeks 

of age reduced hypertension, improved collagen-elastin ratios, improved structural vascular 

remodelling outcomes, and normalised dysfunctional vasoconstriction and vasorelaxation 

responses in LPK. However, relative to valsartan, the effectiveness of amlodipine in 

normalising these parameters was to a lesser extent. In addition, amlodipine was unable to 

improve stiffness and compliance properties in LPK rats. 

In study 4, we investigated myogenic tone and endothelial dysfunction, examining sensitivity 

to endothelial-derived constricting and relaxing factors. In addition, because endothelial 

dysfunction has been shown to be receptor-specific, we investigated the effect of different 

agonists on endothelial responses. Study 4 revealed increased myogenic tone and 

vasoconstriction to Ang II in LPK rats, along with endothelial dysfunction that correlated with 

the degree of renal impairment, regardless of the agonist used (bradykinin, BK; or 

aceylcholine, ACh). 

Collectively, these studies showed that hypertension and renal impairment in a rat model of 

CKD are associated with alterations in the mesenteric resistance arteries, and that 
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pharmacological treatments are able to mitigate the majority of these observed changes. These 

modifications of structural, functional and biomechanical resistance artery properties serve to 

protect end-organs by mediating pressure changes; however, with the persistence of both 

hypertension and renal dysfunction, these changes can ultimately lead to further exacerbation 

of these disease states. Overall, these studies provide a better understanding of the 

pathological resistance vasculature consequences in the CVD and CKD states, and thus help 

to direct pharmacological targets for more effective therapeutic outcomes. 
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1.1 Hypertension and cardiovascular disease 

High blood pressure, or hypertension, is the extended elevation of blood pressure (Behbahani, 

2010, Foëx and Sear, 2004, AIHW, 2014b). Hypertension is common in Australia, amongst 

both males and females (AIHW, 2014b), and has been shown to be responsible for more 

deaths and disease than any other biomedical risk factors (Lopez et al., 2006, AIHW, 2014b). 

Hypertension results in increased morbidity and mortality because of its’ negative effects on 

end-organs, which leads to several severe pathological outcomes such as kidney and 

cardiovascular disease (CVD): diseases which can subsequently result in events such as stroke 

and heart attack (Foëx and Sear, 2004, AIHW, 2014b). 

Cardiovascular disease refers to all diseases and conditions of the heart and blood vessels 

(Access Economics and National Heart Foundation of Australia, 2005). In 2008, CVD was 

responsible for more deaths (49% of all deaths) than any other disease group in Australia, and 

still continues to dominate Australia’s health profile today (AIHW, 2014b). Although 

mortality rates from acute events such as stroke and heart attack have been declining, CVD 

remains a high cause of mortality and is becoming more associated with periods of chronic 

disabling illness (AIHW, 2014b). 

There is a positive and continuing relationship between blood pressure levels and CVD risk 

(Chobanian et al., 2003, AIHW, 2014b), where risk of CVD increases with every increase in 

blood pressure from the “ideal” <130 mmHg systolic blood pressure (SBP) level (Mancia et 

al., 2013). Hypertension accounts for 42% of the CVD burden, and hence is the biggest 

contributor to CVD (AIHW, 2014b). Thus, hypertension has occasionally also been 

considered a CVD in itself, seeing as the risk factors for hypertension (e.g. age, poor diet, 

obesity, lack of physical activities and increased alcohol consumption) are very similar to 

those for other forms of CVD (AIHW, 2014b). Hypertension can be classified into two major 

categories: primary hypertension and secondary hypertension. 

 

1.1.1 Primary hypertension 

Primary hypertension (also referred to as essential hypertension) is the chronic elevation of 

blood pressure without a known cause (Carretero and Oparil, 2000, Oparil et al., 2003). 

Primary hypertensive cases are the most common form of hypertension, comprising 
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approximately 90-95% of all hypertensive cases (Mulvany, 2008, Carretero and Oparil, 

2000), and are characterised by an increase in sympathetic activation and total peripheral 

resistance (TPR), and play a large role in the development of left ventricular hypertrophy 

(LVH) (Feihl et al., 2008, Pries et al., 2001, Sonoyama et al., 2007). Primary hypertension has 

been estimated to have a heritability link of 30-50%, with at least 43 genetic variants believed 

to affect systolic and diastolic blood pressure (Ehret and Caulfield, 2013). These effects on 

SBP are of particular importance, because increased SBP variability is associated with 

increased organ damage (Leoncini et al., 2013). Note, however, that although a genetic 

predisposition to hypertension has been proposed, many other factors such as increased 

sympathetic activity or increased stress are also believed to contribute (Oparil et al., 2003), 

and that the underlying cause of primary hypertension remains unknown. 

 

1.1.2 Secondary hypertension 

Unlike primary hypertension, increased blood pressure in secondary hypertension (also 

referred to as non-essential hypertension) is linked to a known diagnosed condition (Chiong et 

al., 2008). Various conditions may result in the dysregulation of organ systems and thus lead 

to a dysregulation of blood pressure, with such conditions including but not limited to: 

pregnancy, endocrine dysfunction, neurological causes, aortic diseases, and chronic kidney 

disease (CKD) (Chiong et al., 2008). Of all the various conditions, kidney disease is the most 

common cause of secondary hypertension, with over 58% of patients with CKD being 

hypertensive (Hilleman and Lynch, 1999, Toto, 2005, US renal data system, 2014, Kidney 

Health Australia, 2014b). Hence, hypertension is considered an important co-morbid factor 

associated with CKD (Baumeister et al., 2009, Middleton and Pun, 2010). 

Through its effects on kidney volume expansion and overall increased systemic vascular 

resistance, kidney disease has the potential to exacerbate uncontrolled hypertension (Buffet 

and Ricchetti, 2013). Though kidney disease can cause hypertension, hypertension likewise 

can result in kidney injury (Iino et al., 2003, Klag et al., 1996, Young et al., 2002, AIHW, 

2014b, KDOQI, 2012). The presence of hypertension is a major determinant of the 

progression of kidney dysfunction as well as mortality from CVD (Fall and Prisant, 2005, 

Levin et al., 2001), because hypertension and kidney disease can act in a cyclic manner, 
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resulting in severe deterioration of both kidney and cardiovascular functioning (Iino et al., 

2003, Buller et al., 2004, Yerram et al., 2007). Untreated hypertension has the potential to 

renal blood vessels by causing an increase in blood vessel wall thickness and internal vessel 

diameter narrowing, which thereby reduces blood supply and decreases kidney function 

(AIHW, 2014b). As a result of this damage, the kidney’s ability to filter fluid and waste from 

the blood can become impaired, thus leading increased blood volume overall — and 

ultimately, an increase in blood pressure (Buffet and Ricchetti, 2013).  

 

1.2 Chronic kidney disease 

Chronic kidney disease is an increasing public health concern at a local and global level 

(Yerram et al., 2007, Jha et al., 2013), resulting in high premature mortality rates in Australia 

(ANZDATA registry, 2014), and affecting up to 7% of the world population (Couser et al., 

2011). In fact, in Australia it has been estimated that approximately 1 in 3 people have an 

increased risk of developing CKD (Australian Bureau of Statistics, 2013), and 1 in 10 people 

over 18 years of age present with indicators of CKD, such as reduced renal function and/or 

the presence of albumin in urine (Wong and Vanhoutte, 2010, Australian Institute of Health 

and Welfare, 2011). 

Chronic kidney disease is a broad term for heterogenous disorders affecting the structure and 

function of the kidney, and is defined as the progressive loss of kidney function occurring 

over a period of months or years (Yerram et al., 2007, AIHW, 2014b). The three most 

common causes of kidney disease in Australia are hypertension, diabetes and 

glomerulonephritis (Kidney Health Australia, 2014b). The National Kidney Foundation 

Kidney Disease Outcomes Quality Initiative (KDOQI) (2012) criteria for the definition of 

CKD include: (1) kidney damage for a minimum of 3 months, defined by structural or 

functional abnormalities of the kidney, with or without a low glomerular filtration rate (GFR); 

or (2) a GFR <60 mL/min/1.73 m
2
 (approximately corresponding to a creatinine level >1.5 

mg/dL in men or >1.3 mg/dL in women) for at least 3 months, with or without kidney damage 

(Chobanian et al., 2003). The former is indicated by pathological abnormalities or kidney 

damage markers, such as abnormal blood or urine composition, or abnormal imaging test 

results – for example, the presence of albuminuria (>300 mg/d or 200 mg/g creatinine) 
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(Chobanian et al., 2003). In contrast, for the latter, a GFR <60 mL/min/1.73 m
2
 for more than 

3 months represents a minimum of 50% reduction in kidney function relative to a normal 

adult level, and may be associated with a number of complications (KDOQI, 2012). 

In the CKD state, although most renal impairment cases can be detected and diagnosed at the 

early stages via regular blood tests, symptoms may only begin to appear following up to a 

90% loss of kidney functioning (AIHW, 2014a). In severe cases, the loss of kidney 

functioning may be so great that if left untreated, can lead to death because of the inability to 

sustain life (AIHW, 2014b). Disease of this severity is referred to as end-stage renal disease 

(ESRD), and requisites kidney replacement therapy in order to survive — this therapy may 

involve either a kidney transplant, or dialysis, which serves to remove wastes or excess fluids 

from the body (AIHW 2010d). Progression from the initiation of CKD to ESRD has been 

classified through 5 stages (KDOQI, 2012, Schiffrin et al., 2007, Rocco and Berns, 2012): 

1. Kidney damage characterised by a normal or increased GFR (≥90 mL/min/1.73m
2
), 

with an approximately 3.3% prevalence. 

2. Kidney damage characterised by a mildly reduced GFR (60-89 mL/min/1.73m
2
), 

with an approximately 3% prevalence. Stage 2 is accompanied by a 1.5 fold increase 

in CVD risk, relative to non-CKD patients. At this stage, treatments focus primarily 

on blood pressure control; however, treatment actions also include dietary 

modifications and renoprotection. 

3. Moderately decreased kidney function characterised by a low GFR (30-59 

mL/min/1.73m
2
), with an approximately 4.3% prevalence. Stage 3 is accompanied 

by a 2-4 fold increase in CVD risk, relative to non-CKD patients. Treatment focus 

and actions are the same as stage 2. 

4. Severely decreased kidney function characterised by a very low GFR (15-29 

mL/min/1.73m
2
), with an approximately 0.2% prevalence. Stage 4 is accompanied 

by a 4-10 fold increase in CVD risk, relative to non-CKD patients. For most patients 

at stage 4 and beyond, renal replacement therapy is required. 

5. Kidney failure (ESRD) characterised by an extremely low GFR (<15 

mL/min/1.73m
2
), with an approximately 0.1% prevalence. Similar to stage 4, most 

patients require renal replacement therapy. 
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1.2.1 Markers of chronic kidney disease 

Glomerular filtration provides a measure of the amount of ultrafiltrate of blood as it is filtered 

through the glomerular capillaries (Levey et al., 2014). The level of GFR, which is calculated 

from mathematical formulas (Dias et al., 2013) based on the number of nephrons and the 

determinants of single-nephron GFR (Levey et al., 2014), is considered to be one of the best 

measures of overall kidney function, for diagnostic and investigation purposes in disease 

states (KDOQI, 2012). Glomerular filtration rate is affected by various factors, such as age, 

ethnicity and obesity (Jafar et al., 2011, Levey et al., 2014). The markers of kidney damage 

are determined by the type of renal disease at present, and may include, for example, 

abnormalities in imaging tests, or abnormalities in the composition of blood or urine, and may 

or may not be accompanied with decreased GFR (KDOQI, 2012).  

Proteinuria is a very sensitive marker of kidney damage that is increased early on in the 

disease state for many types of CKD (KDOQI, 2012), and is associated with risk of CVD as 

well as progression to ESRD. In addition, decreased proteinuria levels are associated with 

reduced risk of cardiovascular morbidity and mortality, and increased preservation of kidney 

function (Sarafidis et al., 2007).  

Albuminuria is another commonly used indicator for glomerular damage, where its presence 

in the urine – irrespective of how minute (“microalbuminuria”) – is the earliest manifestation 

of renal failure (KDOQI, 2012): urinary albumin excretion has been shown to possess both 

diagnostic and prognostic values that are comparable to decreased estimated GFR (eGFR) 

values (Chobanian et al., 2003). Albumin (molecular weight ~68,000 daltons) and other low 

molecular weight globulins are the most abundant urine proteins in most types of CKD 

(KDOQI, 2012), and many studies have produced supporting evidence that the ratio of 

albumin-to-creatinine values or total protein-to-creatinine values obtained from a spot urine 

sample is reflective of the excretion rates of albumin or total protein, respectively, as 

measured in timed urine samples (KDOQI, 2012). Albumin excretion is difficult to detect at 

small concentrations, as this requires specific and sensitive assays; however at increased 

concentrations, albumin excretion is easily detected in total urine protein investigations 

(KDOQI, 2012). As well as its significance as a marker of renal impairment, albuminuria also 

plays an important role in prognosis estimates for both the progression of renal impairment 

and development of CVD (KDOQI, 2012). 
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1.3 Chronic kidney disease and its association with cardiovascular disease 

Although the treatment options of dialysis and kidney transplantation are available for 

patients at later stages of CKD, life expectancy for CKD patients is still considerably reduced 

because of a major contributing factor to mortality: CVD (Foley, 2010, Tonelli et al., 2006).  

Although CVD was first recognised as a problem in patients receiving dialysis (i.e. those with 

CKD stage 5), CVD risk is also increased during the earlier stages of CKD, and is 

proportional to the degree of impaired kidney function (Go et al., 2004). The development of 

cardiovascular damage begins early on during the progression of CKD, even preceding the 

renal treatment stage (Vanholder et al., 2005), thus making kidney disease the most common 

“secondary” form of hypertension (Cohen and Townsend, 2009, Ross and Banerjee, 2013). In 

fact, patients of all stages of CKD are considered the highest risk group for development of 

CVD (KDOQI, 2012, ANZDATA registry, 2014), and patients with CKD are more likely to 

die from CVD before requiring dialysis, a kidney transplant, or progressing to ESRD (Keith et 

al., 2004, McCullough et al., 2008b, Gullion et al., 2006, Sarnak et al., 2003). At least 85% of 

patients with stage 3 CKD or greater have hypertension (Cohen and Townsend, 2009), and 

observational studies indicate that patients with stage 3 CKD are more likely to die from CVD 

than they are likely to die from kidney disease (Foley et al., 2005). Furthermore, patients who 

do survive kidney disease and subsequently require dialysis will generally have well-

established cardiovascular complications (Foley et al., 1995). Hence, the management of 

CKD, and in particular at the early stages of disease, should be principally focused on the 

improvement and minifying of cardiovascular risk factors (Kidney Health Australia, 2014a).  

The mechanisms underlying amplified risk of CVD among CKD patients are yet to be fully 

understood (AIHW, 2014b). Patients with CKD appear to have an increased risk for CVD for 

several reasons: (1) CKD is associated with an increase in prevalence of CVD risk factors; (2) 

CKD is an independent risk factor for CVD; (3) CVD is a risk factor for CKD; and (4) CVD 

risk factors promote the development and progression of CKD (Schiffrin et al., 2007, Go et 

al., 2004, AIHW, 2014b, Levin et al., 2001). 
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1.3.1 Contributors of increased cardiovascular disease risk in chronic kidney disease 

Irrespective of whether CVD was a cause or complication of CKD, the amplified risk of CVD 

in individuals with CKD may be attributed to: (1) a greater prevalence of ‘‘traditional’’ risk 

factors for CVD; and (2) a higher prevalence of risk factors related to the haemodynamic and 

metabolic complications of CKD (also known as ‘‘CKD-related’’ or ‘‘non-traditional’’ CVD 

risk factors) (Figure 1.1) (KDOQI, 2012). It is believed that the pathophysiology 

underpinning the development of CVD in CKD involves complex interactions between 

traditional and non-traditional risk factors, as well as uraemia-related risk factors (Yerram et 

al., 2007), where non-traditional risk factors that  are specifically linked with renal failure are 

likely to play a causative role (Vanholder et al., 2005). Risk for CVD rises progressively with 

the number of risk factors (Access Economics and National Heart Foundation of Australia, 

2005). 

 

 

Figure 1.1. Schematic representation of contributors to cardiovascular disease (CVD) in 

chronic kidney disease (CKD) patients. Contributors can be broadly categorised into 
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traditional risk factors, dialysis-related risk factors, and non-traditional risk factors. Adapted 

and modified from (Rucker and Tonelli, 2009) and (KDOQI, 2012). 

 

1.3.1.1 Traditional risk factors 

Traditional risk factors are genetic, behavioural and biomedical conditions associated with a 

greater risk of CVD and CKD. Genetic factors such as older age, male gender and family 

history of CVD (Sarnak and Levey, 2000, AIHW, 2014b, WHO, 2003, Access Economics 

and National Heart Foundation of Australia, 2005), behavioural risk factors such as tobacco 

smoking, physical inactivity and poor nutrition (Sarnak and Levey, 2000, AIHW, 2014b, 

AIHW, 2008, NHMRC, 2001, WHO, 2003), and biomedical risk factors such as diabetes, 

high cholesterol, obesity and high blood pressure itself (AIHW, 2014b), are all correlated with 

increased prevalence of CVD and CKD. As mentioned previously (see section 1.1 

Hypertension and cardiovascular disease, hypertension has also been considered a CVD in its 

own right, because the risk factors for hypertension are largely the same as those for other 

forms of CVD (AIHW, 2014b).  

 

1.3.1.2 Non-traditional risk factors 

In addition to traditional risk factors, non-traditional risk factors are believed to play 

important contributory roles to CVD and CKD. Non-traditional factors are uraemia-related 

risk factors – that is, other CVD risk factors – that increase in prevalence or severity as renal 

function declines (Sarnak and Levey, 2000). Uraemia-related risk factors are accumulations 

that occur in CKD patients due to their impaired renal clearance abilities, and hence 

increasingly significant and worsened as renal impairment continues to worsen (Yerram et al., 

2007). These include, among others, proteinuria, increased uraemic toxin levels, oxidative 

stress in the vasculature, and chronic volume overload (Kao et al., 2010).  
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1.3.1.3 Dialysis risk factors 

Finally, other risk factors include those related to dialysis. Patients receiving treatment with 

renal replacement therapy are at high mortality risk because of infection, which has been 

shown to contribute to approximately 10% of deaths (Bray et al., 2014). 

 

1.4 Pathogenesis of hypertension in chronic kidney disease 

The pathogenesis of hypertension in kidney disease patients has traditionally been attributed 

to a combination of both volume overload and sodium retention, along with an over-activation 

of the renin angiotensin system (RAS) (Phillips, 2005, Savoia and Schiffrin, 2006), however 

other factors contribute to or exacerbate hypertension in CKD, such as: endothelial 

dysfunction (Wang et al., 1999, Wang et al., 2000) (described later: see section 1.5.2.1 ) 

altered RAS functioning, vascular remodelling and calcification (London, 2003, London et 

al., 2003) (described later: see section 1.5.1.2.6) and sympathetic nervous system (SNS) 

hyperactivity (Cohen and Townsend, 2009, Schlaich et al., 2009). In the setting of CKD, these 

factors interact with each other in a complex manner to result in an increase in cardiovascular 

complications. These factors are explained in more detail below. 

 

1.4.1 Renin angiotensin system 

The RAS plays a major role in the development of hypertension and progression of kidney 

disease in patients with CKD (Cohen and Townsend, 2009), as evidenced by the effectiveness 

of RAS inhibitors in controlling blood pressure in renal disease (Martínez-Maldonado, 1998). 

The RAS is believed to be the most important endocrine system, with regards to its effects on  

blood pressure (Beevers et al., 2001, Foëx and Sear, 2004), and is well-established to play a 

large contributory role in the pathogenesis of renal impairment, via not only its 

vasoconstriction-inducing properties, but also its ability to disturb glomerular and tubular 

functions (Iino et al., 2003).  

Though the RAS is located throughout the body, the majority of renin originates from the 

juxtaglomerular apparatus of the kidney (Foëx and Sear, 2004). The juxtaglomerular 

apparatus monitors renal perfusion pressure and sodium concentrations in the distal tubular 
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fluid (Foëx and Sear, 2004). Renin is synthesised and secreted from the juxtaglomerular 

apparatus of the kidney in response to glomerular under-perfusion (as a result of decreased 

blood pressure) or a reduced sodium load at the macula densa of the distal renal tubule 

(Beevers et al., 2001, Hilleman and Lynch, 1999). Renin is also released in response to 

stimulation of 1 adrenoceptors by noradrenaline (NA) released from the renal sympathetic 

nerve terminals (Beevers et al., 2001, Ecder and Schrier, 2009, Schweda and Kurtz, 2004, 

Foëx and Sear, 2004). The protease renin cleaves angiotensinogen to yield the inactive 

decapeptide angiotensin I (Ang I) (Foëx and Sear, 2004, Hilleman and Lynch, 1999), which is 

then converted into an active octapeptide, Angiotensin II (Ang II), by the angiotensin-

converting enzyme (ACE) (Foëx and Sear, 2004, Criscione et al., 1993, Hilleman and Lynch, 

1999, Morgado and Neves, 2012). Angiotensin I or Ang II can lead to the production of Ang-

(1-7) (Santos, 2014) which is formed in the blood vessel endothelium (Santos et al., 1992), 

and has been shown to have vasodilatory effects (Silva et al., 2011), as well as 

antiproliferative effects in vascular smooth muscle cells (VSMCs) (Freeman et al., 1996). 

Angiotensin II acts directly on specific angiotensin type 1 (AT1) and angiotensin type 2 (AT2) 

receptors, and indirectly through the release of other agents acting in a paracrine or autocrine 

fashion, such as endothelin-1 (ET-1), growth factors or cytokines (Touyz and Schiffrin, 2000, 

Neves et al., 2003). Although the majority of actions of Ang II occur via the AT1 receptors 

(Carey and Siragy, 2003), the role of AT2 receptors are of high importance, as they negatively 

modulate AT1 receptor function, and have vasodilatory effects in the resistance vasculature 

(Padia and Carey, 2013). High Ang II concentrations will suppress renin secretion via a 

negative feedback loop (Beevers et al., 2001, Hilleman and Lynch, 1999), and therefore 

regulate Ang II’s resultant concentrations. 

Angiotensin II’s activation of the AT1 receptor causes smooth muscle contraction, has a direct 

effect on vascular remodelling (see section 1.5.1.2.4) and has a key role in RAS effects on the 

SNS. Angiotensin II is known to mediate central sympathoexcitation (Sun et al., 2009, Fink, 

2009), as well as alter sympathetic outflow to organs such as the heart and vasculature 

(Schlaich et al., 2009, Gao et al., 2008). In addition, it stimulates ET-1 production which leads 

to further increased vasoconstriction (Schiffrin, 2005). Angiotensin II stimulates the release of 

aldosterone from the adrenal gland (specifically, the zona glomerulosa), which consequently 

leads to a further increase in blood pressure which is related to sodium and water retention 
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(Beevers et al., 2001, Foëx and Sear, 2004, Neves et al., 2003), as well as the release of 

prostacyclin, and catecholamines. The local production of aldosterone and the binding to its 

receptor in VSMCs in turn, contributes to regulation of vascular tone and vascular 

remodelling in hypertension (Neves et al., 2003).  

 

1.4.2 Sympathetic nervous system activity 

The SNS has an important role in maintaining a normal blood pressure (Beevers et al., 2001, 

Foëx and Sear, 2004). Hypertension in patients with CKD and ESRD is paralleled by 

increases in SNS activity (Neumann et al., 2004, Vink et al., 2013, Blankestijn, 2007), as 

indicated by increased muscle sympathetic nerve activity (SNA) and circulating 

catecholamines (Zoccali et al., 2002, Klein et al., 2003). Altered SNS activity, as a 

consequence, augments the hypertensive state, via an increase in cardiac output (CO) and 

TPR. The enhanced SNA is believed to be driven by the gradually worsening renal 

impairments, because nephrectomy or denervation has been shown to correct blood pressure 

and SNS activity in human and animal studies (Phillips, 2005). Other evidence for the role of 

increased SNS activity in CKD has been demonstrated by Harrison et al. (2010), who found 

that ganglionic blockade significantly reduced mean blood pressure in a polycystic kidney 

disease (PKD) rat model (the Lewis polycystic kidney [LPK] rat) compared to Lewis control 

animals (52% vs. 4%), whereas plasma-renin values and Ang II were decreased in the 

worsened disease phase, suggesting a critical role for the SNS in the pathogenesis of the 

cardiovascular features of the disease (Phillips et al., 2007). In hypertensive patients, both 

increased release of, and enhanced peripheral sensitivity to, NA can be found (Foëx and Sear, 

2004). However, it is unclear what stimulates the initial sustained elevations in sympathetic 

overactivity (Hilleman and Lynch, 1999). 

The kidney has an important, dual role in the pathogenesis of increased SNS activity, as it is 

both a recipient and generator of sympathetic signals, through both efferent and afferent 

activity, respectively (Vink et al., 2013). There is an extensive network of sensory nerve 

fibres in the kidney, and many laboratory data indicate that sympathetic activation plays a role 

in hypertension in CKD, through not only direct vascular constriction, but also interactions 

with the RAS, via stimulation of renin release from the juxtaglomerular apparatus, and direct 
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stimulation of transtubular sodium reabsorption (Cohen and Townsend, 2009, Ritz et al., 

1998, Beevers et al., 2001, Ecder and Schrier, 2009, Schweda and Kurtz, 2004, Foëx and 

Sear, 2004). Because the kidney is not only a target of sympathetic activity, but also a source 

of signals, it has the potential to directly modulate sympathetic drive and blood pressure 

(Phillips, 2005). In renal failure, the kidney drives an increase in efferent SNS activity, via 

afferent signals to central integrative autonomic nuclei and as a consequence, the increased 

SNS activity contributes to a further decline of renal function, and thus increases the risk of 

cardiovascular events in these renal disease patients (Phillips, 2005).  

 

1.5 Effects of hypertension in chronic kidney disease on the resistance vasculature 

Patients with hypertension may have an increase in CO and/or increase in TPR (Foëx and 

Sear, 2004); however, the haemodynamic hallmark of hypertension is increased TPR (Cooper 

and Heagerty, 1997). Although all blood vessels (diameters ranging from 3 mm lumen 

diameter in the rat aorta to about 7 μm in the capillaries) contribute to TPR to some extent, 

TPR is mostly determined by the small arteries (Beevers et al., 2001, Mulvany et al., 1978, 

Mulvany and Halpern, 1977). This is because small arteries are responsible for the major 

pressure drop that occurs between large conduit arteries and capillaries, by exerting their 

function through the resistance which they present to blood flow (Feihl et al., 2008, Hilleman 

and Lynch, 1999, Mulvany, 2002, Rizzoni et al., 2003, Short, 1966). Small arteries [arteries 

with lumen diameters between 100 and 300 μm (Steeds et al., 1999, Feihl et al., 2006, Luksha 

et al., 2011)], also known as resistance arteries, play an important role in hypertension (Li et 

al., 1997, Paisley et al., 2009). Although it is well-established that alterations in resistance 

arteries such as vascular remodelling are likely to contribute to increased cardiovascular risk 

and act as a substrate for end-organ damage (Schiffrin, 2012), resistance artery alterations are 

still poorly understood in hypertension and CKD, and hence are the focus of this thesis. 

The aorta’s distensibility under normal conditions ensures constant blood flow to target 

organs, and buffers increased pressures to protect end organs (Ng et al., 2011a). Hence, 

arteriosclerotic changes in the large conduit arteries which involve remodelling and an 

increase in calcium deposition (London et al., 2002, Wheeler, 2003, Ng et al., 2011b, Ameer 

et al., 2014b) can ultimately lead to target organ damage through their effects on the small 
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resistance arteries (Abdu et al., 2001). Increased stiffness, as measured by pulse-wave 

velocity (PWV), is a measure of arterial stiffness that has revealed associations with increased 

cardiovascular risk prediction in high-risk ESRD patients (Ng et al., 2011a). Initially, high 

mean arterial blood pressures may increase large artery stiffness through the loading of stiff 

components of the arterial wall at high blood pressure levels (Laurent et al., 2009). This 

increase in stiffness may in turn damage small resistance arteries because of transmission of 

pressure waves, resulting in consequent resistance vessel structural adaptations (James et al., 

1995). The structural adaptation of small resistance arteries, which is characterised by an 

increased wall-lumen ratio, can then contribute to further increases in mean blood pressure 

(Park and Schiffrin, 2001), thus resulting in a vicious cycle that ultimately leads to the 

maintenance of high blood pressure. 

Although small artery structural alterations of resistance arteries may be the first detectable 

manifestation of target organ damage in hypertension (Park and Schiffrin, 2001), functional 

alterations in the arteries such as endothelial dysfunction are also of high importance, as they 

can contribute to or exacerbate vascular remodelling in resistance arteries (described later: see 

section 1.5.2 Functional alterations). Endothelium function in hypertensive patients show a 

trend to decrease in the group with the highest blood pressure, and significantly decreases in 

those with the stiffest blood vessels (Park and Schiffrin, 2001). Endothelial cells appear to 

play a critical role in the development of vascular structural alterations, because removal of 

endothelium (a key element in mediating vascular response to shear stress) prevents vascular 

changes due to flow alteration (Langille and O'Donnell, 1986, Goto et al., 2000). 

 

1.5.1 Structural alterations 

Resistance arteries play a particularly important role in the maintenance of hypertension in 

CKD, because small alterations in the resistance artery lumen diameter can result in dramatic 

increases in TPR, and therefore hypertension (Intengan and Schiffrin, 2000). A framework 

proposed by Mulvany (2002) for understanding the relationship between blood pressure and 

resistance artery structure is shown in Figure 1.2. The cardiovascular system is believed to try 

and maintain blood pressure at an optimum level, as determined by the various functions of 
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the body (Julius, 1988). If blood pressure deviates from this “required” blood pressure, then 

fast (active) and slow (passive) processes are activated to compensate for this deviation. 

 

 

Figure 1.2. Diagram demonstrating the relationship between blood pressure, neurohumoral 

drive and resistance artery vasculature. Solid lines indicate fast processes, while dashed lines 

indicate slow processes. The star behind the arrow indicates amplification effects. The 

cardiovascular system tries to maintain blood pressure at a “required” blood pressure. Any 

deviation from the required pressure results in a feedback signal sent to regulatory centres, 

which will increase or decrease neurohumoral drive accordingly. Alterations in neurohumoral 

drive then affect resistance vessel structure and, together, these two stages will affect total 

peripheral resistance (TPR), and hence blood pressure. Vascular structure is affected by blood 

pressure, cardiac output (CO) and neuro-humoral drive, which act via slow processes to drive 

structural changes. In turn, vascular structure has amplifying effects on lumen diameter, 

further exacerbating structural changes. Similarly, CO also has amplifying effects, acting with 
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lumen diameter changes to further increase blood pressure. Adapted and modified from 

(Mulvany, 2002). 

 

1.5.1.1 Fast processes and active mechanisms 

Fast processes result in quick blood pressure alterations which are only temporary, whereas 

slow processes result in longer-lasting effects. Fast processes are a negative feedback 

mechanism that are inherently stable (Mulvany, 2002). For example, if the pressure is too 

low, baroreceptors detect these changes, resulting in fast processes which involve sending a 

signal to central autonomic regulatory centres to increase the neurohumoral drive (Mulvany, 

2002). This increased neurohumoral drive then affects resistance vessel lumen diameter, with 

the ultimate effect of this drive being determined by the strength of neurohumoral drive 

signal, as well as resistance artery structure (Mulvany, 2002). The decreased lumen diameter 

then results in an increased TPR through its interactions with CO, thus resulting in an 

increased blood pressure (Mulvany, 2002). Fast processes altering lumen diameter primarily 

depend on the contractile activation and interaction of actin with myosin in VSMCs, which 

are known as active functional mechanisms of resistance arteries (Martinez-Lemus et al., 

2009). 

The active properties of a vessel are determined by the state of contraction of the individual 

VSMCs, their number, and their arrangement (Mulvany, 2002). The active mechanisms 

through which resistance arteries may increase systemic vessel resistance are a function of the 

activation level of the individual VSMCs; that is, their myogenic tone (Mulvany, 1999). 

Myogenic tone is VSMC’s intrinsic ability to contract in response to an increase of transmural 

pressure, independent of any neural, metabolic or hormonal mediation (Davis and Hill, 1999, 

Davis et al., 2001, Feihl et al., 2006, Sonoyama et al., 2007). Myogenic tone becomes more 

vigorous as vessel size decreases (Davis, 1993), and therefore gains in importance with 

decreasing vessel calibre; resistance arteries in particular exhibit substantial luminal 

narrowing (or even closure) in reaction to an increase in transmural pressure (Davis, 1993, 

Uchida and Bohr, 1969). 

Myogenic tone serves to protect the distal capillaries against deleterious local hypertension 

(Davis and Hill, 1999) and deliver blood to the capillaries in the correct quantity and at the 
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correct pressure (Mulvany, 2002). This short-term protection has an immediate result: 

augmented myogenic tone amplifies resistance to blood flow, which leads to a proximal 

increase in blood pressure (Feihl et al., 2006) so that flow resistance is concentrated on the 

arterial side of the system, and capillary pressure is therefore maintained at a low level (Pries 

et al., 1995, Pries et al., 2001). However, if the elevation of transmural pressure persists, 

short-term modulating myogenic constriction will initially be prolonged, but will eventually 

progressively give way to structural rearrangement of wall material around a smaller lumen, 

i.e. the passive adaptation of resistance vessels (Bakker et al., 2002, Martinez-Lemus et al., 

2004, Mulvany, 2002, Sonoyama et al., 2007). Myogenic tone is only a short-term modulator, 

while structural passive adaptation of resistance vessels is a significant contributor to the 

maintenance of elevated blood pressure for any prolonged period (Mulvany, 2002). 

 

1.5.1.2 Slow processes and passive mechanisms (vascular remodelling) 

Following the activation of fast processes, slow passive processes involving alterations in 

resistance artery structure ensue (Mulvany, 2002). For example, if the required blood pressure 

were to increase such as in hypertension, slow processes would be activated to ensure 

adequate long-term blood flow to all blood vessels (Mulvany, 2002).  

Passive mechanisms through which resistance arteries may result in an increase in TPR is via 

structural modifications. These alterations in vascular structure involve an increase in 

resistance vessel wall-lumen ratio, as a result of an increased neurohumoral drive and an 

increased blood pressure (Mulvany, 2002), and are grouped under the generic name of 

vascular remodelling (Mulvany, 2002, Feihl et al., 2008). Due to the increased resistance 

vessel wall-lumen ratio, the neurohumoral drive necessary to maintain increased blood 

pressure will be reduced, and any subsequent neurohumoral drive hereafter may be amplified 

due to altered resistance artery structure (Mulvany, 2002). 

A variety of factors contribute to the pathogenesis of vascular remodelling in CKD-mediated 

hypertension (see Figure 1.3), some of which include but are not limited to: 

neurohumoral/hormonal drive (see section 1.5.1.2.5 Vascular remodelling and the 

sympathetic nervous system), RAS activation (see section 1.5.1.2.4 Vascular remodelling and 
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the renin angiotensin system), and functional alterations (see section 1.5.2 Functional 

alterations). 

 

 

 

Figure 1.3. Simplified schematic illustration of the pathogenesis of vascular remodelling. 

Blood pressure interacts with a variety of factors to contribute to vascular remodelling, 

including neurohumoral/hormonal drive alterations, renin angiotensin system (RAS) 

alterations, vasoconstriction of the blood vessels, and endothelial dysfunction. Endothelial 

dysfunction results in a decrease in nitric oxide (NO), which consequently affects reactive 

oxygen species (ROS) levels as well as blood pressure and vasoconstriction (described later: 

see section 1.5.2). Complex interactions between neurohumoral/hormonal drive, kidney 

disease and RAS activation lead to vasoconstriction, increased ROS and inflammation; all of 

which lead to vascular remodelling. Adapted and modified from (Mulvany, 2002, Intengan 

and Schiffrin, 2001). 

 

Passive remodelling results in altered pressure-diameter relationships of small resistance 

arteries (Neves et al., 2003). Structural alterations in the resistance arteries are known to play 

a significant role in the persistent increases in TPR (Intengan and Schiffrin, 2000, Laurant et 
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al., 1997, Pries et al., 2001), and thus the prediction of cardiovascular events in hypertensive 

patients (Mathiassen et al., 2007, Rizzoni et al., 2003, Intengan and Schiffrin, 2001).  

In hypertension, the arterial system undergoes structural remodelling that is characterised by 

hypertrophy of the VSMCs with encroachment on the lumen (and therefore an increased wall- 

lumen ratio), as well as associated decreased arterial distensibility (Touyz, 2000, Laurant et 

al., 1997). Vascular remodelling of resistance vessels is hypothesised as being one of the first 

sites of target organ damage due to increased intraluminal pressures from hypertension 

(Schiffrin et al., 2000, Intengan and Schiffrin, 2001): though vascular remodelling may 

initially be adaptive, it eventually becomes maladaptive and compromises organ function, 

contributing to cardiovascular complications of hypertension (Intengan and Schiffrin, 2001). 

 

1.5.1.2.1 Vascular remodelling parameters 

Specifically, though the term “remodelling” in the context of hypertension generally refers to 

a decreased internal lumen diameter, increase in wall thickness and no net change in media 

cross sectional area (MCSA), there are in fact other types of remodelling that may occur. 

Definitions of the various types of remodelling rely on specific measurements of the artery: 

internal lumen diameter, media wall thickness, wall-lumen ratio and MCSA (Figure 1.4). 

 



LITERATURE REVIEW 1 

 

20 

 

 

Figure 1.4. Schematic illustration of parameters measured from arteries to define 

remodelling. MCSA, media cross sectional area. Adapted and modified from (Short, 1966). 

 

1.5.1.2.2 Subtypes of vascular remodelling 

Arterial remodelling is a multidirectional process – as shown in Figure 1.5. For example, 

outward remodelling refers to an increase in lumen diameter whereas inward remodelling is a 

decrease in lumen diameter (Mulvany, 1999). Other terminology utilises the MCSA as the 

point of reference. Remodelling that involves an increase in the area occupied by the vessel 

media is called hypertrophic remodelling. In hypertrophic remodelling, the MCSA increases, 

indicating the presence of smooth muscle growth (Mulvany, 1996). This increase in vessel 

thickness may encroach on the lumen (Behbahani et al., 2010, Mulvany, 1996, Intengan and 

Schiffrin, 2000), resulting in a narrowed lumen diameter which is thus associated with an 

increased media-lumen ratio (also known as wall-lumen ratio) and MCSA (Intengan and 

Schiffrin, 2000, Mulvany et al., 1985). In contrast to hypertrophic remodelling, remodelling 

that yields a decrease in MCSA is termed hypotrophic remodelling (Mulvany, 1999). Finally, 

remodelling in which there is no change in MCSA is called eutrophic remodelling (Mulvany, 

1999). In eutrophic remodelling, vascular wall material is rearranged around a narrowed 
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lumen without evidence of net growth (Behbahani et al., 2010, Mulvany, 2002, Intengan et 

al., 1999). In inward eutrophic remodelling, outer and inner lumen diameters are reduced, 

MCSA is unaltered, and wall-lumen ratio is increased, without an increase in vascular 

stiffness (Intengan and Schiffrin, 2001). The mechanisms leading to inward eutrophic 

remodelling are poorly understood, but could result from inward growth combined with 

peripheral apoptosis, or from vasoconstriction embedded in an expanded extracellular matrix 

(ECM) (Intengan and Schiffrin, 2001). A negative consequence of the inward eutrophic 

remodelling response is that increased systemic pressure results in increased TPR, because 

vascular diameters are decreased throughout the network (Pries et al., 2001). The type of 

remodelling greatly affects the resistance generated to flow (Mulvany, 1999). For instance, 

compared to a normal arteriole, a vessel with eutrophic remodelling generates more resistance 

to blood flow upon smooth muscle contraction.  
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Figure 1.5. Diagram showing the various types of vascular remodelling. The starting point of 

the vessel is shown in the centre. Vascular remodelling can be classified according to 

structural changes in the lumen diameter and changes in the media cross sectional area 

(MCSA). Lumen diameter changes can be inward (decrease in lumen diameter) or outward 

(increase in lumen diameter), while MCSA changes may be hypotrophic (decrease in MCSA), 

eutrophic (unaltered MCSA), or hypertrophic (increase in MCSA). Adapted and modified 

from (Mulvany, 1999). 
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1.5.1.2.3 Role of vascular remodelling in total peripheral resistance 

The important contributory role of resistance artery remodelling to TPR is best explained by 

1) Laplace’s and 2) Poiseuille’s laws: 

 

Laplace’s law 

Laplace’s law is a tool used to understand the varying structure of different blood vessels in 

different conditions. For any tubular flow within an object of cylindrical geometry, Laplace’s 

law states:  

  
   

  
 

In this equation, σ is the intramural (average circumferential) stress, P is the transmural 

pressure (the difference between luminal and extraluminal pressures), r represents the lumen 

diameter (“radius”), and WT is the vessel wall thickness. 

In large arteries, an elevation of transmural pressure causes a compensatory distension (an 

increase in lumen diameter), decrease in wall thickness, and therefore an increase in 

intramural stress. Because large arteries have very little myogenic response, in the presence of 

persistent elevation of transmural pressure, the only mechanism that allows regulation of 

intramural stress in the presence of distension is an increase in growth response. This growth 

response involves a constant increase in blood vessel wall thickness to a level that is sufficient 

enough to normalise intramural stress.  

In contrast to large arteries, for the same degree of elevation of transmural pressure, small 

arteries exhibit a different coping mechanism. This is because resistance arteries have greater 

myogenic tone, as well as smaller lumen radii and wall thickness relative to large arteries. 

This means that resistance arteries are able to actively adjust their lumen size and wall 

thickness to increased pressure, and that their intramural stress values are much lower (Feihl 

et al., 2008). Therefore, when exposed to hypertension, these small arteries do not exhibit a 

significant change in intramural stress, and therefore do not exhibit hypertrophy (Feihl et al., 

2008). Instead, resistance arteries typically undergo a process consisting of the rearrangement 

of VSMCs and ECM, whilst still maintaining a constant cell number and mass – “eutrophic 

inward remodelling”.  
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Poiseuille’s law 

Because of their small size, resistance artery eutrophic inward remodelling changes play a 

significant role in the determination of blood vessel resistance. The large effect of changes in 

resistance vessel structure on TPR is demonstrated by Poiseuille’s law:  

  
   

  
 

In this equation, R is the resistance,   is the viscosity of blood, L is the length of the 

resistance artery, and r represents the lumen diameter (“radius”). 

As a structural response to hypertension, resistance vessels decrease their lumen diameter and 

increase in vessel wall thickness. This decrease in lumen diameter, although it may be a minor 

reduction, consequently has major effects on TPR and blood pressure, because TPR is 

inversely proportional to the 4
th

 power of the vessel radius (Cooper and Heagerty, 1997, 

Savoia and Schiffrin, 2006). Lumen diameter is a primary functional characteristic of 

resistance vessels, determining TPR and therefore blood pressure, blood flow (BF), and 

cardiac work (Faury et al., 1999). These hypertension-induced structural changes in resistance 

arteries serve to protect the smaller capillary vessels from elevated blood pressure. However, 

though the decreased lumen diameter and increased vessel wall thickness are adaptive 

mechanisms to compensate for the change in blood pressure, these structural alterations will 

become key players in the continued elevation of pressure (Cooper and Heagerty, 1997, 

Rizzoni et al., 2003, Mulvany, 2008).  

 

1.5.1.2.4 Vascular remodelling and the renin angiotensin system 

The RAS is an important contributor to vascular remodelling (Savoia et al., 2011, Min et al., 

2005), with Ang II playing a particularly important role in VSMC hypertrophy and 

inflammation (Schiffrin, 2004, Zhang et al., 2005). 

Beyond contraction of smooth muscle, Ang II has the ability to promote many processes in 

cardiovascular tissue, including cell growth, migration, differentiation, and apoptosis, as well 

as modulation of ECM composition and turnover (Feihl et al., 2008, Griffin et al., 1991). It 

has been extensively documented that Ang II can directly induce cell growth, in part via 

formation of ROS, and activate inflammatory mechanisms contributing to vascular 
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remodelling (Luft, 2001). Angiotensin II is greatly implicated in the development of the 

progression of structural alterations (vascular remodelling) in small resistance arteries (Touyz, 

2005): it has been demonstrated that long-term infusions of non-pressor doses of Ang II are 

able to induce resistance vessel vascular remodelling, involving significantly increased media 

width, MCSA, and wall-lumen ratio (Griffin et al., 1991). This is via the AT1 receptors 

through smooth muscle growth (Touyz et al., 1999, Gibbons et al., 1992) and collagen 

deposition (Benetos et al., 1997), as has been demonstrated in rat resistance arteries with 

primary hypertension (Aalkjaer et al., 1987, Intengan et al., 1999). 

The role of Ang II in the vascular inflammatory process involves three steps (Cheng et al., 

2005): 

1. Increased vascular permeability, which may be due to endothelium layer damage as a 

result of blood pressure changes by Ang II. 

2. Increased leukocyte infiltration of the vessel wall, due to Ang II actions which 

include upregulation of proinflammatory mediators and activation of circulating 

inflammatory cells. 

3. Vascular remodelling through Ang II’s cell growth and fibrotic stimulatory actions, 

which are mediated through increased ROS generation (Touyz, 2005, Savoia et al., 

2011). 

 

1.5.1.2.5 Vascular remodelling and the sympathetic nervous system 

The SNS plays an important contributory role in the vascular structural alterations (Mancia et 

al., 1999, Grassi, 2009) observed in both experimental animal and human studies (Grassi, 

2009, Folkow, 1982, Bevan, 1984). Mechanisms through which the SNS may affect structural 

alterations are vast, and may include but are not limited to: interactions with vasoactive 

peptides such as Ang II or ET-1, which increases ROS and other growth factors, thus leading 

to inflammation (Intengan and Schiffrin, 2001); increases in growth factors or 

vasoconstriction as a result of an increase in blood pressure (Intengan and Schiffrin, 2001); 

increases in the density of sympathetic nerve terminals, which result in a thickening of the 

arterial wall. 
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1.5.1.2.6 Vascular remodelling and vascular calcification 

Vascular calcification is characterised by the thickening and loss of elasticity of muscular 

artery walls due to calcification (Oliveira et al., 2013), and is commonly associated with renal 

failure (Kramer et al., 2005), as well as with increased risk of cardiovascular mortality 

(Shanahan et al., 2011, El-Abbadi et al., 2009). Vascular calcification can independently 

contribute to the initiation or progression of CVD, and has significant influence on 

cardiovascular function and health in ESRD patients (Yilmaz et al., 2009). It is a common 

complication in CKD (Mizobuchi et al., 2009b, Mizobuchi et al., 2009a), reportedly present 

in approximately 40% of CKD patients (Russo et al., 2004), and has been found to occur 

within the aorta in human and animal studies (Moe et al., 2008, Wallin et al., 2001, Ng et al., 

2011b), and to progress in human patients on dialysis (Bellasi et al., 2009). In addition, 

calcification in the smaller arteries of humans, though less extensively investigated, have been 

reported (Srija et al., 2012, O'Neill and Adams, 2013). In the large arteries, there are two 

major types of vascular calcification which are characterised by their location: atherosclerotic 

intimal calcification and medial artery calcification (Zhu et al., 2012). These categories of 

calcification are described briefly as follows: 

 

Atherosclerotic intimal calcification: Atherosclerotic calcification is the most common form 

of calcific vasculopathy (Stary et al., 1995), which is the result of plaque development within 

the intimal layer of large vessels (Zhu et al., 2012). Hypertension is an important risk factor 

for atherosclerotic calcification (Allison et al., 2004), involving cellular necrosis, 

inflammation, and lipid deposition (Shroff and Shanahan, 2007), as well as osteogenesis, 

osteoblast induction and lamellar bone formation, as the vascular insult worsens (Mizobuchi 

et al., 2009b).  

Mönckeberg sclerosis: Medial calcification, which is also known as Mönckeberg’s sclerosis, 

occurs in the tunica media of blood vessels (Zhu et al., 2012), and is believed to be a 

manifestation of accelerated atherosclerosis (McCullough et al., 2008a). Medial calcification 

typically occurrs in patients with metabolic syndrome, diabetes, and/or CKD (Oliveira et al., 

2013), and indeed is the most prevalent form of calcification in patients with CKD (Zhu et al., 

2012, Mizobuchi et al., 2009b, El-Abbadi et al., 2009), resulting in the degradation of elastin 

fibres due to diffuse mineral deposition along elastic fibres. As a consequence of deposition, 
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this may increase medial VSMC migration and proliferation, ultimately leading to an 

encroachment of the vascular lumen (Wallin et al., 2001).  

The mechanisms leading to the development of vascular calcification in CKD are complex 

and multifactorial, and differ between arteries (O'Neill and Adams, 2013). Though the 

underlying reasons for this difference in susceptibility to calcification are yet to be 

determined, some mechanisms have been proposed: 1) the different ontogenic origins of 

specific arteries may determine their susceptibility to calcification, due to altered levels of 

ECM degradation in response to cytokine exposure; 2) vessel characteristics, such as vessel 

size and vessel composition (elastic versus muscular) (Cheung et al., 2012); and 3) vessel 

environment, such as laminar versus turbulent flow, shear stress, presence of calcification and 

blood pressure levels (Schlieper, 2014). 

General mechanisms of vascular calcification include cell-mediated processes such as 

apoptosis, osteochondrogenic differentiation, and elastin degradation (Oliveira et al., 2013). 

In addition to the above processes, much vascular calcification research has focused on the 

dysregulated mineral metabolism, namely the abnormal parathyroid hormone and vitamin D 

levels (McCullough et al., 2008a), and imbalanced serum phosphate and calcium levels, 

which can act independently or jointly to promote VSMC dysfunction and calcification in 

CKD (Figure 1.6) (Shanahan et al., 2011, Fang et al., 2014). A few of the main factors 

contributing to vascular calcification are described below. 
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Figure 1.6. Diagram of the role of phosphate and calcium levels in chronic kidney disease. As 

renal failure progresses, renal P excretion decreases, which leads to a decrease in intestinal Ca 

absorption, as well as an increase in both P and Ca levels. Increased P and Ca levels result in 

blood vessel calcification and increased parathyroid hormone (PTH) stimulation, which 

consequently increases bone resorption and leads to a further increase in P and Ca levels. 

Increased bone resorption can also elevate fibroblast growth factor (FGF) -23 secretion, 

leading to a decrease in P levels as well as a decrease in Vitamin D production. Adapted and 

modified from (Seiler et al., 2009, Neven and D'Haese, 2011, Zhu et al., 2012, Shanahan et 

al., 2011). 

 

Elastin degradation 

In CKD patients, elastin degradation has been shown to be an important determinant of 

arterial stiffness as well as all-cause mortality (Smith et al., 2012). A strong correlation has 

been shown between matrix mellatoproteinase-mediated elastin degradation and vascular 

calcification (Basalyga et al., 2004). Hydroxyapatite deposits on the elastic lamellae can lead 

to elastocalcinosis (Oliveira et al., 2013) and elastin fibre degradation (Janzen and Vuong, 

2001), which is thought to play an important role in the progression of vascular calcification 

and osteoblastic differentiation (Mizobuchi et al., 2009b, Oliveira et al., 2013). High calcium 
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levels can also lead to elastin degradation and thus vascular calcification, through its effects 

on nucleation complexes and enhancement of metalloproteinase-2 activity (Shroff et al., 2013, 

Kapustin et al., 2011). Degraded elastin facilitates the growth of hydroxyapatite along the 

elastic lamellae through its high affinity for calcium (Oliveira et al., 2013), and is an early and 

important contributor to the pathogenesis of arterial medial calcification associated with CKD 

(Pai et al., 2011), accelerating phosphate-induced mineralisation of VSMCs (Hosaka et al., 

2009). 

 

Mineral disorder 

A dysregulation of mineral levels involving altered phosphate and calcium metabolism can 

promote vascular calcification (Figure 1.6) (Shroff et al., 2010). Phosphate and calcium are 

closely associated, where increased calcium can eventually lead to calcium-phosphate 

precipitation in the vasculature (Covic et al., 2010). Excess phosphate and calcium levels have 

been shown to promote apoptic processes (Reynolds et al., 2004, Mizobuchi et al., 2009b), 

and hypercalcaemia and hyperparathyroidism are associated with an increased risk of 

development of aortic calcification, as well as an increased risk of all-cause mortality and 

cardiovascular mortality (Noordzij et al., 2011). 

The homeostatic balance of phosphorus and calcium involves the intestines, parathyroid 

gland, kidneys, and bone (Figure 1.6). Even small elevations in serum phosphate have been 

shown to correlate with an increased risk of mortality in CKD patients (Kestenbaum et al., 

2005). Phosphate loading and uraemia have been shown to be significant contributors to 

arterial medial calcification, with fibroblast growth factor (FGF) -23 proposed to be one of the 

possible markers and/or inducers of this process (El-Abbadi et al., 2009). In the CKD state, 

the kidneys lose their ability to excrete phosphorus, which thus leads to an imbalance of 

phosphorus and ultimately vascular calcification (Eddington et al., 2010, Palmer et al., 2011, 

Eknoyan et al., 2003), despite the role of parathyroid hormone (PTH) and FGF-23 (Eddington 

et al., 2010, Palmer et al., 2011).  
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Vitamin D 

Vitamin D is related to myriad factors which contribute to calcification and  interact with each 

other to result in worse calcification; for example, vitamin D deficiency interacts with 

vascular stiffness, vascular endothelial dysfunction, and gastrointestinal absorption of calcium 

and phosphate, which subsequently leads to a mineral disorder (Chitalia et al., 2014, Marco et 

al., 2003). A variety of factors may contribute to a deficiency in vitamin D, some of which 

include but are not limited to, reduced sun exposure, decreased dietary intake, and impaired 

production of the 25-hydroxy vitamin D precursor (Holick et al., 2011, Eknoyan et al., 2003). 

Patients and animal models with CKD and vascular calcification often present with either a 

severe deficiency or excess of vitamin D (Moe and Chen, 2004, Shroff et al., 2008, Fortier et 

al., 2014, Zittermann et al., 2007). Thus, interestingly, vitamin D seems to have either a 

potentially detrimental or protective role on the vasculature. Excess vitamin D may be related 

to bone resorption (Hruska et al., 2009), and has been shown to induce vascular calcification; 

however, supplementation with vitamin D has been shown to suppress serum tissue necrosis 

factor –alpha (TNF-alpha) levels, which plays an important role in intimal atherosclerosis and 

calcification, and leads to an increase in interleukin 10 (IL-10) levels, which have important 

antiatherogenic properties (Mallat et al., 1999, Schleithoff et al., 2006). 

 

1.5.2 Functional alterations 

As mentioned above, in addition to structural alterations of resistance arteries, functional 

alterations are of equal importance, with endothelium-dependent dysfunction for being a well-

established phenomenon in CKD and ESRD patients (Wang et al., 2000, Amabile et al., 2005, 

Thambyrajah et al., 2000, Passauer et al., 2000).  

 

1.5.2.1 Endothelial dysfunction 

Endothelial dysfunction is characterised by and often defined as, a reduced endothelium-

dependent vasodilation response to an endothelium-dependent vasodilator, such as 

acetylcholine (ACh) or bradykinin (BK), or to flow-mediated vasodilation (Ding and Triggle, 

2010). Dysfunction of the endothelium is often associated with elevation of blood pressure, 



LITERATURE REVIEW 1 

 

31 

 

and may be a secondary phenomenon that does not initiate blood pressure elevation; rather, it 

may be associated with cardiovascular risk factors that cluster with hypertension, such as 

smoking, obesity, dyslipidemia, metabolic syndrome, and diabetes mellitus (Schiffrin, 2012). 

Endothelial dysfunction occurs in both large and small arteries, and is present in early renal 

disease stages (Endemann and Schiffrin, 2004, Morris et al., 2001). However, specifically, it 

is endothelial dysfunction in resistance vessels in hypertension (Deng et al., 1995, Panza et 

al., 1990), that can contribute to manifestations of hypertensive target organ damage 

(Schiffrin et al., 2000), as well as contribute to the already existing cardiovascular mortality in 

mild renal insufficiency (Stam et al., 2006).  

In hypertensive patients, vascular endothelial cell dysfunction could lead to reduction in 

endothelium-derived relaxing factors such as NO, prostacyclin, prostaglandins, and 

endothelium-derived hyperpolarisation (EDH), or increased production of constricting factors 

such as ET-1 and Ang II (described previously in section 1.4.1 Renin angiotensin system) 

(Foëx and Sear, 2004, Matrougui et al., 2000, Tronc et al., 1996, Huang et al., 2000, 

Martínez-Maldonado, 1998, Beevers et al., 2001). In addition, it is likely that inflammation 

and the increased oxidative stress, which probably act as important triggers, and may to a 

large extent be Ang II–dependent, may elicit growth factor–mediated ECM remodelling, and 

therefore play a role in the process leading to further structural remodelling of small vessels in 

hypertension (Intengan and Schiffrin, 2001). Thus, there is a complex relationship between 

endothelium-derived relaxing and constricting factors. 

 

1.5.2.1.1 Nitric oxide signalling 

Acetylcholine-induced vasodilation is partly mediated through NO, a potent vasorelaxant and 

antiproliferative molecule released from both arterial and venous endothelium (Liu et al., 

2002, Waldron et al., 1999) and diffuses through the vessel wall into the VSMC causing 

vasodilation (Beevers et al., 2001). Nitric oxide was formerly known as endothelium derived 

relaxant factor (Morris et al., 2001) and is estimated to contribute to 28% of relaxation 

induced by ACh in rat mesenteric artery (Paulis et al., 2010). Healthy vascular endothelium 

acts to prevent the development of atherosclerosis principally through the production and 

release of NO (Morris et al., 2001). 
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Endothelium NO signalling has been shown to be impaired in hypertensive patients (Foëx and 

Sear, 2004) and in CKD-associated endothelial dysfunction (Passauer et al., 2005, Hasdan et 

al., 2002) – as demonstrated for example in rat mesenteric arteries by a shift of the dose-

response curve to higher ACh doses, and by a decrease in the NO-dependent component of 

ACh-induced relaxations (Paulis et al., 2008). In addition, the presence of endothelial 

dysfunction in the resistance vasculature of ESRD subjects has been demonstrated by a 

reduced dilatation in response to ACh, yet preserved response to an NO donor (Luksha et al., 

2011),  and ACh-induced vasodilation has also indicated impaired endothelium in vitro in 

hypertensive rat aorta (Lockette et al., 1986, Lüscher and Vanhoutte, 1986) and small 

mesenteric arteries (Paulis et al., 2010).  In disease states where NO production is impaired, 

endothelium NO may serve as a compensatory vascular NO supply, which leads to 

vasorelaxation via activation of potassium channels (Chauhan et al., 2003). 

There are at least three isoforms of nitric oxide synthase (NOS): neuronal NOS (nNOS), 

inducible NOS (iNOS), and endothelium NOS (eNOS) (Colasanti and Suzuki, 2000, Jaffrey 

and Snyder, 1995, Michel and Feron, 1997, Bruno and Taddei, 2011). Neuronal NOS is 

predominantly localised in central tissue and peripheral nervous system neurons (Jaffrey and 

Snyder, 1995, Alderton et al., 2001), where it acts as a neurotransmitter and indeed plays a 

key role in autonomic regulation of cardiovascular function (Patel et al., 2001, Hirooka et al., 

2011); iNOS is inducible in a wide range of cells and tissues and is constitutively expressed 

only in select tissues such as lung epithelium (Dweik et al., 1998). It is more typically 

synthesised in response to inflammatory or proinflammatory mediators (Alderton et al., 

2001). Endothelium NOS is found not only in vascular endothelial cells, but also in other cell 

types, including neuronal cells (Bruno and Taddei, 2011, Alderton et al., 2001). Neuronal 

NOS and eNOS are stimulated in response to increases in intracellular calcium (Jaffrey and 

Snyder, 1995) – that is, they are calcium dependent (Alderton et al., 2001). In contrast, iNOS 

is calcium-independent (Alderton et al., 2001). Endothelium NOS is a critical regulator of 

cardiovascular homeostasis (Sessa, 2004), synthesises small amounts of NO under 

physiological conditions, and is an endogenous vasodilatory mediator that continually 

regulates the diameter of blood vessels and maintains an anti-proliferative and anti-apoptotic 

environment in the vessel wall (Sessa, 2004).  
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As shown in Figure 1.7, NO is produced continuously under resting conditions from L-

arginine and by NOS, and contributes to basal vessel tone (Morris et al., 2001, Berry et al., 

2001, Rees et al., 1989, Vane et al., 1990, Palmer et al., 1988, Shimokawa and Takeshita, 

1995). Once NO is produced from L-arginine, NO then causes vasodilation by stimulating the 

activity of soluble guanylate cyclase (sGC) within the vascular smooth muscle, thereby 

elevating levels of cyclic guanosine monophosphate (cGMP), via the conversion of guanosine 

triphosphate (GTP) to cGMP (Ignarro et al., 1987, Martinez-Revelles et al., 2008, Lincoln and 

Cornwell, 1991, Moncada et al., 1991). 

 

 

 

Figure 1.7. Diagram of the nitric oxide (NO) -mediated vasorelaxation pathway. Binding of a 

molecule such as acetylcholine (ACh) onto muscarinic receptors on the endothelial cell 

triggers an increase in intracellular calcium concentrations ([Ca
2+

]I), which then activates the 

calcium-dependent enzyme endothelium nitric oxide synthase (eNOS). Endothelium NOS 

then assists in the conversion of L-arginine (L-arg) to L-citrulline and NO, which results in 
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diffusion of the latter component across to the smooth muscle cell. Nitric oxide then activates 

soluble guanylate cyclase (sGC), which converts guanosine triphosphate (GTP) to cyclic 

guanosine monophosphate (cGMP), which results in relaxation. 

 

To investigate the effects of NO on vasodilation, nitrosylated L-arginine derivatives are 

commonly used to inhibit NOS (Rees et al., 1989, Rees et al., 1990). Previous studies have 

demonstrated a constrictor effect of arginine-based NOS inhibitors on isolated, pressurised 

arterioles with myogenic tone (Wang et al., 1999, Huang et al., 1997), implying a role for 

endothelium-derived NO in regulating pressure-induced constriction (Wang et al., 1999, 

Murphy et al., 2007). It is now well accepted that the NOS inhibitor Nω-Nitro-L-arginine 

methyl ester (L-NAME) has been shown to inhibit an endothelium-dependent relaxation in 

isolated, pressurised blood vessels in response to ACh (Murphy et al., 2007, Moore et al., 

1990, Wang et al., 1999). In addition, L-NAME administration has been shown to lead to a 

disruption of NO signalling in small as well as large arteries (Paulis et al., 2008). Effects of 

the NOS inhibitors alone in a test system (i.e. in the absence of a coexisting stimulus for NO 

production such as L-arginine) are usually interpreted as indicating endogenous NOS activity 

and basal production of NO (Murphy et al., 2007).  

 

1.5.2.1.2 Prostacyclin 

Prostacyclin (also known as prostaglandin I2 [PGI2]) is a major member of the family of 

prostaglandins produced by endothelial cells (Vane et al., 1990), as well as a major product of 

vascular cyclooxygenase (COX), and a potent inhibitor of platelet aggregation. Prostacyclin is 

a powerful smooth muscle vasodilator (Vane et al., 1990) however it only contributes 

minimally to endothelium-dependent relaxation in resistance arteries (Moncada and Vane, 

1978, Shimokawa et al., 1996). 

As shown in Figure 1.8, prostacyclin production is initiated by the enzyme phospholipase A2, 

which liberates arachidonic acid (AA) from membrane phospholipids (Vane et al., 1990). 

Arachidonic acid release is initiated via various agonists, such as NA, Ang II, and BK 

(Mukherjee et al., 1992, Muthalif et al., 1996). Following AA liberation, the enzyme COX 

then converts AA into prostaglandin cyclo-endoperoxides: prostaglandin G2 (PGG2) (Vane et 
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al., 1990) and PGG2 becomes prostaglandin H2 (PGH2) via peroxidise (Simmons et al., 2004). 

Subsequently, a variety of tissue-specific enzymes compete for the same substrate PGH2, thus 

dictating the relative amounts of prostaglandins, PGI2, or thromboxane A2 (TxA) synthesised 

(Vane et al., 1990, McGiff, 1981, Simmons et al., 2004). Prostacyclin is the primary product 

of synthase action on PGH2, and is a potent vasodilator (Fetalvero et al., 2007, Li et al., 2004). 

Prostacyclin then binds to the prostacyclin receptor (IP receptor) on the VSMC, therefore 

activating a Gs protein, and thus adenylate cyclase (AC) (Bos et al., 2004). Adenylate cyclase 

in turn converts adenosine triphosphate (ATP) into cyclic adenosine monophosphate (cAMP), 

which stimulates protein kinase A (PKA), resulting in the inhibition of myosin light chain 

kinase (MLCK) and hence relaxation (Bos et al., 2004). 

 

 

 

Figure 1.8. Diagram of the prostacyclin-mediated vasorelaxation pathway. Binding of a 

molecule such as acetylcholine (ACh) onto muscarinic receptors on the endothelial cell 

triggers an increase in intracellular calcium concentrations ([Ca
2+

]I), which then activates 

phospholipase A2 (PLA2). Phospholipase A2 liberates arachidonic acid (AA) from membrane 
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phospholipids. Arachidonic acid is converted to prostaglandin G2 (PGG2) via the 

cyclooxygenase (COX) enzyme, and then becomes prostaglandin H2 (PGH2) and 

subsequently prostaglandin I2 (PGI2), also known as prostacyclin. Prostacyclin binds to the 

prostacyclin receptor (IP) on the smooth muscle cell which activates a Gs protein, and then 

adenylate cyclase (AC). Adenylate cyclase helps in the conversion of adenosine triphosphate 

(ATP) to cyclic adenosine monophosphate (cAMP), thus resulting in relaxation. 

 

In the kidney, prostacyclin plays an important role in maintaining kidney function, and can 

induce renal fibrosis as well as vascular injury. Prostacyclin is believed to be an important 

opposing mechanism for vasoconstrictor pathways for renal homeostasis, which can influence 

a variety of mechanisms implicated in renal diseases, such as renal haemodynamic changes, 

GFR changes, oxidative stress and inflammatory processes (Nasrallah and Hébert, 2005). 

 

1.5.2.1.3 Endothelium-derived hyperpolarisation 

Similar to NO and prostacyclin, EDH is another prominent vasodilator factor released from 

the endothelium in response to endothelium-dependent vasodilators such as ACh (Figure 1.9) 

(Scotland et al., 2001, Chen et al., 1988, Doughty et al., 2000, Corriu et al., 1996, Zygmunt et 

al., 1998). Endothelium-derived hyperpolarisation causes vasodilation by hyperpolarising the 

adjacent smooth muscle (Scotland et al., 2001, Shimokawa et al., 1996), and is a significant 

component of endothelium-dependent relaxation in the resistance vasculature (Edwards et al., 

1998, Lacy et al., 2000, Zygmunt et al., 1998, Shimokawa et al., 1996). Studies suggest that 

the role of EDH in regulation of arterial vascular tone increases as the diameter of the blood 

vessel decreases, such that EDH has little role in mediating endothelium-dependent 

vasodilation of conduit arteries but a major role in resistance arteries such as the mesenteric 

artery (Hwa et al., 1994, Shimokawa et al., 1996, Adeagbo and Malik, 1990, Tomioka et al., 

1999, Fujii et al., 1992). It has been proposed that EDH diffuses more readily to the 

underlying vascular smooth muscle in small resistance arteries, and thus resistance arteries 

may be more responsive to EDH (Shimokawa et al., 1996), thus replacing the role of NO 

(Nagao et al., 1992). Furthermore, EDH activity may become up-regulated on inhibition of 
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NO production, functioning to compensate for a loss of NO (McCullough et al., 2008b, 

Waldron et al., 1999). 

Endothelium-derived hyperpolarisation has been purported to be responsible for the 

dysfunctional endothelium-dependent hyperpolarisation typically found in hypertension. For 

example, Fujii (1992) found that endothelium-dependent hyperpolarisation to ACh was 

reduced in the mesenteric artery of adult spontaneously hypertensive rats (SHRs) (Fujii et al., 

1992): however, it remains to be clarified whether the impaired hyperpolarisation is either a 

cause or result of hypertension (Fujii et al., 1992). 

Endothelium-derived hyperpolarisation  is generated by an increase in potassium conductance 

of the membrane, and this has some contribution to the endothelium-dependent relaxation 

(Chen and Suzuki, 1989, Waldron et al., 1999, Corriu et al., 1996, Adeagbo and Triggle, 

1993, McCullough et al., 2008b) via inhibition of calcium influx through voltage-gated 

calcium channels (Waldron et al., 1999). Although it is well-established that EDH release and 

activity involve alteration in K+ flux of both the endothelium and VSMC, as evidenced by a 

mimicking of EDH effects in rat mesenteric arteries following elevation of extracellular 

potassium (Edwards et al., 1998, Lagaud et al., 1999, Doughty et al., 2000), the exact 

mechanisms involved are uncertain and highly controversial (Scotland et al., 2001, Doughty 

et al., 2000, Adeagbo and Triggle, 1993, Luksha et al., 2009).  
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Figure 1.9. Diagram of the proposed endothelium-derived hyperpolarisation (EDH) -

mediated vasorelaxation pathway. Binding of a molecule such as acetylcholine (ACh) onto 

muscarinic receptors on the endothelial cell triggers an increase in intracellular calcium 

concentrations ([Ca
2+

]I), which then activates EDH and calcium-activated potassium (K
+
 Ca

2
) 

channels in the endothelial cell. This activation then results in the activation of K
+
 Ca

2+
 

channels in the smooth muscle cell, and hyperpolarisation of the smooth muscle cell, thus 

resulting in relaxation. 

 

The basic mechanism of the EDH-mediated response can be separated into two stages based 

on the place where the events occur: the endothelium stage and the VSMC stage (Luksha et 

al., 2009).  

- Endothelium stage: As shown in Figure 1.9, endothelium-dependent agonists activate 

endothelial cell receptors, leading to the entry of extracellular and the release of 

intracellular calcium and synthesis of EDH (Luksha et al., 2009). The endothelium 

stage involves an increase in intracellular calcium ([Ca2+]i), activation of Ca
2+
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dependent K
+
-channels (K

+
 Ca

2+
) and K

+
 efflux followed by hyperpolarisation, as well 

as synthesis of EDH or generation of signals capable of diffusing through membranes 

or myoendothelium gap junctions to the VSMC (Luksha et al., 2009). 

Hyperpolarisation of endothelial cells (ECs) occurs, since calcium activates K
+
 Ca

2+
-

channels and induces K
+
 efflux (Luksha et al., 2009). Myoendothelium gap junctions 

provide the means by which hyperpolarisation of endothelial cells can subsequently be 

transferred to VSMCs, by either facilitating the EDH diffusion from the endothelial 

cells to VSMCs, or acting as a channel for electrical signal transduction (Luksha et al., 

2009). 

- Vascular smooth muscle stage: As shown in Figure 1.9, the VSMC stage involves 

activation of K
+ 

channels by transmission of EDH to the VSMCs (Luksha et al., 2009). 

This results in the activation of K
+
 Ca

2+
-channels and causes endothelium-dependent 

hyperpolarisation accompanied by closure of voltage-sensitive Ca
2+

-channels (vCa
2+

) 

that results in relaxation (Luksha et al., 2009, McGuire et al., 2001, Busse et al., 

2002).  

These two stages of EDH response are mediated by two different pathways: diffusible factors 

and contact-mediated mechanisms. 

- Diffusable factors: Diffusible factors are endothelium-derived substances that are 

able to pass through the internal elastic lamina (IEL) and reach the underlying VSMC 

at a concentration that is sufficient to activate ion channels and initiate smooth muscle 

hyperpolarisation and relaxation (Luksha et al., 2009). Proposed diffusible factors are: 

epoxyeicosatrienoic acids, hydrogen peroxide, potassium ions and C-type natriuretic 

peptide (Luksha et al., 2009). 

- Contact-mediated factors: Contact-mediated mechanisms bestow endothelium 

hyperpolarisation that passively spreads to the smooth muscle through intercellular 

coupling, and therefore endothelium-derived hyperpolarisation is considered as a 

solely electrical event (Luksha et al., 2009). 

In order to investigate the action of EDH, NOS and COX inhibitors may be used to. 

Typically, inhibition of NO and prostacyclin is achieved using a combination of NOS 

inhibitor L-NAME, and the COX inhibitor indomethacin (McCullough et al., 2008b). 
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Residual relaxation in the presence of these two agents are attributed to an EDH response 

(Chauhan et al., 2003). 

 

1.5.2.1.4 Endothelin-1 

Endothelin-1, the predominant isoform of endothelin produced by endothelial cells, is a 

powerful vasoconstrictor synthesised by the endothelium (Foëx and Sear, 2004), and results in 

an increase in TPR mainly by vasoconstricting the mesenteric vascular bed (MacLean et al., 

1989). Endothelin-1 may produce a salt-sensitive rise in blood pressure, as well as activate 

local RASs (Beevers et al., 2001), and plays a pivotal role in vascular remodelling due to its 

important mediating effects of chronic inflammation in the vasculature (Ammarguellat et al., 

2002, Schiffrin, 2005, Pu et al., 2003, Barton and Luscher, 1999, Schiffrin et al., 1995b). 

Endothelin mediates vasoconstriction via binding to endothelin A and B receptors in VSMCs, 

and vasodilation via interacting with endothelin B receptors in endothelial cells, which 

activates prostacyclin and NO (de Nucci et al., 1988). Though the generation of, and 

sensitivity to, ET-1 has been shown to be comparable between hypertensive and normotensive 

subjects (Foëx and Sear, 2004), the deleterious vascular effects of endogenous ET-1 may be 

accentuated by reduced generation of NO caused by hypertensive endothelial dysfunction 

(Foëx and Sear, 2004). Endothelin-1 is believed to contribute to endothelial dysfunction and 

atherosclerosis (Dhaun et al., 2006), as well as the pathogenesis and maintenance of 

hypertension, arterial stiffness and enhancement of cardiovascular risk factors such as 

oxidative stress and inflammation (Dhaun et al., 2006). In human CKD patients, endothelin 

levels are increased and the use of selective endothelin A receptor antagonist has been shown 

to produce a reduction in blood pressure associated with renal vasodilation (Goddard et al., 

2004). 

 

1.5.2.2 Vasoconstriction 

Smooth muscle cell vasoconstriction may be initiated directly through calcium channel 

activation (for example, via potassium chloride [KCl] which bypasses the G protein-coupled 

receptor mechanism), or via binding of an agonist such as a hormone (for example, Ang II, 

ET-1, phenylephrine [PE]) (Figure 1.10) (Ratz et al., 2005, Webb, 2003). Upon binding of an 
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agonist, a G protein is activated, which increases PLC activity (Ratz et al., 2005, Webb, 

2003). Phospholipase C activity results in production of diacylglycerol (DAG) and inositol 

1,4,5-trisphosphate (IP3): while DAG results in activation of PKC, IP3 triggers release of 

calcium from the sarcoplasmic reticulum (SR) via ryanodine receptors (Ratz et al., 2005, 

Webb, 2003). Following from this, an increase in intracellular calcium ([Ca
2+

]i) leads to 

binding of calmodulin with calcium, and subsequent activation of MLCK (Ratz et al., 2005, 

Webb, 2003). The active MLCK then converts inactive myosin light chain (MLC) to 

phosphorylated myosin, and the resultant phosphorylated myosin, along with actin, will 

produce cross-bridge cycling, and therefore constrict the VSMC (Ratz et al., 2005, Webb, 

2003).  

 

 

Figure 1.10: Diagram of the vasoconstriction pathway. Direct calcium channel activation, or 

binding of an agonist such as phenylephrine onto receptors on the phospholipid membrane 

ultimately triggers an increase in intracellular calcium concentrations ([Ca
2+

]I), which then 

activates myosin light chain kinase (MLCK). Activated MLCK leads to phosphorylation of 

myosin, which, together with actin, produces vasoconstriction. Adapted and modified from 

(Ratz et al., 2005, Webb, 2003). 
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1.5.2.3 Vascular amplifier effect 

In 2008, Burke et al. (Burke et al., 2008) showed that depressor responses to ganglion 

blockade in renal denervated normotensive rabbits progressively increased over 4 weeks of 

Ang II infusion (Burke et al., 2008). Ganglionic blockade is typically used to demonstrate 

increased sympathetic vasomotor tone, with a greater fall in blood pressure assumed to be 

directly proportional to the level of sympathetic activity (see (Phillips et al., 2007, Abdala et 

al., 2012, Santajuliana et al., 1996). Burke and colleagues noted however that the depressor 

response to ganglion blockade should be interpreted with caution as greater depressor 

responses need not necessarily be attributable to increased SNA, but could alternatively be 

due to increased responsiveness of the vasculature to sympathetic neurotransmitters, 

alterations in the balance between the relative contributions of CO and TPR to mean arterial 

pressure (MAP), or resistance vascular remodelling resulting in a phenomena termed the 

“vascular amplifier effect”. 

According to the vascular amplifier hypothesis, there is an enhanced vascular resistance per 

unit constrictor stimulus in the hypertensive compared to the normal circulation (Wright and 

Angus, 1999). The vascular amplifier effect proposes that the vascular effector cells are more 

sensitive and “reactive” to excitatory influences (Folkow, 1975). A consequence of this type 

of change would produce intensified muscle shortenings to given stimuli, and hence 

exaggerated resistance and pressure increases to vasoactive influences, or to, for example, NA 

infusions, as seen in hypertensive subjects (Folkow, 1975). The underlying factor driving this 

effect is hypertrophy of the resistance vessels (Folkow, 1975, Wright and Angus, 1999). For 

example, Mulvany (1999) found that the relaxed peripheral resistance in primary hypertensive 

patients and pressor response to maximal concentrations of agonists was increased, but that 

the threshold concentration of agonists which caused vascular contraction was not altered. 

This led Mulvany (1999) to suggest that these findings could be accounted for by a slight 

change in the structure of the resistance vessels, such that there is a decrease in the lumen 

diameter and an increase in wall-lumen ratio. In addition, Folkow et al. (1974) found that rat 

models of primary hypertension have structurally changed precapillary resistance vessels and 

display the characteristic hyper-reactivity to constrictor agents. In contrast, the postcapillary 

vessels were structurally unchanged, and did not exhibit hyper-reactivity. Folkow et al. (1974) 
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suggested that the hypertensive state is not primarily a matter of generalised increase in 

smooth muscle sensitivity or reactivity; rather, it seems specific to the resistance vessels. 

Further studies supporting a vascular amplifier effect have been conducted by Moretti and 

colleagues (2009). In a rabbit model of AngII-induced hypertension, Moretti and colleagues 

(2009) found enhanced depressor responses to ganglion blockade. Ganglionic blockade is 

typically used to demonstrate increased sympathetic vasomotor tone, with a greater fall in 

blood pressure assumed to be directly proportional to the level of sympathetic activity 

(Abdala et al., 2012, Santajuliana et al., 1996). However, by showing that depressor responses 

to the direct acting agents sodium nitroprusside (SNP) and adenosine were also enhanced, 

Moretti and colleagues (2009) proposed that the enhanced responses to ganglion blockade 

they saw were likely not reflective of an increase in SNA, but rather a ‘nonspecific 

enhancement’ consistent with the vascular amplifier effect. A similar enhanced depressor 

response to ganglionic blockade has been demonstrated in the LPK rodent model of CKD 

(Phillips et al., 2007). This was interpreted to mean increased SNA contributing to TPR and 

hypertension (Phillips et al., 2007), however by assessing responses to other vasodilators, a 

vascular amplifier effect was recently proposed to be active in this model (Ameer et al., 

2014a). Notably however, the authors did not examine the resistance vasculature for any 

structural changes in the aforementioned studies. Hence, one of the goals of this thesis is to 

investigate the responsiveness of the resistance vasculature to vasoconstrictive stimuli in 

conjunction with assessment of structural remodelling. 

 

1.5.3 Biomechanical property alterations 

In addition to increased vascular sensitivity due to remodelling, the passive mechanical 

properties of the arterial wall are also altered in hypertensive animals, with the most common 

observation being that the wall is less compliant (Brayden et al., 1983). Vascular compliance 

is the ability of a vessel to buffer changes in pressure - that is, the ability of a vessel to stretch 

or distend (Intengan and Schiffrin, 2000, Laurant et al., 1997), and impairment of this ability 

is considered a characteristic of hypertension (Park and Schiffrin, 2001). Distensibility 

depends on the geometry of the vessel stiffness and the wall components (Intengan and 

Schiffrin, 2000, Laurant et al., 1997).  



LITERATURE REVIEW 1 

 

44 

 

- Geometry-dependent stiffness: Geometry-dependent stiffness describes structural 

vascular adaptation which affects the vessels distension capacity (Behbahani, 2010). 

- Wall component stiffness: Wall component stiffness is geometry-independent, and 

relates to stiffness caused by the composition of the vessel wall, namely collagen and 

elastin content (Intengan et al., 1999). Vascular stiffening often occurs concurrently 

with changes in wall composition, involving an increased proportion of less 

distensible (smooth muscle and elastin) to more distensible (collagen and fibronectin) 

elements (Baumbach and Heistad, 1989, Wolinsky, 1971, Intengan and Schiffrin, 

2000): collagen and elastin are the main passive elastic components of the media 

(Nilsson and Aalkjær, 2003), and hence, together, are responsible for the majority of 

arterial stiffness. Vascular stiffness may also be modulated by adhesion molecules 

(Intengan et al., 1999) and integrins, which are physical connectors between the ECM 

and cytoskeleton, and can also mediate signal transduction (Intengan et al., 1999). 

Changes in ECM components may have a relevant role in the process of vascular 

remodelling (Intengan and Schiffrin, 2000, Intengan and Schiffrin, 2001), and may 

also be triggered by different haemodynamic or humoral factors: in particular, Ang II. 

Processes leading to increased vessel wall component stiffness in hypertension and renal 

disease are likely to be multifactorial: increased oxidative stress (Oberg et al., 2004); 

endothelial dysfunction (Al-Nimri et al., 2003); RAS activation (Jafar et al., 2003); increased 

inflammation (Dogra et al., 2006); elastin degradation (Smith et al., 2012); and altered 

physical properties of collagen and elastin (Chirinos, 2012). Additionally, uraemia itself may 

have direct effects on arterial stiffness (Zoungas et al., 2004). 

Of particular note are the interactions that occur between wall component stiffness and the 

RAS, where Ang II may directly stimulate cell production of collagen (Kato et al., 1991). In a 

study by Neves et al. (2003), collagen deposition in response to Ang II, mediated in part by 

aldosterone and which is usually associated with deposition of fibronectin, resulted in most 

but not all instances, increased stiffness of the vessel wall. In addition, from their confocal 

microscopy results, Neves et al. (2003) demonstrated an increase in collagen in the media of 

small resistance arteries from Ang II-infused rats, and also found that the incremental elastic 

modulus, which evaluates the stiffness of wall components independently of vessel geometry, 

was increased by Ang II. This association between Ang II and collagen is further supported 
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by Rizzoni et al.’s (2005) data, which suggests that the collagen content of the vascular wall 

may be modified by Ang II type-1 receptor blockade treatment more than by ACE inhibitor 

(ACEi) treatment: perhaps, because of a more extensive inhibition of the RAS, particularly of 

Ang II-mediated effects. 

 

1.6 Evaluating effects of hypertension in chronic kidney disease on the resistance 

vasculature 

A variety of arteries have been used to investigate the effects of hypertension in CKD or other 

disease states on the resistance vasculature, including cremaster arteries (Falcone et al., 1991, 

Murphy et al., 2007), subcutaneous fat biopsies (Luksha et al., 2012, Paisley et al., 2009), 

mid-cerebral arteries (Coats and Hillier, 1999), and mesenteric arteries (Behbahani et al., 

2010). 

Of the many resistance arteries available, small mesenteric arteries are often used in animal 

experimental studies (Neves et al., 2003), because they remodel in a similar way to 

hypertensive human patients (Short, 1966), and are believed to be a representative portion of 

the peripheral vascular bed in hypertension (Short, 1966). Mesenteric resistance arteries are 

lengthy and plentiful, and easily accessible for study with minimal branching. This latter 

feature is of particular importance, because successful pressure myograph experimentation 

requires the maintenance of constant luminal pressure, which is confounded when there is 

branching within the mounted artery. Preference is also given to these arteries because the 

mesenteric circulation has receptors for Ang II (McQueen et al., 1984), and because a large 

percentage of CO flows through the mesenteric circulation (and therefore it contributes 

significantly to TPR) (Behbahani et al., 2010).  

 

1.6.1 Measuring resistance artery structural and functional properties 

Assessment of the structural and functional properties of small resistance arteries is difficult 

to test directly in vivo, due to their small size; however, by mounting small resistance vessels 

on a pressure myograph, the in vitro response to various agonists can be investigated, along 

with structural measurements (Mulvany et al., 1978, Paisley et al., 2009).  
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Pressure myography involves mounting a vessel segment on size-matched cannulae, followed 

by pressurisation of the vessel (see Figure 1.11) (Coats and Hillier, 1999): hence, it preserves 

the geometry of the vessel under physiological loading, and allows the recording of diameter 

changes under isobaric conditions (Lu and Kassab, 2011). Diameter changes are quite large in 

small muscular arteries (arterioles), but relatively small in elastic arteries such as the aorta (Lu 

and Kassab, 2011). Hence, the pressure myograph is primarily used for small vessels that 

have substantial vasoreactivity (Lu and Kassab, 2011). Pressure myography is considered an 

advantageous technique relative to wire-mounted vessels, because findings are more easily 

reproduced in vitro in pressurised vessels (Buus et al., 1994), since the isobaric method is 

considered to be much closer to the in vivo situation than the isometric method (Buus et al., 

1994, Coats and Hillier, 1999). Finally, another advantage of pressure myography is that 

pressurisation of an artery, within physiological limits, results in a passive generation of a 

physiological radial distension (Coats and Hillier, 1999). 

 

 

Figure 1.11. Simplified schematic illustration of a vessel mounted on two cannulae and tied 

by sutures in a pressure myograph. 

 

1.6.2 Measuring resistance artery biomechanical properties 

In addition to structural and functional investigations, pressure myography also allows 

investigations into the biomechanical properties of resistance arteries, thus making it possible 

to distinguish alterations in geometry due to changes in wall elasticity from those due to other 

Vessel

Sutures

Cannulae



LITERATURE REVIEW 1 

 

47 

 

causes (i.e. remodelling) (Feihl et al., 2008). Passive pressure-diameter curves are constructed 

by measuring arterial internal and external lumen diameter lengths at various pressure values: 

a reduced internal lumen and external diameter at increased intraluminal pressures for 

example indicates compromised passive dilation, while a flattened pressure-diameter curve 

indicates incompressibility of material composition in the vessel walls.  

In addition to the pressure-diameter curve, other measurements of stiffness are available, 

which deal with relations between forces applied to an elastic body (in this case, an artery), 

resulting in mechanical stress and strain in that body (Chirinos, 2012). The following are 

equations used to calculate in vitro measures of stress and strain (Schiffrin and Hayoz, 1997): 

Circumferential stress ( ) is the wall tension or distending force on the vessel wall, and is 

calculated as pressure (P) multiplied by internal lumen diameter (D), divided by 2 multiplied 

by the arterial wall thickness (WT):   

  
   

    
 

Strain ( ) is the relative change in internal lumen diameter in response to increased 

intraluminal pressure (D-D0), normalised to the baseline internal lumen diameter measured at 

the lowest intravascular pressure (3mmHg; D0): 

  
    
  

 

From stress and strain calculations, the two variables can be plotted against each other, with 

strain on the x-axis and stress on the y-axis, to form a stress-strain curve, where a left-ward 

shift of the stress-strain curve indicates decreased compliance. From the fitting of stress-strain 

data to an exponential curve (y=ae
bx

) using least squares analysis, the elastic modulus can be 

calculated. Elastic modulus describes the arterial elastic properties of the wall component 

stiffness from various wall components (for example, collagen, elastin and fibronectin), as 

well as the influence of vessel geometry on stiffness (Neves et al., 2003). In the equation 

below,    is the stress at D0, and β is the constant related to the slope of the stress-strain 

curve. 
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From the above, the tangential elastic modulus is then calculated at several values of stress 

from the derivate of the exponential curve: 

 

   
  
  
     

   

The above incremental elastic modulus, when plotted against stress, provides a geometry-

independent measure of wall component stiffness, which includes collagen, elastin, 

connective tissue, endothelial cells, and smooth muscle cells (Intengan and Schiffrin, 2000). 

The smaller the slope of the incremental elastic modulus vs. stress plot, the lower the intrinsic 

stiffness of wall components.  

 

1.7 Antihypertensive treatment in chronic kidney disease 

The importance of hypertension in CKD rests on two management principles. The first 

principle is that hypertension confers a substantial risk for heart disease, stroke, peripheral 

arterial disease, and further kidney failure (Chobanian et al., 2003). This risk is amplified 

when proteinuria is present (Mulrow and Townsend, 2003). The second is that although 

hypertension ranks technically as the second most common cause of ESRD behind diabetes, it 

is clear that the majority of patients with diabetes and CKD also have hypertension. 

Therefore, the decision to lower blood pressure in CKD is undertaken to preserve target organ 

function on several fronts. In addition, it is more likely that a CKD patient will die from heart 

disease than reach ESRD (Foley, 2010). Therefore, it is critical to adequately manage 

hypertension in CKD, as this plays a central role in reducing the likelihood of developing 

CVD (Iino et al., 2003). Presently, in addition to effective control of modifiable and uraemia-

specific risk factors at an early renal disease stage, clinical judgement recommends 

prioritisation of the maintenance of optimal or near optimal blood pressure control (Schiffrin 

et al., 2007, Harris and Rangan, 2005).  

As mentioned previously (see section 1.5.1 Structural alterations), there exists an interactive 

relationship between blood pressure and the resistance artery vasculature, where the control of 



LITERATURE REVIEW 1 

 

49 

 

blood pressure involves the activation of fast and slow processes: fast processes involve 

modulation of vessel tone through alterations in neurohumoral drive, while slow processes 

involve structural vascular remodelling of resistance vessels (Mulvany, 2002). Because of the 

interactions between fast and slow processes in the control of blood pressure, it is necessary to 

target both neurohumoral drive and resistance artery structure when trying to treat 

hypertension. 

The majority of approaches to the treatment of hypertension in CKD involve aggressive 

control of blood pressure, often with inhibitors of the RAS (either ACE inhibitors or Ang II 

receptor blocking agents (ARBs) (Ferrari, 2007)), and/or Ca
2+

 channel antagonists which may 

be used in conjunction with diuretics (Cohen and Townsend, 2009, Kidney Health Australia, 

2014b) or beta-blockers. There is also interest in determining whether some antihypertensive 

drugs may improve the structure and function of small arteries in vascular beds such as the 

renal or the coronary circulations, which may be involved in major long-term complications 

of hypertension (Brush Jr et al., 1988). For example, molecules of the Ang II signaling 

cascade are upregulated within the arterial wall during hypertension, and may play a causal 

role in vascular remodelling at the cellular level, with Ang II promoting vascular endothelial 

cell senescence, potentially disturbing the integrity of the vascular wall and promoting 

vascular injury (Shan et al., 2008, Wang et al., 2000). It seems likely that resistance vessel 

structural and functional correction may be necessary in hypertension to restore vascular 

reserve (with vascular reserve referring to the ability to increase blood flow with maximal 

vasodilation) (Schiffrin et al., 1995a), because reduction of blood pressure without correction 

of resistance vessel structure will reduce the vascular reserve (Mulvany, 2002). That is, to 

improve the outcome in hypertensive patients, in addition to lowering blood pressure, it may 

be necessary to correct resistance artery vascular remodelling and endothelial dysfunction 

(Schiffrin et al., 2000, Mulvany, 2008).  

The use of RAS inhibitors and calcium channel blockers (CCBs), are described below in more 

detail. 
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1.7.1 Renin angiotensin system inhibitors 

Renin-angiotensin system inhibitors are the preferred drugs for the treatment of hypertension 

in CKD: in particular, ACE inhibitors and ARBs (Kidney Health Australia, 2014a). 

 

1.7.1.1 Angiotensin converting enzyme inhibitors 

The use of ACE inhibition in the treatment of hypertension of CKD is well accepted (Cohen 

and Townsend, 2009), with ACE inhibition shown to improve endothelium function in 

resistance arteries from hypertensive patients (Rizzoni et al., 1997), as well as decrease or 

improve the degree of vascular remodelling seen in human patients and animal models with 

hypertension (Adams et al., 1990, Christensen et al., 1989, Shaw et al., 1995, Li and Schiffrin, 

1996, Harrap et al., 1990, Lee et al., 1991, Thybo et al., 1994, Rizzoni et al., 2005).  

In CKD patients, ramipril has been shown to reduce proteinuria, slow GFR decline, reduce 

serum creatinine levels, as well as reduce the progression to ESRD (Agodoa et al., 2001, The 

GISEN Group, 1997). Supporting these findings, the African American Study of Kidney 

disease (AASK) trial revealed that ACE inhibition resulted in a greater decrease in GFR and 

progression to ESRD or death, relative to a CCB and beta blocker (Wright Jr et al., 2002). In 

addition, a meta-analysis of nondiabetic CKD patients has shown that ACE inhibition is 

associated with a decrease in progression to ESRD, and improvement of serum creatinine 

levels (Jafar et al., 2001). 

Further supporting evidence that ACE inhibition is effective at reducing the degree of 

vascular remodelling is a study by Ng and colleagues (2011a), who investigated the effect of 

ACE inhibition on aortic wall structure and function in the LPK rat model of CKD. Ng et al. 

(2011a) found that, following treatment, the relative amount of elastin increased, with no 

change in the number of elastin lamellae; treatment also modified the increase in collagen 

density. Based on their findings, Ng et al. (2011a) suggested that as compared to inhibiting a 

direct effect of Ang II,  the influence of perindopril on vascular remodelling may be blood 

pressure-dependent, or it may be mediated by non-Ang II mechanisms, as ACE is responsible 

for both production of Ang II and degradation of the vasoactive bradykinin (Bonde et al., 

2011).  
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1.7.1.2 Angiotensin II receptor blockers 

Though ACE inhibitors and ARBs have been shown to have the same effectiveness with 

regards to correcting small resistance artery remodelling (ie, wall-lumen ratio), ARBs are 

more effective when it comes to alterations of the collagen content of the vascular wall 

(Rizzoni et al., 2005): perhaps because of a more extensive inhibition of the RAS, particularly 

of Ang II-mediated effects.  

Similarly to ACE inhibition, the antihypertensive effectiveness of ARBs has been well-

established (Foëx and Sear, 2004, Weber, 2001, Burnier and Brunner, 2000). In fact, evidence 

suggests that ACE inhibitors and ARBs have similar blood pressure controlling effects 

(Matchar et al., 2008). However, in contrast, ARBs are preferred over ACE inhibitors, as they 

appear to exhibit fewer side-effects, and have more specificity (Weber, 2001, Burnier and 

Brunner, 2000). In addition, the renoprotective effects of ARBs are also well-established, 

where two large renal outcome trials, the Reduction of Endpoints in Non-insulin dependent 

diabetes mellitus with the Ang II Antagonist Losartan (RENAAL) trial (de Zeeuw et al., 

2004), and the Irbesartan in Diabetic Nephropathy Trial (IDNT) (Atkins et al., 2005), have 

shown that blockade of the Ang II receptor results in an antiproteinuric effect, with the 

RENAAL trial further adding that this effect seemed independent of blood pressure.  

Angiotensin II binds to AT1 and AT2 receptors (Miura et al., 2011): Angiotensin type 1 

receptor blockers have a higher affinity (10,000–30,000 times greater affinity) for the AT1 

receptor than for the AT2 receptor, thus resulting in the blocking of Ang II effects which 

include vasoconstriction, sympathetic nerve activation, sodium and water retention, increase 

in renal perfusion pressure, aldosterone release, cell proliferation, inflammation in the 

vasculature and vascular remodelling (Iino et al., 2003, Chang et al., 1995, de Gasparo et al., 

2000). Angiotensin II receptor blockers have also been shown to prevent stroke in 

hypertensive patients more successfully than other classes of antihypertensive drugs (Dahlöf 

et al., 2002, Schrader et al., 2005, Mochizuki et al., 2007), thus suggesting that the preventive 

effects of ARBs are also likely to be partially mediated by blood pressure-independent effects.  

In addition to cardiovascular protection, both ACE inhibitors and ARBs have been shown to 

have renoprotective qualities (Ferrari, 2007, Sarafidis et al., 2007, Barnett et al., 2004), which 

seem to act beyond blood pressure control effects (Ferrari, 2007), with the most pronounced 
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effects being observed in patients with proteinuria and advanced kidney disease (Kolesnyk et 

al., 2010). 

 

1.7.2 Calcium channel blockers 

Calcium channel blockers are used in antihypertensive treatment and for cardiovascular 

complications (Gad, 2014). Because contraction of VSMCs is related to a rise in intracellular 

calcium concentration, drugs that block L-type calcium channels result in inhibition of 

calcium influx through ion-specific channels in the cell wall (Elliott and Ram, 2011) and 

VSMC relaxation, and therefore result in a vasodilatory and blood pressure-lowering effect 

(Beevers et al., 2001, Iino et al., 2003, Gad, 2014).  

There are two broad categories of CCBs: dihydropyridines, which preferentially bind to L-

type calcium channels in the vasculature and therefore result in vasodilation; and non-

dihydropyridine CCBs, which decrease SNS activity and preferentially bind L-type calcium 

channels in the cardiac muscle, and therefore have negative chronotropic effects (Mugendi et 

al., 2014). Although all types of CCBs have peripheral vasorelaxation effects (Elliott and 

Ram, 2011), dihydropyridines are the more potent vasodilators (Sica, 2005). 

Calcium channel blockade has been shown to be effective in hypertensive patients, 

irrespective of the presence or absence of CKD (Segura et al., 2005), resulting in increased 

GFR in human patients with ESRD (Rahman et al., 2005). For example, amlodipine, a 

dihydropyridine CCB, has a protective effect on renal function (Segura et al., 2005) via 

retarding progression of the disease (Burnier, 2013), and thus is effective in the long-term 

treatment of hypertension in patients with renal failure (Jeffers et al., 2015). The resultant 

renal protective outcomes have been purported to be due to CCB’s beneficial effects on 

glomerular capillary pressure, SNA, the pathogenesis of renal fibrosis, and aldosterone 

synthesis (Sugano et al., 2013).  

 

1.8 Polycystic kidney disease: a cause of chronic kidney disease 

There are various types of renal diseases that can lead to CKD. One example, which is the 

focus of this thesis, is PKD. Polycystic kidney disease is a genetically driven cause of CKD, 
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accounting for 7–10% of all patients on dialysis, and presenting as the fourth most common 

form of ESRD after diabetic nephropathy, glomerulonephritis and hypertension (Harris and 

Torres, 2009, Wilson, 2004, ANZDATA registry, 2014).  

Polycystic kidney disease is a common inherited systemic disorder, characterised by the 

development of multiple parenchymal cysts in the kidneys and progressive renal failure 

(Harris and Torres, 2009, Wilson, 2004, Fall and Prisant, 2005). Several mechanisms have 

been proposed regarding the pathogenesis of hypertension in PKD, including extracellular 

volume overload, local activation of the RAS within the renal parenchyma associated with 

renal cyst formation, induction of local tissue ischaemia, and increased SNS activity 

(Augustyniak et al., 2002, Fall and Prisant, 2005, Locatelli et al., 2003). Evidence has been 

presented to support an important link between sympathetic hyperactivity and cardiovascular 

morbidity in PKD patients (Klein et al., 2001, Neumann et al., 2002, Ecder and Schrier, 

2009). 

In humans, there are a number of hereditary forms of PKD including adult onset autosomal 

dominant (ADPKD), and autosomal recessive (ARPKD) which is an important cause of early 

childhood nephropathy (Harrison et al., 2010). Although cyst origination and development 

differs between ADPKD and ARPKD, cell-related processes associated with these two 

diseases seem to be similar (Torres and Harris, 2006), and rates of both cardiovascular 

morbidity and mortality are high as a result of CVD. These diseases belong to a family of 

conditions known as ciliopathies, where the primary mutation is in a gene encoding for a 

protein associated with the cilia (Hildebrandt et al., 2011).  

Another form of autosomal recessive cystic kidney disease is nephronophthisis (NPHP). 

Nephronophthisis is the most frequent genetic cause of ESRD in the first three decades of life 

(Hildebrandt and Zhou, 2007), and acts symmetrically to result in a progressive destruction of 

kidney glomeruli and tubules, causing tubulointerstitial nephropathy (Torres and Harris, 2006, 

Wolf and Hildebrandt, 2011).  Histological features of the diseased kidneys involve tubular 

basement membrane disintegration, tubular cyst formation, and tubulointerstitial 

inflammation and fibrosis (Wolf and Hildebrandt, 2011, Zollinger et al., 1980). These 

histological characteristics differ between the infantile and juvenile forms of NPHP, as the 

infantile form combines features of NPHP with features of PKD, which include enlarged 
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kidneys and widespread cyst development (Wolf and Hildebrandt, 2011, Gagnadoux et al., 

1989). 

 

1.8.1 Autosomal dominant polycystic kidney disease 

Autosomal dominant PKD is the most common renal monogenic disease with an incidence of 

1/400–1000 (Sweeney and Avner, 2006). Autosomal dominant PKD has two disease loci: 

PKD 1 and PKD2 (Hayashi et al., 1997, Bycroft et al., 1999), with approximately 80 to 85% 

of ADPKD patients having mutations in the PKD1 gene, located on chromosome 16p13 

which encodes polycystin-1 (PC-1) (Sweeney and Avner, 2006). The remaining 10 to 15% of 

ADPKD cases have mutations in the PKD2 gene, which is located on chromosome 4q21 and 

encodes polycystin-2 (PC-2) (Sweeney and Avner, 2006). Autosomal dominant PKD is 

usually asymptomatic until the middle decades (Sweeney and Avner, 2006), with cysts 

originating as expansions of the renal tubule, and a rapid closure from the nephron of origin 

(Wilson, 2004). However, 2% to 5% of ADPKD patients present with a severe neonatal 

course and significant morbidity and mortality (Sweeney and Avner, 2006). In patients with 

ADPKD, approximately 60% develop hypertension prior to renal function impairment 

(Gabow et al., 1990). 

 

1.8.2 Autosomal recessive polycystic kidney disease 

In contrast to ADPKD, ARPKD only comprises 5 to 8% of all individuals requiring renal 

replacement therapy (dialysis and/or kidney transplantation), and only has one disease locus, 

the polycystic kidney and hepatic disease 1 (PKHD1) gene (Onuchic et al., 2002). Autosomal 

recessive PKD is, however, a significant cause of renal and liver -related morbidity and 

mortality in childhood (Sweeney and Avner, 2006). Estimates of the disease prevalence vary 

widely, but an overall frequency of 1 in 20,000 live births and a carrier level of up to 1:70 

have been proposed (Zerres et al., 2004, Sweeney and Avner, 2006). The ARPKD disease 

gene, PKHD1, is a large gene located on chromosome 6p21.1–p12, spanning 470 kb of 

genomic DNA and producing a cDNA of 16 kb (Sweeney and Avner, 2006). The majority of 

ARPKD patients present clinically as newborn or young children (Sweeney and Avner, 2006). 
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However, despite dramatic improvements in neonatal and intensive care over the past decade, 

neonatal mortality is 25 to 35% (Sweeney and Avner, 2006), and the clinical spectrum of 

surviving patients is highly variable (Sweeney and Avner, 2006). Principal manifestations of 

the disease involve the fusiform dilation of renal collecting tubules (CT) or ducts that remain 

connected to the nephron of origin (Wilson, 2004), and dysgenesis of the hepatic portal triad 

attributable to ductal plate abnormalities (Sweeney and Avner, 2006). In ARPKD, 

hypertension occurs in up to 80% of affected children, with nearly all who survive the 

neonatal period requiring anti-hypertensive treatment (Capisonda et al., 2003, Sweeney and 

Avner, 2006). 

 

1.8.3 Nephronophthisis  

Nephronophthisis is one of the most frequent genetic causes of ESRD in children and 

adolescents (Wolf and Hildebrandt, 2011, Hildebrandt et al., 2009). It is an inherited cystic 

disease, displaying many clinical symptoms of ciliopathies (Zalli et al., 2012), characterised 

by progressive renal failure, polyuria, polydipsia, isosthenuria, anaemia, and impaired urinary 

concentrating ability (Hildebrandt et al., 2009, Wolf and Hildebrandt, 2011, Torres and 

Harris, 2006, Ala-Mello et al., 1996, O’Toole et al., 2010), along with nephron disintegration 

which consequently contributes to a critical tubulointerstitial nephropathy (Hildebrandt and 

Otto, 2005). Positional cloning has revealed more than 20 different genes (for example, 

NPHP1–11, NPHP1L, and TTC21B) which may underlie NPHP-related ciliopathies (Wolf 

and Hildebrandt, 2011, Soliman, 2012, Chaki et al., 2012, Hildebrandt et al., 2011, Sang et 

al., 2011). Despite this, however, the exact causative gene in approximately 70% of all NPHP 

patients is unknown (Hildebrandt et al., 2009). Functional characterisation of the encoded 

proteins (nephrocystins) of these genes has shown that all proteins mutated in humans or 

animal models of NPHP are expressed in the primary cilia or centrosomes of renal epithelial 

cells (Hildebrandt et al., 2009, Otto et al., 2003, Otto et al., 2008), therefore also identifying 

NPHP as a ciliopathy affecting ciliary functions, as well as epithelial cell polarity and cell-

cycle control (Hildebrandt et al., 2009).  
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1.9 Lewis polycystic kidney rat model 

The LPK rat is an autosomal recessive model of PKD first described in 2007 (Phillips et al., 

2007), and is now well established as a rodent model of CKD and secondary hypertension 

(Hildreth et al., 2013). It is a model of nephronophthisis 9 (NPHP9), arising from a single 

nucleotide polymorphism in the NIMA (never in mitosis gene a)-related kinase 8 (Nek8) gene 

on chromosome 10 (McCooke et al., 2012). The Nek8 protein localises to the proximal region 

of the primary cilium, where it seems to modulate ciliary targeting of polycystin-1 and 

polycystin-2 (Sohara et al., 2008, Hildebrandt and Otto, 2005) and this localisation is 

disturbed in the LPK rat model (McCooke et al., 2012). 

The LPK rat has a phenotypic presentation that resembles human juvenile ARPKD (Phillips 

et al., 2007), similar to the juvenile cystic kidney (jck) mouse Nek8 model (Trapp et al., 2008) 

(Smith et al., 2006). Important advantages to note of the LPK rat as a research model is that 

the CKD occurs progressively with age, and thus does not require the surgical or chemical 

interventions which are typically employed to induce renal failure in rat models. Such rat 

model examples include but are not limited to: radiation nephropathy model, which involves 

total-body irradiation (TBI) and is characterised by a dose-dependent decline in GFR and 

effective renal plasma flow (Robbins and Bonsib, 1995); unilateral ureteral obstruction 

(UUO) which involves complete ureteral obstruction, resulting in reduced renal blood flow 

and GFR (Chevalier, 2006); the 5/6 nephrectomy rat model, which requires surgical 

intervention (Fogo, 2003); the gentamycin-induced renal failure rat model (Amini et al., 

2012); and the Thy-1 nephritis model, which may be induced by an injection of either rabbit 

anti-thymocyte serum, or mouse anti-Thy 1 monoclonal antibody, resulting in 

mesangioproliferative glomerulonephritis (MsPGN). Additionally, the naturally progressive 

nature of CKD in LPK rats resembles aspects of the human disease state, and hence can be 

considered a robust model of CKD. 

 

1.9.1 Lewis polycystic kidney rat model characteristics 

The CKD progression observed in the LPK rat, along with the associated arising CVD 

complications is summarised below (Phillips et al., 2007, Ding et al., 2012, Hildreth et al., 

2013): 
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1.9.1.1 Phase 1: Precursor cystic phase 

From the first week of birth, LPK rat kidneys already present with precursor cystic lesions, 

with focal dilations of proximal and distal tubules. 

 

1.9.1.2 Phase 2: Cystic phase and early cardiovascular disease manifestations 

From 3 to 6 weeks of age, LPK rats exhibit gross derangement of the kidney cortex and 

medulla, with proliferation and dedifferentiation of the tubular epithelial cell. In addition, 

distal tubular dilatation and interstitial inflammation are evident, and accompanied by 

compensatory renal function preservation. By 6 weeks of age, LPK rats have established 

hypertension, as well as increased cardiac mass, and increased kidney to body weight ratio 

(Phillips et al., 2007). 

 

1.9.1.3 Phase 3: Cyst enlargement and severe cardiovascular disease 

Lewis polycystic kidney rats demonstrate initial signs of renal dysfunction at 12 weeks of age, 

and progress to marked renal disease by 18–24 weeks of age, along with increased cardiac 

mass and left ventricular hypertrophy, and increased kidney to body weight ratio (Figure 

1.12). At 12–13 weeks of age, when hypertension is well established yet renal function is not 

overtly impaired, the LPK rats have elevated sympathetic activity (Harrison et al., 2010, 

Salman et al., 2014) which presumably contributes to the hypertensive state and therefore 

development of CVD. At 12 weeks of age the LPK rat also exhibits features of 

arteriosclerosis, including increased functional aortic stiffness, remodelling, and calcification 

(Ng et al., 2011a), with renal deterioration accompanied by a normocytic normochromic 

anaemia (Phillips et al., 2007, Phillips et al., 2015). Cyst enlargement continues from 12-24 

weeks of age; however, this is at a slower rate, and usually precedes development of other 

typical histological features of progressive renal disease. By 18-24 weeks of age, LPK rats 

have marked elevations in serum urea, and urinary protein creatinine (UPC) ratios, as well as 

decreased serum protein. 
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Thus, the LPK rat provides a model system where interventions to modify arteriosclerosis can 

be trialled under conditions that mimic the human condition in a state of accepted disease 

progression (Ng et al., 2011a). 

 

 

Figure 1.12. Gross kidney features in a 12 week old Lewis control (A) and Lewis polycystic 

kidney (LPK) (B) rat. Adapted and modified from (Phillips et al., 2007). 

 

1.9.2 Physiological features in the Lewis polycystic kidney rat model 

In addition to the characteristics mentioned above, other manifestations of CVD are evident in 

the LPK rats. These include but are not limited to: alterations in the RAS, SNS overactivity, 

and vasculature alterations.  

 

1.9.2.1 Alterations in the renin angiotensin system 

Lewis polycystic kidney rats present with low plasma renin activity and Ang II levels at 10-12 

weeks of age (Phillips et al., 2007). Nevertheless, however, despite suppressed renin activity, 

renin is likely to play a key role in the pathogenesis of hypertension in LPK rats, as ACE 

inhibition treatment with perindopril results in a significant reduction in blood pressure (Ng et 

al., 2011a)  
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1.9.2.2 Sympathetic nervous system overactivity 

Sympathetic nervous system overactivity is a well-established finding in the LPK rat, 

supported by various studies demonstrating increased baseline level of renal, lumbar and 

splanchnic SNA (Salman et al., 2014, Yao et al., 2015), enhanced blood pressure depressor 

responses to ganglionic blockade (Phillips et al., 2007, Ameer et al., 2014a), and increased 

low frequency (LF) power of SBP variability, which is indicative of increased sympathetic 

vasomotor tone (Hildreth et al., 2013, Harrison et al., 2010). Furthermore, recently, direct 

recordings of renal SNA in LPK animals using a telemetry based system have confirmed 

increased baseline levels of SNA in conscious animals (Salman et al., 2014). 

 

1.9.2.3 Vasculature alterations 

Previous work from our laboratory, demonstrated in studies by Ng et al. (Ng et al., 2011b) 

and Ameer et al. (Ameer et al., 2014b), found that the functional and structural properties of 

large arteries are markedly altered in the LPK rat model of CKD. Vascular remodelling, 

evidenced by increased aortic medial calcification, increased wall-lumen ratio, collagen 

deposition, and reduction in elastin content of the aorta was demonstrated (Ng et al., 2011b, 

Ameer et al., 2014b). Aortic endothelial dysfunction was also evident (Ameer et al., 2015). 

The altered functional and structural properties were suggested to be due to (but not limited 

to) three mechanisms: 1) vascular wall hypertrophy as evidenced by an increase in MCSA and 

wall-lumen ratio, and a decrease in elastin content and the elastin-to-collagen ratio; 2) 

increase in the passive stiffness of the vessel walls as PWV was markedly increased 

independently of blood pressure; and 3) altered vascular composition due to an increase in 

arterial calcium deposition (Ng et al., 2011b). These three factors likely create a self-

amplification positive feedback loop, whereby active elastin degradation products and various 

uraemia-specific proinflammatory factors are upregulated, which in turn promote expansion 

of the lesions, further accelerating calcification and therefore increasing arterial stiffness 

(Doherty et al., 2003, Ng et al., 2011b). Although the structure, function and biomechanical 

properties of large conduit arteries have been studied in the LPK rat, resistance arteries in the 

LPK rat remain to be investigated. This is a key deficit in our knowledge, given the key role 

played by the resistance vasculature in the hypertensive state. 
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1.10 Thesis objectives 

Chronic kidney disease patients are more likely to die from cardiovascular complications, as 

opposed to the renal disease itself. Although it is well-established that alterations in resistance 

arteries are likely to contribute to increased cardiovascular risk and act as a substrate for end-

organ damage (Schiffrin, 2012), resistance artery alterations are still poorly understood in the 

CKD-mediated hypertensive state, and hence are the focus of this thesis. The hypotheses and 

specific aims of the present thesis are as follows: 

- Chapter 3: Alterations in structural, functional and biomechanical properties have 

been explored in various rat models with hypertension and/or renal disease (Luksha 

et al., 2012, Intengan et al., 1999, Fujii et al., 1992, Behbahani et al., 2010, Laurant 

et al., 1997, Korsgaard and Mulvany, 1988). However, no studies have investigated 

the temporal relationship between all of these properties in a CKD-mediated model 

of hypertension. Therefore, we examined structural, functional and biomechanical 

changes in the LPK rat resistance arteries at three time-points: 6 weeks of age, where 

LPK rats are hypertensive and have gross derangement of the kidney cortex and 

medulla; 12 weeks of age, where LPK rats demonstrate signs of renal dysfunction in 

addition to hypertension and increased SNA; and 18 weeks, where LPK rats showed 

a marked decline in renal function concurrent with ongoing hypertension and 

elevated SNA (Phillips et al., 2007). Given that at 6 weeks of age the LPK rats are 

already hypertensive, we hypothesised structural (vascular remodelling, altered 

collagen/elastin ratios and calcium deposition) and biomechanical property 

(increased stiffness) changes would be evident at 6 weeks, but worsen with age in 

association with the progression of renal disease and hypertension. Consistent with 

such structural changes, we also expected changes in function including endothelial 

dysfunction, and altered sensitivity to noradrenergic stimuli. 

- Chapter 4: The RAS plays a crucial role in the progression of CKD (Remuzzi et al., 

2005), with Ang II playing a detrimental role at the level of the vasculature, 

including causing alterations of the vascular NO pathway (Lee et al., 2013), 

structural vascular remodelling (Bruder-Nascimento et al., 2014), VSMC 

hypertrophy, and inflammation (Schiffrin, 2004, Zhang et al., 2005). In addition, 

Ang II also contributes to the progressive loss of renal function and target organ 
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damage (Cohen and Townsend, 2009). Due to the detrimental effects of Ang II, we 

sought to investigate the effect of chronic Ang II blockade with the AT1 receptor 

antagonist, valsartan, on LPK rats resistance artery structural, functional and 

biomechanical properties. Chronic treatment was undertaken from 4 to 18 weeks of 

age. We hypothesised that valsartan would lower blood pressure in the LPK rats, and 

ameliorate detrimental vascular changes.  

- Chapter 5: If treatment with the AT1 receptor antagonist valsartan resulted in a 

reduction of blood pressure, it would be unclear if any effects of valsartan on the 

vasculature in the LPK rats were attributable directly to the inhibition of Ang II, or 

due to any blood pressure-lowering effects. Hence, in order to investigate this, we 

performed chronic treatment using the CCB, amlodipine, from 4-18 weeks of age as 

an alternative antihypertensive treatment. Given the strong link between 

hypertension and vascular changes in the resistance arteries (Mulvany, 2011, 

Schiffrin, 2012), and the effectiveness of antihypertensive treatment with amlodipine 

observed in SHR vasculature (Sharifi et al., 1998, He et al., 2011), we hypothesised 

that if hypertension, as opposed to renal failure, is the main contributor to vascular 

changes observed in the LPK rats, that amlodipine would have comparable effects on 

the vasculature to valsartan.  

- Chapter 6: Vascular dysfunction has been shown to be attributable to an imbalance of 

constricting and relaxing factors. In addition, endothelial dysfunction has been 

shown to be receptor-specific, for example with impairment of the EDH responses 

following BK but not ACh stimulation (Luksha et al., 2012). This imbalance between 

constricting and relaxing factors affects myogenic tone, which, in resistance arteries, 

plays an important role in the maintenance of internal lumen diameter. We therefore 

investigated the balance of constricting and relaxing factors, the receptor specificity 

of endothelial dysfunction, along with myogenic tone, in 18 week LPK rats. We 

predicted 18 week LPK rats to exhibit increased sensitivity to vasoconstrictors, and 

thus greater myogenic tone relative to control Lewis.  
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2.1 Ethical approval 

All studies performed during the course of this thesis were approved by the Animal Ethics 

Committee of Macquarie University, and conducted according to the Australian Code of 

Practice for the Care and Use of Animals for Scientific Purposes (8
th

 edition, 2013). 

Consistent with the thesis by publication format, chapters 3, 4, 5 and 6 were written as 

complete papers to be submitted for publication. As such, this chapter has been included in 

order to provide additional detail on mesenteric artery histological staining methodologies 

which were otherwise not fully described. 

 

2.2 Mesenteric artery tissue staining procedures  

 

2.2.1 Mesenteric artery tissue harvesting 

Following euthanasia, the mesentery was removed from the abdomen and second order 

branches of the mesenteric artery were dissected free from fat, connective tissue and the 

gastrointestinal tract. The tissue was superfused in Ca
2+

-free Krebs’ solution with 10 mM 

EGTA for 20 minutes, and was subsequently fixed in 4% formalin for 24 hours at room 

temperature and then stored in 70% ethanol at room temperature (Ethanol analytical grade, 

Fronine Lab Supplies, Riverstone, NSW, Australia), until further processing.  

 

2.2.2 Mesenteric artery tissue processing  

The mesenteric vasculature was dehydrated using a Leica tissue processor (Leica ASP200S, 

Nussloch, Germany). Second-order mesenteric arteries were then dissected away, and 

paraffin-embedded in a transverse-orientation. Mesenteric arteries mounted in paraffin blocks 

were sectioned cross-sectionally into 5µm thick slices using a microtome (Microm HM355, 

Walldorf, Germany) and mounted onto glass slides. Mounted sections were incubated at 37°C 

in the oven overnight to dry, and then underwent specific staining protocols (Section 2.4) in 

order to identify the various compositional components of the vessel wall. Lamellae and 

interlamellae elastin were stained with Shikata’s orcein (SO), collagen deposition and smooth 

muscle cell nuclei were identified using Martius scarlet blue (MSB) stain, and calcium 

deposits were stained with Von Kossa (VK) and Alizarin red (AR). The stained slides were 
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then viewed using light microscopy and images acquired using a mounted video camera (Carl 

Zeiss Microimaging, Gottingen, Germany). All images were processed with Zeiss Axiovision 

software (AxioVs40 v4.8.2.0, Carl Zeiss Microimaging). 

 

2.3 Staining procedures  

 

2.3.1 Deparaffinisation and rehydration procedure 

Prior to staining, all sections were deparaffinised by immersing in several changes of 

histochoice
®
 clearing agent (AMRESCO, Inc., USA) (3x10 mins). Sections were then dipped 

in descending grades of alcohol (2x5 mins absolute alcohol; 2x3 mins 85% alcohol; 1x3 mins 

70% alcohol), and subsequently introduced to water (3 mins).  

 

2.3.2 Specific staining protocols 

 

2.3.2.1 Shikata’s orcein staining procedure 

Sections were treated with 0.15% potassium permanganate (w/v) (Sigma-Aldrich, NSW, 

Australia) in 3% aqueous sulphuric acid (Univar, Ajax Finechem Pty Ltd, Australia) solution 

for 3 mins, then rinsed with running water. Sections were then decolourised with 1% (w/v) 

aqueous oxalic acid (Sigma-Aldrich) (5 dips) then washed in water. Subsequently, they were 

stained with 5% Shikata orcein (w/v) (Sigma-Aldrich) in 1% (v/v) alcoholic (70%) 

hydrochloric acid (Univar, Ajax Finechem Pty Ltd, Australia) solution for 15 mins. Sections 

then underwent dehydration and mounting as described below (Section 2.4.3). Shikata’s 

orcein stained sections show elastin fibres in red or brown.  

 

2.3.2.2 Martius scarlet blue staining procedure 

Sections were immersed in preheated (60 °C) Bouin’s fixative, consisting of 0.9% aqueous 

solution of picric acid (w/v) (Sigma-Aldrich), 5% glacial acetic acid (w/v) (Univar, APS Asia 

Pacific Speciality Chemicals Ltd, NSW, Australia) and 0.36% formaldehyde (w/v) (Univar, 

Ajax Finechem Pty Ltd, Australia) were added. Sections were immersed in Bouin’s fixative in 
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a 60 °C oven for 1 hour. The fixative was removed from slides by washing under running tap 

water. Sections were then stained for 8 mins with 1% aqueous solution of Celestine blue (w/v) 

(Sigma-Aldrich), containing 5% ferric ammonium sulphate (w/v) (Sigma-Aldrich) and 14% 

glycerine (v/v) (Sigma-Aldrich). This was followed by immersion in Harris’s haematoxylin 

solution (Clinipure Stains & Reagents for Pathology, HD Scientific Supplies, STATE 

Australia) for an additional 5 mins. Sections were rinsed in water then 95% alcohol, and 

subsequently treated with 0.5% Martius yellow (w/v) (Sigma-Aldrich) in 2% (w/v) alcoholic 

(95%) phosphotungstic acid (Sigma-Aldrich) solution for 3 mins. Water-rinsed sections were 

then stained for smooth muscle and mature fibrin by treating with 1% brilliant crystal scarlet 

(w/v) in 2.5% aqueous acetic acid solution for 15 mins. After washing in water to remove 

excess brilliant crystal scarlet stain (Sigma-Aldrich), sections were immersed in 1% aqueous 

phosphotungstic acid (w/v) (Sigma-Aldrich) for 10 mins. Lastly, rinsed sections were treated 

with 0.5% soluble blue (Sigma-Aldrich) in 1% aqueous acetic acid solution for 15 mins to 

stain collagen. Sections were then dehydrated and mounted. Fibrin is stained red by the 

brilliant crystal scarlet stain, collagen is stained blue, red blood cells are stained yellow by 

Martius yellow, and nuclei are stained in black or dark magenta. 

 

2.3.2.3 Von Kossa staining procedure 

To stain calcium salts, sections were first incubated with 1% aqueous silver nitrate (w/v) 

(Sigma-Aldrich) solution under ultraviolet light for 60 mins. Sections were then rinsed in 

several changes of distilled water, and the excess unreacted silver nitrate removed by 

submerging sections in a 5% aqueous sodium thiosulfate (w/v) (Sigma-Aldrich) for 5 mins. 

The sections were again washed in distilled water, then counterstained with a 0.1% nuclear 

fast red (w/v) (Sigma-Aldrich) in 5% aqueous aluminium sulphate (w/v) (Univar) for 5 mins. 

Sections were then dehydrated and mounted. Stained sections showed calcium salts in black 

or brown, cytoplasm in pink, and nuclei in red.   

 

2.3.2.4 Alizarin red staining procedure 

As an alternative procedure to quantify calcium, sections were immersed for 30 s in 2% 

Alizarin red solution (w/v) (Sigma-Aldrich), which had an adjusted pH of 4.1-4.3 obtained 
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using 0.5% aqueous ammonium hydroxide. Sections were then dehydrated and mounted. 

Stained sections showed calcium salts in orange.   

 

2.3.3 Dehydration and mounting procedure 

After staining, all sections were immersed in ascending grades of alcohol (several dips in 70% 

alcohol; 2x3 mins 85% alcohol; 3x10 dips in absolute alcohol), followed by histochoice (3x5 

mins). Slides were then left to dry. For long-term storage and maintenance of a high refractive 

index for microscope examination, dehydrated sections were then mounted with a coverslip 

using DPX mounting media (Sigma-Aldrich).  
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3.1 Abstract 

Chronic kidney disease (CKD) and hypertension are co-morbid conditions both associated 

with altered resistance artery structure, biomechanics and function. We examined these 

characteristics in mesenteric artery together with renal function and systolic blood pressure 

(SBP) changes in the Lewis polycystic kidney (LPK) rat model of CKD. Animals were 

studied at early (6-weeks), intermediate (12-weeks), and late (18-weeks) time-points (n=21), 

relative to age-matched Lewis controls (n=29). At 12 and 18-weeks, LPK rats arteries 

exhibited eutrophic and hypertrophic inward remodelling characterised by thickened medial 

smooth muscle, decreased lumen diameter, and unchanged or increased media cross-sectional 

area, respectively. At these later time points, endothelium-dependent vasorelaxation was also 

compromised, associated with impaired endothelium-dependent hyperpolarisation and 

reduced nitric oxide synthase activity. Stiffness, elastic-modulus/stress slopes and 

collagen/elastin ratios were increased in 6 and 18-week-old-LPK rats, in contrast to greater 

arterial compliance at 12 weeks. Multiple linear regression analysis highlighted SBP as the 

main predictor of wall-lumen ratio (r = 0.536, P<0.001 n = 46 pairs). Concentration-response 

curves revealed increased sensitivity to phenylephrine but not potassium chloride in 18-week-

LPK rats. Our results indicate that impairment in LPK rats resistance vasculature is evident at 

6 weeks, and worsens with hypertension and progression of renal disease. 

 

Keywords 

Mesenteric resistance artery, hypertension, polycystic kidney disease, endothelium, vascular 

remodelling 
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3.2 Introduction 

Impaired function of the resistance vasculature is associated with hypertension in chronic 

kidney disease (CKD) (Wang et al., 2000, Martinez-Lemus et al., 2009) and as a group, CKD 

patients have an increased risk of mortality due to cardiovascular disease (Foley, 2010). 

Resistance arteries provide more than 80% of the resistance to blood flow in the body and, as 

a consequence, modified structural properties play a significant role in persistent increases in 

total peripheral resistance (Intengan and Schiffrin, 2000). The structural, biomechanical and 

functional attributes of resistance vessels are hypothesised as being one of the first sites of 

target organ damage due to increased intraluminal pressures from hypertension (Schiffrin et 

al., 2000, Intengan and Schiffrin, 2001).  

In hypertension, resistance arteries typically undergo inward vascular remodelling, 

characterised by increased medial wall thickness and decreased lumen diameter that may be 

“eutrophic” or “hypertrophic”, corresponding to unchanged or increased media cross sectional 

area (MCSA), respectively (Mulvany, 1999). Eutrophic remodelling is typically seen in 

essential hypertension (Martinez-Lemus et al., 2009) and uremic conditions (New et al., 

2004), and typically occurs in the absence of stiffening (Intengan and Schiffrin, 2001). In 

contrast, hypertrophic remodelling has been reported in renovascular hypertension (Rizzoni et 

al., 1996). Vascular remodelling may initially be an adaptive compensatory mechanism to 

buffer pressure changes in the arteries; however, it eventually becomes maladaptive and 

compromises organ function, contributing to the cardiovascular complications of hypertension 

(Martinez-Lemus et al., 2009, Mulvany, 2011).  

Structural alterations result in biomechanical property changes, which in turn worsen the 

degree of structural alterations, including a loss of distensibility, increase in wall stiffness, and 

modifications in the vessel composition (collagen-elastin ratios), consequently impairing 

maximal passive dilatation ability and leading to further structural remodelling (Laurant et al., 

1997, Intengan et al., 1999). Arterial stiffness is increasingly being recognised as an important 

prognostic index and potential therapeutic target in patients with hypertension (Payne et al., 

2010). 
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Resistance artery vascular remodelling may also exacerbate hypertension through its effects 

on vascular function, such as magnifying normal vasoactive inputs (vascular amplifier effect) 

(Wright and Angus, 1999) and vasorelaxation dysfunction, which is a well-established 

phenomenon in hypertension, being described in the subcutaneous resistance arteries of 

patients with end-stage renal disease (Luksha et al., 2012). Vasorelaxation in resistance 

arteries involves three components: nitric oxide (NO), prostanoids, and endothelium-

dependent hyperpolarisation (EDH) (Luksha et al., 2012), with the contribution of each 

dependent upon the vascular bed under study, and the varying degrees of relative impairment 

depending on the disease state (Shimokawa et al., 1996, Kietadisorn et al., 2012, Versari et 

al., 2009).  

We have previously established in the Lewis polycystic kidney (LPK) rodent model of CKD 

that animals develop large vessel stiffness, calcification, and vascular remodelling by 12 

weeks of age (Ameer et al., 2014b, Ng et al., 2011) The LPK rat model is a result of an 

autosomal recessive mutation in NimA (Never In Mitosis Gene A)- Related Kinase 8 (Nek8) 

(McCooke et al., 2012), which in humans is responsible for nephronophthisis (NPHP) 9 (Otto 

et al., 2008, Frank et al., 2013). Within the nephrocystin family of proteins, multiple NPHP 

gene mutations have been identified and are the leading genetic cause of end-stage renal 

disease in children and young adults (Frank et al., 2013). In the juvenile cystic kidney (jck) 

mouse (Liu et al., 2002) and LPK rat (Phillips et al., 2007), the Nek8 mutation leads to a 

phenotypic presentation of cystic kidney disease resembling human autosomal recessive 

polycystic kidney disease. The LPK animals present with established hypertension by 6 

weeks of age, renal dysfunction by 12 weeks of age, and progression to marked renal disease 

by 18–24 weeks of age (Phillips et al., 2007). We recently demonstrated that in addition to 

sympathetic overactivity, a vascular amplifier effect was likely to contribute to the increased 

blood pressure observed in the LPK rats (Ameer et al., 2014a), consistent with the prediction 

that resistance artery vascular remodelling is occurring in this model. Therefore, we 

hypothesised that significant structural, biomechanical and functional changes would be 

evident in the mesenteric artery as a representative resistance vessel in the LPK rat, and 

further, show progressive change in parallel with the decline in renal function. Thus, the 

present study investigated temporal changes of resistance artery structural, functional and 
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biomechanical properties in association with blood pressure and renal function in a model of 

CKD.  
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3.3 Methods 

3.3.1 Animals 

Mixed sex LPK at 6, 12 and 18 weeks (n=7 for each age group), and age-matched control 

strain Lewis rats (6 weeks n=8; 12 weeks n=14; 18 weeks n=7) were obtained from the 

Animal Resource Centre in Western Australia, Australia, with a minimum of 3 males or 

females per group. A total of 43 rats were used for this study. Animals were housed in the 

animal house facility of Macquarie University under a 12-h light/dark cycle at 20.5°C and 

57% humidity, and offered rat chow and water ad libitum. All experimental protocols and 

procedures were approved by the Animal Ethics Committee of Macquarie University and 

adhered to the National Health and Medical Research Council of Australia’s Australian code 

of practise for the care and use of animals for scientific purposes (8th Edition 2013).  

3.3.2 Tail cuff plethysmography and urine collection 

Systolic blood pressure (SBP) was measured using tail-cuff plesmography (ADInstruments, 

Sydney, NSW, Australia) as described previously (Phillips et al., 2007). At least 72 hours 

prior to euthanasia, urine samples were collected from animals over a period of 24 hours 

while held individually in metabolic cages, during which animals were offered chow and 

water ad libitum.  

Animals were deeply anaesthetised with 5% isofluorane (VCA I.S.O., Sydney, NSW, 

Australia) in 100% O2 and decapitated. Trunk blood samples were collected in pre-cooled 

EDTA containing tubes (BD Microtainer®, Becton, Dickinson and Company, Macquarie 

Park, NSW, Australia) and centrifuged (3000 RPM for 5 min at 4C°). Plasma and urine were 

analysed for biochemical parameters using an IDEXX VetLab analyser (IDEXX Laboratories 

Pty Ltd., Rydalmere, NSW, Australia). The mesenteric vasculature, kidneys and heart were 

removed. The kidneys, heart, and left ventricle were weighed and respective indices (HI and 

KI; %) were calculated as heart or kidney weight (g)/ body weight (BW) (g) × 100.  
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3.3.3 Mesenteric artery isolation 

Immediately following dissection, the mesenteric vasculature was immediately placed in ice-

cold Krebs’ physiological solution (in mM: NaCl 118.2, KCl 4.7, CaCl2 2.5, MgSO4 1.2, 

KH2PO4 1.2, glucose 11.7, NaHCO3 25, and EDTA, 0.026), continuously bubbled with 

carbogen (95% O2; 5% CO2; BOC Ltd., North Ryde, NSW, Australia) to achieve a pH value 

of 7.4-7.45 (Intengan et al., 1999).  

After cleaning of adherent connective tissue under a dissecting microscope, a second order 

mesenteric artery segment (200-400 m external diameter; ~4 mm in length) was mounted in 

a pressure myograph (Living Systems Instrumentation, Burlington, VT, USA) in 5 mL of 

carbogen-bubbled ice-cold Krebs’ solution. Artery ends were cannulated with glass 

micropipettes (1 x 0.25 mm glass capillaries, A-M Systems, Inc., Sequim, WA, USA), and 

secured with 10-0 sutures (Ethilon
®

 Nylon Suture LLC., California, USA). The remaining 

mesenteric vasculature was placed in 4% formalin for 24 hours, followed by 70% ethanol 

until further processing for histology. 

3.3.4 Pressure myography 

Average intraluminal pressure in the artery was increased to 120 mmHg, and the vessel length 

stretched until there was no lateral bowing of the vessel (Potocnik et al., 2000). Pressure was 

then decreased to 60 mmHg and the vessel left to equilibrate for 60 min, with Krebs’ buffer 

superfused at a flow rate of 3 mL/min. During this period, the vessel warmed to 37 °C and 

constantly bubbled in carbogen via a miniature gas dispersion tube (Living Systems 

Instrumentation). Lumen and wall thickness dimensions were measured at a constant 

intraluminal pressure of 60 mmHg using the video dimension analyser within the pressure 

myography system for all experimental conditions. Following equilibration, vessel integrity 

was determined, with vessels considered viable if the α1-adrenergic receptor agonist 

phenylephrine (PE; 10
-6

 M) elicited >50% constriction relative to resting lumen diameter 

(Behbahani et al., 2010, Luksha et al., 2011). Vascular functional and structural investigations 

were then performed sequentially. All data were recorded using Spike 2 v7.07a software 

(Cambridge Electronic Design, Cambridge, UK).  
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3.3.4.1 Vascular function investigations 

Cumulative concentration-response curves to (i) the α1-adrenergic receptor agonist 

phenylephrine (PE) and (ii) the direct muscle depolariser potassium chloride (KCl) were 

obtained in order to study vasoconstrictor mechanisms. 

After preconstriction with PE, cumulative concentration-response curves to (i) the 

endothelium-dependent vasodilator acetylcholine (ACh) and (ii) –independent vasodilator 

sodium nitroprusside (SNP) were obtained in order to study endothelium integrity.  

After preconstriction to PE, cumulative concentration-response curves to ACh were obtained 

after arteries had been incubated in (i) either N-
ω
nitro-L-arginine methyl ester (L-NAME)  

(10
-4

 M) alone or (ii) indomethacin (Indo) (10
-5

 M) and L-NAME to further delineate 

vasorelaxation mechanisms.  

The 50% effective concentration (EC50) and maximum response (Rmax) were calculated from 

the concentration-response curves. The differences between Rmax responses to ACh and that 

in the presence of L-NAME alone was considered the NO-dependent (Paulis et al., 2008) 

component of the ACh-induced response; the ACh-Rmax remaining in the presence of 

Indo+L-NAME combined was considered the EDH (Luksha et al., 2012) component of the 

response. The difference between responses in the presence of Indo+L-NAME and L-NAME 

were considered the prostanoid component of the ACh-induced response.  

Additional specific protocol details and more detailed descriptors of the data analysis for the 

vascular functional studies are provided in the Supplementary material (Section 3.8).  

3.3.4.2 Vascular structure investigations 

At the end of the experimental protocol, vessels were deactivated by superfusion with Ca
2+

-

free Krebs’ solution containing 10 mM EGTA for 20 minutes. To obtain pressure–diameter 

relationships, intraluminal pressure was increased incrementally via the servo-controlled 

pump, from 3 to 180 mm Hg (3, 20, 40, 60, 80, 100, 140 and 180 mmHg). Lumen and wall 

thickness dimensions were measured along the length of the vessel after 3 min at each 

pressure level using the video dimension analyser. Media cross sectional area (MCSA), stress, 
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strain and elastic modulus were calculated for each animal individually using the measured 

diameters and wall thickness, and then values were averaged for each group (strain/age). The 

specific formulae are provided in Supplementary material (Section 3.8).  

3.3.5 Histology 

At least two of each animal’s second-order mesenteric arteries were formalin-fixed second 

order mesenteric arteries were paraffin embedded using an automated tissue processor (Leica 

ASP2005, GmbH, Germany). Subsequently, at least x4 5 µm thick sections were mounted on 

glass microscope slides and samples stained for collagen deposition and smooth muscle cell 

nuclei with Martius scarlet blue (MSB) stain, for elastin with Shikata’s orcein stain and for 

calcification with Alizarin red and Von Kossa (VK) as per published protocols (Carson and 

Hladik, 2009, Salman et al., 2014). Images were acquired at 20x magnification under bright 

field microscopy (Zeiss 1 Axiovision v4.8.2.0, Carl Zeiss Microimageing, Gottingen, 

Germany). Analysis was performed using the customised automated image-processing 

software Image J (Schneider et al., 2012). All histological parameters were calculated from an 

average of at least 6 fields equally distributed around the mesenteric artery segment. Specific 

analysis for each stain is provided in Supplementary material (Section 3.8).  

3.3.6 Drugs and solutions 

Phenylephrine hydrochloride (PE), acetylcholine hydrochloride (ACh), sodium nitroprusside 

(SNP), N
ω
-nitro-L-arginine methyl ester hydrochloride (L-NAME), indomethacin (Indo), 

histolene, Bouin’s fixative, Celestine blue, Harris’s haematoxylin, Martius yellow, brilliant 

crystal scarlet, aniline blue, Shikata orcein and Alizarin red were purchased from Sigma-

Aldrich (Castle Hill, NSW, Australia). All drugs and solutions (Krebs’ and Ca
2+

-free Krebs’) 

were prepared on the day of the experiment. All drugs for pressure myography were dissolved 

in freshly made Krebs’ buffer prior to experimentation.  

3.3.7 Data analysis 

Data were analysed using IBM Statistical Package for the Social Sciences (v22, SPSS; 

Chicago, Illinois USA) and GraphPad Prism (GraphPad Prism software v6 Inc., La Jolla, CA, 

USA). Specific details regarding statistical analysis are provided in the Supplementary 
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methods (Section 3.8). All results are expressed as mean ± standard error of mean (SEM). 

Preliminary analysis of data was performed to identify potential gender effects and unless 

significant, are not otherwise noted. Unless stated, males and females were grouped together 

within ages and strains for analyses. Data was tested for normality and if assumptions were 

met, two-way analysis of variance (ANOVA) was performed followed by Bonferroni post-

hoc analysis to investigate significant differences between groups (as defined by strain and 

age). Data that did not meet assumptions of normality were analysed post-hoc with a 

Dunnett’s T3 test. 

Urine protein values less than 0.05 g/L were excluded from the data set, and corresponding 

UPC values were also removed. Urine protein and UPC data analyses were evaluated by one-

way ANOVA, followed by Bonferroni’s post-hoc analysis. 

GraphPad Prism was used for curve-fitting and to calculate Rmax and EC50 values (Armitage 

et al., 2005). Curves were evaluated by ANOVA followed by Bonferroni’s post-hoc analysis. 

Two-way ANOVA with Bonferroni’s post-hoc analysis was used to investigate strain, age 

and pharmacological effects.  Significance was defined as P≤0.05. 

Multiple linear regression modelling, with wall/lumen ratio as the dependent variable and 

SBP, plasma urea and plasma creatinine as independent variables was used to derive Pearson 

correlation coefficients, using a one tailed test for significance (P≤0.05).  
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3.4 Results 

3.4.1 Baseline parameters 

Lewis polycystic kidney rats significantly differed from Lewis rats in body weight, SBP, HI, 

KI, plasma urea, plasma creatinine and urine creatinine at all ages, demonstrating lower body 

weight, impaired renal function, hypertension and cardiac hypertrophy (Table 3.1). In 

addition, both strains showed within strain age effects for body weight and SBP, which were 

higher at 12 and 18 weeks compared to the 6 week baseline. For LPK rats, additional within-

strain increases were noted at 18 weeks compared to 6 and 12 weeks for HI, plasma urea and 

creatinine. The latter two plasma parameters were also increased at 12 weeks versus 6 weeks 

of age. A gender effect was noted for plasma urea values in the LPK, with 12 week old male 

LPK having larger plasma urea values than females. Very few Lewis demonstrated 

proteinuria, however the LPK demonstrated an age-related increase in urinary protein values 

between the 6 and 18 week time points. Lewis polycystic kidney rats had lower urine 

creatinine values than Lewis at all ages. Female 6 and 18 week Lewis had significantly lower 

urine creatinine values than male Lewis of the same ages. The urinary protein creatinine ratio 

trended towards increasing with age in the LPK but this did not reach significance. 

3.4.2 Vascular function investigations  

3.4.2.1 Constriction 

At 18 weeks, LPK PE concentration-response curves were significantly shifted to the left 

relative to age-matched Lewis controls and 6 and 12 week LPK rats (Figure 3.1A and B), 

indicating increased sensitivity to PE. Apart from a significantly smaller PE Rmax found in 6 

week Lewis relative to 12 week Lewis, PE curve shifts were not accompanied by any other 

significant curve parameter changes (Supplementary table; Section 3.8). Six week Lewis had 

significantly smaller KCl Rmax values relative to older Lewis (Supplementary table; Section 

3.8) but no other age or strain effects were evident for the KCl concentration-response curves 

(Figure 3.1B, Supplementary table; Section 3.8). 
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3.4.2.2 Endothelium-dependent and independent vasorelaxation 

Acetylcholine concentration-response curves in the LPK rats provided evidence for impaired 

endothelium-dependent vasorelaxation at 12 and 18 weeks, but not 6 weeks, as evidenced by 

a significant shift to the right relative to age-matched Lewis controls and 6 and 12 week old 

LPK in the 18 week old animals (Figure 3.2 A and B). In accordance with these results, 18 

week LPK ACh Rmax values were significantly smaller than age-matched Lewis controls and 

6 and 12 week LPK rats (Table 3.3B). In addition, 12 week LPK ACh Rmax values were 

significantly smaller than age-matched Lewis controls and 6 week LPK rats (Supplementary 

table; Section 3.8). Six week Lewis ACh concentration-response curves were significantly 

shifted to the left, relative to 18 week Lewis curves, however this was not accompanied by 

any changes in curve parameters (Figure 3.2 A, Supplementary table; Section 3.8). 

Endothelium-independent relaxations in response to SNP showed strain and age differences at 

6 weeks, such that LPK SNP concentration-response curves were significantly shifted to the 

left relative to Lewis and relative to 12 and 18 week LPK rats (Figure 3.2 C and D).  Eighteen 

week Lewis curves were significantly shifted to the right relative to 6 and 12 week Lewis 

(Figure 3.2 C), and SNP Rmax values were larger in 6 week Lewis relative to 12 week Lewis 

(Supplementary table; Section 3.8). 

3.4.2.3 Vasorelaxation mechanism investigations 

Relative to control ACh responses, preincubation with NOS inhibitor L-NAME reduced the 

ACh Rmax in 6, 12 and 18 week Lewis, but only in the 6 week old LPK rats (Supplementary 

table; Section 3.8). Preincubation with a combination of the cyclooxygenase inhibitor 

indomethacin and L-NAME (Indo+L-NAME) resulted in a reduction in ACh Rmax values for 

all ages and strains. The ACh Rmax following preincubation with Indo+L-NAME was 

significantly smaller in 12 LPK rats than the ACh Rmax after preincubation with L-NAME 

alone (Supplementary table; Section 3.8). The ACh Rmax following preincubation with 

Indo+L-NAME in 12 week Lewis was significantly larger than 6 week Lewis, and 

conversely, was significantly less in 12 week LPK than in 6 week LPK rats. 
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3.4.2.4 Vasorelaxation component investigations 

The NO-dependent and EDH component of the ACh response was calculated from the 

difference in the ACh Rmax response before and after incubation L-NAME or indomethacin 

and L-NAME, respectively. The relative contributions in each strain and age group are 

illustrated in Figure 3.3. No significant age or strain effects were found for the percentage 

contribution to ACh Rmax by NO or EDH between all groups however the prostanoid 

percentage contribution to ACh Rmax was increased in 12 week LPK, relative to age-matched 

Lewis controls and 6 week LPK rats.  

3.4.3 Altered resistance artery stiffness in Lewis polycystic kidney rats 

Regardless of age, LPK rats pressure diameter curves were shifted downwards relative to 

Lewis controls. In both strains, pressure diameter curves were highest at 12 weeks. In the 

Lewis they shifted downwards at 18 weeks, though not to the level of the 6 week animals. 

Lewis polycystic kidney rats curves also shifted downwards at 18 weeks but in this case 

below that of the 6 week old LPK animals (Figure 3.4). Eighteen week Lewis pressure 

diameter curves were shifted downwards relative to 12 week Lewis, and shifted upwards 

relative to 6 week Lewis. In addition, 18 week LPK curves were shifted downward relative to 

12 week LPK rats (Figure 3.4). Note, however, that 6 and 12 week Lewis have similar 

pressure-diameter curve gradients, and that the downward shift of the 6 week Lewis seems to 

be due to smaller mesenteric resistance vessel diameters, rather than altered stiffness. 

Determination of stress-strain curves indicated that in 6 and 18 week LPK, there was a 

significant shifted to the left relative to age-matched Lewis control rats (Figure 3.5A, B). In 

12 week LPK rats however stress-strain curves were significantly shifted to the right relative 

to age-matched Lewis. Overall, the Lewis demonstrated a shift to the left in the curves with 

increasing age. This pattern was also evident for the 6 vs. 18 week old LPK however 

interestingly the 12 week old LPK curves were significantly shifted to the right relative to 

both 6 and 18 week LPK rats. The slope of the elastic modulus vs. stress values was 

significantly greater in 6 week LPK vs. age matched controls, while the slope in the 18 week 

old LPK was greater than age matched controls and both 6 and 12 week old LPK rats (Figure 

3.5 C and D). 
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3.4.4 Altered resistance vessel morphology in Lewis polycystic kidney rats 

Both internal and external mesenteric artery diameters were significantly smaller in LPK rats 

compared to Lewis at 12 weeks, as was the internal diameter at 18 weeks (Table 3.2). Twelve 

week Lewis males had larger external diameter values than female counterparts. Regardless 

of age, LPK had significantly larger wall thickness and wall-lumen ratio values relative to 

age-matched Lewis controls, and the LPK rats demonstrated an age related increase in wall 

thickness between 12 and 18 weeks of age. Media cross sectional area values were increased 

in LPK rats relative to age-matched Lewis controls at 6 and 18 weeks of age, with an age 

related increase also evident in the LPK rats between 6 and 18 weeks. In summary, this 

indicated hypertrophic inward remodelling at 6 and 18 weeks in the LPK rats, and eutrophic 

inward remodelling at 12 weeks. It was also noted that the 12 week old Lewis demonstrated 

an increase in MCSA relative to the 6 week old Lewis animals.  

3.4.5 Altered mesenteric artery composition in Lewis polycystic kidney rats 

Mesenteric artery composition was altered at all ages for the LPK rats, with an upregulation 

of arterial stiffness components, relative to elastic components. This was evidenced by 

collagen density being greater in LPK than Lewis rats at all ages, and increased at 12 and 18 

weeks compared to 6 weeks within LPK rats (Figure 3.6, Table 3.3). No significant alterations 

in nuclear density and number of nuclei per µm
2
 were found other than a lower nuclear 

density in the 12 week Lewis relative to 6 week Lewis. An age-related decline in elastin 

density was evident in the Lewis and LPK animals, with elastin density significantly reduced 

in 12 week LPK animals relative to age-matched Lewis controls. The changes in collagen and 

elastin were reflected in the collagen/elastin ratios, being higher in 12 and 18 week LPK 

relative to age-matched Lewis, and increased in the LPK rats from age 6 to 18 weeks. No 

calcium deposition was evident in the mesenteric arteries of either strain.  

3.4.6 Correlations between systolic blood pressure, renal function, and vessel structure 

Multiple linear regression modelling revealed significant positive correlations between wall-

lumen ratio and all three independent variables (plasma urea r=0.520, P<0.001, n = 44 pairs; 

plasma creatinine r=0.3574, P=0.009, n = 44 pairs and SBP r = 0.536, P<0.001 n = 46 pairs). 
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In the final model, SBP was the only significant predictor variable of structural changes 

(adjusted R
2
=0.269, Beta=0.536, P<0.001).  
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3.5 Discussion 

The remodelling of resistance vessels is associated with hypertension in a number of disease 

states, and is likely to play a key role in the development of target organ damage. In this study 

we report for the first time changes in resistance artery structure, function and biomechanical 

properties in a chronic and progressive model of kidney disease. Resistance artery structural 

changes involved eutrophic remodelling in the 12 week LPK rats, which then progressed with 

further ageing to hypertrophic remodelling associated with a relative increase in vascular 

smooth muscle cell size. Vascular remodelling in adult (12 and 18 weeks) LPK rats was 

accompanied by increased collagen/elastin ratios. Interestingly, the LPK rats exhibited 

increased stiffness at 6 weeks, which was followed by a compensatory rise in compliance at 

12 weeks; however as age further increased, stiffness also increased. Functional changes 

revealed endothelium dysfunction in the adult LPK rats, and increased sensitivity to an alpha-

adrenergic stimulator at18 weeks.  

A significant result of this study was the significant relationship between plasma urea, 

creatinine and systolic blood pressure with wall-lumen ratio, whereby SBP was the main 

predictor of wall-lumen ratio. This suggests that both hypertension and renal dysfunction are 

major contributors to structural remodelling, and supports the motive for treatments in CKD 

patients to focus on the associated cardiovascular disease (Herzog et al., 2011). Further 

studies incorporating antihypertensive treatment would be required to investigate the SBP 

correlation in CKD to elucidate if remodelling in resistance vessels is a result of, or partial 

causation of increased arterial blood pressure. 

Vascular remodelling has been proposed to act as a compensatory mechanism to protect the 

smaller capillary vessels from elevated blood pressure (Intengan and Schiffrin, 2001). In the 

present study, the LPK animals initially developed eutrophic inward remodelling, as indicated 

by an increase in arterial wall thickness, decrease in lumen diameter, unchanged MCSA and 

nuclei number. As the disease progressed, the resistance arteries underwent an increase in 

MCSA, wall thickness and wall-lumen ratio, around an artery with a smaller internal lumen 

diameter, relative to age-matched Lewis controls, consistent with hypertrophic inward 

remodelling. This finding is a well-established phenomenon in essential and secondary 

hypertension, and mirrors previous research by New and colleagues, who found hypertrophic 
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inward remodelling in mesenteric arteries from a subtotal nephrectomy model of uremic 

hypertension, using Wistar-Kyoto rats (New et al., 2004). The progression of remodelling in 

LPK rats from eutrophic to hypertrophic indicates deterioration in the resistance artery 

structure as hypertension ensues and renal disease progresses.  

Notably, the Lewis controls also demonstrated structural change with ageing, which involved 

an increase in internal and external diameter, and MCSA; however, this was not accompanied 

by other significant parameter changes, such as wall-lumen ratio, cell number, or cell density. 

Given that these structural changes did not involve associated alterations in wall-lumen ratio, 

it is likely these Lewis changes are due to an increase in rat weight and size, rather than 

arterial remodelling due to mechanical stresses.  

Comparison between LPK and Lewis rats demonstrated that differences in resistance arteries 

were already present by 6 weeks of age, including increased stiffness, as shown by an 

increase in collagen density, a significant leftward shift of the stress-strain curve, a downward 

shift of the pressure-diameter curve gradient and an increased slope of elastic modulus vs. 

stress slope values, an indicator of intrinsic stiffness that is independent of vessel geometry 

(Behbahani et al., 2010). At 12 weeks, stiffness measures in the LPK rats mesenteric artery 

improved, indicated by a rightward shifted stress-strain curve, relative to both other LPK rats 

age groups and their age-matched controls. This apparent improvement in compliance in 12 

week LPK rats was despite a marked increase in the wall stiffness component, collagen. 

Although counterintuitive, given that collagen is an extracellular fibrillar component 

associated with progressive stiffening of the vascular wall (Intengan and Schiffrin, 2001), this 

improved compliance despite increased collagen could be due to the fact that recruitment of 

collagen fibres is suggested to occur in the latter portion of the pressure-diameter curve. 

When smooth muscle cells in series and elastin in parallel are unstretched, collagen fibres 

tend to be coiled and are not under tension (Intengan et al., 1999). In the remodelled artery, 

however, alterations in the adhesion properties of cellular and fibrillar structures occur, and 

potentially the presence of different types of collagen, can result in increased alignment 

compactness of cellular and fibrillar components (Intengan et al., 1999). Hence, collagen 

fibres may only be recruited when exposed to higher pressures. This realignment of collagen 

fibres may also explain the unchanged slope of elastic modulus vs. stress values despite 

greater collagen density, since intrinsic stiffness is believed to be more related to the 
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organisation of vessel components, as opposed to directly related to the composition of the 

vessel alone (Gonzalez et al., 2005). Thus, although there was increased collagen/elastin ratio 

which would suggest increased wall stiffness, adaptive changes through arterial smooth 

muscle rearrangement could be a compensatory mechanism against higher wall stress, and 

therefore a reason for an overall increased distensibility (Intengan et al., 1999), comparable to 

the adaptive vascular changes we have observed previously in the LPK rats thoracic aorta 

(Ameer et al., 2014b). Between 12 to 18 weeks of age, stiffness increased in the LPK animals. 

While the vascular remodelling at 12 weeks appeared to help counteract the detrimental 

effects of high blood pressure on the arterial wall, it was unable to offset the high degree of 

wall stress experienced at the vessel wall as the hypertension persisted and renal disease 

progressed, resulting in increased stiffness by 18 weeks of age. 

We also assessed the composition of the arterial walls for elastin and calcification. The 

absence of calcification in both strains and age groups was in contrast to what we have 

previously described in large vessels in association with age and CKD (Ameer et al., 2014b, 

Ng et al., 2011). Calcification has been described in breast arterioles in women with CKD and 

end-stage renal disease (O'Neill and Adams, 2013). However, to the best of our knowledge, 

resistance artery calcification has not previously been examined in rodent models of CKD. 

Elastin degradation is one of the mechanisms that have been associated with vascular 

calcification (Pai et al., 2011), and although we document an age related decrease in elastin 

density in both Lewis and LPK rats, the absence of calcification may be due to the 

composition of the artery, with mesenteric arteries having a very small percentage of elastin 

(an average of ~15% in Lewis rats), and therefore a reduced likelihood of calcifying, relative 

to, for example, Lewis rat aortas, which are comprised of approximately 70% elastin (Salman 

et al., 2014).   

In addition to structure and biomechanics, vascular remodelling has functional implications. 

In the 18-week LPK rats mesenteric artery, we saw a leftward shift in the concentration-

response curves in response to the α-adrenergic receptor agonist PE, relative to both younger 

LPKs and age-matched Lewis rat controls. Similar results were not seen in response to KCl, 

which acts as a direct depolariser. This increased sensitivity to sympathetic agonist is 

consistent with a vascular amplifier effect. The vascular amplifier effect may be due to 

hypertrophy and/or remodelling of the resistance vasculature, functioning to amplify the 
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effect of constrictor and dilator agents on peripheral resistance, and therefore vascular 

conductance (Folkow, 1975, Wright and Angus, 1999, Moretti et al., 2009). In the whole 

animal, this translates to enhanced blood pressure responses to vasoactive agents (Wright and 

Angus, 1999) including ganglion blockade, such that increased depressor responses are due to 

enhanced vascular responsiveness to sympathetic activity, rather than increased sympathetic 

activity to the vasculature per se. In previous studies, our investigations revealed an 

augmented response to hexamethonium in the LPK rats (Phillips et al., 2007) which was 

determined to be primarily a reflection of increased sympathetic drive however this did not 

account for the full response (Ameer et al., 2014a). The current evidence of resistance vessel 

remodelling therefore supports the hypothesis that a vascular amplifier effect also contributes 

to the augmented depressor responses to ganglionic blockade in the LPK rat and to the 

maintenance of hypertension in this model of CKD. 

Dysfunction of the endothelium is often associated with hypertension, and may be a 

consequence of blood pressure elevation (Schiffrin, 2012), and conversely it is a factor that 

increases susceptibility to the development of hypertension (Rossi et al., 2004). In the Lewis 

animals examined in this study, we identified an age-related shift in the endothelium-

dependent and –independent vasodilatory responses. In the LPK rats we observed comparable 

endothelium-independent relaxation responses to SNP, but the mesenteric arteries 

demonstrated reduced ACh-induced endothelium-dependent relaxations at both 12 and 18 

weeks relative to their Lewis counterparts. This endothelium dysfunction is in accordance 

with previous studies investigating resistance arteries in renovascular hypertensive and 

autosomal dominant polycystic kidney disease (ADPKD) patients (Porteri et al., 2003, Wang 

et al., 2003, Chamorro et al., 2004). It is possibly due to reduced NO availability, increased 

reactive oxygen species (ROS), or impaired NOS functioning, as the NOS-inhibitor L-NAME 

did not influence the Rmax values in either the 12- and 18-week-old animals.  Our data also 

indicated impairment in EDH function, with, Rmax values in response to acetylcholine 

following incubation with indomethacin and L-NAME also reduced in the 18 week old LPK 

rats. Impairment of EDH is consistent with Borges et al. and Fuji et al. (Borges et al., 1999, 

Fujii et al., 1992), who found that EDH function was lost in the mesenteric vascular bed of 

spontaneously hypertensive rats relative to normotensive rats. It is well-established that EDH 

release and activity involve alterations in K
+ 

flux in both the endothelium and smooth muscle 
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cell (Luksha et al., 2009, Mombouli and Vanhoutte, 1997), resulting in hyperpolarisation of 

the cell and a decrease in intracellular calcium (Chen and Suzuki, 1990, Peach et al., 1987); 

thus, the relative reduction in contribution of EDH to the relations response found in LPK rats 

could be related to a defective Ca
2+

 machinery 

The relative proportion of the vasorelaxation mechanism associated with EDH, NO and 

prostanoids was consistent in both the LPK and Lewis rats with previous findings, with EDH 

being the major contributor to relaxation (Luksha et al., 2012), then NO (Paulis et al., 2010), 

and with prostanoids playing only a minimal role (Shimokawa et al., 1996). Interestingly, 

despite the endothelium-dependent response declining with age in the LPK rats, when the 

relative contribution of each vasorelaxation component was compared, the overall percentage 

contribution did not vary to any substantial degree. The only notable change was an increase 

in the relative contribution of prostanoids to the ACh-mediated vasodilation, which increased 

at 12 weeks in the LPK animals. There was an indication this was maintained at 18 weeks 

however it was not statistically significant. This increase may be a possible compensatory 

response to the impaired NOS and EDH functioning. A similar mechanism was proposed by 

Sun et al. who describe an upregulation of prostaglandins in the skeletal muscle arterioles 

from endothelium NOS knockout mice, and suggested that it could be a vascular adaptation 

mechanism to maintain normal peripheral resistance (Sun et al., 1999). 

Important to note is a possible limitation of this study, regarding the blood pressure recording 

method of choice, tail cuffing. Although rats were trained for tail cuffing frequently in order 

to ensure consistent results could be measured from them, it is important to still consider the 

possibility that measuring blood pressure via the tail cuff method could induce autonomic 

activation in the animals, due to the small confined space that rats are placed in for 

measurements. In addition, the use of PE as a preconstrictor for subsequent vasodilatory 

investigations may be a possible limitation for this study, given that increased sensitivity to 

PE concentration-response curves was found in LPK rats. The present study used PE to 

remain consistent with previous literature which used α-adrenergic stimulation to preconstrict 

vessels (for example, see Shahid and Buys, 2013). This is because use of an alternative 

preconstrictor such as KCl may affect our investigations of endothelium-dependent 

relaxation, considering that EDH vasorelaxation mechanisms play a large role in resistance 

artery vasodilation and involve activation of calcium-activated potassium (K
+
 Ca

2
) channels. 
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To further investigate the effects of preconstriction with PE compared with KCl, and the 

resultant effects on vasorelaxation in LPK resistance arteries, future studies may employ 

different preconstrictors. 

In conclusion, our data show altered and progressive changes in the structural, functional and 

biomechanical properties of mesenteric resistance arteries from the LPK rodent model of 

CKD. Structural alterations were characterised by eutrophic and hypertrophic inward 

remodelling at intermediate and later renal disease time points, respectively, and these 

structural alterations significantly correlated with plasma urea, plasma creatinine and 

hypertension. These findings strongly support current treatment strategies focusing on both 

hypertension and renal function in the control of CKD (Harris and Rangan, 2005). Increased 

vessel stiffness in the LPK rats was accompanied by greater collagen/elastin ratios as well as 

amplified elastic modulus vs. stress slopes. Functional alterations were characterised by 

impaired endothelium-dependent relaxation in older animals, contributed to by an impairment 

in both the EDH and NO vasodilatory components. Other functional observations revealed 

enhanced sensitivity to sympathetic receptor activation, that together with the vascular 

remodelling findings, supports a vascular amplifier hypothesis. Hypertension in CKD has 

multiple effects on resistance arteries, resulting in the activation of compensatory structural 

mechanisms which eventually become maladaptive, thus exacerbating the disease, while 

functional mechanisms involve endothelium dysfunction and impairment of vasorelaxation. 

Notably, impairments in the LPK rats vasculature arise as early as 6 weeks when hypertension 

is first established, and generally worsen with persistence of the hypertension and decline in 

renal function.  This study provides insight to the changes that resistance arteries undergo in a 

state of CKD-mediated hypertension, and therefore will assist in guiding the development of 

treatments to prevent disease progression. 
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Tables 

Table 3.1: Baseline morphometric and biochemical parameters of 6, 12 and 18 week old 

Lewis and Lewis polycystic kidney rats. 

 6 week 12 week 18 week 

Parameter Lewis LPK Lewis LPK Lewis LPK 

n 8 7 11 7 6 7 

BW(g) 131±6
 

81±4 
a* 

300±17
 a
 165 ±18

 b* d 
312±45

 c
 190±31

 c* f 

SBP (mmHg) 107±2
 

127±4 
a* 

126±2 
a 

195±2 
b* d 

126±3 
c 

203±8 
c* f

 

HI (%) 0.39±0.02 0.59±0.03
 a*

 0.33±0.01 0.55±0.04
 b*

 0.34±0.01 0.79±0.02
 c* e f 

KI (%) 1.13±0.02 7.95±0.24 
a* 

0.75±0.01 8.10±0.48
 b*

 0.80±0.01 7.29±0.45
 c*

 

Plasma urea 

(mmol/L) 

7.86±0.40 16.86±0.71 
a*

 7.17±0.31 33.1±3.61 
b* d 

6.45±0.23 44.20±2.20 
c* e f 

Plasma creatinine 

(µmol/L) 

26.43±3.72 29.00±3.06 
a* 

27.71±6.98 85.00±13.96 

b* d 

21.70±2.52 218.00±43.74 
c* e f 

Urine Protein (g/L) nd 0.40±0.09 nd 1.72±0.61 0.23
(n = 1)

 2.74±0.63 
f 

Urine Creatinine 

(g/L) 

1.67±0.56 0.23±0.03 
a* 

1.64±0.12 0.21±0.03
 b*

 1.41±0.47 0.31±0.07 
 c* 

UPC - 3.03±1.43 - 7.03±1.84 0.07
(n = 1)

 12.27±3.93
 

 

BW, body weight; SBP, systolic blood pressure; HI, heart index; KI, kidney index; UPC, 

urine protein creatinine ratio; LPK, Lewis polycystic kidney rat. nd: not detected. Apart from 

urine protein and UPCs, which were evaluated by one-way ANOVA, data were evaluated by 

two-way ANOVA. Data that met parametric assumptions were followed by Bonferroni’s 

post-hoc analysis, or Dunnett’s T3 test if assumptions were violated. Results are expressed as 

mean ± SEM. Significant difference between groups where indicated P<0.05. Within strain 

age effect: (a) 6 and 12 weeks Lewis; (b) 12 and 18 weeks Lewis; (c) 6 and 18 weeks Lewis; 

(d) 6 and 12 weeks LPK; (e) 12 and 18 weeks LPK; (f) 6 and 18 weeks LPK. Within ages 

strain effect: (a*) 6 week Lewis and LPK; (b*) 12 week Lewis and LPK; (c*) 18 week Lewis 

and LPK. 
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Table 3.2: Mesenteric artery structural parameters of 6, 12 and 18 week old Lewis and 

Lewis polycystic kidney rats. 

 6 week 12 week 18 week 

Parameter Lewis LPK Lewis LPK Lewis LPK 

n 8 7 14 7 7 7 

Internal diameter (µm) 200.6±15.2 151.4±16.5 292.4±18 
a 

174.9±21.6 
b* 

240.3±12.3 147.1±14.5 
c*

 

External diameter (µm) 258.1±14.1 243.9±13.9 350.8±17.6 
a 

265.1±12.6 
b* 

297.0±9.0 
b 

261.6±11.1 

Wall thickness (µm) 28.8±1.6 46.2±3.6 
a* 

29.2±1.3 45.14±6.3 
b* 

28.36±1.9 57.2±3.0 
c* e 

Wall-lumen ratio 0.15±0.02 0.34±0.06 

a*
 

0.11±0.01 0.30±0.07
 b*

 0.12±0.02 0.43±0.07
 c*

 

MCSA (×10
3
) (µm

2
) 20.5±1.4 28.3±2.2 

a*
 27.8±1.5 

a 
29.7±2.9 23.6±0.9 36.3±2.2 

c* f
 

 

MCSA, media cross sectional area; LPK, Lewis polycystic kidney rat. Results are expressed 

as mean ± SEM. For two-way ANOVA analyses, data that met parametric assumptions were 

followed by Bonferroni’s post-hoc analysis, or Dunnett’s T3 test if assumptions were 

violated. Significant difference between groups where indicated P<0.05. Within strain age 

effect: (a) 6 and 12 weeks Lewis; (b) 12 and 18 weeks Lewis; (c) 6 and 18 weeks Lewis; (d) 6 

and 12 weeks LPK; (e) 12 and 18 weeks LPK; (f) 6 and 18 weeks LPK. Within ages strain 

effect: (a*) 6 week Lewis and LPK; (b*) 12 week Lewis and LPK; (c*) 18 week Lewis and 

LPK. 
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Table 3.3: Histological parameters of 6, 12 and 18 week old Lewis and Lewis polycystic 

kidney rats. 

 6 week 12 week 18 week 

Parameter Lewis LPK Lewis LPK Lewis LPK 

n 8 7 14 7 7 8 

Collagen density (%) 9.4±0.4 18.4±0.5 
a* 

17.8±1.1 
a 

33.3±2.6 
b* d 

19.8±2.4 
c 

32.2±5.0 
c* f

 

Nuclear density (%) 4.4±0.4 3.3±0.3 2.2±0.3 
a 

2.6±0.6 2.9±0.3 4.2±0.6 

Number of nuclei per 

µm
2
 

0.09±0.01 0.12±0.01 0.08±0.02 0.12±0.04 0.13±0.03 0.13±0.03 

Elastin density (%) 19.2±0.6 18.5±0.8 14.7±1.1 
a 

8.3±1.4 
b* d 

9.6±0.9 
b c 

6.4±2.3 
f 

Collagen/elastin ratio 0.5±0.03 1.0±0.04 1.3±0.15 4.8±0.78 
b* d

 2.1±0.35 8.9±2.21 
c* e f

 

 

LPK, Lewis polycystic kidney rat. Collagen density, nuclear density and number of nuclei 

perm
2
 were quantified using Martius scarlet blue (MSB) staining, while elastin density was 

quantified using Shikata’s orcein. For two-way ANOVA analyses, data that met parametric 

assumptions were followed by Bonferroni’s post-hoc analysis, or Dunnett’s T3 test if 

assumptions were violated. Results are expressed as mean ± SEM. Significant difference 

between groups where indicated P<0.05. Within strain age effect: (a) 6 and 12 weeks Lewis; 

(b) 12 and 18 weeks Lewis; (c) 6 and 18 weeks Lewis; (d) 6 and 12 weeks LPK; (e) 12 and 18 

weeks LPK; (f) 6 and 18 weeks LPK. Within ages strain effect: (a*) 6 week Lewis and LPK; 

(b*) 12 week Lewis and LPK; (c*) 18 week Lewis and LPK 
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Figures 

Figure 3.1: Vasoconstriction curves to phenylephrine and potassium chloride in Lewis and 

Lewis polycystic kidney rat mesenteric artery. 

Six, 12 and 18 week old Lewis (A, C) and Lewis polycystic kidney rat (LPK, B, D) 

mesenteric artery contraction responses (%) to cumulative additions of the α1-adrenergic 

receptor agonist phenylephrine (PE; A, B) and the direct depolariser vasoconstrictor 

potassium chloride (KCl; C, D). Results are expressed as mean ± SEM. Curves were 

evaluated by two–way ANOVA followed by Bonferroni’s post-hoc analysis. Significant 

differences between concentration-response curves where indicated when P<0.05. Within 

strain age effect: (a) 6 and 12 weeks Lewis; (b) 12 and 18 weeks Lewis; (c) 6 and 18 weeks 

Lewis; (d) 6 and 12 weeks LPK; (e) 12 and 18 weeks LPK; (f) 6 and 18 weeks LPK. Within 

ages strain effect: (a*) 6 week Lewis and LPK; (b*) 12 week Lewis and LPK; (c*) 18 week 

Lewis and LPK. n = 7 minimum number of animals for each group (strain/age). 
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Figure 3.2: Vasodilation curves to acetylcholine and sodium nitroprusside in Lewis and 

Lewis polycystic kidney rat mesenteric artery. 

Six, 12 and 18 week old Lewis (A, C) and Lewis polycystic kidney rat (LPK, B, D) second 

order mesenteric artery relaxation responses (%) to cumulative additions of endothelium-

dependent and –independent vasodilators, (A, B) acetylcholine (ACh) and (C, D) sodium 

nitroprusside (SNP), respectively, following preconstriction with 1µM phenylephrine (PE). 

Results are expressed as mean ± SEM. Curves were evaluated by two–way ANOVA followed 

by Bonferroni’s post-hoc analysis Significant differences between concentration-response 

curves where indicated when P<0.05. Within strain age effect: (a) 6 and 12 weeks Lewis; (b) 

12 and 18 weeks Lewis; (c) 6 and 18 weeks Lewis; (d) 6 and 12 weeks LPK; (e) 12 and 18 

weeks LPK; (f) 6 and 18 weeks LPK. Within ages strain effect: (a*) 6 week Lewis and LPK; 

(b*) 12 week Lewis and LPK; (c*) 18 week Lewis and LPK. n = 7 minimum number of 

animals for each group (strain/age). 
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Figure 3.3: The relative contribution of vasodilatory mediators to acetylcholine responses in 

Lewis and Lewis polycystic kidney rat mesenteric artery. 

Contribution of each vasodilatory component [nitric oxide (NO); prostanoid and endothelium-

dependent hyperpolarisation (EDH)] to acetylcholine (ACh) -induced relaxation in 6, 12 and 

18 week old Lewis and Lewis polycystic kidney rat (LPK) mesenteric artery. Results are 

expressed as mean ± SEM. Data were evaluated by two-way ANOVA followed by 

Bonferroni’s post-hoc analysis. Significant difference between groups where indicated 

P<0.05. Within strain age effect: (a) 6 and 12 weeks Lewis; (b) 12 and 18 weeks Lewis; (c) 6 

and 18 weeks Lewis; (d) 6 and 12 weeks LPK; (e) 12 and 18 weeks LPK; (f) 6 and 18 weeks 

LPK. Within ages strain effect: (a*) 6 week Lewis and LPK; (b*) 12 week Lewis and LPK; 

(c*) 18 week Lewis and LPK. n = 7 minimum number of animals for each group (strain/age). 
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Figure 3.4: Pressure-diameter curves in Lewis and Lewis polycystic kidney rat mesenteric 

artery. 

Passive pressure curves in 6, 12 and 18 week Lewis (A) and Lewis polycystic kidney rat 

(LPK; B) second order mesenteric arteries. Results are expressed as mean ± SEM. Overall 

curve comparisons were evaluated by two-way ANOVA, followed by Bonferroni’s post-hoc 

analysis. Significant difference between groups where indicated P<0.05. Within strain age 

effect: (a) 6 and 12 weeks Lewis; (b) 12 and 18 weeks Lewis; (c) 6 and 18 weeks Lewis; (d) 6 

and 12 weeks LPK; (e) 12 and 18 weeks LPK; (f) 6 and 18 weeks LPK. Within ages strain 

effect: (a*) 6 week Lewis and LPK; (b*) 12 week Lewis and LPK; (c*) 18 week Lewis and 

LPK. n = 7 minimum number of animals for each group (strain/age). 
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Figure 3.5: Stress-strain curves in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Stress-strain data fitted to an exponential curve for 6, 12 and 18 week old Lewis (A) and 

Lewis polycystic kidney rat (LPK; B) second order mesenteric artery. Panels C and D provide 

slope of elastic modulus vs. stress, calculated from stress-strain curve data for each strain. 

Results are expressed as mean ± SEM. Data were evaluated by two-way ANOVA, followed 

by Bonferroni’s post-hoc analysis. Significant difference between groups where indicated 

P<0.05. Within strain age effect: (a) 6 and 12 weeks Lewis; (b) 12 and 18 weeks Lewis; (c) 6 

and 18 weeks Lewis; (d) 6 and 12 weeks LPK; (e) 12 and 18 weeks LPK; (f) 6 and 18 weeks 

LPK. Within ages strain effect: (a*) 6 week Lewis and LPK; (b*) 12 week Lewis and LPK; 

(c*) 18 week Lewis and LPK. n = 7 minimum number of animals for each group (strain/age). 
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Figure 3.6: Vascular composition in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Representative images of 6, 12 and 18 week old Lewis and Lewis polycystic kidney rat (LPK) 

second order mesenteric artery wall, showing the collagen component in blue in sections 

stained with Martius scarlet blue (MSB), the elastin in red/brown in section stained with 

Shikata’s orcein (SO), and lack of calcification as indicated by no dark brown/black deposits 

with Von Kossa (VK) or staining orange staining with Alizarin red (AR). Scale bar (bottom 

right panel) is 50 m for all panels. 
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3.8 Supplementary material 

Supplementary methods 

3.8.1 Vascular function investigations: Protocols and data analysis 

Unless otherwise specified, each concentration of pharmacological agent was extraluminally 

perfused for 3 min, after which vessel dimensions were measured (Luksha et al., 2011). 

Twenty min washouts were performed between each protocol: 

3.8.1.1 Vasoconstriction investigations protocols 

Concentration dependent responses to the cumulative addition of (i) PE (10
-8

–10
-5 

M)
 
and (ii) 

the direct muscle depolariser potassium chloride (KCl) (7.45×10
-3

–1.25×10
-1

 M) were 

recorded.  

3.8.1.2 Vasorelaxation investigations protocols 

Endothelium integrity: Arteries were preconstricted with PE (10
-6 

M), and concentration 

dependent responses to the cumulative addition of (i) the endothelium-dependent vasodilator 

acetylcholine (ACh; 10
-8

–10
-5 

M) and (ii) –independent vasodilator sodium nitroprusside 

(SNP; 10
-8

–10
-5 

M), respectively, were recorded. 

Vasorelaxation mechanisms: Arteries were incubated in (i) either N
ω
 nitro-L-arginine methyl 

ester (L-NAME) alone or (ii) indomethacin (Indo) and L-NAME for 30 min. Following 

incubation, arteries were then preconstricted with PE (10
-6 

M), and concentration dependent 

responses to the cumulative addition of ACh (10
-8

–10
-5 

M) constructed.  

3.8.1.3 Data analysis 

All drug concentrations were log transformed for graphical representation and curve analysis. 

To evaluate sensitivity to pharmacological agents, the 50% effective concentration (EC50) was 

calculated from each concentration-response curve, with concentration-responses fitted to a 

sigmoidal curve (Y=Lower plateau+(Rmax-Lower plateau)/(1+10
(LogEC50-X)

)), where Y is the 
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percentage relaxation or constriction of the vessel and X is the concentration (Armitage et al., 

2005).  

The largest response induced by agonists (PE, KCl, ACh and SNP) was considered the 

maximum response (Rmax).  

Percentage vasoconstriction was calculated as a percentage change in internal diameter 

relative to the passive resting diameter. Percentage vasorelaxation was calculated as a 

percentage change in internal diameter, divided by the change in internal diameter before and 

after PE (10
-6 

M) constriction (Luksha et al., 2011). 

3.8.2 Vascular structure investigations: Formulae 

3.8.2.1 Media cross sectional area 

Subtraction of the internal cross sectional area (CSA) from the external CSA. MCSA=π(De
2
–

Di
2
)/4, where De is the external diameter, and Di is the internal diameter (Laurant et al., 1997, 

Souza-Smith et al., 2011, Schiffrin and Hayoz, 1997). 

3.8.2.2 Media stress 

σ=P×D/(2×WT), where P is the intraluminal pressure, and D and WT are the internal 

diameter and media thickness, respectively. Pressure is converted as 1 mm Hg = 1.334 × 10
3
 

dyn/cm
2
 (Laurant et al., 1997, Souza-Smith et al., 2011). 

3.8.2.3 Media strain 

ε=(D−Do)/Do, where D is the observed lumen diameter for a given intraluminal pressure and 

Do is the baseline diameter measured at 3 mm Hg (Laurant et al., 1997, Souza-Smith et al., 

2011, Schiffrin and Hayoz, 1997). 

3.8.2.4 Elastic modulus 

Stress-strain data from each vessel was fitted to an exponential curve: (y = aebx): σ = σoe
βε

, 

where σo is the stress at the baseline diameter and β is a constant related to the rate of increase 
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of the stress-strain curve. As a measure of arterial elasticity and stiffness, elastic modulus 

(ET) was calculated at several values of stress from the derivative of the exponential curve: 

ET = dσ/dε = βσoe
βε 

(Laurant et al., 1997, Souza-Smith et al., 2011, Schiffrin and Hayoz, 

1997). 

For each of the above parameters (MCSA, media stress, strain or elastic modulus) the result 

for each individual animal was calculated and then averaged for each group to provide mean 

± standard error of mean (SEM) data.  

3.8.3 Histology: Stain analysis  

3.8.3.1 Shikata’s orcein 

Analogue images were digitised and separated into 3 coloured images (red, blue and green). 

Subsequent image processing was performed on the red image only, indicating the elastin 

component of the mesenteric artery. The images were then binarised to extract relative 

measures of elastin (%) in the examined field. 

3.8.3.2 Martius scarlet blue 

MSB stained images were analysed by setting a background threshold, which allowed for 

visualisation and quantification of the blue staining, indicating the total collagen density (% 

area). All images were then binarised to extract relative measures of collagen and the smooth 

muscle cell nuclei in the studied field. Collagen/elastin ratios were calculated from the ratio of 

collagen density (%) divided by elastin density (%). Nuclei were detected by setting a 

minimum threshold on the binarised image. Within each field examined, the total number of 

nuclei and nuclear density (percentage area of field occupied by nuclei) were calculated.  

3.8.3.3 Alizarin red 

Images were analysed by setting a threshold, which allowed for visualisation and 

quantification of the orange staining, indicating the total calcification density (% area). All 

images were then binarised to extract relative measures calcification in the studied field.  
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3.8.3.4 Von Kossa 

Von Kossa stained images were analysed by setting a threshold, which allowed for 

visualisation and quantification of the dark brown / black staining, indicating the total 

calcification density (% area). All images were then binarised to extract relative measures of 

collagen and the smooth muscle cell nuclei in the studied field. For both Alizarin red and VK 

staining, LPK aortic tissue, which we have previously shown demonstrates calcification 

(Ameer et al., 2014) was used as a positive control. 

3.8.4 Statistical analysis 

Data were analysed using IBM Statistical Package for the Social Sciences (v22, SPSS; 

Chicago, Illinois USA) and GraphPad Prism (GraphPad Prism software v6 Inc., La Jolla, CA, 

USA). All results are expressed as mean ± SEM. Preliminary analysis of data was performed 

to identify potential gender effects, using a univariate general linear model against the fixed 

factors of strain, age and gender. Unless significant, gender effects are not otherwise noted. 

Data were tested for homogeneity of variance with Levene’s test, normality with the 

Kolmogorov-Smirnov test, and for skewness and kurtosis. If assumptions of normality were 

met, two-way analysis of variance (ANOVA) was performed followed by Bonferroni post-

hoc analysis to investigate significant differences between groups (as defined by strain and 

age). Data that did not meet assumptions of normality were analysed post-hoc with a 

Dunnett’s T3 test. 

Time-control studies revealed no significant differences for vasoconstriction responses to PE 

(10
-6

M) at the beginning and end of the study, for all strains and age groups (P>0.05). 

Concentration response curves were evaluated by two–way ANOVA followed by 

Bonferroni’s post-hoc analysis. Two-way ANOVA with Bonferroni’s post-hoc analysis was 

used to investigate strain, age and pharmacological effects (ACh alone vs. ACh+L-NAME 

preincubation and ACh+Indo+L-NAME preincubation, and ACh+L-NAME alone vs. 

ACh+Indo+L-NAME) for the concentration-response curve parameters Rmax and EC50.  
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Two-way ANOVA with Bonferroni’s post-hoc analysis was also used to investigate strain and 

age effects for percentage component contribution to vasorelaxation (NO; prostanoid; EDH). 

Significance was defined as P≤0.05. 

Multiple linear regression modelling, with wall/lumen ratio as the dependent variable and 

SBP, plasma urea and plasma creatinine as the independent variables, was undertaken using a 

stepwise selection method of entry and pairwise exclusion of missing values. Pearson 

correlation coefficients were derived from the model, using a one tailed test for significance 

(P≤0.05) for grouped data (ages and strains combined). 
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Supplementary table  

Table 3.4: Concentration-response curve 50% effective concentration and maximum 

response parameters in Lewis and Lewis polycystic kidney second order mesenteric 

arteries. 

Age 6 week 12 week 18 week 

Strain (n) Lewis (8) LPK (7) Lewis (13) LPK (6) Lewis (7) LPK (7) 

EC50       

PE (×10
-6

 M) 1.54±0.62 1.23±0.25 1.07±0.23 0.79±0.28 1.10±0.43 0.16±0.01 

KCl 0.03±0.00 0.05±0.01 0.05±0.01 0.03±0.00 0.04±0.01 0.04±0.01 

ACh (×10
-7

 M) 2.41±2.06 0.30±0.12 2.93±0.94 10.3±7.85 2.38±0.22 5.62±0.93 

SNP (×10
-7

 M) 3.58±0.76 1.27±0.69 8.12±4.71 2.15±0.98 7.32±1.92 2.59±0.16 

ACh+ L-NAME 

(×10
-7

 M) 11.7±4.29 27.7±27.6 2.31±0.53 7.49±4.01 3.47±0.67 5.30±1.92 

ACh+ Indo+L-

NAME (×10
-7

 M) 10.0±2.73 8.86±5.40 5.33±0.89 7.36±3.64 6.10±1.45
 h
 6.63±1.29 

Rmax        

PE 57.96±5.23 66.96±4.85 73.59±2.51 
a 

75.05±4.33 64.55±5.22 75.32±1.35 

KCl 59.10±1.71 62.06±4.37 69.95±3.01 
a 

61.50±4.42 76.75±3.08 
c 

68.19±2.01 

ACh 97.58±1.64 97.84±1.67 102.68±1.78 87.36±4.66 
b* d 

96.43±2.53 74.05±2.57 
c* e f 

SNP 105.05±0.85 96.82±3.54 94.40±1.88 
a 

91.05±4.23
 

96.28±0.68 94.25±3.13
 

ACh+ L-NAME 80.82±1.84 
g
 79.61±4.56 

g 
83.81±4.27

 g
 77.16±5.58 

 
80.23±2.64 

g 
68.69±3.93 

ACh+ Indo+L-

NAME 70.04±3.09 
h 

78.78±7.04 
h
 82.62±2.66 

a h 
58.36±4.75 

d h i
 74.88±3.71  53.34±3.63 

f h i
 

 

LPK, Lewis polycystic kidney rat; PE, phenylephrine; KCl, potassium chloride; ACh, 

acetylcholine; SNP, sodium nitroprusside; L-NAME, N
ω
-nitro-L-arginine methyl ester; Indo, 

indomethacin; EC50, effective concentration at 50%; Rmax, maximum response. All data were 

evaluated by two-way ANOVA, followed by Bonferroni’s post-hoc analysis. Results are 

expressed as mean ± SEM. Significant difference between groups where indicated P<0.05. 
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Within strain age effect: (a) 6 and 12 weeks Lewis; (b) 12 and 18 weeks Lewis; (c) 6 and 18 

weeks Lewis; (d) 6 and 12 weeks LPK; (e) 12 and 18 weeks LPK; (f) 6 and 18 weeks LPK. 

Within ages strain effect: (a*) 6 week Lewis and LPK; (b*) 12 week Lewis and LPK; (c*) 18 

week Lewis and LPK. Within strain pharmacological agent effect: (g) between ACh and 

ACh+L-NAME; (h) between ACh and ACh+Indo+L-NAME; (i) between ACh+L-NAME 

and ACh+Indo+L-NAME. 
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4.1 Abstract 

The renin angiotensin system, in particular Angiotensin II (Ang II), plays a significant role in 

the development of hypertension in chronic kidney disease (CKD). Effects of chronic Ang II 

blockade via AT1 receptor antagonism were investigated in a genetic hypertensive rat model 

of CKD, the Lewis polycystic kidney (LPK) rat. Mixed-sex LPK and Lewis control rats (total 

n=31) were split between treated (valsartan 60mg/kg/day p.o. from 4-18 weeks) and vehicle 

groups. Animals were phenotyped for systolic blood pressure and urine biochemistry. After 

euthanasia, blood was collected for urea and creatinine analysis, and mesenteric vasculature 

was collected for pressure myography and histology. Valsartan treatment improved LPK rats 

vascular structure by increasing internal (untreated vs. treated: 118.25±15.76 vs. 

211.43±16.65; P<0.0001) and external diameter values (untreated vs. treated: 224.63±13.93 

vs. 279.29±18.62; P=0.0003), and normalising wall thickness (untreated vs. treated: 

53.19±3.29 vs. 33.93±2.17; P<0.0001) and wall-lumen ratios (untreated vs. treated: 0.52±0.09 

vs. 0.16±0.01; P<0.0001). Endothelium dysfunction as measured by acetylcholine responses 

was evident in untreated LPK rats, and abolished with treatment. Blocking AT1-mediated 

actions in LPK rats improved the nitric oxide -dependent and endothelium-dependent 

hyperpolarisation vasorelaxation components, and down-regulated the prostanoid 

vasorelaxation component. Biomechanical properties were also improved with treatment, as 

indicated by an increase in compliance, decrease in intrinsic stiffness, and alterations in the 

artery wall composition, which included decreases in collagen density and collagen/elastin 

ratio. Our results indicate that treatment with valsartan is highly effective in ameliorating 

impairments seen in the resistance vasculature in a model of CKD, and improving detrimental 

vascular outcomes. 

 

Keywords 

Mesenteric resistance artery, hypertension, chronic kidney disease, endothelium function, 

vascular stiffness, AT1 receptor blockade. 
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4.2 Introduction 

Chronic kidney disease (CKD) is strongly linked to an increased risk of mortality due to 

cardiovascular disease (CVD) (Foley, 2010). In fact, patients with CKD are more likely to die 

from CVD before progressing to end-stage renal disease (ESRD), with high blood pressure 

being a key contributing factor to this risk (Keith et al., 2004, McCullough et al., 2008, 

Gullion et al., 2006, Sarnak et al., 2003). Resistance arteries provide more than 80% of the 

resistance to blood flow in the body and, as a consequence, play a key contributing role to the 

development and maintenance of CVD in CKD (Martinez-Lemus et al., 2009). Impaired 

resistance artery properties (such as altered structure and/or function) are known to play a 

significant role in persistent increases in total peripheral resistance (Intengan and Schiffrin, 

2000), and their impaired function is associated with hypertension in CKD (Wang et al., 

2000). 

The renin-angiotensin system (RAS) plays an important regulatory role in the development of 

hypertension and progression of CKD (Cohen and Townsend, 2009, Remuzzi et al., 2005), as 

evidenced by the effectiveness of RAS inhibitors in controlling blood pressure in renal 

disease (Martínez-Maldonado, 1998). Angiotensin II (Ang II) in particular plays a detrimental 

role at the vasculature level, resulting in alterations of the vascular nitric oxide (NO) pathway 

(Lee et al., 2013), structural vascular remodelling (Bruder-Nascimento et al., 2014), vascular 

smooth muscle cell (VSMC) hypertrophy, and inflammation (Schiffrin, 2004, Zhang et al., 

2005). Angiotensin II is the major effector peptide of the RAS, binding to two receptor 

subtypes, the AT1 and AT2 receptors (Miura et al., 2011). Gender differences of AT1 and AT2 

receptor gene expression has been shown in rats with essential hypertension, where male rats 

showed higher ratios of AT1 to AT2 receptors (Silva-Antonialli et al., 2004). Irrespective of 

these differences between genders, in the vasculature the majority of Ang II pressor actions 

occur via the AT1 receptors (Carey and Siragy, 2003). In addition to the effects that Ang II 

mediated hypertension can have on renal function, Ang II also has direct effects on the kidney 

(Tamura et al., 2015) which can contribute to proteinuria (Ferrari, 2007), and the progressive 

loss of renal function in CKD (Cohen and Townsend, 2009). Angiotensin II is greatly 

implicated in the development and progression of structural alterations (vascular remodelling) 

in small resistance arteries (Touyz, 2005): it has been demonstrated that long-term infusions 

of non-pressor doses of Ang II are able to induce resistance vessel vascular remodelling, 
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involving significantly increased media width (vessel wall thickness), media cross sectional 

area (MCSA), and wall-lumen ratio (Griffin et al., 1991). Furthermore, Ang II via AT1 

receptors may induce remodelling of the arterial wall through smooth muscle growth (Touyz 

et al., 1999, Gibbons et al., 1992) and collagen deposition (Benetos et al., 1997), as found in 

resistance arteries in essential hypertensive humans and rats (Aalkjaer et al., 1987, Intengan et 

al., 1999). 

Using the Lewis polycystic kidney (LPK) rodent model of CKD, we have previously 

established both large and resistance vessel structural and functional abnormalities (Ameer et 

al., 2014a; Chapter 3; Ng et al., 2011a). The LPK rat model arose from a spontaneous 

mutation in the Nek8 gene (McCooke et al., 2012), resulting in a form of nephronophthisis 9 

(NPHP9), and has a phenotypic representation resembling that of human autosomal recessive 

polycystic kidney disease (Phillips et al., 2007). Lewis polycystic kidney rats have established 

hypertension by 6 weeks of age, demonstrate initial signs of renal dysfunction at 12 weeks of 

age, and progress to late-stage renal disease by 18–24 weeks of age, concurrent with increased 

cardiac mass and left ventricular hypertrophy (LVH) (Phillips et al., 2007). Thus, the LPK rat 

is likely to provide a model system for the natural progression of CKD (Ng et al., 2011a). In 

parallel with the hypertension and renal dysfunction, we have demonstrated altered resistance 

artery function at 18 weeks, as indicated by increased sensitivity to phenylephrine (PE) and 

impaired endothelium-dependent vasorelaxation, and altered structural and biomechanical 

properties, as indicated by hypertrophic inward remodelling, increased collagen/elastin ratios 

and increased stiffness (see Chapter 3). Furthermore, previous investigations in LPK aorta 

have demonstrated that LPK rats also develop large vessel stiffness, calcification, vascular 

remodelling, and alterations in biomechanical properties (Ng et al., 2011b, Ameer et al., 

2014).  

The effects of RAS disruption on LPK rat aorta have also been studied, showing that 

treatment with the angiotensin converting enzyme (ACE) inhibitor, perindopril, results in a 

reduction in blood pressure and corrects the evidence of abnormal aortic stiffness in the LPK 

rats (Ng et al., 2011a). Angiotensin converting enzyme inhibitors result in blockade of Ang II 

production, as opposed to specific blockade of Ang II actions on the AT1 and AT2 receptors, 

and the mechanism of this beneficial effect has not been characterised in detail. In contrast to 

ACE inhibitors, AT1 receptor antagonists have opposing effects on bradykinin (BK) receptors 
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(Wilson et al., 2013), and do not affect Ang II concentrations, nor oppose the binding of Ang 

II to AT2 receptors (Taal and Brenner, 2000, Campbell et al., 1994) and Ang-(1-7), which 

provide beneficial cardiovascular effects (Ruilope et al., 2005, Castro et al., 2005).  

Angiotensin II results in effects which include vasoconstriction, blood pressure increase, 

aldosterone release, cell proliferation, inflammation in the vasculature, and vascular 

remodelling (Iino et al., 2003, Chang et al., 1995, de Gasparo et al., 2000). Angiotensin II 

receptor blockers have been shown to prevent stroke in hypertensive patients more 

successfully than other classes of antihypertensive drugs (Dahlöf et al., 2002, Schrader et al., 

2005, Mochizuki et al., 2007), thus suggesting that the preventive outcomes of Ang II 

receptor blockers are also likely to be partially mediated by blood pressure-independent 

effects. Inhibiting the RAS via targeting Ang II may be a particularly effective treatment 

method in the mesenteric resistance arteries, because these arteries have receptors for Ang II 

(McQueen et al., 1984), and molecules of the Ang II signalling cascade have been shown to 

be upregulated within the arterial wall during hypertension, and may thus play a causal role in 

vascular remodelling (Wang et al., 2010).  

Given the critical role of resistance vasculature in the determination of high blood pressure in 

CKD, and the detrimental effects of Ang II, we sought therefore to investigate the role of AT1 

receptors on LPK male and female rats mesenteric artery structure, function and 

biomechanical properties. Our previous studies showed that LPK rats at 18 weeks reveal the 

most pronounced mesenteric artery vascular changes (Chapter 3). Hence, chronic treatment 

with the AT1 receptor antagonist valsartan was performed from 4 weeks till 18 weeks of age. 

We hypothesised that valsartan would ameliorate the detrimental structural, functional and 

biomechanical vascular changes seen in aged LPK rats.  
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4.3 Methods 

4.3.1 Animals 

Mixed sex LPK and age-matched control strain Lewis rats were obtained from the Animal 

Resource Centre in Western Australia, Australia, with a minimum of 3 males or females per 

group. A total of 31 rats were used for this study, but not all sets of data were collected from 

each animal. Animals were acclimatised and housed in the animal house facility of Macquarie 

University under a 12-h light/dark cycle at 20.5°C and 57% humidity, and offered chow and 

water ad libitum. All experimental protocols and procedures were approved by the Animal 

Ethics Committee of Macquarie University and adhered to the National Health and Medical 

Research Council of Australia’s Australian code of practise for the care and use of animals for 

scientific purposes (8th Edition 2013).  

Animals were trained to voluntarily take condensed milk from a 1 ml syringe, as described 

previously (Soeters et al., 2008), being the vehicle for treatment administration. Littermate 

Lewis or LPK rats were then equally allocated between control (vehicle only) and treatment 

groups. Animals were treated from 4-18 weeks of age with valsartan 60 mg/kg/day (Diovan®, 

Novartis, Switzerland) once daily, in up to 1 mL condensed milk. Accordingly, vehicle 

animals were fed once daily with up to 1 mL condensed milk. 

4.3.2 Tail cuff plethysmography and urine collection 

Systolic blood pressure (SBP) was measured using tail-cuff plesmography (ADInstruments, 

Sydney, NSW, Australia) as described previously (Phillips et al., 2007). Systolic blood 

pressure and urine (protein and creatinine) were measured at the 18 week time point, at least 

72 hours prior to euthanasia. Urine samples were collected from animals over a period of 24 

hours while held individually in metabolic cages, during which animals were offered chow 

and water ad libitum, and their water consumption was measured. 

4.3.3 Tissue harvesting and biochemical analyses 

Animals were deeply anaesthetised till loss of consciousness with 5% isofluorane (VCA 

I.S.O., Sydney, NSW, Australia) in 100% O2 and decapitated. Trunk blood samples were 
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collected in pre-cooled EDTA containing tubes (BD Microcontainer®, Becton, Dickinson and 

Company, Sydney, NSW, Australia), and subsequently centrifuged (3000 RPM for 5 min at 

4C°). Plasma and urine were analysed for biochemical parameters using an IDEXX VetLab 

analyser (IDEXX Laboratories Pty Ltd., Rydalmere NSW, Australia). The thorax was 

dissected open and the mesenteric vasculature removed, followed by the kidneys and heart. 

The kidneys, heart, and left ventricle were weighed and respective indices (kidney index [KI], 

heart index [HI] and left ventricle index [LVI]; %) were calculated as heart or kidney weight 

(g)/ body weight (BW) (g) × 100. The LVI was calculated as left ventricle (g)/ heart weight 

(g) × 100. 

4.3.4 Mesenteric artery isolation 

The mesenteric vasculature was isolated and immediately placed in ice-cold Krebs’ 

physiological solution (in mM: NaCl 118.2, KCl 4.7, CaCl2 2.5, MgSO4 1.2, KH2PO4 1.2, 

glucose 11.7, NaHCO3 25, and EDTA, 0.026), continuously bubbled with carbogen (95% O2; 

5% CO2; BOC Ltd., North Ryde, NSW, Australia) to achieve a pH value of 7.4-7.45 (Intengan 

et al., 1999). 

After cleaning of adherent connective tissue under a dissecting microscope, a second order 

mesenteric artery segment (200-400 μm external diameter; ~4 mm in length) was mounted in 

a pressure myograph (Living Systems Instrumentation, Burlington, VT, USA) in 5 mL of 

carbogen-bubbled cold Krebs solution. Artery ends were cannulated with glass micropipettes 

(1 x 0.25 mm glass capillaries, A-M Systems, Inc.,  Sequim, WA, USA), and secured with 10-

0 sutures (Ethilon
®

 Nylon Suture LLC., California, USA). The remaining mesenteric 

vasculature was placed in 4% formalin for 24 hours, followed by 70% ethanol until further 

processing for histological investigations. 

4.3.5 Pressure myography and histology 

Pressure myography protocols for vascular functional and structural investigations were 

undertaken as described previously in Chapter 3 (sections 3.3.4 and 3.8). Histology protocols 

are as described previously in Chapter 2 (sections 2.3 and 2.4) and Chapter 3 (section 3.8.3).   
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4.3.6 Drugs and solutions 

Phenylephrine hydrochloride (PE), acetylcholine hydrochloride (ACh), sodium nitroprusside 

(SNP), Nω-nitro-L-arginine methyl ester hydrochloride (L-NAME), indomethacin (indo), 

histolene, Bouin’s fixative, celestine blue, Harris’s haematoxylin, Martius yellow, brilliant 

crystal scarlet, aniline blue, Shikata orcein and Alizarin red were purchased from Sigma-

Aldrich (Castle Hill, NSW, Australia). All drugs and solutions (Krebs’ and Ca
2+

-free Krebs’) 

were prepared on the day of the experiment. All drugs for pressure myography were dissolved 

in freshly made Krebs’ buffer.  

4.3.7 Data analysis 

Data were analysed using IBM Statistical Package for the Social Sciences (v22, SPSS; 

Chicago, Illinois USA) and GraphPad Prism (GraphPad Prism software v6 Inc., La Jolla, CA, 

USA). All results are expressed as mean ± standard error of mean (SEM).  

Preliminary analysis of all data was performed to identify potential gender effects, using a 

univariate general linear model against the fixed factors of strain, age and gender. Unless 

significant, gender effects are not otherwise noted. Data were tested for homogeneity of 

variance with Levene’s test, normality with the Kolmogorov-Smirnov test, and skewness and 

kurtosis. If assumptions of normality were met, two-way analysis of variance (ANOVA) was 

then performed using Bonferroni’s post-hoc analysis to investigate significant differences 

between groups (as defined by strain and age). Data that did not meet assumptions of 

normality were analysed with Dunnett’s T3 test. 

Urine protein values less than 0.05 g/L were excluded from the data set, and corresponding 

UPC values were also removed. As no protein was detected in the Lewis urine samples, LPK 

rats samples (untreated and treated) were compared using a two-tailed unpaired t-test 

(P<0.05) 

The 50% effective concentration (EC50) and maximum response (Rmax) were calculated from 

the concentration-response curves. Concentration-response curves were fitted to a sigmoidal 

curve (Y = Lower plateau + (Rmax-Lower plateau) / (1+10
(LogEC50-X)

)) to calculate EC50 values, 

where Y is the percentage relaxation or constriction of the vessel and X is the concentration 
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(Armitage et al., 2005). After testing for the normal distribution of data and gender effects as 

detailed above, two-way ANOVA with Bonferroni post-hoc analysis was used to investigate 

strain, treatment and pharmacological effects (ACh alone vs. ACh+L-NAME preincubation 

and ACh+Indo+L-NAME preincubation, and ACh+L-NAME alone vs. ACh+Indo+L-

NAME) for concentration-response curve parameters (Rmax, EC50), in Lewis and LPK rats. 

Two-way ANOVA with Bonferroni’s post-hoc analysis was also used to investigate strain and 

treatment effects for percentage component contribution to vasorelaxation (NO; prostanoid; 

endothelium-derived hyperpolarisation [EDH]). Significance was defined as P≤0.05. 
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4.4 Results 

4.4.1 Baseline parameters 

Lewis polycystic kidney rats exhibited smaller body weights than Lewis (Table 4.1), with 

male animals weighing more than females in Lewis strains (untreated Lewis males vs. 

females: 413.25±8.02 g vs. 241.25±8.27 g, P<0.001; treated Lewis males vs. females: 

432.00±9.35 g vs. 245.25±6.93 g, P<0.001), irrespective of treatment group. At 18 weeks of 

age, SBP was elevated in the LPK rats relative to Lewis and there was a significant treatment 

effect, with valsartan reducing blood pressure in the LPK rats. However, SBP measurements 

were not normalised to Lewis values. Regardless of treatment group, HI, LVI and KI were 

elevated in the LPK rats relative to Lewis. In addition, there was a treatment effect, where 

treated LPK had lower KI values than untreated LPK rats. Plasma analyses revealed 

significantly higher urea and creatinine values in untreated and treated LPK rats. Urine 

analysis revealed lower urine creatinine values in LPK relative to Lewis, regardless of 

treatment group. Negligible protein was detected in the urine of Lewis animals. Urine protein 

was elevated in both LPK groups, and while there was a trend towards a reduction after 

treatment (P=0.0647), this was not statistically significant, as reflected in the UPC analysis, 

which was elevated and overall influenced by treatment in the LPK animals. Water intake was 

increased in untreated LPK compared to untreated Lewis, and valsartan treatment reduced 

water intake in LPK. 

4.4.2 Altered resistance vessel morphology in Lewis polycystic kidney rats 

Mesenteric arteries from untreated LPK demonstrated evidence of geometrical remodelling, 

with significantly smaller internal and external diameter values, increased wall thickness and 

wall-lumen ratio compared to untreated Lewis (Table 4.2). Treatment did not alter structural 

parameters in the Lewis animals, however in the LPK, valsartan increased internal diameter 

and reduced both wall thickness and wall-lumen ratio, such that these two latter parameters 

were not significantly different to treated Lewis animals. There was no strain or treatment 

effect noted for MCSA. Gender effects revealed that untreated LPK males had significantly 

smaller wall thickness values than corresponding females (males vs. females: 44.63±2.39 µm 

vs. 61.75±0.50 µm, P=0.043). 
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4.4.3 Vascular function investigations  

4.4.3.1 Constriction 

The untreated LPK PE concentration-response curves were significantly shifted to the left 

relative to untreated Lewis and treated LPK (Figure 4.1A). This increase in potency of PE 

was reflected as a lower EC50 value in untreated LPK relative to untreated Lewis (Table 4.3). 

The untreated LPK KCl concentration-response curve was also significantly left-shifted 

relative to treated LPK (Figure 4.1B); however, this was not accompanied by any alterations 

in concentration-response curve parameters.  

4.4.3.2 Endothelium-dependent and independent vasorelaxation 

The untreated LPK had impaired relaxation: the endothelium-dependent ACh concentration-

response curve was significantly shifted to the right relative to untreated Lewis and treated 

LPK (Figure 4.2A). In accordance with these results, untreated LPK had significantly smaller 

ACh Rmax values than untreated Lewis and treated LPK (Table 4.3). Overall, valsartan 

treatment normalised ACh-dependent vasorelaxation in LPKs.  

The endothelium-independent SNP concentration-response curve in untreated LPK was 

significantly shifted to the right relative to untreated Lewis (Figure 4.2B). Following valsartan 

treatment, however, there were no significant differences between Lewis and LPK. Any shifts 

in SNP concentration-response curves however were not accompanied by alterations in 

concentration-response curve parameters (Table 4.3). 

4.4.3.3 Vasorelaxation mechanism investigations 

Valsartan treatment in LPK resulted in vasorelaxation responses comparable to Lewis. 

Relative to control ACh responses, preincubation with the nitric oxide synthase (NOS) 

inhibitor L-NAME reduced the ACh Rmax in untreated and treated Lewis, and treated LPK 

(Table 4.3). Preincubation with a combination of the cyclooxygenase inhibitor indomethacin 

and L-NAME (Indo+L-NAME) resulted in a reduction in ACh Rmax values relative to the 

ACh response for all treatment groups and strains. The ACh Rmax following preincubation 
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with Indo+L-NAME was significantly smaller in untreated LPK than the ACh Rmax after 

preincubation with L-NAME alone (Table 4.3). No significant changes in EC50 were found. 

Untreated LPK had significantly smaller ACh Rmax values after preincubation with L-NAME, 

relative to untreated Lewis and treated LPK, respectively. In addition, untreated LPK had 

significantly smaller ACh Rmax values after preincubation with indo+L-NAME, relative to 

untreated Lewis. No significant changes in EC50 were found.  

4.4.3.4 Vasorelaxation component investigations 

When the relative contribution of each vasorelaxation pathway was assessed, the percentage 

contribution to ACh Rmax by NO was increased in treated LPK, relative to untreated LPK, 

while the percentage contribution to ACh Rmax by prostanoids was reduced, such that it was 

no longer significantly different to the Lewis animals (treated or untreated). The percentage 

contribution to ACh Rmax by EDH was less in untreated LPK relative to untreated Lewis 

controls, but this difference was not evident in the treated animals. 

4.4.4 Altered resistance artery stiffness in Lewis polycystic kidney rats 

Regardless of treatment group, LPK pressure diameter curves were lower relative to Lewis 

controls. After treatment, the LPK pressure diameter curve was significantly higher relative to 

untreated LPK (Figure 4.4).  

The stress-strain curves and the corresponding slope of elastic modulus vs. stress calculations 

for untreated LPK were significantly shifted to the left and had larger slope of elastic modulus 

vs. media stress values, respectively, relative to untreated Lewis controls (Figure 4.5 A and 

B). Treatment shifted Lewis and LPK stress-strain curves to the right, relative to their 

corresponding untreated matches. This was not accompanied by significant changes in slope 

of elastic modulus vs. media stress values, however the slope in treated LPK was no longer 

significantly different to treated Lewis controls. 
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4.4.5 Altered resistance vessel composition in Lewis polycystic kidney rats 

Representative images of Lewis and LPK images are provided in Figure 4.6. Histological 

analysis indicated that treatment significantly reduced collagen density in the LPK animals 

such that it was no longer greater than Lewis control animals (Table 4.4). In addition, 

collagen/elastin ratios were normalised by treatment in the LPK. A gender effect was noted, 

with untreated male LPK having significantly higher collagen/elastin ratio values than 

untreated female LPK (males vs. females: 18.57±1.21 vs. 3.12±1.03, P=0.028). No significant 

difference in nuclear density, number of nuclei per μm
2
, elastin density and calcium density 

were found between strains or treatment groups.    
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4.5 Discussion 

The alterations of resistance vessels due to Ang II is associated with hypertension in a number 

of disease states, and is likely to play a key role in the development of target organ damage. In 

this study we report for the first time the effects of AT1 receptor antagonism on resistance 

artery structure, function and biomechanical properties in a model of CKD. Chronic treatment 

with an AT1 receptor antagonist improved detrimental vascular remodelling, vascular 

amplification, endothelium dysfunction and stiffness in LPK.  

Chronic treatment with valsartan resulted in significant antihypertensive effects in LPK, 

supporting previous research on the effectiveness of RAS inhibitors in blood pressure control 

and use in the treatment of hypertension, and importantly, the key role of Ang II as a primary 

contributor to pathologies seen in CVD and CKD (Chapman et al., 1990, Baltatzi et al., 

2011). An increase in Ang II levels results in an increased risk of CVD in CKD through a 

variety of mechanisms. One such mechanism is LVH, which is a well-established finding in 

hypertensive CKD patients (Schiffrin et al., 2007). Left ventricular hypertrophy is a 

significant predictor of sudden cardiac death, and is important clinically because its regression 

with treatment has been shown to improve survival outcomes (Saravanan and Davidson, 

2010). In the present study, AT1 receptor antagonism did not improve cardiac hypertrophy, 

despite Ang II receptor blockade being shown to reduce heart workload, fibrosis, or 

progression of LVH in patients with nonobstructive hypertrophic cardiomyopathy (Shimada 

et al., 2013). However, in accordance with previous research (Jiang et al., 2015), valsartan 

treatment decreased water intake in LPK. This effect may be due to valsartan’s ability to 

intracerebroventricularly affect Ang II levels in rats, and therefore mediate polydipsia centrally 

(Braszko et al., 2005).  

In addition to antihypertensive outcomes, another mechanism through which valsartan can 

exert its effectiveness is through its renal anti-proteinuric actions (Lee et al., 2011). In the 

present study, although systemic AT1 receptor antagonism improved hypertension, no obvious 

renoprotective effects were found, although there was a trend towards decreased urine protein 

levels in treated LPK. Valsartan’s ability to correct blood pressure and improve water intake 

as well as polydipsia is of clinical importance, because proteinuria is a major predictor of 

developing ESRD (Plum et al., 1998), and also its progression (Gu et al., 2012). 
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A key finding of this study was that treatment with an AT1 receptor antagonist significantly 

improved the degree of structural vascular remodelling seen in LPK. In the present study, 

untreated LPKs exhibited eutrophic inward remodelling
1
, as indicated by an increase in 

arterial wall thickness, decrease in lumen diameter, and unchanged MCSA (Intengan et al., 

1999). Vascular remodelling was not associated with a change in the number of nuclei or 

nuclear density, indicating no hyperplasia. Treatment improved vascular structure, as 

indicated by larger internal and external diameter values relative to untreated LPK, however 

these values were still reduced, relative to untreated and treated Lewis resistance vessels. 

Nonetheless, overall, treatment was effective in improving vascular remodelling outcomes, 

resulting in a decrease in wall thickness and wall-lumen ratio values in LPK, to levels that 

were comparable with Lewis. This outcome of improved wall-lumen ratio values in LPK is of 

particular importance, as increased wall-lumen ratio is believed to contribute to the 

maintenance of hypertension (Mulvany, 2002). Alongside its’ actions as a potent 

vasoconstrictor, Ang II has the ability to directly induce cell growth, in part via formation of 

reactive oxygen species (ROS). Angiotensin II can also activate inflammatory mechanisms 

contributing to vascular remodelling (Luft, 2001), and is implicated in the development and 

progression of structural alterations (vascular remodelling) in small resistance arteries (Touyz, 

2005). Given its blood pressure-lowering effectiveness in LPK, valsartan’s ability to improve 

resistance vessel structure and correct remodelling in LPK is likely to be due to a combination 

of the blood pressure-lowering effect of valsartan, as well as the blockade of AT1 receptors, 

which therefore prevents Ang II’s cell proliferating and inflammatory effects.  

Blockade of the AT1 receptor improved vascular compliance and decreased stiffness and 

matrix deposition in the artery wall. Untreated LPK exhibited increased stiffness relative to 

age-matched Lewis, as shown by the significant leftward shift of the stress-strain curve and 

less steep pressure-diameter curve gradient. In accordance with these findings, slope of elastic 

                                                 

1
 These findings contrast with the hypertrophic inward remodelling findings in 18 week LPKs 

in Chapters 3 and 6. This discrepancy is discussed in the final discussion (Chapter 7). 
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modulus vs. media stress values, an indicator of intrinsic stiffness independent of vessel 

geometry (Behbahani et al., 2010), was increased in untreated LPK, and collagen density and 

collagen/elastin ratio was also increased. Treatment with valsartan improved, although did not 

normalise, compliance in the LPK rats. Specifically, AT1 receptor antagonism seemed to 

improve intrinsic stiffness, as indicated by LPK elastic modulus vs. stress slope values and 

collagen and collagen/elastin ratio values becoming comparable with Lewis controls. The 

effectiveness of valsartan in this regard may be due to the inhibition of Ang II, which has 

been shown to act via AT1 receptors to induce remodelling of the arterial wall through smooth 

muscle growth (Touyz et al., 1999, Gibbons et al., 1992) and collagen deposition (Benetos et 

al., 1997). Also important to note is that in addition to hypertension, renal disease itself may 

also exert detrimental effects on collagen and elastin functionality, which can thus lead to the 

loss of fibre flexibility (Luksha et al., 2011), and increase stiffness even further.  

Other investigations of the composition of the arterial wall investigated elastin and 

calcification. Consistent with our previous findings (Chapter 3), no alterations in elastin and 

calcification were found in LPK. The absence of calcification in both strains and age groups is 

in contrast to what we and others have previously described in large vessels in association 

with age and CKD (Ng et al., 2011b), as well as in breast arterioles of women with CKD and 

ESRD (O'Neill and Adams, 2013). However, no investigations of resistance artery 

calcification have been reported in the LPK. Given that elastin degradation is strongly 

associated with vascular calcification and is one of the main mechanisms of calcification (Pai 

et al., 2011), and that mesenteric arteries have a very small percentage of elastin (an average 

of ~10% in Lewis rats), mesenteric arteries therefore have a reduced likelihood of calcifying, 

relative to, for example, the thoracic and abdominal aorta, which is comprised of 

approximately 70% and 65% of elastin, respectively (Ameer et al., 2014b). 

In addition to structure and biomechanics, AT1 receptor antagonism improved functional 

alterations noted in the LPK. Consistent with Chapter 3, evidence for a vascular amplifier 

effect was apparent in the untreated LPK resistance vessels, which suggests increased 

sensitivity to PE, relative to Lewis controls. This was found to be specific to the α1-adrenergic 

receptor agonist, as similar results were not found for concentration-response curves to a 

receptor-independent agent. Although no significant differences were found between 

untreated Lewis and LPK for responses to a receptor-independent agent (potassium chloride), 
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following valsartan administration, LPK were less sensitive to potassium chloride. The 

underlying mechanism contributing to this finding is unknown, and could possibly related to 

changes in potassium channel expressions in the mesenteric resistance artery following 

treatment. Further studies are certainly warranted to understand this finding. In addition to 

treatment affecting potassium chloride sensitivity, valsartan also ameliorated the enhanced 

constrictor effect to PE, returning to a response comparable to Lewis.  

Dysfunction of the endothelium is often associated with hypertension, and may be a 

consequence of blood pressure elevation (Schiffrin, 2012), as well as a factor that increases 

susceptibility to hypertension (Rossi et al., 2004). The present study found impaired ACh-

induced endothelium-dependent relaxation in untreated LPK resistance vessels, which is in 

accordance with previous studies investigating resistance arteries in renovascular 

hypertensive and autosomal dominant polycystic kidney disease (ADPKD) patients (Porteri et 

al., 2003, Wang et al., 2003). In addition, consistent with Chapter 3 and previous research, the 

present study found that EDH contributed to ~70% of relaxation (Luksha et al., 2012), NO to 

30% of relaxation (Paulis et al., 2010), and prostanoids a minimal role (Shimokawa et al., 

1996) in Lewis controls, irrespective of treatment. When deficiency of a vasorelaxation 

mechanism occurs, such as in the case of hypertension, the endothelium may upregulate other 

mechanisms as compensatory physiological pathways (Versari et al., 2009). In the present 

study, incubation with a NOS inhibitor significantly attenuated ACh-induced relaxation in the 

Lewis (regardless of treatment group) and treated LPK, but not in the untreated LPK, as 

indicated by smaller ACh Rmax values following preincubation with L-NAME. The NOS 

inhibitor’s ability to attenuate relaxation in the Lewis and treated LPK indicates functional 

NOS activity, while its inability to affect ACh-mediated relaxation in the untreated LPK 

suggests defective NOS activity (Wang et al., 2003), or perhaps reduced bioavailability of NO 

through scavenging by ROS, given the impaired endothelium-independent vasorelaxation in 

LPK. Further investigations of the vasorelaxation mechanisms revealed significant strain 

effects for prostanoid and EDH: untreated LPK prostanoid components were up regulated 

relative to Lewis controls, and untreated LPK EDH components were down regulated 

compared to Lewis cohorts. Treatment with an AT1 receptor blocker resulted in an increased 

relative contribution of NO to ACh Rmax, as well as improved EDH response and corrected 

prostanoid components. Valsartan’s ability to improve these vasorelaxation components may 
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be related to Ang II’s role in contributing to impaired EDH-mediated vasorelaxation (Goto et 

al., 2004), or its upregulating effects on prostaglandin production in various tissues (Gohlke et 

al., 1996). Nonetheless, treatment with an AT1 receptor blocker was effective in improving 

endothelium function in the LPK. Angiotensin II has vascular inflammatory effects, involving 

increased vascular permeability, which may be due to endothelium layer damage as a result of 

blood pressure changes (Cheng et al., 2005). Therefore, AT1 receptor blocker treatment’s 

effectiveness may be exerted through the inhibition of detrimental Ang II effects on 

endothelium function. Chronic valsartan treatment could increase availability of inactive 

versus active endothelium NOS (eNOS), since the activity levels of eNOS have been shown 

to be impaired in a cystic kidney model (Peterson et al., 2013); or, due to valsartan’s blood 

pressure-lowering effect, which reduces stress against the arterial wall, its therapeutic 

outcomes may be due to its ability to improve endothelium integrity. Alternatively, the direct 

antagonism of AT1 receptors can lead to increased availability of NO as a result of either 

stimulation of NO through AT1 receptor antagonism mechanisms (Gohlke et al., 1996), or the 

decreased availability of superoxide anions (López et al., 2003). 

In conclusion, our data show that in a rat model of CKD, AT1 receptor antagonism has 

antihypertensive effects, reduces water intake, and improves altered mesenteric artery 

structural, functional and biomechanical properties. The exact mechanisms by which valsartan 

treatment acts to exert its effectiveness remains to be determined. Valsartan may directly 

improve responses by blocking those actions of  Ang II which promote vascular injury (Shan 

et al., 2008), or alternatively, it may be the blood pressure lowering effects of valsartan which 

result in favourable outcomes, due to decreased wall stress, and therefore improved 

endothelium function (Mizuno et al., 2008). Hence, further investigations (Chapter 5) into the 

effects of blood pressure lowering on the vasculature via a non-Ang II mechanism were 

performed. The present investigation into the effects of blocking Ang II actions by AT1 

receptor antagonism highlight the importance of Ang II in the contribution to resistance artery 

structural, functional and biomechanical properties, and provide an explanation as to how 

angiotensin receptor blockers exert their therapeutic effectiveness in CKD. 
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Tables 

Table 4.1: Baseline morphometric and biochemical parameters.  

 Untreated Treated 

Parameter Lewis LPK Lewis LPK 

n 8 5 8 7 

BW (g) 327±33 183±7
a 

339±36 190±8
b 

SBP (mmHg) 118±2
 

200±8
a 

108±1
 

154±3
b d

 

HI (%) 0.34±0.01 0.63±0.13
a
 0.30±0.01 0.68±0.04

b 

LVI (%) 67.42±0.57 77.53±2.07
a
 63.25±1.48 75.39±2.47

b
 

KI (%) 0.80±0.01 7.00±0.70
a
 0.77±0.01 5.49±0.42

b d
 

Plasma urea (mmol/L) 6.13±0.19 44.72±1.68
a 

6.01±0.27 45.76±0.64
b 

Plasma creatinine 

(µmol/L) 

24.25±4.12 288.40±95.91
a 

19.13±2.41 327.29±38.05
b 

Urine protein (g/L) nd 1.89±0.66 nd 0.73±0.28
 

Urine creatinine (g/L) 2.57±0.59 0.24±0.05
a
 3.50±0.00 0.28±0.08

b 

UPC nd 7.84±2.90 nd 4.61±1.87
 

Water intake (mL) 10.64±2.69 31.60±3.60
a 

17.10±4.04 17.03±3.27
d 

 

BW, body weight; SBP, systolic blood pressure; HI, heart index; LVI, left ventricle index; KI, 

kidney index; nd, not determined; UPC, urine protein creatinine ratio; LPK, Lewis polycystic 

kidney rat. Apart from urine protein and UPCs, data that met parametric assumptions were 

followed by Bonferroni’s post-hoc analysis, or Dunnett’s T3 test if assumptions were 

violated. Urine protein and UPC were evaluated by unpaired t-test. Results are expressed as 

mean ± SEM. Within treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis 

and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) untreated and 

treated LPK. 
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Table 4.2: Mesenteric artery structural parameters of untreated and valsartan treated 

18 week old Lewis and Lewis polycystic kidney rats. 

 Untreated Treated 

Parameter Lewis LPK Lewis LPK 

n  8 8 6 7 

Internal diameter (µm) 270.50±9.78
 

118.25±15.76
a 

294.33±29.38 211.43±16.65
b d

 

External diameter (µm) 324.63±8.66
 

224.63±13.93
a 

352.17±26.94
 

279.29±18.62
b
 

Wall thickness (µm) 27.06±1.38 53.19±3.29
a 

28.92±2.97 33.93±2.17
d 

Wall-lumen ratio 0.10±0.01 0.52±0.09
a
 0.11±0.02 0.16±0.01

d
 

MCSA (x10
3
) (µm

2
) 25.19±1.22

 
28.35±2.51 28.83±3.05 26.48±2.79 

 

MCSA, media cross sectional area; LPK, Lewis polycystic kidney rat. Second order 

mesenteric artery structural parameter data was obtained at 60 mmHg following Ca
2+

-free 

superfusion. Data that met parametric assumptions were followed by Bonferroni’s post-hoc 

analysis, or Dunnett’s T3 test if assumptions were violated. Results are expressed as mean ± 

SEM. Within treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis and 

LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) untreated and treated 

LPK. 
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Table 4.3: Concentration-response curve parameters for untreated and valsartan 

treated 18 week old Lewis and Lewis polycystic kidney rats. 

 Untreated Treated 

(n) Lewis (8) LPK (8) Lewis (8) LPK (7)  

EC50 (M)     

PE (x10
-7 

M) 13.80±4.80 1.39±0.18
a
 6.66±1.74 10.33±3.76 

KCl (x10
-3 

M) 37.86±4.12 24.70±2.71 32.69±3.73 37.48±4.94 

ACh (x10
-7 

M) 4.16±1.97 6.95±1.19 4.59±2.22 3.99±0.81 

SNP (x10
-8 

M) 12.08±4.66 4.90±0.89 6.05±1.60 10.47±2.05 

L-NAME (x10
-7 

M) 3.86±0.40 4.32±1.39 5.29±1.09 5.28±0.83 

Indo+L-NAME (x10
-7 

M) 6.36±2.22 8.88±4.27 11.66±9.19 5.46±1.06 

Rmax     

PE 64.45±6.34 66.92±4.89 55.35±6.73 68.71±4.07 

KCl 72.28±2.45 69.06±2.49 62.09±5.69 65.15±5.24 

ACh 98.49±1.89 69.56±4.34
a
 97.26±4.54 103.05±4.13

d
 

SNP 92.02±3.16 93.67±4.43 96.99±2.78 95.37±1.66 

L-NAME 82.84±2.00
e
 68.89±4.67

a
 86.89±2.40

e
 85.75±3.10

d e
 

Indo+L-NAME 79.52±3.80
f
 48.22±3.12

a f g
 88.70±3.10

f
 80.56±3.56

d f
 

 

LPK, Lewis polycystic kidney rat; PE, phenylephrine; KCl, potassium chloride; ACh, 

acetylcholine; SNP, sodium nitroprusside; L-NAME, N
ω
-nitro-L-arginine methyl ester; Indo, 

indomethacin; EC50, effective concentration at 50%; Rmax, maximum response. Data that met 

parametric assumptions were followed by Bonferroni’s post-hoc analysis, or Dunnett’s T3 test 

if assumptions were violated. Results are expressed as mean ± SEM. Within treatment strain 

effect: (a) untreated Lewis and LPK; (b) treated Lewis and LPK. Within strain treatment 

effect: (c) untreated and treated Lewis; (d) untreated and treated LPK. Within strain 
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pharmacological agent effect: (e) between ACh and ACh+L-NAME; (f) between ACh and 

ACh+Indo+L-NAME; (g) between ACh+L-NAME and ACh+Indo+L-NAME. 

 



AT1 RECEPTOR BLOCKADE AND RESISTANCE ARTERIES IN CKD 4 

 

128 

 

Table 4.4: Histological parameters of untreated and valsartan treated 18 week old Lewis 

and Lewis polycystic kidney rats. 

 Untreated Treated 

Parameter Lewis LPK Lewis LPK 

n 6 8 7 6 

Collagen density (%) 18.0±1.3 33.6±4.7
a 

13.4±1.1
 

21.9±3.5
d 

Nuclear density (%) 2.8±0.4 3.4±0.2 3.4±0.4
 

4.2±0.3 

Number of nuclei per µm
2
 0.19±0.01 0.16±0.03 0.20±0.01 0.19±0.02 

Elastin density (%) 8.6±2.3 6.8±2.5 7.4±2.4
 

6.8±1.8
 

Collagen/elastin ratio 2.6±0.4 9.7±3.2
a 

2.7±0.5 4.0±0.9 

Calcium density (%) 0.01±0.01 0.06±0.03 0.01±0.01 0.00±0.00 

 

LPK, Lewis polycystic kidney rat. Collagen density, nuclear density and number of nuclei per 

um
2
 were quantified using Martius scarlet blue (MSB) staining, while elastin density was 

quantified using Shikata’s orcein (SO). Data were evaluated by two-way ANOVA, followed 

by Bonferonni’s post-hoc analysis. Results are expressed as mean ± SEM. Within treatment 

strain effect: (a) untreated Lewis and LPK; (b) treated Lewis and LPK. Within strain 

treatment effect: (c) untreated and treated Lewis; (d) untreated and treated LPK. 
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Figures 

Figure 4.1: The effect of valsartan on vasoconstriction curves to phenylephrine and 

potassium chloride in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Untreated and valsartan treated 18 week old Lewis and Lewis polycystic kidney rat (LPK) 

mesenteric artery contraction responses (%) to cumulative additions of the α1-adrenergic 

receptor agonist PE (A) and direct depolariser KCl (B). Results are expressed as mean ± 

SEM. Data were evaluated by two–way ANOVA followed by Bonferroni’s post-hoc analysis. 

Significant differences between groups overall concentration-response curves where indicated 

P<0.05. Within treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis and 

LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) untreated and treated 

LPK.  
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Figure 4.2: The effect of valsartan on vasorelaxation curves to acetylcholine and sodium 

nitroprusside in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Untreated and valsartan treated 18 week old Lewis and Lewis polycystic kidney rat (LPK) 

second order mesenteric artery relaxation responses (%) to cumulative additions of 

endothelium-dependent and –independent vasodilators, (A) acetylcholine (ACh) and (B) 

sodium nitroprusside (SNP), respectively, following preconstriction with 1µM phenylephrine 

(PE). Results are expressed as mean ± SEM. Significant difference between groups where 

indicated P<0.05. Data were evaluated by two–way ANOVA followed by Bonferroni’s post-

hoc analysis. Within treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis 

and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) untreated and 

treated LPK. 
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Figure 4.3: The effect of valsartan on the relative contribution of vasodilatory mediators to 

acetylcholine responses in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Contribution of each vasodilatory component (nitric oxide, NO; prostanoid and endothelium-

derived hyperpolarisation, EDH) to acetylcholine (ACh) -induced relaxation in untreated and 

treated Lewis and Lewis polycystic kidney rat (LPK) mesenteric artery. Data were evaluated 

by two-way ANOVA. Results are expressed as mean ± SEM. Significant difference between 

groups where indicated P<0.05. Within treatment strain effect: (a) untreated Lewis and LPK; 

(b) treated Lewis and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) 

untreated and treated LPK. 
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Figure 4.4: The effect of valsartan on pressure-diameter curves in Lewis and Lewis 

polycystic kidney rat mesenteric artery. 

Passive pressure curves in untreated and treated 18 week Lewis and Lewis polycystic kidney 

rat (LPK) second order mesenteric arteries. Curves represent diameter passive pressure 

(diameter, m) in response to changing pressure (mmHg) in Ca
2+

-free Krebs’ solution. 

Overall curve comparisons were evaluated by two-way ANOVA, followed by Bonferroni’s 

post-hoc analysis. Results are expressed as mean ± SEM. Significant difference between 

groups where indicated P<0.05. Within treatment strain effect: (a) untreated Lewis and LPK; 

(b) treated Lewis and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) 

untreated and treated LPK. 
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Figure 4.5: The effect of valsartan on stress-strain curves in Lewis and Lewis polycystic 

kidney rat mesenteric artery. 

Stress-strain data fitted to an exponential curve for untreated and treated 18 week old Lewis 

and Lewis polycystic kidney rat (LPK) second order mesenteric artery (A). Slope of elastic 

modulus vs. stress, calculated from stress-strain curve data (B). Data were evaluated by two-

way ANOVA, followed by Bonferroni’s post-hoc analysis. Results are expressed as mean ± 

SEM. Within treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis and 

LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) untreated and treated 

LPK. 
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Figure 4.6: The effect of valsartan on vascular composition in Lewis and Lewis polycystic 

kidney rat mesenteric artery. 

Representative untreated and treated 18 week old Lewis (left panels) and Lewis polycystic 

kidney rat (LPK) (right panels) second order mesenteric artery wall, stained with Martius 

scarlet blue (MSB; top row), Shikata’s orcein (SO; second row), Von Kossa (VK; third row), 

and Alizarin red (AR; bottom row) showing the collagen component in blue (MSB), the 

elastin in red/brown (SO), and absence of calcification as indicated by no dark brown/black 

deposits (VK) and no orange staining (AR). Scale bar is 50 µm. 
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5.1 Abstract 

Hypertension is a common comorbidity associated with chronic kidney disease (CKD), and 

anti-hypertensive therapy in patients often involves the inclusion of L-type Ca
2+

 channel 

(LTCC) blockers. The effect of chronic treatment with such a compound on resistance 

vascular structure and function was investigated in a genetic hypertensive rat model of CKD, 

the Lewis polycystic kidney (LPK) rat. Mixed sex LPK and Lewis control rats (total n=38) 

were split between treated (amlodipine 20mg/kg/day p.o. from 4-18 weeks) and vehicle 

groups. Animals were phenotyped for systolic blood pressure and renal function. After 

euthanasia, the mesenteric vasculature was collected for pressure myography and histology. 

Treatment with amlodipine reduced LPK rat blood pressure (untreated vs. treated: 185±5 vs. 

165±9 mmHg; P=0.019) and improved renal function (plasma creatinine: untreated vs. 

treated: 197±17 vs. 140±16 µmol/L; P=0.002). The mesenteric artery demonstrated increased 

internal (Lewis vs. LPK: 270±21 vs. 118±19 µm; P<0.0001) and external diameters (Lewis 

vs. LPK: 327±18 vs. 200±19 µm; P=0.0001) and wall-lumen ratios (Lewis vs. LPK: 

0.12±0.02 vs. 0.51±0.15; P=0.0001) in the untreated LPK. Endothelium dysfunction, as 

determined by vasorelaxation to acetylcholine, was evident in untreated LPK, and corrected 

with treatment. Blocking LTCCs in LPK improved the nitric oxide-dependent and 

endothelium-derived hyperpolarisation-dependent vasorelaxation components, and down 

regulated the prostanoid vasorelaxation component. Biomechanical properties of compliance 

and intrinsic stiffness were unaltered after treatment in LPK, and no change was seen in artery 

wall composition. Our results indicate that blockade of LTCCs with amlodipine is effective in 

improving detrimental vascular features of resistance arteries in CKD.  

 

Keywords 

Resistance artery, hypertension, chronic kidney disease, structure, function, stiffness, calcium 

channel blockade. 
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5.2 Introduction 

Cardiovascular disease (CVD) and chronic kidney disease (CKD) are common comorbidities, 

and are linked to an increased risk of mortality (Foley, 2010). Cardiovascular disease is of 

particular importance in CKD, as it is the main cause of mortality in these patients (Keith et 

al., 2004, McCullough et al., 2008, Gullion et al., 2006, Sarnak et al., 2003). 

Resistance arteries provide more than 80% of the resistance to blood flow in the body, and 

structural, biomechanical and functional properties of resistance vessels are hypothesised as 

being one of the first sites of target organ damage due to increased intraluminal pressures 

from hypertension (Schiffrin et al., 2000, Intengan and Schiffrin, 2001). Impaired resistance 

artery properties are known to play a significant role in persistent increases in total peripheral 

resistance (TPR) (Intengan and Schiffrin, 2000), and their impaired function is associated 

with hypertension in CKD (Wang et al., 2000). 

A hallmark characteristic of hypertension is altered expression of calcium channels in the 

vasculature (Cox et al., 2002). In normal vascular smooth muscle cells (VSMCs), voltage-

dependent L-type Ca
2+ 

channels (LTCCs) are the dominant Ca
2+

 channels, and thus the 

primary pathway responsible for the influx of intracellular Ca
2+

 (Kudryavtseva et al., 2014). 

Therefore, LTCCs play an important regulatory role in the maintenance of vascular resistance 

and therefore blood pressure (Sonkusare et al., 2006). In disease states such as hypertension, 

LTCC function has been shown to be enhanced, and notably, their expression upregulated in 

the mesenteric vasculature (Lawton et al., 2012). The importance of LTCCs in the 

maintenance of vascular structure is demonstrated by the ability of LTCC blockers to 

normalise wall-lumen ratios in resistance arteries, in both hypertensive humans (Sihm et al., 

1998) and rats (Korsgaard et al., 1990). For example, calcium channel blockers (CCBs) are 

often used to block LTCCs in antihypertensive treatment (Gad, 2014). By inhibiting the 

LTCCs found on cardiac myocytes and peripheral VSMCs, CCBs have been shown to dilate 

the microvasculature, and thereby improve regional circulation (Iino et al., 2003, Gad, 2014).  

In previous investigations, using a rodent model of CKD, the Lewis polycystic kidney (LPK) 

rat, we have shown that in parallel with hypertension and renal dysfunction, vascular changes 

are also evident (Chapter 3; Phillips et al., 2007). At 18 weeks of age, LPK resistance arteries 
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demonstrate altered function, as indicated by increased vasoconstriction to phenylephrine 

(PE), impaired endothelium-dependent vasorelaxation, and altered structural and 

biomechanical properties, as indicated by vascular remodelling, increased collagen/elastin 

ratios and increased stiffness. Treatment with an AT1 receptor antagonist, valsartan, improved 

vascular parameters, even normalising some to levels comparable to Lewis controls (Chapter 

4). Valsartan treatment, however, also resulted in a reduction of blood pressure. Therefore it is 

unclear whether valsartan’s effectiveness in improving vasculature parameters in the LPK was 

attributable to the direct inhibition of angiotensin II’s (Ang II) deleterious effects, or due to 

valsartan’s blood pressure-lowering effects. Hence, to further investigate this treatment effect, 

and because of the significant role that calcium plays in the maintenance of vascular tone 

alongside the proven effectiveness of CCBs in clinical settings, we sought to investigate the 

effect of amlodipine on LPK resistance artery structure, function and biomechanical 

properties.  

We hypothesised that amlodipine would lower blood pressure in the LPK rats, ameliorate 

vascular remodelling, and therefore correct the increased stiffness, increased sensitivity to PE, 

and endothelium dysfunction found in 18 week old LPK rats (Chapter 3). Relative to 

valsartan, however, we predicted that the effectiveness of amlodipine to be less, because Ang 

II is a major contributor to myriad of effects on the vasculature (Iino et al., 2003, Chang et al., 

1995, de Gasparo et al., 2000). 
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5.3 Methods 

5.3.1 Animals 

Eighteen week old mixed sex LPK and age-matched Lewis control strain rats were obtained 

from the Animal Resource Centre in Western Australia, Australia, with a minimum of 3 males 

or females per group. Thirty eight rats were used for this study, however not all sets of data 

were collected from each animal. Animals were housed in the animal house facility of 

Macquarie University under a 12-h light/dark cycle at 20.5°C and 57% humidity, and offered 

chow and water ad libitum. All experimental protocols and procedures were approved by the 

Animal Ethics Committee of Macquarie University and adhered to the National Health and 

Medical Research Council of Australia’s Australian code of practise for the care and use of 

animals for scientific purposes (8th Edition 2013).  

Animals were trained to voluntarily take condensed milk from a 1 ml syringe, (Soeters et al., 

2008). Condensed milk served as the vehicle for treatment administration. Littermate Lewis 

or LPK rats were randomly and equally allocated between control (vehicle only) and 

treatment groups. Treatment with amlodipine 20 mg/kg/day (Ozlodip®, Ranbaxy, Australia) 

was performed from 4-18 weeks of age, once daily, made up in up to 1 mL condensed milk. 

Vehicle animals were fed once daily with 1 mL condensed milk. 

5.3.2 Tail cuff plethysmography and urine collection. 

Tail-cuff plesmography was used to measure systolic blood pressure (SBP) (ADInstruments, 

Sydney, NSW, Australia) as described previously (Phillips et al., 2007). At the 18 week 

timepoint, SBP and urine (protein and creatinine) were measured, at least 72 hours prior to 

euthanasia. Over a period of 24 hours, urine samples were collected from animals while held 

individually in metabolic cages; during which animal’s water consumption was measured, and 

animals were offered chow and water ad libitum. 

5.3.3 Tissue harvesting and biochemical analyses 

All animals were deeply anaesthetised with 5% isofluorane (VCA I.S.O., Sydney, NSW, 

Australia) in 100% O2 until loss of consciousness, and subsequently decapitated. Trunk blood 
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samples were collected in pre-cooled EDTA containing tubes (BD Microcontainer®, Becton, 

Dickinson and Company, Sydney, NSW, Australia), and subsequently centrifuged (3000 

RPM for 5 min at 4C°). Plasma and urine were analysed for biochemical parameters using an 

IDEXX VetLab analyser (IDEXX Laboratories Pty Ltd., Rydalmere NSW, Australia). To 

remove the mesenteric vasculature, the thorax was dissected open. Following mesenteric 

vasculature removal, the kidneys and heart were also collected. The kidneys, heart, and left 

ventricle were weighed and respective indices (kidney index [KI], heart index [HI] and left 

ventricle index [LVI]; %) were calculated as heart or kidney weight (g)/ body weight (BW) 

(g) × 100. The LVI was calculated as left ventricle (g)/ heart weight (g) × 100. 

5.3.4 Mesenteric artery isolation 

Following mesenteric vasculature isolation, it was immediately placed in ice-cold Krebs’ 

physiological solution of the following composition in mM (NaCl 118.2, KCl 4.7, CaCl2 2.5, 

MgSO4 1.2, KH2PO4 1.2, glucose 11.7, NaHCO3 25, and EDTA, 0.026), continuously 

bubbled with carbogen (95% O2; 5% CO2; BOC Ltd., North Ryde, NSW, Australia) to achieve 

a pH value of approximately 7.4-7.45 (Intengan et al., 1999). 

After cleaning of adherent connective tissue under a dissecting microscope, a second order 

mesenteric artery segment (200-400 μm external diameter; ~4 mm in length) was mounted in 

a pressure myograph (Living Systems Instrumentation, Burlington, VT, USA) in 5 mL of 

carbogen-bubbled cold Krebs’ solution. Artery ends were cannulated with glass micropipettes 

(1 x 0.25 mm glass capillaries, A-M Systems, Inc.,  Sequim, WA, USA), and secured with 10-

0 sutures (Ethilon
®

 Nylon Suture LLC., California, USA). The remaining mesenteric 

vasculature was placed in 4% formalin for 24 hours, followed by 70% ethanol until further 

processing for histological studies. 

5.3.5 Pressure myography and histology 

Pressure myography and histology protocols were undertaken as described previously 

(Chapter 3; sections 3.3.4, 3.3.5, and 3.8). 
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5.3.6 Drugs and solutions 

Phenylephrine hydrochloride (PE), acetylcholine hydrochloride (ACh), sodium nitroprusside 

(SNP), Nω-nitro-L-arginine methyl ester hydrochloride (L-NAME), indomethacin (indo), 

histolene, Bouin’s fixative, Celestine blue, Harris’s haematoxylin, Martius yellow, brilliant 

Crystal Scarlet, aniline blue, Shikata orcein and Alizarin red were purchased from Sigma-

Aldrich (Castle Hill, NSW, Australia). All drugs and solutions (Krebs’ and Ca
2+

-free Krebs’) 

were prepared on the day of the experiment. All drugs for pressure myography were dissolved 

in freshly made Krebs’ buffer.  

5.3.7 Data analysis 

Data were analysed using IBM Statistical Package for the Social Sciences (v22, SPSS; 

Chicago, Illinois USA) and GraphPad Prism (GraphPad Prism software v6 Inc., La Jolla, CA, 

USA). All results are expressed as mean ± standard error of mean (SEM).   

Preliminary analysis of all data was performed to identify potential gender effects, using a 

univariate general linear model against the fixed factors of strain, age and gender. Unless 

significant, gender effects are not otherwise noted. Data were tested for homogeneity of 

variance with Levene’s test, normality with the Kolmogorov-Smirnov test, and skewness and 

kurtosis. If assumptions of normality were met, two-way analysis of variance (ANOVA) was 

then performed using Bonferroni’s post-hoc analysis to investigate significant differences 

between groups (as defined by strain and age). Data that did not meet assumptions of 

normality were analysed with Dunnett’s T3 test. 

Urine protein values less than 0.05 g/L were excluded from the data set, and corresponding 

UPC values were also removed. As no protein was detected in the Lewis urine samples, LPK 

samples (untreated and treated) were compared using a two-tailed unpaired t-test (P<0.05) 

The 50% effective concentration (EC50) and maximum response (Rmax) were calculated from 

the concentration-response curves. Concentration-response curves were fitted to a sigmoidal 

curve (Y = Lower plateau + (Rmax-Lower plateau) / (1+10
(LogEC50-X)

)) to calculate EC50 values, 

where Y is the percentage relaxation or constriction of the vessel and X is the concentration 

(Armitage et al., 2005). After testing for the normal distribution of data and gender effects as 



CCB TREATMENT AND RESISTANCE ARTERIES IN CKD 5 

 

142 

 

detailed above, two-way ANOVA with Bonferroni post-hoc analysis was used to investigate 

strain, treatment and pharmacological effects (ACh alone vs. ACh+L-NAME preincubation 

and ACh+Indo+L-NAME preincubation, and ACh+L-NAME alone vs. ACh+Indo+L-

NAME) for concentration-response curve parameters (Rmax, EC50), in Lewis and LPK. Two-

way ANOVA with Bonferroni’s post-hoc analysis was also used to investigate strain and 

treatment effects for percentage component contribution to vasorelaxation (NO; prostanoid; 

endothelium-derived hyperpolarisation [EDH]). Significance was defined as P≤0.05. 
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5.4 Results 

5.4.1 Baseline parameters 

Untreated LPKs exhibited smaller body weights than Lewis, with male animals weighing 

more than females in Lewis regardless of treatment group (Table 5.1) (untreated Lewis males 

vs. females: 405.71±6.38 g vs. 236.75±3.94 g, P<0.001; treated Lewis males vs. females: 

388.75±3.71 g vs. 236.00±2.48 g, P<0.001). In addition, irrespective of treatment group, SBP 

was elevated in the LPK relative to Lewis. However, treatment with amlodipine reduced 

blood pressure in the LPK.  

The HI values were elevated in LPK relative to Lewis in both groups. After treatment HI 

values were elevated in the Lewis compared to untreated controls. Regardless of treatment 

group, LVI and KI were elevated in the LPK relative to Lewis, and treatment caused a further 

increase in KI in the LPK animals. Plasma analyses revealed significantly higher urea and 

creatinine values in LPK regardless of treatment group, as well as a treatment effect, with 

amlodipine treatment reducing plasma creatinine values in the LPK. Treated male LPK 

showed significantly higher plasma creatinine values than treated female LPK. Urine analysis 

revealed lower urine creatinine values in LPK relative to Lewis, for both untreated and treated 

cohorts. Treatment with amlodipine significantly reduced urinary protein and UPC in the LPK 

animals. Water intake was significantly higher in untreated LPK than untreated Lewis, and 

trended towards higher values in treated LPK relative to treated Lewis (P=0.059). 

5.4.2 Altered resistance vessel morphology in Lewis polycystic kidney rats 

Untreated LPK had significantly smaller internal and external diameter values than 

corresponding untreated Lewis, as well as elevated wall-lumen ratio values (Table 5.2). 

Regardless of treatment group, LPK had significantly larger wall thickness values relative to 

Lewis. Treatment normalised LPK structural parameters, resulting in no significant 

differences between treated LPK and treated Lewis internal diameter, external diameter, and 

wall-lumen ratios. In addition, no significant changes in media cross sectional area (MCSA) 

values were found. 
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5.4.3 Vascular function investigations  

5.4.3.1 Constriction 

The untreated LPK PE concentration-response curves were significantly shifted to the left 

relative to untreated Lewis and treated LPK (Figure 5.1 A). This was accompanied by a shift 

in the PE EC50 concentration-response curve parameter, with untreated LPK exhibiting 

smaller values than untreated Lewis (Table 5.3). No significant differences were found for 

LPK potassium chloride (KCl) concentration-response curve comparisons; however, treated 

Lewis KCl EC50 values were significantly larger than corresponding untreated Lewis (Figure 

5.1 B; Table 5.3). 

5.4.3.2 Endothelium-dependent and independent vasorelaxation 

The untreated LPK endothelium-dependent ACh concentration-response curve was 

significantly shifted to the right relative to untreated Lewis and treated LPK (Figure 5.2 A). In 

accordance with these results, untreated LPK had significantly smaller ACh Rmax values than 

untreated Lewis and treated LPK, and larger ACh EC50 values than untreated Lewis (Table 

5.3). Overall, amlodipine treatment in LPK resulted in ACh-dependent vasorelaxation 

responses comparable to Lewis. 

No significant strain or treatment differences were found in response to endothelium-

independent SNP concentration-response curve (Figure 5.2 B). In addition, there were no 

alterations in concentration-response curve parameters (Table 5.3).  

5.4.3.3 Vasorelaxation mechanism investigations 

Relative to control ACh responses, preincubation with the nitric oxide synthase (NOS) 

inhibitor L-NAME reduced the ACh Rmax in both groups of Lewis and amlodipine treated 

LPK but not the in the untreated LPK (Table 5.3). Preincubation with a combination of the 

cyclooxygenase inhibitor indomethacin and L-NAME (Indo+L-NAME) resulted in a 

reduction in ACh Rmax values for all treatment groups and strains (Table 5.3). Preincubation 

with Indo+L-NAME also resulted in significantly larger EC50 values in treated Lewis relative 

to untreated Lewis. 
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Both treated groups had a lower ACh Rmax after Indo+L-NAME preincubation relative to their 

untreated controls. Although untreated LPK had significantly smaller ACh Rmax values after 

preincubation with indo+L-NAME, relative to untreated Lewis, this difference was no longer 

evident in the treated animals (Table 5.3).  

5.4.3.4 Vasorelaxation component investigations 

The percentage contribution to ACh Rmax by NO showed no strain or treatment effects (Figure 

5.3). The prostanoid component was increased in untreated LPK, relative to untreated Lewis 

controls, and this was significantly reduced after treatment. The percentage contribution to 

ACh Rmax attributed to EDH was impaired in untreated LPK relative to untreated Lewis 

controls (Figure 5.3), and this was normalised after amlodipine treatment.  

5.4.4 Effect of amlodipine on altered resistance artery stiffness in Lewis polycystic 

kidney rats 

Regardless of treatment group, LPK pressure diameter curves were shifted downwards 

relative to Lewis controls. In addition, after treatment, the LPK pressure diameter curve was 

shifted upward, while the treated Lewis pressure diameter curve was shifted downward, 

relative to untreated Lewis (Figure 5.4). 

For both untreated and treated cohorts, LPK stress-strain curves and the corresponding slope 

of elastic modulus vs. stress calculations were significantly shifted to the left, and had larger 

slope of elastic modulus vs. stress values, respectively, relative to Lewis controls (Figure 5.5 

A and B). Treatment shifted Lewis stress-strain curves to the right relative to untreated Lewis, 

but this was not accompanied by significant changes in slope of elastic modulus vs. stress 

values. Treatment did not impact the LPK stress-strain curves or slope of elastic modulus vs. 

stress calculations (Figure 5.5 A and B). 

5.4.5 Effect of amlodipine on altered resistance vessel wall composition in Lewis 

polycystic kidney rats 

Irrespective of treatment group, LPK had significantly greater collagen density than 

corresponding Lewis controls (Figure 5.6; Table 5.4). In addition, elastin density was 
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significantly less in untreated LPK relative to untreated Lewis. This difference however was 

corrected in the treated LPK animals. Collagen/elastin ratios were significantly higher in LPK 

relative to Lewis, regardless of treatment group. There were no significant differences in 

nuclear density, number of nuclei per μm
2
 or calcium density between any of the study groups 

(Figure 5.6; Table 5.4).  
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5.5 Discussion 

In this study we report for the first time the effects of calcium channel blockade on resistance 

artery structure, function and biomechanical properties in a model of CKD. Chronic treatment 

with amlodipine resulted in significant antihypertensive effects, improved renal function, and 

ameliorated detrimental vascular remodelling, vascular amplification, and endothelium 

dysfunction in LPK. These results contribute to previous research on the effectiveness of 

CCBs in blood pressure control, supporting the use of CCBs in the treatment of hypertension, 

and highlighting the importance of LTCCs as primary contributors to pathologies seen in 

CVD and CKD.  

In this study, we demonstrated the effectiveness of amlodipine in producing antihypertensive 

outcomes in the LPK animals. The important role of LTCCs in VSMC contraction due to its 

regulation of the Ca
2+

 influx pathway is well-established (Kudryavtseva et al., 2014), and 

there is previous evidence for their playing a role in driving hypertension, including patch-

clamping studies which have shown that mesenteric VSMCs from SHRs exhibit enhanced 

calcium current movement (Ohya et al., 1998, Cox and Lozinskaya, 1995, Cox et al., 2002), 

and increased expression of LTCCs in resistance arteries (Sonkusare et al., 2006). As a 

consequence, more binding sites are available for CCBs, therefore amplifying their 

vasodilator action proportional to the degree of hypertension (Sonkusare et al., 2006).  

Although calcium channel blockade did not improve water intake in LPK, and had no effect 

on LVH in LPKs, it did have cardiac remodelling effects on Lewis controls, where 

amlodipine treatment resulted in an increased heart index. Another key finding of this study 

was the improvement in renal function in the LPK animals after treatment with amlodipine, as 

evidenced by decreased plasma creatinine and urinary protein excretion. Interestingly, this 

was concurrent with a relative increase in the size of the kidneys in the LPK animals, which 

could perhaps be due to an increase in cyst size, as previous research has found accelerated 

cyst growth in the Han:SPRD Cy/+ rat, following calcium channel inhibition via verapamil 

treatment, due to upregulated cell-signalling pathways (Nagao et al., 2008). 

Treatment with a CCB also improved the degree of structural vascular remodelling seen in 

LPK, in accordance with previous research in SHRs which found regression of vascular 
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remodelling in small arteries after treatment with amlodipine (Sharifi et al., 1998). The LPK 

animals demonstrate eutrophic inward remodelling with increased arterial wall thickness, 

decreased lumen diameter and unchanged MCSA. Importantly, this vascular remodelling was 

not associated with a change in the number of nuclei or nuclear density, suggesting the 

arteries underwent a re-arrangement of smooth muscle cells around a smaller diameter, as 

opposed to hypertrophy or hyperplasia. Amlodipine improved vascular remodelling, with the 

normalisation of wall-lumen ratio values being of particular importance, as wall-lumen ratio 

is believed to significantly impact the continuation of the hypertensive state (Mulvany, 2002).  

Interestingly, use of the CCB in Lewis animals increased compliance, as indicated by the 

increased gradient of the pressure-diameter curve and rightward shift of the stress-strain 

curve. However, there was no effect on intrinsic stiffness, which is an indicator of stiffness 

independent of vessel geometry (Behbahani et al., 2010). The effectiveness of amlodipine in 

increasing compliance in Lewis controls may be due to the vasodilatory effect of calcium 

channel blockade, through its stimulation of the release of NO from blood vessels via an 

increase in kinin activity (Xu et al., 2002, Zhang et al., 2002). In contrast to Lewis, however, 

the CCB did not significantly affect LPK stress-strain curves, nor intrinsic stiffness. In 

accordance with these findings, collagen density and collagen/elastin ratio was increased in 

both LPK groups. In the SHR, amlodipine treatment has been shown to normalise the 

collagen-elastin ratio in small arteries, relative to Wistar Kyoto (WKY) controls (Sharifi et al., 

1998). A lack of effect in the LPK could perhaps be due to treatment being insufficient to 

overcome the deleterious effects of a combination of hypertension and renal disease in LPK.  

Our other investigations into the composition of the arterial wall were consistent with our 

previous findings (Chapters 3 and 4), with LPK showing reduced elastin levels and no 

evidence of calcification. The absence of calcification in both strains and age groups was in 

relative difference to what we and others have previously described in large vessels in 

association with age and CKD (Ameer et al., 2014b), as well as in breast arterioles of women 

with CKD and end-stage renal disease (ESRD) (O'Neill and Adams, 2013). Previous research 

has shown elastin degradation to be strongly associated with vascular calcification, and one of 

the main mechanisms of calcification (Pai et al., 2011). Hence, given that mesenteric arteries 

already have a very small percentage of elastin (an average of ~10% in Lewis rats), our report 

finding of calcification absence is not unexpected.  
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L-type Ca
2+

 channels are important for not only the regulation of vascular structure, but also 

VSMC contractility (Kudryavtseva et al., 2014). Hence, in addition to structure, calcium 

channel blockade also improved functional alterations noted in the LPK. In the present study, 

a leftward shift in the concentration-response curves to the α1-adrenergic receptor agonist PE, 

as well as decreased PE EC50 values relative to Lewis controls was evident. This enhanced 

sensitivity to PE is consistent with a vascular amplifier effect, as similar results were not 

evident for the direct depolariser KCl. Amlodipine ameliorated the response to levels 

comparable to Lewis, and is likely to be due to a combination of reduced availability of 

intracellular calcium, as well as a reduction in the degree of structural alteration 

(Kudryavtseva et al., 2014). 

Impaired endothelium functioning is not only a contributing factor to the development of high 

blood pressure (Rossi et al., 2004), but also an outcome of hypertension (Schiffrin, 2012). In 

accordance with Chapters 3 and 4, and previous investigations of resistance arteries in both 

renovascular hypertensive and autosomal dominant polycystic kidney disease (ADPKD) 

patients (Porteri et al., 2003, Wang et al., 2003), the present study found impaired ACh 

endothelium-dependent relaxation in untreated LPK mesenteric resistance vessels. Incubation 

with the NOS inhibitor, L-NAME, had no effect on ACh Rmax values in untreated LPK, which 

therefore suggests defective NOS activity (Wang et al., 2003). In contrast, L-NAME impaired 

ACh-induced relaxation in the Lewis (regardless of treatment group) and treated LPK. Thus 

collectively, these findings show that amlodipine treatment in the LPK restores impaired NOS 

functioning, resulting in vasorelaxation responses to ACh resembling that of Lewis controls. 

Further investigations into other vasorelaxation components revealed that consistent with 

previous findings, in untreated and treated Lewis controls, EDH contributed to ~70% of 

relaxation (Luksha et al., 2012), NO to 30% of relaxation (Paulis et al., 2010), and 

prostanoids a minimal role (Shimokawa et al., 1996). When deficiency of a vasorelaxation 

component occurs, such as in the case of hypertension, the endothelium may upregulate other 

mechanisms to serve as compensatory physiological pathways (Versari et al., 2009). This 

phenomenon was evident in untreated LPK, which exhibited up regulated prostanoid 

components relative to Lewis controls, and down regulated EDH components relative to 

Lewis. Treatment with the CCB increased the contribution of NO to ACh Rmax, and 

normalised the EDH and prostanoid components. Possible pathways by which amlodipine 
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may have acted indirectly through an antioxidant activity-mediated mechanisms, or via its 

oxygen free radical-scavenging properties (Sobal et al., 2001, On et al., 2002): experimental 

data has demonstrated that calcium antagonism has an antioxidant effect, preserving NO 

availability by protecting endothelium cells against free radical injury and oxidative stress 

(Mak et al., 1992). Alternatively, through its direct vasodilatory effects, amlodipine may exert 

its effectiveness via an increase in kinin activity, and stimulation of NO independent of its 

calcium channel blockade effects (Xu et al., 2002, Zhang et al., 2002), as demonstrated by 

amlodipine’s ability to increase nitrite production, which therefore reflects an increase in NO 

biosynthesis (Zhang et al., 1999). Nonetheless, irrespective of the pathway through which 

amlodipine is effective, when considering the present study and Chapter 4’s findings together, 

it is clear that blood pressure dependence is a significant factor in determining both structural 

and functional vascular outcomes, and it seems that valsartan and amlodipine treatment may 

affect upregulation of the prostanoid vasodilatory component by similar or overlapping 

mechanistic actions. 

In conclusion, our data demonstrate the effectiveness of calcium channel blockade in altering 

resistance vessel structural and functional properties in a rat model of CKD. Amlodipine 

treatment normalised vascular remodelling parameters, and improved endothelium 

dysfunction. However, unlike valsartan treatment, calcium channel blockade did not improve 

resistance artery stiffness nor water intake, and had antihypertensive effects which were of a 

lesser extent. Overall, the present study highlights the importance of LTCCs and calcium in 

the contribution to vascular tone and structure, and therefore resistance artery properties. 

These findings contribute to our understanding of the role of LTCCs in the CKD state, and 

may help direct future investigations of treatment options. 
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Tables 

Table 5.1: Baseline morphometric and biochemical parameters. 

 

Untreated Treated 

Parameter Lewis LPK Lewis LPK 

n 8 7 7 6 

BW(g) 351±24 221±21
a 

312±29 228±17
 

SBP (mmHg) 109±1
 

185±5
a 

123±1
 

165±9
b d

 

HI (%) 0.20±0.04 0.48±0.01
a
 0.33±0.01

c 
0.47±0.01

b
 

LVI (%) 75.19±1.40 89.95±0.73
a
 66.61±0.79 81.70±5.12

b
 

KI (%) 0.57±0.11 6.71±0.39
a
 0.81±0.02 8.93±0.45

b d 

Plasma urea (mmol/L) 7.79±0.25 42.78±1.85
a 

7.74±0.42 38.31±2.84
b 

Plasma creatinine (µmol/L) 32.08±1.42 196.50±16.61
a 

27.88±1.78 140.25±15.95
b d 

Urine Protein (g/L) nd 1.25±0.34 2.00±0.38
(n=3) 

0.40±0.09
d 

Urine Creatinine (g/L) 1.83±0.32 0.13±0.03
a
 2.11±0.36 0.26±0.05

b 

UPC nd 13.73±4.20 1.65±0.65 4.23±2.17
a 

Water intake (mL) 22.00±1.39 38.57±5.54
a 

24.13±3.73 40.17±5.87 

 

BW, body weight; SBP, systolic blood pressure; HI, heart index; LVI, left ventricle index; KI, 

kidney index; nd, not determined; UPC, urine protein creatinine ratio; LPK, Lewis polycystic 

kidney rat. Note: n=3 for urine protein values, and that all other rats within this treatment 

group had urine protein values ≤0.05. Apart from urine protein and UPCs, data that met 

parametric assumptions were followed by Bonferroni’s post-hoc analysis, or Dunnett’s T3 test 

if assumptions were violated. Urine protein and UPC in untreated vs. treated LPK were 

evaluated by unpaired t-test. Results are expressed as mean ± SEM. Within treatment strain 

effect: (a) untreated Lewis and LPK; (b) treated Lewis and LPK. Within strain treatment 

effect: (c) untreated and treated Lewis; (d) untreated and treated LPK. 
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Table 5.2: Mesenteric artery structural parameters of untreated and amlodipine treated 

18 week old Lewis and Lewis polycystic kidney rats. 

 

Untreated Treated 

Parameter Lewis LPK Lewis LPK 

n 14 8 8 8 

Internal diameter (µm) 270.00±21.12
 

117.75±19.00 
a 

222.13±25.91
 

164.75±17.40
 

External diameter (µm) 326.58±18.24
 

199.50±19.28 
a 

284.25±24.22
 

246.25±19.39
 

Wall thickness (µm) 28.29±2.53 40.88±3.40
a 

31.06±2.34
 

40.75±2.43
b 

Wall-lumen ratio 0.12±0.02 0.51±0.15
a 

0.15±0.02 0.26±0.02 

MCSA (x10
3
) (µm

2
) 25.53±1.97

 
20.43±3.35 24.24±2.38 26.71±3.40 

 

MCSA, media cross sectional area; LPK, Lewis polycystic kidney rat. Second order 

mesenteric artery structural parameter data was obtained at 60 mmHg following Ca
2+

-free 

superfusion. Data that met parametric assumptions were followed by Bonferroni’s post-hoc 

analysis, or Dunnett’s T3 test if assumptions were violated. Results are expressed as 

mean±SEM. Within treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis 

and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) untreated and 

treated LPK. 
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Table 5.3: Concentration-response curve parameters for untreated and amlodipine 

treated 18 week old Lewis and Lewis polycystic kidney rats. 

 Untreated Treated 

(n) Lewis (11) LPK (8) Lewis (8) LPK (8) 

EC50 (M)     

PE (x10
-7 

M) 18.43±5.37 2.00±0.42
a
 10.56±1.58 11.27±2.73 

KCl (x10
-3 

M) 28.14±3.87 35.73±5.26 45.78±2.48
c
 33.89±2.94 

ACh (x10
-8 

M) 29.51±6.14 55.32±7.55
a
 35.50±7.04 35.41±11.05 

SNP (x10
-8 

M) 10.80±2.86 7.02±1.46 5.75±0.72 8.25±2.02 

L-NAME (x10
-7 

M) 3.89±0.81 16.53±9.38 15.62±3.24 9.46±0.25 

Indo+L-NAME 

(x10
-7 

M) 

5.40±1.11 4.47±1.12 15.27±4.96
c
 7.30±2.22 

Rmax     

PE 62.11±4.32 65.61±1.90 69.54±1.98
 

57.69±3.60 

KCl 62.53±3.90 65.21±2.69 71.19±2.08
 

65.87±1.96 

ACh 99.16±1.77 57.52±4.57
a
 90.69±3.33 97.20±3.96

d
 

SNP 95.38±1.79 102.75±1.72 102.62±3.50
 

95.75±3.00
 

L-NAME 68.64±8.41
e 

52.85±5.02
a 

74.04±6.40
e 

65.21±4.29
e 

Indo+L-NAME 80.20±2.15
f 

38.08±3.63
a f 

60.41±4.20
c f 

64.33±6.70
d f 

 

Concentration-response curve parameters (EC50 and Rmax) to various pharmacological agents 

in untreated and treated 18 week old Lewis and LPK second order mesenteric arteries. LPK, 

Lewis polycystic kidney rat; PE, phenylephrine; KCl, potassium chloride; ACh, 

acetylcholine; SNP, sodium nitroprusside; L-NAME, N
ω
-nitro-L-arginine methyl ester; Indo, 

indomethacin; EC50, effective concentration at 50%; Rmax, maximum response. All data were 

evaluated by two-way ANOVA, followed by Bonferroni’s post-hoc analysis. Results are 

expressed as mean±SEM. Within treatment strain effect: (a) untreated Lewis and LPK; (b) 

treated Lewis and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) 
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untreated and treated LPK. Within strain pharmacological agent effect: (e) between ACh and 

ACh+L-NAME; (f) between ACh and ACh+Indo+L-NAME; (g) between ACh+L-NAME 

and ACh+Indo+L-NAME. 
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Table 5.4: Histological parameters of untreated and amlodipine treated 18 week old 

Lewis and Lewis polycystic kidney rats. 

 

Untreated Treated 

Parameter Lewis LPK Lewis LPK 

n 8 8 8 6 

Collagen density (%) 
12.36±1.57 27.30±2.91 

a 
10.61±0.65 29.03±0.88 

b 

Nuclear density (%) 
3.64±0.24 3.54±0.68 3.90±0.49 2.31±0.31 

Number of nuclei per µm
2
 

0.76±0.44 0.12±0.01 0.11±0.01 0.20±0.02 

Elastin density (%) 
9.89±0.51 7.80±0.38 

a 
9.56±0.55 8.06±0.24 

Collagen/elastin ratio 
1.01±0.16 4.01±0.45 

a 
1.14±0.09 3.61±0.14 

b 

Calcium density (%) 
0.00±0.00 0.00±0.00 0.00±0.00 0.00±0.00 

 

LPK, Lewis polycystic kidney rat. Collagen density, nuclear density and number of nuclei per 

um
2
 were quantified using Martius scarlet blue (MSB) staining, while elastin density was 

quantified using Shikata’s orcein (SO). Data that met parametric assumptions were followed 

by Bonferroni’s post-hoc analysis, or Dunnett’s T3 test if assumptions were violated. Results 

are expressed as mean±SEM. Within treatment strain effect: (a) untreated Lewis and LPK; (b) 

treated Lewis and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) 

untreated and treated LPK. 



CCB TREATMENT AND RESISTANCE ARTERIES IN CKD 5 

 

157 

 

Figures 

Figure 5.1: The effect of amlodipine on vasoconstriction curves to phenylephrine and 

potassium chloride in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Untreated and treated 18 week old Lewis and Lewis polycystic kidney rat (LPK) mesenteric 

artery contraction responses (%) to cumulative additions of α1-adrenergic receptor stimulator 

PE (A) and the direct depolarising vasoconstrictor KCl (B). Results are expressed as 

mean±SEM. Significant differences between groups overall concentration-response curves 

where indicated P<0.05. Within treatment strain effect: (a) untreated Lewis and LPK; (b) 

treated Lewis and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) 

untreated and treated LPK. 
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Figure 5.2: The effect of amlodipine on vasorelaxation curves to acetylcholine and sodium 

nitroprusside in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Untreated and treated 18 week old Lewis and Lewis polycystic kidney rat (LPK) second order 

mesenteric artery relaxation responses (%) to cumulative additions of endothelium-dependent 

and –independent vasodilators, (A) acetylcholine (ACh) and (B) sodium nitroprusside (SNP), 

respectively, following preconstriction with 1µM phenylephrine (PE). Results are expressed 

as mean±SEM. Significant difference between groups where indicated P<0.05. Within 

treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis and LPK. Within 

strain treatment effect: (c) untreated and treated Lewis; (d) untreated and treated LPK. 
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Figure 5.3: The effect of amlodipine on the relative contribution of vasodilatory mediators to 

acetylcholine responses in Lewis and Lewis polycystic kidney rat mesenteric artery. 

Contribution of each vasodilatory component (nitric oxide, NO; prostanoid and endothelium-

derived hyperpolarisation, EDH) to acetylcholine (ACh) -induced relaxation in untreated and 

treated Lewis and Lewis polycystic kidney rat (LPK) mesenteric artery. Results are expressed 

as mean±SEM. Significant difference between groups where indicated P<0.05. Within 

treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis and LPK. Within 

strain treatment effect: (c) untreated and treated Lewis; (d) untreated and treated LPK. 
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Figure 5.4: The effect of amlodipine on pressure-diameter curves in Lewis and Lewis 

polycystic kidney rat mesenteric artery. 

Passive pressure curves in untreated and treated 18 week Lewis and Lewis polycystic kidney 

rat (LPK) second order mesenteric arteries. Curves represent diameter passive pressure 

(diameter, m) in response to changing pressure (mmHg) in Ca
2+

-free Krebs’ solution. 

Overall curve comparisons were evaluated by two-way ANOVA, followed by Bonferroni’s 

post-hoc analysis. Results are expressed as mean±SEM. Significant difference between 

groups where indicated P<0.05. Within treatment strain effect: (a) untreated Lewis and LPK; 

(b) treated Lewis and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) 

untreated and treated LPK. 
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Figure 5.5: The effect of amlodipine on stress-strain curves in Lewis and Lewis polycystic 

kidney rat mesenteric artery. 

Stress-strain data fitted to an exponential curve for untreated and treated 18 week old Lewis 

and Lewis polycystic kidney rat (LPK) second order mesenteric artery (A). Slope of elastic 

modulus vs. stress, calculated from stress-strain curve data (B). Data were evaluated by two-

way ANOVA, followed by Bonferroni’s post-hoc analysis. Results are expressed as 

mean±SEM. Within treatment strain effect: (a) untreated Lewis and LPK; (b) treated Lewis 

and LPK. Within strain treatment effect: (c) untreated and treated Lewis; (d) untreated and 

treated LPK. 
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Figure 5.6: The effect of amlodipine on vascular composition in Lewis and Lewis polycystic 

kidney rat mesenteric artery. 

Representative untreated and treated 18 week old Lewis (left panels) and Lewis polycystic 

kidney rat (LPK) (right panels) second order mesenteric artery wall, stained with Martius 

scarlet blue (MSB; top row), Shikata’s orcein (SO; second row), Von Kossa (VK; third row), 

and Alizarin red (AR; bottom row) showing the collagen component in blue (MSB), the 

elastin in red/brown (SO), and absence of calcification as indicated by no dark brown/black 

deposits (VK) and no orange staining (AR). Scale bar is 50 µm. 
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6.1 Abstract 

Hypertension is a significant complication in chronic kidney disease (CKD), often resulting in 

increased morbidity in these patients. Vascular dysfunction is a likely contributor to the 

disease pathology. We examined changes in constricting and relaxing factors in the 

mesenteric artery from the genetic hypertensive rat model of CKD, the Lewis polycystic 

kidney (LPK) rat, at a late stage CKD time-point (18 weeks; n=8), relative to age-matched 

Lewis controls (18 weeks; n=8). Animals were phenotyped for systolic blood pressure and 

urine biochemistry. After euthanasia, blood was collected for urea and creatinine analysis, and 

mesenteric vasculature collected for pressure myography. Lewis polycystic kidney rat 

demonstrated increased myogenic tone relative to Lewis and an increased percentage 

vasoconstriction response to Angiotensin II but not phenylephrine or endothelin-1. 

Endothelium dysfunction was evident in response to the vasoactive agonists acetylcholine 

(ACh) and bradykinin (BK) (%: ACh, Lewis vs. LPK: 88.75±5.21 vs. 66.19±4.49, P=0.020; 

BK, Lewis vs. LPK: 95.09±4.61 vs. 65.02±4.84, P=0.005). Correlations between renal 

function (plasma creatinine and urea) and vasorelaxation values revealed a significant 

negative relationship (plasma creatinine and ACh, r=-0.689, P=0.003; urea and ACh, r=-

0.689, P=0.003; plasma creatinine and BK, r=-0.725, P=0.002; urea and BK, r=-0.749, 

P=0.001). Histological analysis of the LPK mesenteric arteries revealed hypertrophic inward 

remodelling characterised by increased medial smooth muscle thickness, decreased lumen 

diameter, and unchanged and increased media cross-sectional area, respectively. Our results 

highlight the importance of constricting and relaxing factors to overall vascular function, 

suggest an absence of agonist-specificity for endothelium-dependent vasorelaxation 

investigations in rats with hypertension and advanced renal disease. 

 

Keywords 

Resistance artery, hypertension, chronic kidney disease, myogenic tone, vascular function. 
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6.2 Introduction 

Myogenic tone is a smooth muscle cell’s ability to contract in response to an increase of 

transmural pressure, independent of any neural, metabolic or hormonal mediation (Davis and 

Hill, 1999, Davis et al., 2001, Feihl et al., 2006, Sonoyama et al., 2007). The contribution of 

myogenic tone in the regulation of blood vessels increases as vessel size decreases (Davis, 

1993), and hence plays a particularly important role in resistance arteries (Davis, 1993, 

Uchida and Bohr, 1969).  

The endothelium is believed to be an important modulator of myogenic tone (Meininger and 

Davis, 1992), where vasoactive factors from the endothelium can increase or decrease 

myogenic tone levels and thus affect vascular resistance (Cipolla, 2009). This is supported by 

studies of mesenteric arteries denuded of endothelium from spontaneously hypertensive rats 

(SHRs), which exhibited enhanced myogenic constriction (Garcia et al., 1997) – perhaps due 

to the absence of endothelium-derived nitric oxide (NO) (Scotland et al., 2001). The 

endothelium plays a crucial role in the pathophysiology of hypertension, being responsible for 

the regulation and release of endothelium-derived relaxing factors such as NO and 

endothelium-derived hyperpolarisation (EDH), and endothelium-derived constricting factors 

such as endothelin-1 (ET-1) (Kietadisorn et al., 2012). In disease conditions such as 

hypertension, the endothelium loses its protective role and this is typically associated with a 

decrease in NO availability (Vanhoutte, 1989). When this occurs, the endothelium activates 

compensatory physiological pathways, which may involve upregulation or downregulation of 

other vasodilatory mechanisms, such as prostanoids and EDHs (Versari et al., 2009). 

Dysfunctional endothelium can produce and release vasoconstrictor substances such as 

Angiotensin II (Ang II), ET-1 and vasoconstrictor prostanoids which may further exacerbate 

endothelium dysfunction (Taddei et al., 2003, Kietadisorn et al., 2012). Angiotensin II for 

example is able to produce a local, potent vasoconstriction, and therefore an increase in blood 

pressure (Vanhoutte, 1989, Griffin et al., 1991, Haber et al., 1975). Beyond contraction of 

smooth muscle, Ang II is implicated in the development of the progression of structural 

alterations (vascular remodelling) in small resistance arteries (Touyz, 2005): it has been 

demonstrated that long-term infusions of non-pressor doses of Ang II are able to induce 

resistance vessel vascular remodelling, involving significantly increased media width, media 

cross-sectional area (MCSA), and wall-lumen ratio (Griffin et al., 1991). In addition, Ang II 
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stimulates ET-1 production which leads to further increased vasoconstriction (Schiffrin, 2005) 

and vascular remodelling, due to ET-1’s mediating effects of chronic inflammation in the 

vasculature (Ammarguellat et al., 2002, Schiffrin, 2005, Pu et al., 2003, Barton and Luscher, 

1999, Schiffrin et al., 1995). 

Endothelin-1 is the predominant isoform of endothelin and is a powerful vasoconstrictor  

(Foëx and Sear, 2004), and results in an increase in total peripheral resistance (TPR) mainly 

by vasoconstricting the mesenteric vascular bed (MacLean et al., 1989). Though the 

generation of, and sensitivity to, ET-1 has been shown to be comparable between 

hypertensive and normotensive subjects in some studies (Foëx and Sear, 2004), other research 

has demonstrated that despite normal circulating levels of ET-1, hypertensive patients present 

with augmented vasoconstriction to ET-1 in peripheral circulation, in association with 

defective NO availability (Schiffrin, 1999). For example, as demonstrated in a rat model of 

polycystic kidney disease (PKD), endothelin activity was upregulated alongside a deficiency 

in NO, which together was likely to have contributed to enhanced vasoconstriction and renal 

dysfunction in this model (Al-Nimri et al., 2003), Further, the use of selective endothelin A 

receptor antagonist in CKD patients produces a reduction of blood pressure associated with 

renal vasodilation (Goddard et al., 2004). Hence, in hypertension, it seems that complex 

interactions between NO and ET-1 can contribute to and/or exacerbate endothelium 

dysfunction (Foëx and Sear, 2004, Versari et al., 2009).  

Dysfunction of relaxing factors is another well-established aspect of endothelium dysfunction: 

for example, endothelium-dependent relaxation in subcutaneous resistance arteries from 

autosomal dominant polycystic kidney disease (ADPKD) patients have an impaired ability to 

generate bioactive NO (Wang et al., 2003), and the mesenteric vascular bed of SHRs exhibit 

impaired EDH functioning (Borges et al., 1999, Fujii et al., 1992). In addition, a study 

investigating endothelium dysfunction in resistance arteries from end-stage renal disease 

(ESRD) patients suggested that impairments of EDH responses are receptor-specific, and 

revealed that different outcomes can be seen  in response to factors such as bradykinin (BK) 

or acetylcholine, ACh) (Luksha et al., 2012).  

The Lewis polycystic kidney (LPK) is a rodent model of CKD, which has a phenotypic 

representation resembling that of human autosomal recessive polycystic kidney disease 

(Phillips et al., 2007). In parallel with the hypertension and renal dysfunction, vascular 
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changes are also evident: as shown in the preceding chapters, LPK resistance arteries at 18 

weeks undergo vascular remodelling and exhibited impaired endothelium-dependent 

vasorelaxation. Given the importance of myogenic tone in the regulation of vascular 

resistance and therefore blood pressure (Davis and Hill, 1999), we investigated myogenic tone 

in Lewis and LPK rats, and examined specific mechanisms that may underlie our previous 

observed changes in vascular function . Specifically, we examined any differences in agonist-

specificity of endothelium-dependent vasodilation, hypothesising that the endothelium 

dysfunction observed in LPK rats (Chapters 3, 4, and 5) is mediated by an enhancement of 

endothelium-derived constricting factors, and downregulation of endothelium-derived 

relaxing factors. In addition, and in accordance with previous findings (Luksha et al., 2012), 

we also hypothesised that EDH responses will be agonist-specific, being exaggerated in 

response to BK but not ACh. 
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6.3 Methods 

6.3.1 Animals 

Mixed sex 18 week old LPK and their age-matched control strain Lewis rats were obtained 

from the Animal Resource Centre in Western Australia, Australia, with equal ratios of males 

to females. A total of 16 rats were used for this study. Animals were offered chow and water 

ad libitum, housed under a 12-h light/dark cycle at 20.5°C and 57% humidity in the animal 

house facility of Macquarie University. All experimental protocols and procedures were 

approved by the Animal Ethics Committee of Macquarie University and adhered to the 

National Health and Medical Research Council of Australia’s Australian code of practise for 

the care and use of animals for scientific purposes (8th Edition 2013).  

6.3.2 Tail cuff plethysmography and urine collection 

Systolic blood pressure (SBP) was measured using tail-cuff plesmography (ADInstruments, 

Sydney, NSW, Australia) as described previously (Phillips et al., 2007). At least 72 hours 

prior to euthanasia, urine samples were collected from animals over a period of 24 hours 

while held individually in metabolic cages, during which animals were offered chow and 

water ad libitum.  

6.3.3 Tissue harvesting and biochemical analyses 

Animals were deeply anaesthetised with 5% isofluorane (VCA I.S.O., Sydney, NSW, 

Australia) in 100% O2 and decapitated. Trunk blood samples were collected in pre-cooled 

EDTA containing tubes (BD Microtainer®, Becton, Dickinson and Company, Macquarie 

Park, NSW, Australia) and centrifuged (3000 RPM for 5 min at 4C°). An IDEXX VetLab 

analyser (IDEXX Laboratories Pty Ltd., Rydalmere, NSW, Australia) was used to analyse 

plasma and urine for biochemical parameters. The mesenteric vasculature, kidneys and heart 

were removed. The kidneys, heart, and left ventricle were weighed and respective indices 

(kidney index [KI], heart index [HI] and left ventricle index [LVI]; %) were calculated as 

heart or kidney weight (g)/ body weight (BW) (g) × 100. The LVI was calculated as left 

ventricle (g)/ heart weight (g) × 100. 
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6.3.4 Mesenteric artery isolation 

After dissection, the mesenteric vasculature was immediately placed in ice-cold Krebs’ 

physiological saline solution (in mM: NaCl 118.2, KCl 4.7, CaCl2 2.5, MgSO4 1.2, KH2PO4 

1.2, glucose 11.7, NaHCO3 25, and EDTA, 0.026). Cold Krebs’ was continuously bubbled 

with carbogen (95% O2; 5% CO2; BOC Ltd., North Ryde, NSW, Australia) to achieve a pH 

value of 7.4-7.45 (Intengan et al., 1999).  

Adherent connective tissue was removed under a dissecting microscope, following which, a 

second order mesenteric artery segment (200-400 m external diameter; ~4 mm in length) 

was mounted in a pressure myograph (Living Systems Instrumentation, Burlington, VT, 

USA) in 5 mL of continuously carbogen-bubbled ice-cold Krebs’ solution. Two artery 

segments were dissected from each animal. Artery ends were cannulated with glass 

micropipettes (1 x 0.25 mm glass capillaries, A-M Systems, Inc., Sequim, WA, USA), and 

secured with 10-0 sutures (Ethilon
®

 Nylon Suture LLC., California, USA). The remaining 

mesenteric vasculature was placed in 4% formalin for 24 hours, followed by 70% ethanol 

until further processing for histological studies. 

6.3.5 Pressure myography 

Average intraluminal pressure in the artery was increased to 120 mmHg, and the vessel length 

stretched till there was no lateral bowing of the vessel (Potocnik et al., 2000). Pressure was 

then decreased to 60 mmHg and the vessel left to equilibrate for 60 min, with Krebs’ buffer 

superfused at a flow rate of 3 mL/min. During this period, the vessel was gradually warmed to 

37 °C and constantly bubbled via a miniature gas dispersion tube (Living Systems 

Instrumentation). Lumen and wall thickness dimensions were measured at a constant 

intraluminal pressure of 60 mmHg using the video dimension analyser within the pressure 

myography system for all experimental conditions. Following equilibration, vessel integrity 

tests, followed by vascular functional and structural investigations were performed 

sequentially. All data were recorded using Spike 2 v7.07a software (Cambridge Electronic 

Design, Cambridge, UK). Vessels were considered viable if the1-adrenergic receptor 

agonist phenylephrine (PE; 10
-6

 M) elicited > 50% constriction relative to resting lumen 

diameter (Behbahani et al., 2010, Luksha et al., 2011). 
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6.3.5.1 Protocol 1 

Following the vessel integrity test, the following protocol was performed sequentially on a 

second order mesenteric artery segment. Unless otherwise specified, each concentration of the 

pharmacological agent was extraluminally perfused for 3 minutes, after which vessel 

dimensions were recorded (Luksha et al., 2011). The concentration used for each drug was 

determined from previous studies (Chapters 3-5), based on the maximal response as 

determined from dose-response curves. Twenty min washouts were performed between each 

protocol. 

1. To investigate myogenic tone, intraluminal pressure was increased incrementally via 

the servo-controlled pump, from 3 to 180 mm Hg (3, 20, 40, 60, 80, 100, 140 and 180 

mmHg). Lumen and wall thickness dimensions were measured along the length of the 

vessel after 3 minutes at each pressure level using the video dimension analyser. 

2. Endothelium integrity: Arteries were preconstricted with PE (10
-6 

M), then dilated 

with the endothelium-dependent vasodilator ACh (10
-5 

M). 

3. Vasorelaxation mechanisms: Arteries were incubated for 30 minutes in (i) either N-

nitro-L-arginine methyl ester (L-NAME) alone (10
-4

 M) or (ii) indomethacin (indo) 

(10
-5

 M) and L-NAME combined. Following incubation, arteries were then 

preconstricted with PE (10
-6 

M), then dilated with the endothelium-dependent 

vasodilator ACh (10
-5 

M).  

4. Vasoconstriction: Arteries were constricted with Ang II (10
-7 

M). Angiotensin II was 

superfused in the pressure myograph for a minimum of 10 minutes or until steady state 

constriction was achieved, before vessel dimensions were recorded. 

5. At the end of the experimental protocol, vessels were deactivated by superfusion with 

Ca
2+

-free Krebs’ solution (in mM: NaCl 118.2, KCl 4.7, EGTA 10, MgSO4 1.2, 

KH2PO4 1.2, glucose 11.7, NaHCO3 25, and EDTA, 0.026) for 20 minutes. To obtain 

pressure–diameter relationships, intraluminal pressure was increased incrementally via 

the servo-controlled pump, from 3 to 180 mm Hg (3, 20, 40, 60, 80, 100, 140 and 180 

mmHg). Lumen and wall thickness dimensions were measured along the length of the 

vessel after 3 minutes at each pressure level using the video dimension analyser. 
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6.3.5.2 Protocol 2 

Following the vessel integrity test, the below protocol was performed sequentially on new 

second order mesenteric artery segment. Unless otherwise specified, each concentration of the 

pharmacological agent was extraluminally perfused for 3 minutes, after which vessel 

dimensions were recorded (Luksha et al., 2011). Twenty min washouts were performed 

between each protocol. 

1. Endothelium integrity: Arteries were preconstricted with PE (10
-6 

M), then dilated 

with the endothelium-dependent vasodilator BK (10
-6 

M). 

2. Vasorelaxation mechanisms: Arteries were incubated for 30 minutes in (i) either N-

nitro-L-arginine methyl ester (L-NAME) alone or (ii) indomethacin (indo) and L-

NAME combined. Following incubation, arteries were then preconstricted with PE 

(10
-6 

M), then dilated with the endothelium-dependent vasodilator BK (10
-6 

M).  

3. Vasoconstriction: Arteries were constricted with ET-1 (10
-8 

M). Endothelin-1 was 

superfused in the pressure myograph for a minimum of 10 minutes or until steady state 

constriction was achieved, before vessel dimensions were recorded. 

The response induced by the agonists (PE, Ang II, ET-1, ACh and BK) was determined. The 

differences between responses to ACh and that in the presence of L-NAME alone was 

considered the NO-dependent (Paulis et al., 2008) component of the ACh-induced response; 

the ACh-R remaining in the presence of Indo+L-NAME combined was considered the EDH 

(Luksha et al., 2012) component of the response. The difference between responses in the 

presence of Indo+L-NAME and L-NAME were considered the prostanoid component of the 

ACh-induced response. The aforementioned calculations for ACh-induced responses were 

also performed for BK-induced responses. 

6.3.6 Formulas  

Media cross sectional area (MCSA): Subtraction of the internal cross sectional area (CSA) 

from the external CSA. MCSA = π (De
2
–Di

2
) / 4, where De is the external diameter, and Di is 

the internal diameter (Laurant et al., 1997, Souza-Smith et al., 2011, Schiffrin and Hayoz, 

1997). 
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6.3.7 Drugs and solutions 

Phenylephrine hydrochloride (PE), acetylcholine hydrochloride (ACh), sodium nitroprusside 

(SNP), Nω-nitro-L-arginine methyl ester hydrochloride (L-NAME), indomethacin (indo), 

bradykinin (BK), angiotensin II (Ang II), and endothelin-1 (ET-1) were purchased from 

Sigma-Aldrich (Castle Hill, NSW, Australia). All drugs and solutions (Krebs’ and Ca
2+

-free 

Krebs’) were prepared on the day of the experiment. All drugs for pressure myography were 

dissolved in freshly made Krebs’ buffer.  

6.3.8 Data analysis 

Data were analysed using GraphPad Prism (GraphPad Prism software v6 Inc., La Jolla, CA, 

USA). All results are expressed as mean ± standard error of mean (SEM). Preliminary 

analysis of data was performed to identify potential gender effects. Unless significant, gender 

effects are not otherwise noted.  

For comparisons between Lewis and LPK baseline parameters and structural parameters, 

independent samples t-tests were performed. Pearson correlations were performed between 

ACh or BK response and plasma urea or plasma creatinine. 

Data were tested for homogeneity of variance with Levene’s test, normality with the 

Kolmogorov-Smirnov test, and skewness and kurtosis. If assumptions of normality were met, 

two-way analysis of variance (ANOVA) was then performed using Bonferroni’s post-hoc 

analysis to investigate significant differences between groups (as defined by strain and age). 

Data that did not meet assumptions of normality were analysed with Dunnett’s T3 test. 

Two-way ANOVA was used to assess myogenic tone differences between Lewis and LPK. 

Two-way ANOVA were also used to investigate strain and pharmacological effects (ACh/BK 

alone vs. ACh/BK + L-NAME preincubation and ACh/BK + Indo + L-NAME preincubation, 

and ACh/BK + L-NAME alone vs. ACh/BK + Indo + L-NAME) for overall concentration-

response curves. Significance was defined as P≤0.05. 
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6.4 Results 

6.4.1 Baseline parameters 

Relative to Lewis, LPKs exhibited smaller body weights (Table 6.1). Significant within strain 

effects were found, where male Lewis animals weighed more than females (males vs. 

females: 406.75±13.41 g vs. 254.00±6.78 g, P<0.001). Lewis polycystic kidney rats had 

higher blood pressure values relative to Lewis controls. In addition, higher HI, LVI and KI 

values were observed in LPK, relative to Lewis. Plasma analyses revealed significantly higher 

urea and creatinine values in LPK relative to Lewis, and urine analysis revealed urinary 

protein in the LPK samples, and elevated creatinine values when compared to the Lewis 

control rats.   

6.4.2 Increased myogenic tone in Lewis polycystic kidney rats 

Lewis polycystic kidney rats exhibited increased myogenic tone relative to Lewis, as shown 

by the significantly decreased diameter at the highest pressure (180 mmHg) value (Figure 

6.1A). In addition, passive pressure-diameter curves revealed significant differences between 

LPK and Lewis, where LPK were shifted downwards relative to Lewis (Figure 6.1B). 

6.4.3 Altered resistance vessel morphology and function in Lewis polycystic kidney rats 

Significantly larger wall thickness, wall-lumen ratio and MCSA values were evident in LPK, 

relative to Lewis controls (Table 6.2). However, internal and external diameter values were 

not significantly different. 

Vasoconstriction in response to PE and ET-1 were not significantly different between strains 

(Figure 6.2). However, vasoconstriction in response to Ang II was significantly elevated in 

the LPK rats relative to Lewis, therefore indicating increased responsiveness. 

Regardless of agonist used (ACh or BK), LPK response values were significantly smaller 

relative to Lewis controls (Table 6.3; Figure 6.3). In addition, LPK also had smaller ACh and 

BK response values in the presence of indo+L-NAME relative to Lewis.  

Relative to control ACh or BK responses, preincubation with NOS inhibitor L-NAME 

reduced the ACh response or BK response for Lewis (Table 6.3). In contrast, preincubation 
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with a combination of the cyclooxygenase inhibitor indomethacin and L-NAME (indo+L-

NAME) resulted in a reduction in ACh response and BK response values for both strains. 

Preincubation with indo+L-NAME also significantly reduced ACh response and BK response 

values in LPK, relative to vasorelaxation induced by ACh or BK alone. 

The percentage contribution to ACh response and BK response by prostanoid was increased 

in LPK, relative to Lewis controls, while the percentage contribution to ACh response and BK 

response by EDH was impaired in LPK relative to Lewis controls (Figure 6.4). In contrast, no 

significant strain effects were found for the percentage contribution to ACh response by NO. 

6.4.4 Correlations between maximum vasorelaxation and renal function 

Pearson correlations revealed significant negative correlations between vasorelaxation 

responses and renal function parameters (plasma urea and plasma creatinine), irrespective of 

the agonist used (ACh or BK; Table 6.4). 
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6.5 Discussion 

In this study we report for the first time resistance artery myogenic tone, sensitivity of 

endothelium-derived constrictor (ET-1) and dilators (ACh, BK), and agonist-specificity of 

endothelium-dependent vasorelaxation in a rat model of CKD. Increased myogenic tone was 

found in LPK rats at higher pressure values, and resistance artery structural changes involved 

hypertrophic remodelling, and were accompanied by functional changes involving increased 

vasoconstriction responses to Ang II and endothelium dysfunction. The degree of 

endothelium dysfunction was associated with the degree of renal impairment, and was 

unaffected by different agonists. 

The endothelium is an important modulator of myogenic tone (Meininger and Davis, 1992), 

which plays an important role in the regulation of vascular resistance and therefore blood 

pressure (Davis and Hill, 1999). Previous studies in mesenteric arteries of adult SHRs have 

demonstrated enhanced myogenic tone, most notably at pressures beyond physiological range 

(Izzard et al., 1996). In accordance with these findings, the present study found increased 

myogenic tone in LPK at the highest pressure value of 180 mmHg, as indicated by the 

decreased diameter. This means that LPK have increased ability to generate resistance to 

flow, which is a protective mechanism to prevent end-organ damage, and allows constant 

blood perfusion through arteries (Kauffenstein et al., 2012). 

The LPK exhibited increased maximum percentage vasoconstriction to Ang II, whereas 

percentage vasoconstriction to PE and ET-1 was not different to control animals. Because 

Ang II is a potent vasoconstrictor and thus causes a rise in blood pressure (Griffin et al., 1991, 

Haber et al., 1975), these results build on previous findings (Chapter 4), supporting an 

important role for Ang II in the mediation of hypertension in the LPK – perhaps via an 

increased sensitivity or receptor-upregulation mechanism.  

In both essential and secondary hypertension, mesenteric arteries from a subtotal nephrectomy 

model of uraemic hypertension using Wistar Kyoto rats (WKY) have been shown to undergo 

hypertrophic inward remodelling (New et al., 2004). The LPK exhibited comparable changes, 

with hypertrophic inward vascular remodelling characterised by an increased wall thickness, 

increase in wall-lumen ratio, and increased MCSA. Considering these results in association 

with the effectiveness of AT1 antagonism treatment found in Chapter 4, it seems likely that in 
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the LPK model, Ang II via AT1 receptors may induce remodelling of the arterial wall through 

smooth muscle growth (Touyz et al., 1999, Gibbons et al., 1992).  

Although the present study did not demonstrated enhanced constriction responses to ET-1 in 

the LPK rats, this does not rule out the possibility that ET-1, together with Ang II, may still 

contribute to vascular remodelling, given that hypertrophic remodelling is purported to be a 

characteristic of ET-1 involvement in the hypertensive process (Schiffrin et al., 1996). 

Angiotensin II stimulates ET-1, which mediates chronic inflammation and has growth-

promoting effects on the resistance vasculature (Ammarguellat et al., 2002, Schiffrin, 2005, 

Pu et al., 2003, Barton and Luscher, 1999, Schiffrin et al., 1995). Some studies have not found 

increased constrictor responses to ET-1 (Intengan and Schiffrin, 1999, Laviades et al., 1998), 

suggesting that the augmented vasoconstriction observed in hypertension may be attributable 

to vascular remodelling around a reduced lumen diameter, whereas other research has argued 

against this hypothesis (Hahn et al., 1995). Because we found no change in the maximal 

vasoconstriction to ET-1 and PE in LPK compared to Lewis, but increased responses to Ang 

II, it seems likely that other factors beyond the vascular remodelling we observed, play a role 

in contributing to the Ang II response. Perhaps interactions between ET-1 and Ang II may 

have contributed to the increased vasoconstriction to Ang II; therefore, further studies are 

necessary to investigate the contribution of and interactions between ET-1 and Ang II in 

resistance vasculature in the LPK model.  

Endothelium dysfunction is a typical feature of hypertension, and may be a consequence of 

blood pressure elevation (Schiffrin, 2012), as well as being a factor that increases 

susceptibility to hypertension (Rossi et al., 2004). Consistent with previous chapters, the 

present study found impaired maximum ACh-induced endothelium-dependent relaxation in 

LPK. Correlations between responses to ACh or BK and renal function parameters (plasma 

urea and plasma creatinine) across all animals revealed significant negative correlations 

between high renal function parameter values and lower response values, regardless of 

agonist. These findings are in accordance with previous research showing that patients with 

even mild renal impairment have associated impaired ACh-mediated relaxation (Perticone et 

al., 2004). The more severe the uraemia, the worse the endothelium dysfunction due to 

oxidative stress and reduced stimulation of NO (Morris et al., 2001; Passauer et al., 2005). 



RESISTANCE ARTERY ENDOTHELIUM DYSFUNCTION IN CKD 6      

 

177 

 

Significant strain differences were also seen for the prostanoid and EDH components of the 

vasodilatory response, where prostanoid and EDH components were up and down regulated, 

respectively, in the LPK relative to Lewis controls. Although the role of prostanoids is 

primarily a vasodilatory effect, in disease conditions such as hypertension, they have been 

purported to contribute to endothelium-derived constricting factors (Rapoport and Williams, 

1996, Gluais et al., 2005). In the present study, prostanoid components may have been up 

regulated in the LPK in an attempt to improve vasorelaxation due to deficient NOS and EDH 

functioning, as a possible compensatory physiological pathway (Versari et al., 2009). The 

impairment of EDH, on the other hand, is consistent with Borges et al. and Fuji et al., who 

found that EDH function was lost in the mesenteric vascular bed of SHR (Borges et al., 1999, 

Fujii et al., 1992).  

Studies investigating endothelium dysfunction in resistance arteries from ESRD patients and 

SHRs have suggested that impairments of responses are receptor-specific (Wirth et al., 1996, 

Luksha et al., 2012). That is, depending on the agonist used (BK or ACh), different degrees of 

endothelium dysfunction and vasorelaxation mechanism impairments may be evident. In the 

present study, in addition to using ACh we also employed BK in our investigations of 

endothelium vasorelaxation. In contrast to previous research, however, our findings indicated 

that the degree of impairment was the same in the LPK, regardless of which agonist was used 

(ACh or BK). In addition, when vasorelaxation components were investigated individually, 

agonist-specific mechanisms of endothelium dysfunction were still not evident. These results 

could perhaps be compared to Wirth et al.’s findings in older SHR, which revealed 

comparable vasorelaxation responses to ACh and BK (Wirth et al., 1996). Wirth et al. also 

found that increased sensitivity of BK-induced responses are evident in the early stages of 

hypertension (Wirth et al., 1996). Therefore, given that our LPK were investigated at 18 

weeks of age, when advanced renal disease and hypertension are well established, perhaps our 

findings are due to the significant degree of vascular injury advancement in LPK.  

In conclusion, this study shows enhanced myogenic tone which is evident at high pressure 

values in the LPK. Our study of potential underlying mechanisms suggests this may be 

modulated by an imbalance of endothelium-derived constricting and relaxing factors. Lewis 

polycystic kidney rats exhibited increased maximum vasoconstriction responses to Ang II 

along with hypertrophic remodelling, yet comparable vasoconstriction responses to Lewis for 
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PE and ET-1. Endothelium dysfunction was evident in LPK, with the degree of renal 

impairment being associated with the extent of endothelium dysfunction, regardless of agonist 

used (BK or ACh). In addition, impaired vasorelaxation was evident for either agonist, and 

seemed to be largely due to an impairment of the EDH vasodilatory component, and partially 

due to impaired NOS activity, and was accompanied by an upregulation of the prostanoid 

component. In summary, the present highlights the importance of endothelium-derived 

constricting and relaxing factors, which may be a significant contributor to the impaired 

modulation of myogenic tone, and suggest an absence of agonist-specificity for endothelium-

dependent vasorelaxation investigations in rats with established hypertension and severe renal 

disease. 
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Tables 

Table 6.1: Baseline and biochemical parameters of 18 week old Lewis and Lewis 

polycystic kidney rats. 

Parameter Lewis LPK 

n 7 7 

BW(g) 330±30 254±19* 

SBP (mmHg) 113±2
 

190±9* 

HI (%) 0.28±0.01 0.55±0.05* 

LVI (%) 79.61±1.04 86.02±0.99* 

KI (%) 0.74±0.03 8.43±0.32* 

Plasma urea (mmol/L) 7.83±0.34 45.02±1.38* 

Plasma creatinine (µmol/L) 33.94±1.69 214.00±18.70* 

Urine Protein (g/L) nd 1.13±0.25 

Urine Creatinine (g/L) 1.58±0.20 0.34±0.06* 

UPC nd 4.06±1.39 

 

BW, body weight; SBP, systolic blood pressure; HI, heart index; LVI, left ventricle index; KI, 

kidney index; nd, not determined; UPC, urine protein creatinine ratio; LPK, Lewis polycystic 

kidney rat. Data were evaluated by independent samples t-tests. Results are expressed as 

mean ± SEM. *, P<0.05 strain effect between Lewis and LPK. 
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Table 6.2: Mesenteric artery geometrical parameters from 18 week old Lewis and Lewis 

polycystic kidney rats. 

Parameter Lewis LPK 

n 8 8 

Internal diameter (µm) 219.75±23.10 177.06±9.55 

External diameter (µm) 237.88±12.92
 

272.92±14.21
 

Wall thickness (µm) 28.38±1.63 52.30±2.54*
 

Wall-lumen ratio 0.15±0.02 0.30±0.03* 

MCSA (x10
3
) (µm

2
) 21.68±1.48 38.79±1.73* 

 

MCSA, media cross sectional area; LPK, Lewis polycystic kidney rat. Second order 

mesenteric artery structural parameter data was obtained at 60 mmHg following Ca
2+

-free 

superfusion. Data were evaluated by independent samples t-tests. Results are expressed as 

mean ± SEM. *, P<0.05 strain effect between Lewis and LPK. 
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Table 6.3: 18 week old Lewis and Lewis polycystic kidney second order mesenteric 

artery vasodilatory responses to acetylcholine or bradykinin alone, or following 

incubation in various pharmacological agents. 

Pharmacological agent ACh response BK response 

Lewis LPK Lewis LPK 

n 7 8 8 8 

ACh or BK 88.75±5.21 66.19±4.49* 95.09±4.61 65.02±4.84* 

L-NAME 66.92±5.94
a 

55.48±4.73 66.86±6.95
a
 49.17±5.86 

Indo+L-NAME 63.08±5.98
b
 33.90±7.06* 

b c
 71.64±7.81

b
 23.94±7.06* 

b c
 

 

LPK, Lewis polycystic kidney rat; L-NAME, N
ω
-nitro-L-arginine methyl ester; Indo, 

indomethacin; ACh, acetylcholine; BK, bradykinin. All data were evaluated by two-way 

ANOVA, followed by Bonferroni’s post-hoc analysis. Results are expressed as mean ± SEM. 

*, P<0.05 strain effect between Lewis and LPK; a, P<0.05 pharmacological agent effect 

within strains between ACh or BK and L-NAME; b, P<0.05 pharmacological agent effect 

within strains between ACh or BK and indo+L-NAME; c, P<0.05 pharmacological agent 

effect within strains between L-NAME and indo+L-NAME.   
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Table 6.4: Mesenteric artery correlations between acetylcholine response or bradykinin 

response and plasma creatinine or plasma urea values from 18 week old Lewis and 

Lewis polycystic kidney rats combined. 

Kidney function parameter  ACh response BK response 

n  14 14 

Plasma creatinine (μmol/L) Pearson r -0.689 -0.725 

 

P value 0.003
 

0.002 

Urea (mmol/L) Pearson r -0.689 -0.749 

 

P value 0.003
 

0.001 

 

ACh, acetylcholine; BK, bradykinin. Pearson correlation (r) values provided for maximum 

relaxation responses between endothelium-dependent (ACh or BK) mechanisms and kidney 

function parameters (plasma creatinine and plasma urea) in mesenteric arteries of Lewis and 

Lewis polycystic kidney (LPK) rats combined. Data was analysed using linear regression with 

a one tailed test for significance (P≤0.05).  
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Figures 

Figure 6.1: Myogenic tone and pressure-diameter curves in Lewis and Lewis polycystic 

kidney rat mesenteric artery. 

Eighteen week old Lewis and Lewis polycystic kidney rat (LPK) mesenteric resistance artery 

myogenic tone graphs (A) showing changes in internal diameter in response to increases in 

pressure (mmHg). Panel B illustrates passive pressure-diameter (diameter, m) curves in 

response to changing pressure (mmHg) in Ca
2+

-free Krebs’ solution. Data were evaluated by 

two-way ANOVA. Results are expressed as mean ± SEM. *, P<0.05 strain effect between 

Lewis and LPK.  
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Figure 6.2: Percentage vasoconstriction in response to various constrictors in Lewis and 

Lewis polycystic kidney rat mesenteric artery. 

Eighteen week old Lewis and Lewis polycystic kidney rat (LPK) mesenteric resistance artery 

percentage vasoconstriction (%) in response to single doses of phenylephrine (PE 10
-6 

M), 

angiotensin II (Ang II, 10
-7 

M), or endothelin-1 (ET-1, 10
-8 

M). Data were evaluated by 

independent samples t-tests. Results are expressed as mean ± SEM. *, P<0.05 strain effect 

between Lewis and LPK.  
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Figure 6.3: Percentage relaxation in response to vasodilators in Lewis and Lewis polycystic 

kidney rat mesenteric artery. 

Eighteen week old Lewis and Lewis polycystic kidney rat (LPK) mesenteric resistance artery 

percentage relaxation (%) in response to acetylcholine (ACh, 10
-5 

M) and bradykinin (BK, 10
-

6 
M). Data were evaluated by independent samples t-tests. Results are expressed as mean ± 

SEM. *, P<0.05 strain effect between Lewis and LPK.  
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Figure 6.4:  Relative contribution of vasodilatory mediators to acetylcholine responses in 

Lewis and Lewis polycystic kidney rat mesenteric artery. 

Contribution of each vasodilatory component (nitric oxide, NO; prostanoid and endothelium-

derived hyperpolarisation, EDH) to acetylcholine (ACh) or bradykinin (BK) -induced 

relaxation in 18 week old Lewis and Lewis polycystic kidney rat (LPK) mesenteric artery. 

Data were evaluated by two-way ANOVA. Results are expressed as mean ± SEM. Significant 

difference between groups where indicated P<0.05. Data were evaluated by independent 

samples t-tests. Results are expressed as mean ± SEM. *, P<0.05 strain effect between Lewis 

and LPK. 
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7.1 Discussion 

Hypertension is associated with more deaths and disease than any other biomedical risk factor 

(Lopez et al., 2006, AIHW, 2011), and results in increased morbidity and mortality because of 

its negative effects on end-organ damage, which lead to several severe pathological outcomes 

such as kidney and cardiovascular disease (CVD). Hypertension is of particular importance in 

chronic kidney disease (CKD) patients, who are more likely to die from CVD than CKD 

itself: thus making kidney disease the most common “secondary” form of hypertension 

(Cohen and Townsend, 2009, Ross and Banerjee, 2013). Hence, further research in this area is 

required to understand and improve pathophysiological outcomes in CKD, and ultimately 

provide more effective therapeutic outcomes. 

Mesenteric resistance arteries are believed to be a representative portion of the peripheral 

vascular bed in hypertension, and remodel in a similar way to hypertensive human patients 

(Short, 1966). This thesis provides valuable insight into the vascular changes that mesenteric 

arteries undergo in the CVD and CKD states, and also helps to reveal the unique therapeutic 

outcomes that different treatments have on these resistance arteries. This thesis presented 4 

studies that investigated alterations in the resistance vasculature in a rat model of CKD, the 

Lewis polycystic kidney (LPK), with a specific focus on structure, function and 

biomechanical properties. This research demonstrated that following the early onset of both 

hypertension and renal dysfunction in the LPK rats, alterations in the resistance arteries 

develop that appear to be an attempt to protect end-organs and mitigate the increased wall 

stress against the arterial wall. These compensatory mechanisms, however, eventually become 

maladaptive changes and lead to an exacerbation of the disease state, and likely contribute to 

the maintenance and progression of hypertension. We further aimed to investigate the specific 

changes that resistance arteries undergo to contribute to the maintenance of hypertension in 

CKD, and the effectiveness of treatment in mitigating these deleterious effects.  

Previous investigations have established that the LPK, a rodent model of CKD, arose due to a 

spontaneous mutation in the Nek8 gene (McCooke et al., 2012), resulting in a form of 

nephronophthisis 9 (NPHP9) (Phillips et al., 2007). The LPK has a phenotypic representation 

resembling that of human autosomal recessive polycystic kidney disease (ARPKD), 

presenting with established hypertension by 6 weeks of age, and demonstrating initial signs of 
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renal dysfunction at 12 weeks of age, with renal function significantly declining by 18–24 

weeks of age (Phillips et al., 2007). Hence, the LPK rat provides a very useful model system 

for the study of the natural progression of CKD (Ng et al., 2011a), and was used for all 

experimental chapters in this thesis. 

Previous studies investigating LPK aorta by Ng et al. (2011b) and Ameer et al. (2014), 

demonstrated that in association with established hypertension and renal failure, LPK rats 

develop large vessel stiffness, calcification, vascular remodelling, and alterations in 

biomechanical properties by 12 weeks of age. Research by others which examined resistance 

arteries in the renal impairment milieu found eutrophic inward remodelling in uraemic 

resistance arteries (cremaster and mesenteric) (New et al., 2004), and vascular dysfunction in 

the subcutaneous resistance arteries of patients with end-stage renal disease (ESRD) (Luksha 

et al., 2012). Therefore, we hypothesised that similar changes would be evident in the small 

mesenteric resistance arteries of LPK rats, and specifically investigated the temporal changes 

of resistance artery 1) structural, 2) functional and 3) biomechanical properties, in association 

with blood pressure and renal function (Chapter 3). Our data showed that resistance arteries 

exhibited progressive dysfunction that was not necessarily associated with the progression of 

hypertension and indicators of renal functioning. The structural alterations were characterised 

by eutrophic and hypertrophic inward remodelling at established (12 week) and late (18 

week) renal disease time points, respectively, with hypertension being a significant, main 

predictor of structural alterations. Functional alterations were characterised by increased 

vasoconstriction sensitivity to phenylephrine (PE) in 18 week LPK, and impaired 

endothelium-dependent relaxation in 12 and 18 week LPK. This impairment seemed to be 

largely due to dysfunction of the endothelium-dependent hyperpolarisation (EDH) 

vasodilatory component, partially due to impaired nitric oxide synthase (NOS) activity, and 

accompanied by an upregulation of prostanoid activity. Increased stiffness in 6 and 18 week 

LPK was accompanied by increased collagen/elastin ratios, as well as increased elastic 

modulus vs. stress slopes. In contrast, at 12 weeks, LPK vasculature showed increased 

compliance. Overall, Chapter 3 revealed that hypertension in CKD results in myriad of effects 

on resistance arteries, which changes as hypertension and renal disease progresses, and 

interact with one another. Structural vascular remodelling, although an initially adaptive 

mechanism, eventually becomes maladaptive, thus exacerbating the disease state through its 

impairment of endothelial functioning, and its effects on biomechanical properties and vessel 
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composition, leading to an increase in the stiffer collagen components of the arterial wall. 

Critical impairments in the LPK vasculature arise at as early as 6 weeks, and generally worsen 

as hypertension pursues and with progression to late stage renal disease. This indicates the 

importance of resistance artery remodelling in contributing to the severity of disease. 

After establishing the presence of resistance artery impairments in the LPK vasculature, we 

sought to next investigate the effectiveness of chronic pharmacological treatments (4-18 

weeks of age) in mitigating this wide variety of alterations observed (Chapters 4 and 5). 

Given the important contributory role of the renin angiotensin system (RAS) and L-type Ca
2+

 

channels (LTCCs) in hypertension and renal disease, as well as the proven effectiveness of 

angiotensin type 1 (AT1) receptor antagonism and calcium channel blockade in the treatment 

of hypertension in CKD, Chapters 4 and 5 sought to examine the effects of valsartan and 

amlodipine on the resistance vasculature.  

The effects of RAS antagonism on the LPK aorta have been studied previously, with the 

angiotensin converting enzyme (ACE) inhibitor perindopril correcting evidence of abnormal 

aortic stiffness (Ng et al., 2011a). Valsartan is an angiotensin type 1 receptor antagonist, 

enabling specific targeting of angiotensin II (Ang II), which plays an important role at the 

vasculature level, in driving alterations of the vascular nitric oxide (NO) pathway (Lee et al., 

2013), stimulation of reactive oxygen species (ROS) (Montezano et al., 2014), structural 

vascular remodelling (Bruder-Nascimento et al., 2014), vascular smooth muscle cell (VSMC) 

hypertrophy, and inflammation (Schiffrin, 2004, Zhang et al., 2005). Previous research has 

shown that blocking Ang II results in myriad of effects, including decreased vasoconstriction, 

blood pressure reduction, decreased sympathetic nerve activation, decreased aldosterone 

release, reduced collagen deposition, reduced cell proliferation and inflammation in the 

vasculature, and reduced vascular remodelling (Benetos et al. 1997, Iino et al., 2003, Chang et 

al., 1995, de Gasparo et al., 2000). Our data showed that in a rat model of CKD, AT1 receptor 

antagonism improved resistance artery outcomes in LPK: 1) valsartan corrected vascular 

remodelling in LPK, resulting in normalisation of wall-lumen ratio and wall thickness values, 

and an increase in internal and external diameter values; 2) valsartan treatment ameliorated 

increased sensitivity to PE (Chapter 3) and normalised endothelial dysfunction; 3) compliance 

was increased with treatment although not normalised, and intrinsic stiffness was corrected to 

levels comparable to the Lewis normotensive rats. Overall, Chapter 4 highlighted the 
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importance of Ang II and AT1 receptors in contributing to abnormalities in LPK resistance 

artery structural, functional and biomechanical properties. Valsartan also effectively reduces 

the hypertension, however it is unclear what mechanisms valsartan treatment acts through to 

exert its effectiveness. Valsartan may directly improve LPK resistance vessels functionality, 

through its blockade of vascular Ang II actions which promote vascular injury (Shan et al., 

2008), and can therefore improve vascular NO mechanisms, or, valsartan may also affect the 

vasculature through its enhancement of local Ang II’s effects, which can consequently 

stimulate unblocked AT2 receptors, which have vasorelaxant effects (Bayraktutan, 2003). 

Alternatively, valsartan may indirectly improve vascular outcomes because of its blood 

pressure-lowering effects decreasing shear stress against the arterial wall, and consequently 

improving endothelial function (Mizuno et al., 2008). Therefore, to further investigate 

whether these beneficial outcomes of valsartan treatment were a direct result of Ang II 

inhibition or indirectly through beneficial effects that are beyond blood pressure-reduction, 

we performed treatment with amlodipine, a calcium channel blocker (CCB), to investigate 

response of the resistance vasculature to a drop in blood pressure independent of the RAS. 

Under normal vascular conditions, LTCCs play an important regulatory role in Ca
2+

 influx 

levels, and in the maintenance of vascular resistance and therefore blood pressure (Sonkusare 

et al., 2006). However, in a disease state such as hypertension, LTCC function has been 

shown to be enhanced, and its expression upregulated in the mesenteric vasculature (Lawton 

et al., 2012). Therefore, we sought to investigate the effect of CCBs on LPK resistance artery 

structure, function and biomechanical properties. Our data showed that calcium channel 

blockade with amlodipine in the LPK resulted in positive outcomes: 1) amlodipine improved 

vascular remodelling, normalising internal and external diameter, and wall-lumen ratio; 2) 

endothelial dysfunction was improved with amlodipine treatment, and increased sensitivity to 

PE was abolished.  

Interestingly, although amlodipine treatment improved compliance in Lewis controls, it had 

no effect on LPK stiffness. The blood pressure-lowering effects of amlodipine may have 

resulted in the favourable outcomes we documented, due to decreased wall stress against the 

arterial wall, and therefore improved endothelial function (Mizuno et al., 2008). Amlodipine 

may directly improve LPK resistance vessel functionality via blockade of calcium influx 

and/or its ability to stimulate NO release independent of calcium channels, its antioxidant 
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activity and preservation of endothelial integrity (He et al., 2011). Alternatively, amlodipine 

may also affect the vasculature through its consequent vasodilatory effects. Overall, Chapter 5 

highlighted the importance of blood pressure-reduction via LTCC blockade in producing 

favourable outcomes for LPK resistance arteries. Relative to valsartan treatment (Chapter 4), 

the effectiveness of amlodipine was less. This may be due to the greater antihypertensive  

outcome of valsartan, or it could support the hypothesis that Ang II actions are a major 

contributor to myriad of effects on the vasculature (Iino et al., 2003, Chang et al., 1995, de 

Gasparo et al., 2000), that result in structural and functional changes in the vasculature in 

disease states, which are independent of its blood pressure-lowering effects.  

Although both valsartan and amlodipine reduced sensitivity to PE, the mechanisms through 

which these treatments exerted their effects may differ. In the normal vasculature, Ang II 

potentiates the sympathetic system; therefore, valsartan’s antagonism at the AT1 receptor may 

have decreased Ang II’s effects, and consequently resulted in less sensitivity to sympathetic 

stimulation. On the other hand, because α1-mediated vasoconstriction requires calcium, 

treatment with a CCB results in reduced calcium availability, and therefore decreased degree 

of constriction to PE. 

The initiation of treatment at 4 weeks was because this was the earliest age that LPKs could 

be weaned from their mothers and subsequently trained to voluntarily consume the 

pharmacological agents (valsartan or amlodipine). Given that Chapter 3 investigated LPKs at 

6 weeks, whereas treatment interventions started at 4 weeks of age, it is difficult to conclude 

whether the interventions performed in Chapters 4 and 5 are preventative, reversing, or a 

combination of both. Therefore, future investigations of the effectiveness of pharmacological 

agent interventions may involve the initiation of treatment at later time points (such as 12 

weeks of age), and compare these later interventions with the earlier drug administrations 

(from 4 weeks of age). In addition to this, perhaps further studies may involve combination 

treatment regimens, of both valsartan and amlodipine, to investigate the potential synergistic 

effects of these agents, and experimentation of denuded mesenteric vessels and other 

resistance arteries may be performed to explore any potential parallel changes in vascular 

beds. 
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The endothelium is believed to be an important modulator of myogenic tone (Meininger and 

Davis, 1992), where vasoactive factors from the endothelium can affect vascular resistance 

(Cipolla, 2009). Further, research has shown that endothelial dysfunction findings may vary 

in different disease states, depending on the agonist used (acetylcholine [ACh] or bradykinin 

[BK]). Therefore, we further investigated the signalling mechanisms underlying the vascular 

pathology that was identified in previous chapters. Results indicated that increased myogenic 

tone was evident in LPK, and while increased maximum vasoconstriction responses to Ang II 

were also present in the LPK, maximal vasoconstriction responses were not different between 

strains for PE and endothelin-1 (ET-1). Interestingly, Chapter 6’s PE response findings (to a 

single dose of PE) revealed no significant differences between Lewis and LPK rats, whereas 

Chapters 3-5 showed leftward shifted concentration-response curves for LPK rats relative to 

Lewis controls. Collectively, these findings indicate that vasoconstriction to a single dose of 

PE (at a concentration of 10
-6 

M) does not reveal strain differences; however, in response to 

increasing concentrations of PE, LPK show increased sensitivity. This gives rise to the 

possibility that the present study may not have found significant vasoconstriction responses to 

Ang II and ET-1 due to administration of these pharmacological agents via a single dose. 

Therefore, future studies could construct concentration-response curves to Ang II and ET-1, 

to further investigate possible strain differences. Other findings in Chapter 6 showed that the 

degree of renal impairment correlated with the extent of endothelium dysfunction, regardless 

of agonist used (ACh or BK): perhaps because of increased oxidative stress and decreased NO 

in the severe uraemic state, resulting in impaired endothelium-mediated vasorelaxation 

(Morris et al., 2001; Passauer et al., 2005). Overall, findings from Chapter 6 highlighted the 

importance of endothelial-derived constricting and relaxing factors, and suggested an absence 

of agonist-specificity for endothelium-dependent vasorelaxation investigations in rats with 

established hypertension and advanced renal disease. 

A discrepancy in findings noted between chapters is the nature of the remodelling observed in 

the mesenteric artery of LPK at 18 weeks: Chapters 3 and 6 found hypertrophic remodelling, 

whereas Chapters 4 and 5 found eutrophic remodelling. One possible explanation for these 

different findings is variation due to sampling variation between litters, with some LPK litters 

more likely to undergo one type of remodelling relative to the other. Note that, although LPK 

were ordered in litters (approximately 4-6 rats), and divided equally into treatment conditions, 
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in an attempt to reduce the likelihood of variability between batches affecting overall 

findings, the possibility of between-litter variability cannot be ruled out. Nonetheless, while 

hypertrophic remodelling is considered more severe and advanced, both eutrophic and 

hypertrophic inward remodelling are detrimental, and both result in the exacerbation and 

maintenance of hypertension due to a decreased lumen diameter and increased wall thickness. 

 

7.2 Perspectives 

The pathogenesis of CVD in CKD is complicated, with various factors playing contributing or 

exacerbating the maintenance of hypertension, including endothelial dysfunction (Wang et al., 

1999, Wang et al., 2000), RAS over-activation (Boudoulas et al., 2012), and vascular 

remodelling  (Mulvany, 2011, Schiffrin, 2012). These factors interact with each other to result 

in a worsening of CKD, and thus increase cardiovascular complications. This thesis has 

identified structural, functional and biomechanical property alterations that resistance arteries 

undergo in a hypertensive model of CKD, and reports the superior effectiveness of AT1 

receptor antagonism over LTCC blockade treatment in the amelioration of vascular/renal 

alterations, due to the disruption of Ang II’s effects in addition to general antihypertensive 

results. As a result of the uncertainty of these comorbid disease states, clearly more 

investigations are still necessary to understand the mechanisms that lead to the development 

of vascular damage, and the subsequent maintenance and exacerbation of CVD and CKD. 

Extending our findings of the resistance vasculature in CKD, future research may involve 

investigations of changes in receptor expression (for example, ET-1, AT1, Ang II muscarinic 

and kinin receptors) in LPK resistance arteries, and hind limb blood flow to further examine 

vascular resistance. Insight of receptor expression may assist in the development of future 

treatment targets, while hind limb blood flow investigations will provide in vivo insight of 

vasculature in the CVD and CKD states. In addition, further investigations may be performed 

to understand the underlying mechanisms behind reduced EDH and NO functioning, and 

upregulated prostanoid contributions seen in endothelium-dependent vasorelaxation in LPK: 

perhaps, for example, via conducting channel-specific studies to probe the role of EDH. 

Finally, following from the series of chapters presented in this thesis, the role of ROS and its 
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potential contribution to endothelium dysfunction is largely unexplored, and hence further 

studies of its expression levels may be interesting for future directions. 

 

 

 



REFERENCES      8 

 

197 

 

  

   
 

Chapter 8    
References 
 

 8 



REFERENCES      8 

 

198 

 

AALKJAER, C., HEAGERTY, A. M., PETERSEN, K. K., SWALES, J. D. & MULVANY, 

M. J. 1987. Evidence for increased media thickness, increased neuronal amine uptake, 

and depressed excitation-contraction coupling in isolated resistance vessels from 

essential hypertensives. Circulation Research, 61, 181-186. 

ABDALA, A. P., MCBRYDE, F. D., MARINA, N., HENDY, E. B., ENGELMAN, Z. J., 

FUDIM, M., SOBOTKA, P. A., GOURINE, A. V. & PATON, J. F. R. 2012. 

Hypertension is critically dependent on the carotid body input in the spontaneously 

hypertensive rat. The Journal of Physiology, 590, 4269-4277. 

ABDU, T. A., ELHADD, T., PFEIFER, M. & CLAYTON, R. N. 2001. Endothelial 

dysfunction in endocrine disease. Trends in Endocrinology & Metabolism, 12, 257-

265. 

ACCESS ECONOMICS & NATIONAL HEART FOUNDATION OF AUSTRALIA 2005. 

The shifting burden of cardiovascular disease in Australia, Canberra, Access 

Economics. 

ADAMS, M. A., BOBIK, A. & KORNER, P. I. 1990. Enalapril can prevent vascular 

amplifier development in spontaneously hypertensive rats. Hypertension, 16, 252-260. 

ADEAGBO, A. S. & MALIK, K. U. 1990. Endothelium-dependent and BRL 34915-induced 

vasodilatation in rat isolated perfused mesenteric arteries: role of G-proteins, K+ and 

calcium channels. British Journal of Pharmacology, 100, 427-434. 

ADEAGBO, A. S. & TRIGGLE, C. R. 1993. Varying extracellular [K+]: a functional 

approach to separating EDHF- and EDNO-related mechanisms in perfused rat 

mesenteric arterial bed. Journal of Cardiovascular Pharmacology, 21, 423-429. 

AGODOA, L. Y., APPEL, L., BAKRIS, G. L., BECK, G., BOURGOIGNIE, J., BRIGGS, J. 

P., CHARLESTON, J., CHEEK, D., CLEVELAND, W., DOUGLAS, J. G., 

DOUGLAS, M., DOWIE, D., FAULKNER, M., GABRIEL, A., GASSMAN, J., 

GREENE, T., HALL, Y., HEBERT, L., HIREMATH, L., JAMERSON, K., 

JOHNSON, C. J., KOPPLE, J., KUSEK, J., LASH, J., LEA, J., LEWIS, J. B., 

LIPKOWITZ, M., MASSRY, S., MIDDLETON, J., MILLER, E. R., 3RD, NORRIS, 

K., O'CONNOR, D., OJO, A., PHILLIPS, R. A., POGUE, V., RAHMAN, M., 

RANDALL, O. S., ROSTAND, S., SCHULMAN, G., SMITH, W., THORNLEY-



REFERENCES      8 

 

199 

 

BROWN, D., TISHER, C. C., TOTO, R. D., WRIGHT, J. T., JR. & XU, S. 2001. 

Effect of ramipril vs amlodipine on renal outcomes in hypertensive nephrosclerosis: A 

randomized controlled trial. Journal of the American Medical Association, 285, 2719-

2728. 

AIHW 2008. Australia's health 2008. Canberra: Australian Institute of Health and Welfare. 

AIHW 2014a. Australia's health 2014. Canberra: Australian Institute of Health and Welfare. 

AIHW 2014b. Cardiovascular disease, diabetes and chronic kidney disease: Australian facts 

mortality, Canberra, AIHW. 

AL-NIMRI, M. A., KOMERS, R., OYAMA, T. T., SUBRAMANYA, A. R., LINDSLEY, J. 

N. & ANDERSON, S. 2003. Endothelial-derived vasoactive mediators in polycystic 

kidney disease. Kidney International, 63, 1776-1784. 

ALA-MELLO, S., KIVIVUORI, S. M., RÖNNHOLM, K. A., KOSKIMIES, O. & SIIMES, 

M. A. 1996. Mechanism underlying early anaemia in children with familial juvenile 

nephronophthisis. Pediatric Nephrology, 10, 578-581. 

ALDERTON, W., COOPER, C. & KNOWLES, R. 2001. Nitric oxide synthases: Structure, 

function and inhibition. Biochemical Journal, 357, 593-615. 

ALLISON, M. A., CRIQUI, M. H. & WRIGHT, C. M. 2004. Patterns and risk factors for 

systemic calcified atherosclerosis. Arteriosclerosis, Thrombosis, and Vascular 

Biology, 24, 331-336. 

AMABILE, N., GUÉRIN, A. P., LEROYER, A., MALLAT, Z., NGUYEN, C., BODDAERT, 

J., LONDON, G. M., TEDGUI, A. & BOULANGER, C. M. 2005. Circulating 

endothelial microparticles are associated with vascular dysfunction in patients with 

end-stage renal failure. Journal of the American Society of Nephrology, 16, 3381-

3388. 

AMEER, O. Z., BOYD, R., BUTLIN, M., AVOLIO, A. P. & PHILLIPS, J. K. 2015. 

Abnormalities associated with progressive aortic vascular dysfunction in chronic 

kidney disease. Frontiers in Physiology, 6. 



REFERENCES      8 

 

200 

 

AMEER, O. Z., HILDRETH, C. M. & PHILLIPS, J. K. 2014a. Sympathetic overactivity 

prevails over the vascular amplifier phenomena in a chronic kidney disease rat model 

of hypertension. Physiological Reports, 2. 

AMEER, O. Z., SALMAN, I. M., AVOLIO, A. P., PHILLIPS, J. K. & BUTLIN, M. 2014b. 

Opposing changes in thoracic and abdominal aortic biomechanical properties in rodent 

models of vascular calcification and hypertension. American Journal of Physiology: 

Heart and Circulatory Physiology, 307, H143-H151. 

AMINI, F. G., RAFIEIAN-KOPAEI, M., NEMATBAKHSH, M., BARADARAN, A. & 

NASRI, H. 2012. Ameliorative effects of metformin on renal histologic and 

biochemical alterations of gentamicin-induced renal toxicity in Wistar rats. Journal of 

research in medical sciences: The official journal of Isfahan University of Medical 

Sciences, 17, 621-625. 

AMMARGUELLAT, F. Z., GANNON, P. O., AMIRI, F. & SCHIFFRIN, E. L. 2002. 

Fibrosis, matrix metalloproteinases, and inflammation in the heart of DOCA-salt 

hypertensive rats: Role of ETA receptors. Hypertension, 39, 679-684. 

ANZDATA REGISTRY 2014. Thirty seventh annual report. In: AUSTRALIA AND NEW 

ZEALAND DIALYSIS & TRANSPLANT REGISTRY (ed.). Adelaide, South 

Australia. 

ARMITAGE, J. A., LAKASING, L., TAYLOR, P. D., BALACHANDRAN, A. A., JENSEN, 

R. I., DEKOU, V., ASHTON, N., NYENGAARD, J. R. & POSTON, L. 2005. 

Developmental programming of aortic and renal structure in offspring of rats fed fat-

rich diets in pregnancy. The Journal of Physiology, 565, 171-184. 

ATKINS, R. C., BRIGANTI, E. M., LEWIS, J. B., HUNSICKER, L. G., BRADEN, G., 

CHAMPION DE CRESPIGNY, P. J., DEFERRARI, G., DRURY, P., LOCATELLI, 

F. & WIEGMANN, T. B. 2005. Proteinuria reduction and progression to renal failure 

in patients with type 2 diabetes mellitus and overt nephropathy. American Journal of 

Kidney Diseases, 45, 281-287. 

AUGUSTYNIAK, R. A., TUNCEL, M., ZHANG, W., TOTO, R. D. & VICTOR, R. G. 2002. 

Sympathetic overactivity as a cause of hypertension in chronic renal failure. Journal 

of Hypertension, 20, 3-9. 



REFERENCES      8 

 

201 

 

AUSTRALIAN BUREAU OF STATISTICS 2013. Australian health survey: Biomedical 

results for chronic diseases. Report No.: 4364.0.55.005. 

AUSTRALIAN INSTITUTE OF HEALTH AND WELFARE 2011. The health and welfare 

of Australia's Aboriginal and Torres Strait Islander people: An overview, Canberra, 

AIHW. 

BAKKER, E. N. T. P., VAN DER MEULEN, E. T., VAN DEN BERG, B. M., EVERTS, V., 

SPAAN, J. A. E. & VANBAVEL, E. 2002. Inward remodeling follows chronic 

vasoconstriction in isolated resistance arteries. Journal of Vascular Research, 39, 12-

20. 

BALTATZI, M., SAVOPOULOS, C. & HATZITOLIOS, A. 2011. Role of angiotensin 

converting enzyme inhibitors and angiotensin receptor blockers in hypertension of 

chronic kidney disease and renoprotection. Study results. Hippokratia, 15, 27-32. 

BARNETT, A. H., BAIN, S. C., BOUTER, P., KARLBERG, B., MADSBAD, S., JERVELL, 

J. & MUSTONEN, J. 2004. Angiotensin-receptor blockade versus converting–enzyme 

inhibition in Type 2 diabetes and nephropathy. New England Journal of Medicine, 

351, 1952-1961. 

BARTON, M. & LUSCHER, T. F. 1999. Endothelin antagonists for hypertension and renal 

disease. Current Opinion in Nephrology and Hypertension, 8, 549-556. 

BASALYGA, D. M., SIMIONESCU, D. T., XIONG, W., BAXTER, B. T., STARCHER, B. 

C. & VYAVAHARE, N. R. 2004. Elastin degradation and calcification in an 

abdominal aorta injury model: Role of matrix metalloproteinases. Circulation, 110, 

3480-3487. 

BAUMBACH, G. L. & HEISTAD, D. D. 1989. Remodeling of cerebral arterioles in chronic 

hypertension. Hypertension, 13, 968-972. 

BAUMEISTER, S. E., BÖGER, C. A., KRÄMER, B. K., DÖRING, A., EHEBERG, D., 

FISCHER, B., JOHN, J., KOENIG, W. & MEISINGER, C. 2009. Effect of chronic 

kidney disease and comorbid conditions on health care costs: A 10-year observational 

study in a general population. American Journal of Nephrology, 31, 222-229. 



REFERENCES      8 

 

202 

 

BAYRAKTUTAN, U. 2003. Effects of Angiotensin II on nitric oxide generation in growing 

and resting rat aortic endothelial cells. Journal of Hypertension, 21, 2093-2101. 

BEEVERS, G., LIP, G. Y. & O'BRIEN, E. 2001. ABC of hypertension: The pathophysiology 

of hypertension. British Medical Journal, 322, 912-916. 

BEHBAHANI, J. 2010. Effects of resveratrol on hypertension and resistance arteries in the 

Spontaneously Hypertensive Rat. Master of Science, University of Manitoba. 

BEHBAHANI, J., THANDAPILLY, S. J., LOUIS, X. L., HUANG, Y., SHAO, Z., 

KOPILAS, M. A., WOJCIECHOWSKI, P., NETTICADAN, T. & ANDERSON, H. 

D. 2010. Resveratrol and small artery compliance and remodeling in the 

spontaneously hypertensive rat. American journal of hypertension, 23, 1273-1278. 

BELLASI, A., KOOIENGA, L., BLOCK, G. A., VELEDAR, E., SPIEGEL, D. M. & 

RAGGI, P. 2009. How long is the warranty period for nil or low coronary artery 

calcium in patients new to hemodialysis. Journal of Nephrology, 22, 255-262. 

BENETOS, A., LEVY, B. I., LACOLLEY, P., TAILLARD, F., DURIEZ, M. & SAFAR, M. 

E. 1997. Role of angiotensin II and bradykinin on aortic collagen following converting 

enzyme inhibition in spontaneously hypertensive rats. Arteriosclerosis, Thrombosis, 

and Vascular Biology, 17, 3196-3201. 

BERRY, C., BROSNAN, M. J., FENNELL, J., HAMILTON, C. A. & DOMINICZAK, A. F. 

2001. Oxidative stress and vascular damage in hypertension. Current Opinion in 

Nephrology Hypertension, 10, 247-255. 

BEVAN, R. 1984. Trophic effects of peripheral adrenergic nerves on vascular structure. 

Hypertension, 6, 19-26. 

BLANKESTIJN, P. J. 2007. Sympathetic hyperactivity - a hidden enemy in chronic kidney 

disease patients. Peritoneal Dialysis International, 27, S293-S297. 

BONDE, M. M., OLSEN, K. B., ERIKSTRUP, N., SPEERSCHNEIDER, T., LYNGSO, C., 

HAUNSO, S., NIELSEN, M. S., SHEIKH, S. P. & HANSEN, J. L. 2011. The 

angiotensin II type 1 receptor antagonist Losartan binds and activates bradykinin B2 

receptor signaling. Regulatory Peptides, 167, 21-25. 



REFERENCES      8 

 

203 

 

BORGES, A. C., FERES, T., VIANNA, L. M. & PAIVA, T. B. 1999. Recovery of impaired 

K+ channels in mesenteric arteries from spontaneously hypertensive rats by prolonged 

treatment with cholecalciferol. British Journal of Pharmacology, 127, 772-8. 

BOS, C. L., RICHEL, D. J., RITSEMA, T., PEPPELENBOSCH, M. P. & VERSTEEG, H. H. 

2004. Prostanoids and prostanoid receptors in signal transduction. The International 

Journal of Biochemistry & Cell Biology, 36, 1187-1205. 

BOUDOULAS, K. D., VLACHOPOULOS, C., RAMAN, S. V., SPARKS, E. A., 

TRIPOSCIADIS, F., STEFANADIS, C. & BOUDOULAS, H. 2012. Aortic function: 

From the research laboratory to the clinic. Cardiology, 121, 31-42. 

BRASZKO, J. J. 2005. Valsartan abolishes most of the memory-improving effects of 

intracerebroventricular angiotensin II in rats. Clinical Experimental Hypertension, 27, 

635-49.  

BRAY, B. D., BOYD, J., DALY, C., DOYLE, A., DONALDSON, K., FOX, J. G., INNES, 

A., KHAN, I., MACKINNON, B., PEEL, R. K., SHILLIDAY, I., SIMPSON, K., 

STEWART, G. A., TRAYNOR, J. P., METCALFE, W. & REGISTRY, O. B. O. T. S. 

R. 2014. How safe is renal replacement therapy? A national study of mortality and 

adverse events contributing to the death of renal replacement therapy recipients. 

Nephrology Dialysis Transplantation, 29, 681-687. 

BRAYDEN, J. E., HALPERN, W. & BRANN, L. R. 1983. Biochemical and mechanical 

properties of resistance arteries from normotensive and hypertensive rats. 

Hypertension, 5, 17-25. 

BRUDER-NASCIMENTO, T., CHINNASAMY, P., RIASCOS-BERNAL, D., CAU, S., 

CALLERA, G., TOUYZ, R., TOSTES, R. & SIBINGA, N. 2014. Angiotensin II 

induces Fat1 expression/activation and vascular smooth muscle cell migration via 

Nox1-dependent reactive oxygen species generation. Journal of Molecular and 

Cellular Cardiology, 66, 18-26. 

BRUNO, R. M. & TADDEI, S. 2011. Nitric oxide. In: MOOREN, F. C. & SKINNER, J. S. 

(eds.) Encyclopedia of Exercise Medicine in Health and Disease. Berlin, Heidelberg, 

Germany: Springer-Verlag. 



REFERENCES      8 

 

204 

 

BRUSH JR, J. E., CANNON III, R. O., SCHENKE, W. H., BONOW, R. O., LEON, M. B., 

MARON, B. J. & EPSTEIN, S. E. 1988. Angina due to coronary microvascular 

disease in hypertensive patients without left ventricular hypertrophy. New England 

Journal of Medicine, 319, 1302-1307. 

BUFFET, L. & RICCHETTI, C. 2013. Chronic kidney disease and hypertension: A 

destructive combination. US Pharmacist, 37, 26-29. 

BULLER, C. E., NOGAREDA, J. G., RAMANATHAN, K., RICCI, D. R., DJURDJEV, O., 

TINCKAM, K. J., PENN, I. M., FOX, R. S., STEVENS, L. A., DUNCAN, J. A. & 

LEVIN, A. 2004. The profile of cardiac patients with renal artery stenosis. Journal of 

the American College of Cardiology, 43, 1606-1613. 

BURKE, S. L., EVANS, R. G., MORETTI, J. L. & HEAD, G. A. 2008. Levels of renal and 

extrarenal sympathetic drive in angiotensin II-induced hypertension. Hypertension, 51, 

878-883. 

BURNIER, M. 2013. Renal protection with calcium antagonists: The role of lercanidipine. 

Current medical research and opinion, 29, 1727-1735. 

BURNIER, M. & BRUNNER, H. 2000. Angiotensin II receptor antagonists. The Lancet, 355, 

637-645. 

BUSSE, R., EDWARDS, G., FÉLÉTOU, M., FLEMING, I., VANHOUTTE, P. M. & 

WESTON, A. H. 2002. EDHF: bringing the concepts together. Trends in 

Pharmacological Sciences, 23, 374-380. 

BUUS, N. H., VANBAVEL, E. & MULVANY, M. J. 1994. Differences in sensitivity of rat 

mesenteric small arteries to agonists when studied as ring preparations or as 

cannulated preparations. British Journal of Pharmacology, 112, 579-587. 

BYCROFT, M., BATEMAN, A., CLARKE, J., HAMILL, S. J., SANDFORD, R., THOMAS, 

R. L. & CHOTHIA, C. 1999. The structure of a PKD domain from polycystin-1: 

Implications for polycystic kidney disease. The EMBO journal, 18, 297-305. 

CAMPBELL, D. J., KLADIS, A. & DUNCAN, A.-M. 1994. Effects of converting enzyme 

inhibitors on angiotensin and bradykinin peptides. Hypertension, 23, 439-449. 



REFERENCES      8 

 

205 

 

CAPISONDA, R., PHAN, V., TRAUBUCI, J., DANEMAN, A., BALFE, J. W. & GUAY-

WOODFORD, L. 2003. Autosomal recessive polycystic kidney disease: outcomes 

from a single-center experience. Pediatric Nephrology, 18, 119-126. 

CAREY, R. M. & SIRAGY, H. M. 2003. Newly recognized components of the renin-

angiotensin system: Potential roles in cardiovascular and renal regulation. Endocrine 

Reviews, 24, 261-271. 

CARRETERO, O. A. & OPARIL, S. 2000. Essential hypertension: Part I: Definition and 

etiology. Circulation, 101, 329-335. 

CARSON, F. L. & HLADIK, C. 2009. Histotechnology: A self-instructional text, ASCP 

Press. 

CASTRO, C. H., SANTOS, R. A., FERREIRA, A. J., BADER, M., ALENINA, N. & 

ALMEIDA, A. P. 2005. Evidence for a functional interaction of the angiotensin-(1-7) 

receptor Mas with AT1 and AT2 receptors in the mouse heart. Hypertension, 46, 937-

942. 

CHAKI, M., AIRIK, R., GHOSH, AMIYA K., GILES, RACHEL H., CHEN, R., SLAATS, 

GISELA G., WANG, H., HURD, TOBY W., ZHOU, W., CLUCKEY, A., GEE, H. 

Y., RAMASWAMI, G., HONG, C.-J., HAMILTON, BRUCE A., ČERVENKA, I., 

GANJI, RANJANI S., BRYJA, V., ARTS, HELEEN H., VAN REEUWIJK, J., OUD, 

MACHTELD M., LETTEBOER, STEF J. F., ROEPMAN, R., HUSSON, H., 

IBRAGHIMOV-BESKROVNAYA, O., YASUNAGA, T., WALZ, G., ELEY, L., 

SAYER, JOHN A., SCHERMER, B., LIEBAU, MAX C., BENZING, T., 

LE CORRE, S., DRUMMOND, I., JANSSEN, S., ALLEN, SUSAN J., 

NATARAJAN, S., O’TOOLE, JOHN F., ATTANASIO, M., SAUNIER, S., 

ANTIGNAC, C., KOENEKOOP, ROBERT K., REN, H., LOPEZ, I., NAYIR, A., 

STOETZEL, C., DOLLFUS, H., MASSOUDI, R., GLEESON, JOSEPH G., 

ANDREOLI, SHARON P., DOHERTY, DAN G., LINDSTRAD, A., GOLZIO, C., 

KATSANIS, N., PAPE, L., ABBOUD, EMAD B., AL-RAJHI, ALI A., LEWIS, 

RICHARD A., OMRAN, H., LEE, E. Y. H. P., WANG, S., SEKIGUCHI, 

JOANN M., SAUNDERS, R., JOHNSON, COLIN A., GARNER, E., VANSELOW, 

K., ANDERSEN, JENS S., SHLOMAI, J., NURNBERG, G., NURNBERG, P., 



REFERENCES      8 

 

206 

 

LEVY, S., SMOGORZEWSKA, A., OTTO, EDGAR A. & HILDEBRANDT, F. 

2012. Exome Capture Reveals ZNF423 and CEP164 mutations, linking renal 

ciliopathies to DNA damage response signaling. Cell, 150, 533-548. 

CHAMORRO, V., WANGENSTEEN, R., SAINZ, J., DUARTE, J., O'VALLE, F., OSUNA, 

A. & VARGAS, F. 2004. Protective effects of the angiotensin II type 1 receptor 

blockade in low-renin deoxycorticosterone acetate (DOCA)-treated SHR. Clinical 

Science (London, England: 1979), 106, 251-9. 

CHANG, R. S., LOTTI, V. J., CHEN, T.-B., O'MALLEY, S. S., BENDESKY, R. J., KLING, 

P. J., KIVLIGHN, S. D., SIEGL, P. K., ONDEYKA, D. & GREENLEE, W. J. 1995. 

In vitro pharmacology of an angiotensin AT1 receptor antagonist with balanced 

affinity for AT 2 receptors. European Journal of Pharmacology, 294, 429-437. 

CHAPMAN, A. B., JOHNSON, A., GABOW, P. A. & SCHRIER, R. W. 1990. The renina-

angiotensin–aldosterone system and autosomal dominant Polycystic Kidney Disease. 

New England Journal of Medicine, 323, 1091-1096. 

CHAUHAN, S., RAHMAN, A., NILSSON, H., CLAPP, L., MACALLISTER, R. & 

AHLUWALIA, A. 2003. NO contributes to EDHF-like responses in rat small arteries: 

A role for NO stores. Cardiovascular Research, 57, 207-216. 

CHEN, G. & SUZUKI, H. 1989. Some electrical properties of the endothelium-dependent 

hyperpolarization recorded from rat arterial smooth muscle cells. The Journal of 

Physiology, 410, 91-106. 

CHEN, G., SUZUKI, H. & WESTON, A. H. 1988. Acetylcholine releases endothelium-

derived hyperpolarizing factor and EDRF from rat blood vessels. British Journal of 

Pharmacology, 95, 1165-1174. 

CHEN, G. F. & SUZUKI, H. 1990. Calcium dependency of the endothelium-dependent 

hyperpolarization in smooth muscle cells of the rabbit carotid artery. Journal of 

Physiology, 421, 521-34. 

CHENG, Z. J., VAPAATALO, H. & MERVAALA, E. 2005. Angiotensin II and vascular 

inflammation. Medical Science Monitor: International Medical Journal of 

Experimental and Clinical Research, 11, RA194-205. 



REFERENCES      8 

 

207 

 

CHEUNG, C., BERNARDO, A. S., TROTTER, M. W., PEDERSEN, R. A. & SINHA, S. 

2012. Generation of human vascular smooth muscle subtypes provides insight into 

embryological origin-dependent disease susceptibility. Nature Biotechnology, 30, 165-

173. 

CHEVALIER, R. L. 2006. Obstructive nephropathy: Towards biomarker discovery and gene 

therapy. Nature Clinical Practice Nephrology, 2, 157-168. 

CHIONG, J. R., ARONOW, W. S., KHAN, I. A., NAIR, C. K., VIJAYARAGHAVAN, K., 

DART, R. A., BEHRENBECK, T. R. & GERACI, S. A. 2008. Secondary 

hypertension: Current diagnosis and treatment. International Journal of Cardiology, 

124, 6-21. 

CHIRINOS, J. A. 2012. Arterial stiffness: Basic concepts and measurement techniques. 

Journal of Cardiovascular Translational Research, 5, 243-255. 

CHITALIA, N., ISMAIL, T., TOOTH, L., BOA, F., HAMPSON, G., GOLDSMITH, D., 

KASKI, J. C. & BANERJEE, D. 2014. Impact of Vitamin D supplementation on 

arterial vasomotion, stiffness and endothelial biomarkers in Chronic Kidney Disease 

Patients. PloS one, 9, e91363. 

CHOBANIAN, A. V., BAKRIS, G. L., BLACK, H. R., CUSHMAN, W. C., GREEN, L. A., 

IZZO, J. L., JONES, D. W., MATERSON, B. J., OPARIL, S., WRIGHT, J. T., 

ROCCELLA, E. J. & NATIONAL HIGH BLOOD PRESSURE EDUCATION 

PROGRAM COORDINATING COMMITTEE 2003. Seventh report of the joint 

national committee on prevention, detection, evaluation, and treatment of high blood 

pressure. Hypertension, 42, 1206-1252. 

CHRISTENSEN, K. L., JESPERSEN, L. T. & MULVANY, M. J. 1989. Development of 

blood pressure in spontaneously hypertensive rats after withdrawal of long-term 

treatment related to vascular structure. Journal of Hypertension, 7, 83-90. 

CIPOLLA, M. J. 2009. Chapter 3, Perivascular Innervation. The cerebral circulation. San 

Rafael: Morgan & Claypool Life Sciences. 



REFERENCES      8 

 

208 

 

COATS, P. & HILLIER, C. 1999. Determination of an optimal axial-length tension for the 

study of isolated resistance arteries on a pressure myograph. Experimental Physiology, 

84, 1085-1094. 

COHEN, D. L. & TOWNSEND, R. R. 2009. Treatment of hypertension in patients with 

Chronic Kidney Disease. US Cardiology, 6, 54-58. 

COLASANTI, M. & SUZUKI, H. 2000. The dual personality of NO. Trends in 

Pharmacological Sciences, 21, 249-252. 

COOPER, A. & HEAGERTY, A. M. 1997. Blood pressure parameters as determinants of 

small artery structure in human essential hypertension. Clinical Science (London), 92, 

551-557. 

CORRIU, C., FÉLÉTOU, M., CANET, E. & VANHOUTTE, P. M. 1996. Endothelium-

derived factors and hyperpolarization of the carotid artery of the guinea-pig. British 

Journal of Pharmacology, 119, 959-964. 

COUSER, W. G., REMUZZI, G., MENDIS, S. & TONELLI, M. 2011. The contribution of 

chronic kidney disease to the global burden of major noncommunicable diseases. 

Kidney International, 80, 1258-1270. 

COVIC, A., KANBAY, M., VORONEANU, L., TURGUT, F., SERBAN, D., SERBAN, I. & 

GOLDSMITH, D. 2010. Vascular calcification in chronic kidney disease. Clinical 

Science, 119, 111-121. 

COX, R. H., LOZINSKAYA, I., MATSUDA, K. & DIETZ, N. J. 2002. Ramipril treatment 

alters Ca
2+

 and K
+
 channels in small mesenteric arteries from Wistar-Kyoto and 

spontaneously hypertensive rats. American Journal of Hypertension, 15, 879-890. 

COX, R. H. & LOZINSKAYA, I. M. 1995. Augmented calcium currents in mesenteric artery 

branches of the spontaneously hypertensive rat. Hypertension, 26, 1060-1064. 

CRISCIONE, L., DE GASPARO, M., BUHLMAYER, P., WHITEBREAD, S., RAMJOUE, 

H. P. & WOOD, J. 1993. Pharmacological profile of valsartan: a potent, orally active, 

nonpeptide antagonist of the angiotensin II AT1-receptor subtype. British Journal of 

Pharmacology, 110, 761-771. 



REFERENCES      8 

 

209 

 

DAHLÖF, B., DEVEREUX, R. B., KJELDSEN, S. E., JULIUS, S., BEEVERS, G., DE 

FAIRE, U., FYHRQUIST, F., IBSEN, H., KRISTIANSSON, K., LEDERBALLE-

PEDERSEN, O., LINDHOLM, L. H., NIEMINEN, M. S., OMVIK, P., OPARIL, S. & 

WEDEL, H. 2002. Cardiovascular morbidity and mortality in the Losartan 

Intervention For Endpoint reduction in hypertension study (LIFE): a randomised trial 

against atenolol. The Lancet, 359, 995-1003. 

DAVIS, M. J. 1993. Myogenic response gradient in an arteriolar network. American Journal 

of Physiology, 264, 2168-2179. 

DAVIS, M. J. & HILL, M. A. 1999. Signaling mechanisms underlying the vascular myogenic 

response. Physiological Reviews, 79, 387-423. 

DAVIS, M. J., WU, X., NURKIEWICZ, T. R., KAWASAKI, J., DAVIS, G. E., HILL, M. A. 

& MEININGER, G. A. 2001. Integrins and mechanotransduction of the vascular 

myogenic response. American Journal of Physiology - Heart Circulatory Physiology, 

280, H1427-33. 

DE GASPARO, M., CATT, K. J., INAGAMI, T., WRIGHT, J. W. & UNGER, T. 2000. 

International union of pharmacology. XXIII. The angiotensin II receptors. 

Pharmacological Reviews, 52, 415-472. 

DE NUCCI, G., THOMAS, R., D'ORLEANS-JUSTE, P., ANTUNES, E., WALDER, C., 

WARNER, T. D. & VANE, J. R. 1988. Pressor effects of circulating endothelin are 

limited by its removal in the pulmonary circulation and by the release of prostacyclin 

and endothelium-derived relaxing factor. Proceedings of the National Academy of 

Sciences, 85, 9797-9800. 

DE ZEEUW, D., REMUZZI, G., PARVING, H. H., KEANE, W. F., ZHANG, Z., 

SHAHINFAR, S., SNAPINN, S., COOPER, M. E., MITCH, W. E. & BRENNER, B. 

M. 2004. Proteinuria, a target for renoprotection in patients with type 2 diabetic 

nephropathy: Lessons from RENAAL. Kidney International, 65, 2309-2320. 

DENG, L. Y., LI, J. S. & SCHIFFRIN, E. L. 1995. Endothelium-dependent relaxation of 

small arteries from essential hypertensive patients: mechanisms and comparison with 

normotensive subjects and with responses of vessels from spontaneously hypertensive 

rats. Clinical Science, 88, 611-622. 



REFERENCES      8 

 

210 

 

DHAUN, N., GODDARD, J. & WEBB, D. J. 2006. The endothelin system and its 

antagonism in chronic kidney disease. Journal of the American Society of Nephrology, 

17, 943-955. 

DIAS, A. H., PINTÃO, S., ALMEIDA, P. & MARTINS, T. 2013. Comparison of GFR 

calculation methods: MDRD and CKD-EPI vs. 99mTc-DTPA tracer clearance rates. 

Scandinavian Journal of Clinical and Laboratory Investigation, 73, 334-338. 

DING, A., KALAIGNANASUNDARAM, P., RICARDO, S. D., ABDELKADER, A., 

WITTING, P. K., BROUGHTON, B. R. S., KIM, H. B., WYSE, B. F., PHILLIPS, J. 

K. & EVANS, R. G. 2012. Chronic treatment with tempol does not significantly 

ameliorate renal tissue hypoxia or disease progression in a rodent model of polycystic 

kidney disease. Clinical and Experimental Pharmacology and Physiology, 39, 917-

929. 

DING, H. & TRIGGLE, C. R. 2010. Endothelial dysfunction in diabetes: Multiple targets for 

treatment. Pflugers Archives - European Journal of Physiology, 459, 977-994. 

DOGRA, G., IRISH, A., CHAN, D. & WATTS, G. 2006. Insulin resistance, inflammation, 

and blood pressure determine vascular dysfunction in CKD. American Journal of 

Kidney Diseases, 48, 926-934. 

DOHERTY, T. M., ASOTRA, K., FITZPATRICK, L. A., QIAO, J.-H., WILKIN, D. J., 

DETRANO, R. C., DUNSTAN, C. R., SHAH, P. K. & RAJAVASHISTH, T. B. 2003. 

Calcification in atherosclerosis: bone biology and chronic inflammation at the arterial 

crossroads. Proceedings of the National Academy of Sciences, 100, 11201-11206. 

DOUGHTY, J. M., BOYLE, J. P. & LANGTON, P. D. 2000. Potassium does not mimic 

EDHF in rat mesenteric arteries. British Journal of Pharmacology, 130, 1174-1182. 

DWEIK, R. A., LASKOWSKI, D., ABU-SOUD, H. M., KANEKO, F., HUTTE, R., 

STUEHR, D. J. & ERZURUM, S. C. 1998. Nitric oxide synthesis in the lung: 

Regulation by oxygen through a kinetic mechanism. Journal of Clinical Investigation, 

101, 660-666. 

ECDER, T. & SCHRIER, R. W. 2009. Cardiovascular abnormalities in autosomal-dominant 

polycystic kidney disease. Nature Reviews Nephrology, 5, 221-228. 



REFERENCES      8 

 

211 

 

EDDINGTON, H., HOEFIELD, R., SINHA, S., CHRYSOCHOU, C., LANE, B., FOLEY, R. 

N., HEGARTY, J., NEW, J., O'DONOGHUE, D. J., MIDDLETON, R. J. & KALRA, 

P. A. 2010. Serum phosphate and mortality in patients with chronic kidney disease. 

Clinical Journal of the American Society of Nephrology, 5, 2251-2257. 

EDWARDS, G., DORA, K. A., GARDENER, M. J., GARLAND, C. J. & WESTON, A. H. 

1998. K+ is an endothelium-derived hyperpolarizing factor in rat arteries. Nature, 396, 

269-272. 

EHRET, G. B. & CAULFIELD, M. J. 2013. Genes for blood pressure: an opportunity to 

understand hypertension. European Heart Journal, ehs455. 

EKNOYAN, G., LEVIN, A. & LEVIN, N. W. 2003. Bone metabolism and disease in chronic 

kidney disease. American Journal of Kidney Diseases, 42, 1-201. 

EL-ABBADI, M. M., PAI, A. S., LEAF, E. M., YANG, H.-Y., BARTLEY, B. A., QUAN, K. 

K., INGALLS, C. M., LIAO, H. W. & GIACHELLI, C. M. 2009. Phosphate feeding 

induces arterial medial calcification in uremic mice: role of serum phosphorus, 

fibroblast growth factor-23, and osteopontin. Kidney International, 75, 1297-1307. 

ELLIOTT, W. J. & RAM, C. V. S. 2011. Calcium channel blockers. The Journal of Clinical 

Hypertension, 13, 687-689. 

ENDEMANN, D. H. & SCHIFFRIN, E. L. 2004. Endothelial dysfunction. Journal of the 

American Society of Nephrology, 15, 1983-1992. 

FALCONE, J. C., DAVIS, M. J. & MEININGER, G. A. 1991. Endothelial independence of 

myogenic response in isolated skeletal muscle arterioles. American Journal of 

Physiology, 260, 130-135. 

FALL, P. J. & PRISANT, L. M. 2005. Polycystic kidney disease. The Journal of Clinical 

Hypertension, 7, 617-625. 

FANG, Y., GINSBERG, C., SUGATANI, T., MONIER-FAUGERE, M.-C., MALLUCHE, 

H. & HRUSKA, K. A. 2014. Early chronic kidney disease-mineral bone disorder 

stimulates vascular calcification. Kidney International, 85, 142-150. 



REFERENCES      8 

 

212 

 

FAURY, G., MAHER, G. M., LI, D. Y., KEATING, M. T., MECHAM, R. P. & BOYLE, W. 

A. 1999. Relation between outer and luminal diameter in cannulated arteries. 

American Journal of Physiology, 277, 1745-1753. 

FEIHL, F., LIAUDET, L., LEVY, B. I. & WAEBER, B. 2008. Hypertension and 

microvascular remodelling. Cardiovascular Research, 78, 274-285. 

FEIHL, F., LIAUDET, L., WAEBER, B. & LEVY, B. I. 2006. Hypertension: A disease of the 

microcirculation? Hypertension, 48, 1012-1017. 

FERRARI, P. 2007. Prescribing angiotensin-converting enzyme inhibitors and angiotensin 

receptor blockers in chronic kidney disease. Nephrology, 12, 81-89. 

FETALVERO, K. M., MARTIN, K. A. & HWA, J. 2007. Cardioprotective prostacyclin 

signaling in vascular smooth muscle. Prostaglandins & other Lipid Mediators, 82, 

109-118. 

FINK, G. D. 2009. Sympathetic activity, vascular capacitance, and long-term regulation of 

arterial pressure. Hypertension, 53, 307-312. 

FOËX, P. & SEAR, J. W. 2004. Hypertension: Pathophysiology and treatment. Continuing 

Education in Anaesthesia, Critical Care & Pain, 4, 71-75. 

FOGO, A. B. 2003. Hypertensive risk factors in kidney disease in African Americans. Kidney 

International, 63, S17-S21. 

FOLEY, R. N. 2010. Clinical epidemiology of cardiovascular disease in chronic kidney 

disease. Journal of Renal Care, 36, 4-8. 

FOLEY, R. N., MURRAY, A. M., LI, S., HERZOG, C. A., MCBEAN, A. M., EGGERS, P. 

W. & COLLINS, A. J. 2005. Chronic kidney disease and the risk for cardiovascular 

disease, renal replacement, and death in the United States Medicare population, 1998 

to 1999. Journal of the American Society of Nephrology, 16, 489-495. 

FOLEY, R. N., PARFREY, P. S., HARNETT, J. D., KENT, G. M., MARTIN, C. J., 

MURRAY, D. C. & BARRE, P. E. 1995. Clinical and echocardiographic disease in 

patients starting end-stage renal disease therapy. Kidney International, 47, 186-192. 



REFERENCES      8 

 

213 

 

FOLKOW, B. 1975. Central neurohormonal mechanisms in spontaneously hypertensive rats 

compared with human essential hypertension. Clinical Science and Molecular 

Medicine Supplement, 2, 205-214. 

FOLKOW, B. 1982. Physiological aspects of primary hypertension. Physiological Reviews, 

62, 347-504. 

FOLKOW, B., HALLBÄCK, M., LUNDGREN, Y., WEISS, L., ALBRECHT, I. & JULIUS, 

S. 1974. Analysis of design and reactivity of series-coupled vascular sections in 

Spontaneously Hypertensive Rats (SHR). Acta Physiologica Scandinavica, 90, 654-

656. 

FORTIER, C., MAC-WAY, F., DE SERRES, S. A., MARQUIS, K., DOUVILLE, P., 

DESMEULES, S., LARIVIÈRE, R. & AGHARAZII, M. 2014. Active Vitamin D and 

accelerated progression of aortic stiffness in hemodialysis patients: A longitudinal 

observational study. American Journal of Hypertension, 27, 1346-1354. 

FRANK, V., HABBIG, S., BARTRAM, M. P., EISENBERGER, T., VEENSTRA-KNOL, H. 

E., DECKER, C., BOORSMA, R. A., GOBEL, H., NURNBERG, G., 

GRIESSMANN, A., FRANKE, M., BORGAL, L., KOHLI, P., VOLKER, L. A., 

DOTSCH, J., NURNBERG, P., BENZING, T., BOLZ, H. J., JOHNSON, C., 

GERKES, E. H., SCHERMER, B. & BERGMANN, C. 2013. Mutations in NEK8 link 

multiple organ dysplasia with altered Hippo signalling and increased c-MYC 

expression. Hum Mol Genet, 22, 2177-85. 

FREEMAN, E. J., CHISOLM, G. M., FERRARIO, C. M. & TALLANT, E. A. 1996. 

Angiotensin-(1-7) inhibits vascular smooth muscle cell growth. Hypertension, 28, 

104-108. 

FUJII, K., TOMINAGA, M., OHMORI, S., KOBAYASHI, K., KOGA, T., TAKATA, Y. & 

FUJISHIMA, M. 1992. Decreased endothelium-dependent hyperpolarization to 

acetylcholine in smooth muscle of the mesenteric artery of spontaneously hypertensive 

rats. Circulation Research, 70, 660-669. 

GABOW, P. A., CHAPMAN, A. B., JOHNSON, A. M., TANGEL, D. J., DULEY, I. T., 

KAEHNY, W. D., MANCO-JOHNSON, M. & SCHRIER, R. W. 1990. Renal 



REFERENCES      8 

 

214 

 

structure and hypertension in autosomal dominant polycystic kidney disease. Kidney 

Int, 38, 1177-1180. 

GAD, S. C. 2014. Calcium channel blockers. In: WEXLER, P. (ed.) Encyclopedia of 

Toxicology (Third Edition). Oxford: Academic Press. 

GAGNADOUX, M., BACRI, J., BROYER, M. & HABIB, R. 1989. Infantile chronic tubulo-

interstitial nephritis with cortical microcysts: variant of nephronophthisis or new 

disease entity? Pediatric Nephrology, 3, 50-55. 

GAO, Y. J., YANG, L. F., STEAD, S. & LEE, R. M. 2008. Flow-induced vascular 

remodeling in the mesenteric artery of spontaneously hypertensive rats. Canadian 

Journal of Physiology and Pharmacology, 86, 737-744. 

GARCIA, S. R., IZZARD, A. S., HEAGERTY, A. M. & BUND, S. J. 1997. Myogenic tone 

in coronary arteries from spontaneously hypertensive rats. Journal of Vascular 

Research, 34, 109-116. 

GIBBONS, G. H., PRATT, R. E. & DZAU, V. J. 1992. Vascular smooth muscle cell 

hypertrophy vs. hyperplasia: Autocrine transforming growth factor-beta 1 expression 

determines growth response to angiotensin II. The Journal of Clinical Investigation, 

90, 456-461. 

GLASSOCK, R. J., PECOITS-FILHO, R. & BARBERATO, S. H. 2009. Left ventricular 

mass in Chronic Kidney Disease and ESRD. Clinical Journal of the American Society 

of Nephrology, 4, S79-S91. 

GLUAIS, P., LONCHAMPT, M., MORROW, J. D., VANHOUTTE, P. M. & FELETOU, M. 

2005. Acetylcholine-induced endothelium-dependent contractions in the SHR aorta: 

The Janus face of prostacyclin. British Journal of Pharmacology, 146, 834-845. 

GO, A. S., CHERTOW, G. M., FAN, D., MCCULLOCH, C. E. & HSU, C.-Y. 2004. Chronic 

Kidney Disease and the risks of death, cardiovascular events, and hospitalization. The 

New England Journal of Medicine, 351, 1296-1305. 

GODDARD, J., JOHNSTON, N. R., HAND, M. F., CUMMING, A. D., RABELINK, T. J., 

RANKIN, A. J. & WEBB, D. J. 2004. Endothelin-A receptor antagonism reduces 

blood pressure and increases renal blood flow in hypertensive patients with chronic 



REFERENCES      8 

 

215 

 

renal failure: a comparison of selective and combined endothelin receptor blockade. 

Circulation, 109, 1186-1193. 

GOHLKE, P., LINZ, W., SCHÖLKENS, B. A., WIEMER, G. & UNGER, T. 1996. Cardiac 

and vascular effects of long-term losartan treatment in stroke-prone spontaneously 

hypertensive rats. Hypertension, 28, 397-402. 

GONZALEZ, J. M., BRIONES, A. M., STARCHER, B., CONDE, M. V., SOMOZA, B., 

DALY, C., VILA, E., MCGRATH, I., GONZALEZ, M. C. & ARRIBAS, S. M. 2005. 

Influence of elastin on rat small artery mechanical properties. Experimental 

Physiology, 90, 463-468. 

GOTO, K., FUJII, K., ONAKA, U., ABE, I. & FUJISHIMA, M. 2000. Renin-angiotensin 

system blockade improves endothelial dysfunction in hypertension. Hypertension, 36, 

575-580. 

GOTO, K., RUMMERY, N. M., GRAYSON, T. H. & HILL, C. E. 2004. Attenuation of 

conducted vasodilatation in rat mesenteric arteries during hypertension: role of 

inwardly rectifying potassium channels. The Journal of Physiology, 561, 215-231. 

GRASSI, G. 2009. Assessment of sympathetic cardiovascular drive in human hypertension: 

achievements and perspectives. Hypertension, 54, 690-697. 

GRIFFIN, S. A., BROWN, W. C., MACPHERSON, F., MCGRATH, J. C., WILSON, V. G., 

KORSGAARD, N., MULVANY, M. J. & LEVER, A. F. 1991. Angiotensin II causes 

vascular hypertrophy in part by a non-pressor mechanism. Hypertension, 17, 626-35. 

GU, C., ZHOU, G., NOBLE, N. A., BORDER, W. A., CHEUNG, A. K. & HUANG, Y. 

2012. Targeting reduction of proteinuria in glomerulonephritis: Maximizing the 

antifibrotic effect of valsartan by protecting podocytes. Journal of the Renin-

Angiotensin-Aldosterone System, 15, 177-189. 

GULLION, C. M., KEITH, D. S., NICHOLS, G. A. & SMITH, D. H. 2006. Impact of 

comorbidities on mortality in managed care patients with CKD. American Journal of 

Kidney Diseases, 48, 212-20. 



REFERENCES      8 

 

216 

 

HABER, E., SANCHO, J., RE, R., BURTON, J. & BARGER, A. C. 1975. The role of the 

renin--angiotensin--aldosterone system in cardiovascular homeostasis in normal man. 

Clinical Science and Molecular Medicine - Supplement, 2, 49-52. 

HAHN, A., KERN, F., JONAS, U., JOHN, M., BÜHLER, F. & RESINK, T. 1995. Functional 

aspects of vascular tenascin-C expression. Journal of Vascular Research, 32, 162-174. 

HARRAP, S. B., VAN DER MERWE, W. M., GRIFFIN, S. A., MACPHERSON, F. & 

LEVER, A. F. 1990. Brief angiotensin converting enzyme inhibitor treatment in 

young spontaneously hypertensive rats reduces blood pressure long-term. 

Hypertension, 16, 603-614. 

HARRIS, D. C. & RANGAN, G. K. 2005. Retardation of kidney failure -- applying principles 

to practice. Annals Academy Of Medicine Singapore, 34, 16-23. 

HARRIS, P. C. & TORRES, V. E. 2009. Polycystic kidney disease. Annual Review of 

Medicine, 60, 321-337. 

HARRISON, J. L., HILDRETH, C. M., CALLAHAN, S. M., GOODCHILD, A. K. & 

PHILLIPS, J. K. 2010. Cardiovascular autonomic dysfunction in a novel rodent model 

of polycystic kidney disease. Autonomic Neuroscience, 152, 60-66. 

HASDAN, G., BENCHETRIT, S., RASHID, G., GREEN, J., BERNHEIM, J. & RATHAUS, 

M. 2002. Endothelial dysfunction and hypertension in 5/6 nephrectomized rats are 

mediated by vascular superoxide. Kidney International, 61, 586-590. 

HAYASHI, T., MOCHIZUKI, T., REYNOLDS, D. M., WU, G., CAI, Y. & SOMLO, S. 

1997. Characterization of the exon structure of the polycystic kidney disease 2 gene 

(PKD2). Genomics, 44, 131-136. 

HE, X., ZHANG, H. L., ZHAO, M., YANG, J. L., CHENG, G., SUN, L., LI, D. L., JIANG, 

H. K., ZHAO, Q., YU, X. J. & ZANG, W. J. 2011. Amlodipine ameliorates 

endothelial dysfunction in mesenteric arteries from spontaneously hypertensive rats. 

Clinical and Experimental Pharmacology & Physiology, 38, 255-261. 

HERZOG, C. A., ASINGER, R. W., BERGER, A. K., CHARYTAN, D. M., DIEZ, J., 

HART, R. G., ECKARDT, K.-U., KASISKE, B. L., MCCULLOUGH, P. A., 

PASSMAN, R. S., DELOACH, S. S., PUN, P. H. & RITZ, E. 2011. Cardiovascular 



REFERENCES      8 

 

217 

 

disease in chronic kidney disease. A clinical update from Kidney Disease: Improving 

Global Outcomes (KDIGO). Kidney International, 80, 572-586. 

HILDEBRANDT, F., ATTANASIO, M. & OTTO, E. 2009. Nephronophthisis: Disease 

mechanisms of a ciliopathy. Journal of the American Society of Nephrology, 20, 23-

35. 

HILDEBRANDT, F., BENZING, T. & KATSANIS, N. 2011. Ciliopathies. New England 

Journal of Medicine, 364, 1533-1543. 

HILDEBRANDT, F. & OTTO, E. 2005. Cilia and centrosomes: A unifying pathogenic 

concept for cystic kidney disease? Nature Reviews Genetics, 6, 928-940. 

HILDEBRANDT, F. & ZHOU, W. 2007. Nephronophthisis-associated ciliopathies. Journal 

of the American Society of Nephrology, 18, 1855-1871. 

HILDRETH, C. M., KANDUKURI, D. S., GOODCHILD, A. K. & PHILLIPS, J. K. 2013. 

Temporal development of baroreceptor dysfunction in a rodent model of chronic 

kidney disease. Clinical and Experimental Pharmacology and Physiology, 40, 458-

465. 

HILLEMAN, D. E. & LYNCH, J. D. 1999. Pathophysiology of hypertension: Chronic and 

acute. Anesthesiology Clinics of North America, 17, 507-528. 

HIROOKA, Y., KISHI, T., SAKAI, K., TAKESHITA, A. & SUNAGAWA, K. 2011. 

Imbalance of central nitric oxide and reactive oxygen species in the regulation of 

sympathetic activity and neural mechanisms of hypertension. American Journal of 

Physiology - Regulatory, Integrative and Comparative Physiology, 300, R818-826. 

HOLICK, M. F., BINKLEY, N. C., BISCHOFF-FERRARI, H. A., GORDON, C. M., 

HANLEY, D. A., HEANEY, R. P., MURAD, M. H. & WEAVER, C. M. 2011. 

Evaluation, treatment, and prevention of vitamin D deficiency: An Endocrine Society 

clinical practice guideline. The Journal of Clinical Endocrinology & Metabolism, 96, 

1911-1930. 

HOSAKA, N., MIZOBUCHI, M., OGATA, H., KUMATA, C., KONDO, F., KOIWA, F., 

KINUGASA, E. & AKIZAWA, T. 2009. Elastin degradation accelerates phosphate-



REFERENCES      8 

 

218 

 

induced mineralization of vascular smooth muscle cells. Calcified Tissue 

International, 85, 523-529. 

HRUSKA, K. A., MATHEW, S., LUND, R. J., MEMON, I. & SAAB, G. 2009. The 

pathogenesis of vascular calcification in the chronic kidney disease mineral bone 

disorder: the links between bone and the vasculature. Seminars in Nephrology, 29, 

156-165. 

HUANG, A., SUN, D., KALEY, G. & KOLLER, A. 1997. Estrogen maintains nitric oxide 

synthesis in arterioles of female hypertensive rats. Hypertension, 29, 1351-1356. 

HUANG, A., SUN, D. & KOLLER, A. 2000. Shear stress-induced release of prostaglandin 

H(2) in arterioles of hypertensive rats. Hypertension, 35, 925-930. 

HWA, J. J., GHIBAUDI, L., WILLIAMS, P. & CHATTERJEE, M. 1994. Comparison of 

acetylcholine-dependent relaxation in large and small arteries of rat mesenteric 

vascular bed. American Journal of Physiology - Heart and Circulatory Physiology, 

266, H952-H958. 

IGNARRO, L. J., BYRNS, R. E., BUGA, G. M. & WOOD, K. S. 1987. Endothelium-derived 

relaxing factor from pulmonary artery and vein possesses pharmacologic and chemical 

properties identical to those of nitric oxide radical. Circulation Research, 61, 866-879. 

IINO, Y., HAYASHI, M., KAWAMURA, T., SHIIGAI, T., TOMINO, Y., YAMADA, K., 

KITAJIMA, T., IDEURA, T., KOYAMA, A., SUGISAKI, T., SUZUKI, H., 

UMEMURA, S., KAWAGUCHI, Y., UCHIDA, S., KUWAHARA, M. & 

YAMAZAKI, T. 2003. Interim evidence of the renoprotective effect of the 

angiotensin II receptor antagonist losartan versus the calcium channel blocker 

amlodipine in patients with chronic kidney disease and hypertension: a report of the 

Japanese Losartan Therapy Intended for Global Renal Protection in Hypertensive 

Patients (JLIGHT) Study. Clinical and Experimental Nephrology, 7, 221-230. 

INTENGAN, H. & SCHIFFRIN, E. 1999. Collagen degradation is diminished in mesenteric 

arteries of spontaneously hypertensive rats after hypertension is established. In:  

Hypertension. LIPPINCOTT WILLIAMS & WILKINS 530 WALNUT ST, 

PHILADELPHIA, PA 19106-3621 USA, 329-329. 



REFERENCES      8 

 

219 

 

INTENGAN, H. D. & SCHIFFRIN, E. L. 2000. Structure and mechanical properties of 

resistance arteries in hypertension: Role of adhesion molecules and extracellular 

matrix determinants. Hypertension, 36, 312-318. 

INTENGAN, H. D. & SCHIFFRIN, E. L. 2001. Vascular remodeling in hypertension: Roles 

of apoptosis, inflammation, and fibrosis. Hypertension, 38, 581-587. 

INTENGAN, H. D., THIBAULT, G., LI, J.-S. & SCHIFFRIN, E. L. 1999. Resistance artery 

mechanics, structure, and extracellular components in Spontaneously Hypertensive 

Rats: Effects of Angiotensin receptor antagonism and converting enzyme inhibition. 

Circulation, 100, 2267-2275. 

IZZARD, A. S., BUND, S. J. & HEAGERTY, A. M. 1996. Myogenic tone in mesenteric 

arteries from spontaneously hypertensive rats. American Journal of Physiology - 

Heart and Circulatory Physiology, 270, H1-H6. 

JAFAR, T. H., ISLAM, M., JESSANI, S., BUX, R., INKER, L. A., MARIAT, C. & LEVEY, 

A. S. 2011. Level and determinants of kidney function in a South Asian population in 

Pakistan. American Journal of Kidney Diseases, 58, 764-772. 

JAFAR, T. H., SCHMID, C. H., LANDA, M., GIATRAS, I., TOTO, R., REMUZZI, G., 

MASCHIO, G., BRENNER, B. M., KAMPER, A., ZUCCHELLI, P., BECKER, G., 

HIMMELMANN, A., BANNISTER, K., LANDAIS, P., SHAHINFAR, S., DE JONG, 

P. E., DE ZEEUW, D., LAU, J. & LEVEY, A. S. 2001. Angiotensin-converting 

enzyme inhibitors and progression of nondiabetic renal disease. A meta-analysis of 

patient-level data. Annals of Internal Medicine, 135, 73-87. 

JAFAR, T. H., STARK, P. C., SCHMID, C. H., LANDA, M., MASCHIO, G., DE JONG, P. 

E., DE ZEEUW, D., SHAHINFAR, S., TOTO, R. & LEVEY, A. S. 2003. Progression 

of chronic kidney disease: The role of blood pressure control, proteinuria, and 

angiotensin-converting enzyme inhibition: A patient-level meta-analysis. Annals of 

Internal Medicine, 139, 244-252. 

JAFFREY, S. R. & SNYDER, S. H. 1995. Nitric oxide: A neural messenger. Annual review 

of cell and developmental biology, 11, 417-440. 



REFERENCES      8 

 

220 

 

JAMES, M. A., WATT, P. A. C., POTTER, J. F., THURSTON, H. & SWALES, J. D. 1995. 

Pulse pressure and resistance artery structure in the elderly. Hypertension, 26, 301-

306. 

JANZEN, J. & VUONG, P. N. 2001. Arterial calcifications: morphological aspects and their 

pathological implications. Zeitschrift Fur Kardiologie, 90, 6-11. 

JEFFERS, B. W., ROBBINS, J., BHAMBRI, R. & WAJSBROT, D. 2015. A systematic 

review on the efficacy of amlodipine in the treatment of patients with hypertension 

with concomitant diabetes mellitus and/or renal dysfunction, when compared with 

other classes of antihypertensive medication. American journal of therapeutics, 22, 

322-341. 

JHA, V., GARCIA-GARCIA, G., ISEKI, K., LI, Z., NAICKER, S., PLATTNER, B., 

SARAN, R., WANG, A. Y. & YANG, C. W. 2013. Chronic kidney disease: Global 

dimension and perspectives. Lancet, 382, 260-272. 

JIANG, Y., WANG, H.Y., ZHENG, S., MU, S.Q., MA, M.N., XIE, X., ZHANG, Y.Y., 

ZHANG, C.X. & CAI, J.H., 2014. Cardioprotective effect of valsartan in mice with 

short-term high-salt diet by regulating cardiac aquaporin 1 and angiogenic factor 

expression. Cardiovascular Pathology. 

JULIUS, S. 1988. The blood pressure seeking properties of the central nervous system. 

Journal of Hypertension, 6, 177-185. 

KDOQI 2012. Clinical practice guidelines for diabetes and chronic kidney disease: 2012 

updated. American Journal of Kidney Diseases, 60, 850-886. 

KAO, M. P., ANG, D. S., PALL, A. & STRUTHERS, A. D. 2010. Oxidative stress in renal 

dysfunction: Mechanisms, clinical sequelae and therapeutic options. Journal of 

Human Hypertension, 24, 1-8. 

KAPUSTIN, A. N., DAVIES, J. D., REYNOLDS, J. L., MCNAIR, R., JONES, G. T., 

SIDIBE, A., SCHURGERS, L. J., SKEPPER, J. N., PROUDFOOT, D., MAYR, M. & 

SHANAHAN, C. M. 2011. Calcium regulates key components of vascular smooth 

muscle cell–derived matrix vesicles to enhance mineralization. Circulation Research, 

109, e1-e12. 



REFERENCES      8 

 

221 

 

KATO, H., SUZUKI, H., TAJIMA, S., OGATA, Y., TOMINAGA, SATO, A. & SARUTA, 

T. 1991. Angiotensin II stimulates collagen synthesis in cultured vascular smooth 

muscle cells. Journal of Hypertension, 9, 17-22. 

KAUFFENSTEIN, G., LAHER, I., MATROUGUI, K., GUÉRINEAU, N.C. & HENRION, 

D., 2012. Emerging role of G protein-coupled receptors in microvascular myogenic 

tone. Cardiovascular research, p.cvs152. 

KEITH, D. S., NICHOLS, G. A., GULLION, C. M., BROWN, J. & SMITH, D. H. 2004. 

Longitudinal follow-up and outcomes among a population with chronic kidney disease 

in a large managed care organization. Archives of Internal Medicine, 164, 659-663. 

KESTENBAUM, B., SAMPSON, J. N., RUDSER, K. D., PATTERSON, D. J., SELIGER, S. 

L., YOUNG, B., SHERRARD, D. J. & ANDRESS, D. L. 2005. Serum phosphate 

levels and mortality risk among people with Chronic Kidney Disease. Journal of the 

American Society of Nephrology, 16, 520-528. 

KIDNEY HEALTH AUSTRALIA 2014a. Chronic Kidney Disease (CKD) management in 

general practice: Guidance and clinical tips to help identify, manage and refer 

patients with CKD in your practice, Australia, The Australian Kidney Foundation. 

KIDNEY HEALTH AUSTRALIA 2014b. State of the nation: 2015 kidney health week: 

Chronic kidney disease in Australia, Australia, The Australian Kidney Foundation. 

KIETADISORN, R., JUNI, R. P. & MOENS, A. L. 2012. Tackling endothelial dysfunction 

by modulating NOS uncoupling: new insights into its pathogenesis and therapeutic 

possibilities. American Journal of Physiology: Endocrinology and Metabolism, 302, 

E481-E495. 

KLAG, M. J., WHELTON, P. K., RANDALL, B. L., NEATON, J. D., BRANCATI, F. L., 

FORD, C. E., SHULMAN, N. B. & STAMLER, J. 1996. Blood pressure and end-

stage renal disease in men. The New England Journal of Medicine, 334, 13-18. 

KLEIN, I. H., LIGTENBERG, G., OEY, P. L., KOOMANS, H. A. & BLANKESTIJN, P. J. 

2003. Enalapril and losartan reduce sympathetic hyperactivity in patients with chronic 

renal failure. Journal of the American Society of Nephrology, 14, 425-430. 



REFERENCES      8 

 

222 

 

KLEIN, I. H. H. T., LIGTENBERG, G., OEY, P. L., KOOMANS, H. A. & BLANKESTIJN, 

P. J. 2001. Sympathetic activity is increased in Polycystic Kidney Disease and is 

associated with hypertension. Journal of the American Society of Nephrology, 12, 

2427-2433. 

KOLESNYK, I., STRUIJK, D., DEKKER, F. & KREDIET, R. 2010. Effects of angiotensin-

converting enzyme inhibitors and angiotensin II receptor blockers in patients with 

chronic kidney disease. Netherlands Journal of Medicine, 68, 15-23. 

KORSGAARD, N., CHRISTENSEN, K. & MULVANY, M. 1990. Cellular morphology in 

mesenteric resistance vessels from antihypertensive treated spontaneously 

hypertensive rats. Basic Research in Cardiology, 86, 33-41. 

KORSGAARD, N. & MULVANY, M. J. 1988. Cellular hypertrophy in mesenteric resistance 

vessels from renal hypertensive rats. Hypertension, 12, 162-167. 

KUDRYAVTSEVA, O., HERUM, K. M., DAM, V. S., STRAARUP, M. S., KAMAEV, D., 

BRIGGS BOEDTKJER, D. M., MATCHKOV, V. V. & AALKJÆR, C. 2014. 

Downregulation of L-type Ca2+ channel in rat mesenteric arteries leads to loss of 

smooth muscle contractile phenotype and inward hypertrophic remodeling. American 

Journal of Physiology - Heart and Circulatory Physiology, 306, H1287-H1301. 

LACY, P. S., PILKINGTON, G., HANVESAKUL, R., FISH, H. J., BOYLE, J. P. & 

THURSTON, H. 2000. Evidence against potassium as an endothelium-derived 

hyperpolarizing factor in rat mesenteric small arteries. British Journal of 

Pharmacology, 129, 605-611. 

LAGAUD, G. J. L., SKARSGARD, P. L., LAHER, I. & VAN BREEMEN, C. 1999. 

Heterogeneity of endothelium-dependent vasodilation in pressurized cerebral and 

small mesenteric resistance arteries of the rat. Journal of Pharmacology and 

Experimental Therapeutics, 290, 832-839. 

LANGILLE, B. L. & O'DONNELL, F. 1986. Reductions in arterial diameter produced by 

chronic decreases in blood flow are endothelium-dependent. Science, 231, 405-407. 



REFERENCES      8 

 

223 

 

LAURANT, P., TOUYZ, R. M. & SCHIFFRIN, E. L. 1997. Effect of pressurization on 

mechanical properties of mesenteric small arteries from spontaneously hypertensive 

rats. Journal of Vascular Research, 34, 117-125. 

LAURENT, S., BRIET, M. & BOUTOUYRIE, P. 2009. Large and small artery cross-talk and 

recent morbidity-mortality trials in hypertension. Hypertension, 54, 388-392. 

LAVIADES, C., VARO, N., FERNANDEZ, J., MAYOR, G., GIL, M. J., MONREAL, I. & 

DIEZ, J. 1998. Abnormalities of the extracellular degradation of collagen type I in 

essential hypertension. Circulation, 98, 535-540. 

LAWTON, B. K., BROWN, N. J., REILLY, C. S. & BROOKES, Z. L. S. 2012. Role of L-

type calcium channels in altered microvascular responses to propofol in hypertension. 

British Journal of Anaesthesia, 108, 929-935. 

LEE, D.-Y., WAUQUIER, F., EID, A. A., ROMAN, L. J., GHOSH-CHOUDHURY, G., 

KHAZIM, K., BLOCK, K. & GORIN, Y. 2013. Nox4 NADPH oxidase mediates 

peroxynitrite-dependent cucoupling of endothelial nitricoxide synthase and fibronectin 

expression in response to angiotensin II: Role of mitochondrial reactive oxygen 

species. Journal of Biological Chemistry, 288, 28668-28686. 

LEE, R. M. K. W., BERECEK, K. H., TSOPORIS, J., MCKENZIE, R. & TRIGGLE, C. R. 

1991. Prevention of hypertension and vascular changes by captopril treatment. 

Hypertension, 17, 141-150. 

LEE, Y. J., JANG, H. R., KIM, S. G., CHAE, D. W., DO, J. Y., LEE, J. E., HUH, W., KIM, 

D. J., OH, H. Y. & KIM, Y. G. 2011. Renoprotective efficacy of valsartan in chronic 

non-diabetic proteinuric nephropathies with renin-angiotensin system gene 

polymorphisms. Nephrology (Carlton), 16, 502-510. 

LEONCINI, G., VIAZZI, F., STORACE, G., DEFERRARI, G. & PONTREMOLI, R. 2013. 

Blood pressure variability and multiple organ damage in primary hypertension. 

Journal of Human Hypertension, 27, 663-670. 

LEVEY, A. S., INKER, L. A. & CORESH, J. 2014. GFR Estimation: From physiology to 

public health. American Journal of Kidney Diseases, 63, 820-834. 



REFERENCES      8 

 

224 

 

LEVIN, A., DJURDJEV, O., BARRETT, B., BURGESS, E., CARLISLE, E., ETHIER, J., 

JINDAL, K., MENDELSSOHN, D., TOBE, S., SINGER, J. & THOMPSON, C. 2001. 

Cardiovascular disease in patients with chronic kidney disease: Getting to the heart of 

the matter. American Journal of Kidney Diseases, 38, 1398-1407. 

LI, J. S. & SCHIFFRIN, E. L. 1996. Effect of calcium channel blockade or angiotensin 

converting enzyme inhibition on structure of coronary, renal, and other small arteries 

in SHR. Journal of Cardiovascular Pharmacology, 28, 68-74. 

LI, J. S., SHARIFI, A. M. & SCHIFFRIN, E. L. 1997. Effect of AT1 angiotensin-receptor 

blockade on structure and function of small arteries in SHR. Journal of 

Cardiovascular Pharmacology, 30, 75-83. 

LI, R.-C., CINDROVA-DAVIES, T., SKEPPER, J. N. & SELLERS, L. A. 2004. Prostacyclin 

induces apoptosis of vascular smooth muscle cells by a cAMP-mediated inhibition of 

extracellular signal-regulated kinase activity and can counteract the mitogenic activity 

of endothelin-1 or basic fibroblast growth factor. Circulation Research, 94, 759-767. 

LINCOLN, T. M. & CORNWELL, T. L. 1991. Towards an understanding of the mechanism 

of action of cyclic AMP and cyclic GMP in smooth muscle relaxation. Blood Vessels, 

28, 129-137. 

LIU, H., LEDINGHAM, J. M., MULLANEY, I. & LAVERTY, R. 2002a. Endothelial 

function in mesenteric resistance arteries from the genetically hypertensive rat. 

Clinical and Experimental Pharmacology and Physiology, 29, 405-411. 

LIU, S., LU, W., OBARA, T., KUIDA, S., LEHOCZKY, J., DEWAR, K., DRUMMOND, I. 

A. & BEIER, D. R. 2002b. A defect in a novel Nek-family kinase causes cystic kidney 

disease in the mouse and in zebrafish. Development, 129, 5839-46. 

LOCATELLI, F., POZZONI, P., TENTORI, F. & DEL VECCHIO, L. 2003. Epidemiology of 

cardiovascular risk in patients with chronic kidney disease. Nephrology Dialysis 

Transplantation, 18, vii2-vii9. 

LOCKETTE, W., OTSUKA, Y. & CARRETERO, O. 1986. The loss of endothelium-

dependent vascular relaxation in hypertension. Hypertension, 8, II61-II66. 



REFERENCES      8 

 

225 

 

LONDON, G. M. 2003. Cardiovascular calcifications in uremic patients: Clinical impact on 

cardiovascular function. Journal of the American Society of Nephrology, 14, S305-

S309. 

LONDON, G. M., GUÉRIN, A. P., MARCHAIS, S. J., MÉTIVIER, F., PANNIER, B. & 

ADDA, H. 2003. Arterial media calcification in end-stage renal disease: Impact on all-

cause and cardiovascular mortality. Nephrology Dialysis Transplantation, 18, 1731-

1740. 

LONDON, G. M., MARCHAIS, S. J., GUERIN, A. P., METIVIER, F. & ADDA, H. 2002. 

Arterial structure and function in end-stage renal disease. Nephrology Dialysis 

Transplantation, 17, 1713-1724. 

LOPEZ, A. D., MATHERS, C. D., EZZATI, M., JAMISON, D. T. & MURRAY, C. J. 2006. 

Global and regional burden of disease and risk factors, 2001: Systematic analysis of 

population health data. Lancet, 367, 1747-1757. 

LÓPEZ, B., SALOM, M. G., ARREGUI, B., VALERO, F. & FENOY, F. J. 2003. Role of 

superoxide in modulating the renal effects of Angiotensin II. Hypertension, 42, 1150-

1156. 

LU, X. & KASSAB, G. S. 2011. Assessment of endothelial function of large, medium, and 

small vessels: a unified myograph. American Journal of Physiology - Heart and 

Circulatory Physiology, 300, H94-H100. 

LUFT, F. C. 2001. Workshop: Mechanisms and cardiovascular damage in hypertension. 

Hypertension, 37, 594-598. 

LUKSHA, L., AGEWALL, S. & KUBLICKIENE, K. 2009. Endothelium-derived 

hyperpolarizing factor in vascular physiology and cardiovascular disease. 

Atherosclerosis, 202, 330-44. 

LUKSHA, L., STENVINKEL, P., HAMMARQVIST, F., CARRERO, J. J., DAVIDGE, S. T. 

& KUBLICKIENE, K. 2012. Mechanisms of endothelial dysfunction in resistance 

arteries from patients with end-stage renal disease. PloS one, 7, e36056. 



REFERENCES      8 

 

226 

 

LUKSHA, N., LUKSHA, L., CARRERO, J. J., HAMMARQVIST, F., STENVINKEL, P. & 

KUBLICKIENE, K. 2011. Impaired resistance artery function in patients with end-

stage renal disease. Clinical Science, 120, 525-536. 

LÜSCHER, T. & VANHOUTTE, P. M. 1986. Endothelium-dependent contractions to 

acetylcholine in the aorta of the spontaneously hypertensive rat. Hypertension, 8, 344-

348. 

MACLEAN, M. R., RANDALL, M. D. & HILEY, C. R. 1989. Effects of moderate hypoxia, 

hypercapnia and acidosis on haemodynamic changes induced by endothelin-1 in the 

pithed rat. British Journal of Pharmacology, 98, 1055-1065. 

MAK, I. T., BOEHME, P. & WEGLICKI, W. B. 1992. Antioxidant effects of calcium 

channel blockers against free radical injury in endothelial cells: Correlation of 

protection with preservation of glutathione levels. Circulation Research, 70, 1099-

1103. 

MALLAT, Z., BESNARD, S., DURIEZ, M., DELEUZE, V., EMMANUEL, F., BUREAU, 

M. F., SOUBRIER, F., ESPOSITO, B., DUEZ, H., FIEVET, C., STAELS, B., 

DUVERGER, N., SCHERMAN, D. & TEDGUI, A. 1999. Protective role of 

interleukin-10 in atherosclerosis. Circulation Research, 85, e17-24. 

MANCIA, G., FAGARD, R., NARKIEWICZ, K., REDON, J., ZANCHETTI, A., BÖHM, 

M., CHRISTIAENS, T., CIFKOVA, R., DE BACKER, G. & DOMINICZAK, A. 

2013. 2013 ESH/ESC guidelines for the management of arterial hypertension: the 

Task Force for the Management of Arterial Hypertension of the European Society of 

Hypertension (ESH) and of the European Society of Cardiology (ESC). Blood 

pressure, 22, 193-278. 

MANCIA, G., GRASSI, G., GIANNATTASIO, C. & SERAVALLE, G. 1999. Sympathetic 

activation in the pathogenesis of hypertension and progression of organ damage. 

Hypertension, 34, 724-728. 

MARCO, M. P., CRAVER, L., BETRIU, A., BELART, M., FIBLA, J. & FERNÁNDEZ, E. 

2003. Higher impact of mineral metabolism on cardiovascular mortality in a European 

hemodialysis population. Kidney International, 63, S111-S114. 



REFERENCES      8 

 

227 

 

MARTINEZ-LEMUS, L. A., HILL, M. A., BOLZ, S. S., POHL, U. & MEININGER, G. A. 

2004. Acute mechanoadaptation of vascular smooth muscle cells in response to 

continuous arteriolar vasoconstriction: implications for functional remodeling. The 

Journal of the Federation of American Societies for Experimental Biology, 18, 708-

710. 

MARTINEZ-LEMUS, L. A., HILL, M. A. & MEININGER, G. A. 2009. The plastic nature of 

the vascular wall: a continuum of remodeling events contributing to control of 

arteriolar diameter and structure. Physiology (Bethesda), 24, 45-57. 

MARTÍNEZ-MALDONADO, M. 1998. Hypertension in end-stage renal disease. Kidney 

International, 54, 67-72. 

MARTINEZ-REVELLES, S., JIMÉNEZ-ALTAYÓ, F., CARACUEL, L., PÉREZ-

ASENSIO, F. J., PLANAS, A. M. & VILA, E. 2008. Endothelial dysfunction in rat 

mesenteric resistance artery after transient middle cerebral artery occlusion. Journal of 

Pharmacology and Experimental Therapeutics, 325, 363-369. 

MATCHAR, D. B., MCCRORY, D. C., ORLANDO, L. A., PATEL, M. R., PATEL, U. D., 

PATWARDHAN, M. B., POWERS, B., SAMSA, G. P. & GRAY, R. N. 2008. 

Systematic review: Comparative effectiveness of angiotensin-converting enzyme 

inhibitors and angiotensin II receptor blockers for treating essential hypertension. 

Annals of Internal Medicine, 148, 16-29. 

MATHIASSEN, O. N., BUUS, N. H., SIHM, I., THYBO, N. K., MORN, B., SCHROEDER, 

A. P., THYGESEN, K., AALKJAER, C., LEDERBALLE, O., MULVANY, M. J. & 

CHRISTENSEN, K. L. 2007. Small artery structure is an independent predictor of 

cardiovascular events in essential hypertension. Journal of Hypertension, 25, 1021-

1026. 

MATROUGUI, K., LEVY, B. I. & HENRION, D. 2000. Tissue angiotensin II and 

endothelin-1 modulate differently the response to flow in mesenteric resistance 

arteries of normotensive and spontaneously hypertensive rats. British Journal of 

Pharmacology, 130, 521-526. 

MCCOOKE, J., APPELS, R., BARRERO, R., DING, A., OZIMEK-KULIK, J., 

BELLGARD, M., MORAHAN, G. & PHILLIPS, J. 2012. A novel mutation causing 



REFERENCES      8 

 

228 

 

nephronophthisis in the Lewis polycystic kidney rat localises to a conserved RCC1 

domain in Nek8. BMC Genomics, 13, 393-408. 

MCCULLOUGH, P. A., AGRAWAL, V., DANIELEWICZ, E. & ABELA, G. S. 2008a. 

Accelerated atherosclerotic calcification and Mönckeberg's sclerosis: A continuum of 

advanced vascular pathology in chronic kidney disease. Clinical Journal of the 

American Society of Nephrology, 3, 1585-1598. 

MCCULLOUGH, P. A., LI, S., JURKOVITZ, C. T., STEVENS, L., COLLINS, A. J., CHEN, 

S. C., NORRIS, K. C., MCFARLANE, S., JOHNSON, B., SHLIPAK, M. G., 

OBIALO, C. I., BROWN, W. W., VASSALOTTI, J., WHALEY-CONNELL, A. T., 

BRENNER, R. M. & BAKRIS, G. L. 2008b. Chronic kidney disease, prevalence of 

premature cardiovascular disease, and relationship to short-term mortality. American 

Heart Journal, 156, 277-283. 

MCGIFF, J. C. 1981. Prostaglandins, prostacyclin, and thromboxanes. Annual Review of 

Pharmacology and Toxicology, 21, 479-509. 

MCGUIRE, J. J., DING, H. & TRIGGLE, C. R. 2001. Endothelium-derived relaxing factors: 

A focus on endothelium-derived hyperpolarizing factor (s). Canadian Journal of 

Physiology and Pharmacology, 79, 443-470. 

MCQUEEN, J., MURRAY, G. D. & SEMPLE, P. F. 1984. Identification of the angiotensin II 

receptor in rat mesenteric artery. Biochemical Journal, 223, 659-671. 

MEININGER, G. A. & DAVIS, M. J. 1992. Cellular mechanisms involved in the vascular 

myogenic response. American Journal of Physiology - Heart and Circulatory 

Physiology, 263, H647-H659. 

MICHEL, T. & FERON, O. 1997. Nitric oxide synthases: Which, where, how, and why? The 

Journal of Clinical Investigation, 100, 2146-2152. 

MIDDLETON, J. P. & PUN, P. H. 2010. Hypertension, chronic kidney disease, and the 

development of cardiovascular risk: a joint primacy. Kidney International, 77, 753-

755. 



REFERENCES      8 

 

229 

 

MIN, L.-J., MOGI, M., LI, J.-M., IWANAMI, J., IWAI, M. & HORIUCHI, M. 2005. 

Aldosterone and angiotensin II synergistically induce mitogenic response in vascular 

smooth muscle cells. Circulation Research, 97, 434-442. 

MIURA, S., KARNIK, S. S. & SAKU, K. 2011. Review: Angiotensin II type 1 receptor 

blockers: Class effects versus molecular effects. Journal of the Renin-Angiotensin-

Aldosterone System, 12, 1-7. 

MIZOBUCHI, M., OGATA, H., KOIWA, F., KINUGASA, E. & AKIZAWA, T. 2009a. 

Vitamin D and vascular calcification in chronic kidney disease. Bone, 45, S26-S29. 

MIZOBUCHI, M., TOWLER, D. & SLATOPOLSKY, E. 2009b. Vascular calcification: the 

killer of patients with chronic kidney disease. Journal of the American Society of 

Nephrology, 20, 1453-1464. 

MIZUNO, Y., JACOB, R. F. & MASON, R. P. 2008. Effects of calcium channel and renin–

angiotensin system blockade on intravascular and neurohormonal mechanisms of 

hypertensive vascular disease. American Journal of Hypertension, 21, 1076-1085. 

MOCHIZUKI, S., DAHLÖF, B., SHIMIZU, M., IKEWAKI, K., YOSHIKAWA, M., 

TANIGUCHI, I., OHTA, M., YAMADA, T., OGAWA, K., KANAE, K., KAWAI, 

M., SEKI, S., OKAZAKI, F., TANIGUCHI, M., YOSHIDA, S. & TAJIMA, N. 2007. 

Valsartan in a Japanese population with hypertension and other cardiovascular disease 

(Jikei Heart Study): a randomised, open-label, blinded endpoint morbidity-mortality 

study. The Lancet, 369, 1431-1439. 

MOE, S. M. & CHEN, N. X. 2004. Pathophysiology of vascular calcification in chronic 

kidney disease. Circulation Research, 95, 560-567. 

MOE, S. M., CHEN, N. X., SEIFERT, M. F., SINDERS, R. M., DUAN, D., CHEN, X., 

LIANG, Y., RADCLIFF, J. S., WHITE, K. E. & GATTONE, V. H. 2008. A rat model 

of chronic kidney disease-mineral bone disorder. Kidney International, 75, 176-184. 

MOMBOULI, J. V. & VANHOUTTE, P. M. 1997. Endothelium-derived hyperpolarizing 

factor(s): Updating the unknown. Trends in Pharmacological Sciences, 18, 252-256. 

MONCADA, S., REES, D. D., SCHULZ, R. & PALMER, R. M. J. 1991. Development and 

mechanism of a specific supersensitivity to nitrovasodilators after inhibition of 



REFERENCES      8 

 

230 

 

vascular nitric oxide synthesis in vivo. Proceedings of the National Academy of 

Sciences of the United States of America, 88, 2166-2170. 

MONCADA, S. & VANE, J. R. 1978. Pharmacology and endogenous roles of prostaglandin 

endoperoxides, thromboxane A2, and prostacyclin. Pharmacological Reviews, 30, 

293-331. 

MONTEZANO, A. C., CAT, A. N. D., RIOS, F. J. & TOUYZ, R. M. 2014. Angiotensin II 

and vascular injury. Current Hypertension Reports, 16, 1-11. 

MOORE, P. K., AL-SWAYEH, O. A., CHONG, N. W. S., EVANS, R. A. & GIBSON, A. 

1990. l-NG-nitro arginine (l-NOARG), a novel, l-arginine-reversible inhibitor of 

endothelium-dependent vasodilatation in vitro. British Journal of Pharmacology, 99, 

408-412. 

MORETTI, J. L., BURKE, S. L., EVANS, R. G., LAMBERT, G. W. & HEAD, G. A. 2009. 

Enhanced responses to ganglion blockade do not reflect sympathetic nervous system 

contribution to angiotensin II-induced hypertension. Journal of Hypertension, 27, 

1838-1848. 

MORGADO, E. & NEVES, P. L. 2012. Hypertension and chronic kidney disease: Cause and 

consequence–therapeutic considerations. Antihypertensive Drugs, 45. 

MORRIS, S. T. W., MCMURRAY, J. J. V., SPIERS, A. & JARDINE, A. G. 2001. Impaired 

endothelial function in isolated human uremic resistance arteries. Kidney Int, 60, 

1077-1082. 

MUGENDI, G. A., STRIPPOLI, G. F., MUTUA, F. M. & ESTERHUIZEN, T. M. 2014. 

Calcium channel blockers for people with chronic kidney disease requiring dialysis. 

The Cochrane Library. 

MUKHERJEE, A. B., CORDELLA-MIELE, E. & MIELE, L. 1992. Regulation of 

extracellular phospholipase A2 activity: implications for inflammatory diseases. DNA 

and cell biology, 11, 233-243. 

MULROW, C. D. & TOWNSEND, R. R. 2003. Guiding lights for antihypertensive treatment 

in patients with nondiabetic chronic renal disease: Proteinuria and blood pressure 

levels? Annals of Internal Medicine, 139, 296-298. 



REFERENCES      8 

 

231 

 

MULVANY, M. J. 1996. Peripheral vasculature in essential hypertension. Clinical and 

Experimental Pharmacology and Physiology, 23, 6-10. 

MULVANY, M. J. 1999. Vascular remodelling of resistance vessels: Can we define this? 

Cardiovascular Research, 41, 9-13. 

MULVANY, M. J. 2002. Small artery remodeling and significance in the development of 

hypertension. Physiology, 17, 105-109. 

MULVANY, M. J. 2008. Small artery remodelling in hypertension: Causes, consequences 

and therapeutic implications. Medical & Biological Engineering & Computing, 46, 

461-467. 

MULVANY, M. J. 2011. Small artery remodelling in hypertension. Basic & Clinical 

Pharmacology & Toxicology, 110, 49-55. 

MULVANY, M. J., BAANDRUP, U. & GUNDERSEN, H. J. 1985. Evidence for hyperplasia 

in mesenteric resistance vessels of spontaneously hypertensive rats using a three-

dimensional disector. Circulation Research, 57, 794-800. 

MULVANY, M. J. & HALPERN, W. 1977. Contractile properties of small arterial resistance 

vessels in spontaneously hypertensive and normotensive rats. Circulation Research, 

41, 19-26. 

MULVANY, M. J., HANSEN, O. K. & AALKJAER, C. 1978. Direct evidence that the 

greater contractility of resistance vessels in spontaneously hypertensive rats is 

associated with a narrowed lumen, a thickened media, and an increased number of 

smooth muscle cell layers. Circulation Research, 43, 854-864. 

MURPHY, T. V., KOTECHA, N. & HILL, M. A. 2007. Endothelium-independent 

constriction of isolated, pressurized arterioles by Nω-nitro-L-arginine methyl ester (L-

NAME). British Journal of Pharmacology, 151, 602-609. 

MUTHALIF, M. M., BENTER, I. F., UDDIN, M. R. & MALIK, K. U. 1996. 

Calcium/calmodulin-dependent protein kinase IIα mediates activation of mitogen-

activated protein kinase and cytosolic phospholipase A2 in norepinephrine-induced 

arachidonic acid release in rabbit aortic smooth muscle cells. Journal of Biological 

Chemistry, 271, 30149-30157. 



REFERENCES      8 

 

232 

 

NAGAO, S., NISHII, K., YOSHIHARA, D., KURAHASHI, H., NAGAOKA, K., 

YAMASHITA, T., TAKAHASHI, H., YAMAGUCHI, T., CALVET, J. P. & 

WALLACE, D. P. 2008. Calcium channel inhibition accelerates polycystic kidney 

disease progression in the Cy/+ rat. Kidney International, 73, 269-277. 

NAGAO, T., ILLIANO, S. & VANHOUTTE, P. M. 1992. Heterogeneous distribution of 

endothelium-dependent relaxations resistant to NG-nitro-L-arginine in rats. American 

Journal of Physiology-Heart and Circulatory Physiology, 263, H1090-H1094. 

NAMSOLLECK, P., RECARTI, C., FOULQUIER, S., STECKELINGS, U. & UNGER, T. 

2014. AT2 receptor and tissue injury: Therapeutic implications. Current Hypertension 

Reports, 16, 1-10. 

NASRALLAH, R. & HÉBERT, R. L. 2005. Prostacyclin signaling in the kidney: Implications 

for health and disease. American Journal of Physiology - Renal Physiology, 289, 

F235-F246. 

NEUMANN, J., LIGTENBERG, G., KLEIN, I. H. & BLANKESTIJN, P. J. 2002. 

Pathogenesis and treatment of hypertension in polycystic kidney disease. Current 

Opinion in Nephrology and Hypertension, 11, 517-521. 

NEUMANN, J., LIGTENBERG, G., KLEIN, I. I., KOOMANS, H. A. & BLANKESTIJN, P. 

J. 2004. Sympathetic hyperactivity in chronic kidney disease: Pathogenesis, clinical 

relevance, and treatment. Kidney International, 65, 1568-1576. 

NEVEN, E. & D'HAESE, P. C. 2011. Vascular calcification in chronic renal failure: What 

have we learned from animal studies? Circulation Research, 108, 249-264. 

NEVES, M. F., VIRDIS, A. & SCHIFFRIN, E. L. 2003. Resistance artery mechanics and 

composition in Angiotensin II-infused rats: Effects of aldosterone antagonism. Journal 

of Hypertension, 21, 189-198. 

NEW, D. I., CHESSER, A. M., THURAISINGHAM, R. C. & YAQOOB, M. M. 2004. 

Structural remodeling of resistance arteries in uremic hypertension. Kidney 

International, 65, 1818-1825. 



REFERENCES      8 

 

233 

 

NG, K., HILDRETH, C. M., AVOLIO, A. P. & PHILLIPS, J. K. 2011a. Angiotensin 

converting enzyme inhibitor limits pulse wave velocity and aortic calcification in a rat 

model of cystic renal disease. American Journal of Physiology - Renal Physiology. 

NG, K., HILDRETH, C. M., PHILLIPS, J. K. & AVOLIO, A. P. 2011b. Aortic stiffness is 

associated with vascular calcification and remodeling in a chronic kidney disease rat 

model. American Journal of Physiology - Renal Physiology, 300, F1431-F1436. 

NHMRC 2001. National evidenced based guidelines for management of type 2 diabetes 

mellitus: Part 2-Primary prevention of type 2 diabetes, Canberra, NHMRC. 

NILSSON, H. & AALKJÆR, C. 2003. Vasomotion: Mechanisms and physiological 

importance. Molecular interventions, 3, 79. 

NOORDZIJ, M., CRANENBURG, E. M., ENGELSMAN, L. F., HERMANS, M. M., 

BOESCHOTEN, E. W., BRANDENBURG, V. M., BOS, W. J. W., KOOMAN, J. P., 

DEKKER, F. W., KETTELER, M., SCHURGERS, L. J., KREDIET, R. T., 

KOREVAAR, J. C. & GROUP, F. T. N. S. 2011. Progression of aortic calcification is 

associated with disorders of mineral metabolism and mortality in chronic dialysis 

patients. Nephrology Dialysis Transplantation, 26, 1662-1669. 

O'NEILL, W. C. & ADAMS, A. L. 2013. Breast arterial calcification in chronic kidney 

disease: Absence of smooth muscle apoptosis and osteogenic transdifferentiation. 

Kidney International, 85, 668-676. 

O’TOOLE, J. F., LIU, Y., DAVIS, E. E., WESTLAKE, C. J., ATTANASIO, M., OTTO, E. 

A., SEELOW, D., NURNBERG, G., BECKER, C. & NUUTINEN, M. 2010. 

Individuals with mutations in XPNPEP3, which encodes a mitochondrial protein, 

develop a nephronophthisis-like nephropathy. The Journal of Clinical Investigation, 

120, 791-802. 

OBERG, B. P., MCMENAMIN, E., LUCAS, F. L., MCMONAGLE, E., MORROW, J., T 

ALP, I. & HIMMELFARB, J. 2004. Increased prevalence of oxidant stress and 

inflammation in patients with moderate to severe chronic kidney disease. Kidney 

International, 65, 1009-1016. 



REFERENCES      8 

 

234 

 

OHYA, Y., TSUCHIHASHI, T., KAGIYAMA, S., ABE, I. & FUJISHIMA, M. 1998. Single 

L-Type calcium channels in smooth muscle cells from resistance arteries of 

Spontaneously Hypertensive Rats. Hypertension, 31, 1125-1129. 

OLIVEIRA, R. B. D., OKAZAKI, H., STINGHEN, A. E. M., DRÜEKE, T. B., MASSY, Z. 

A. & JORGETTI, V. 2013. Vascular calcification in chronic kidney disease: A review. 

Jornal Brasileiro de Nefrologia, 35, 147-161. 

ON, Y. K., SOHN, D. W., LEE, M. M. & CHOI, Y. S. 2002. Original Articles: Improvement 

of endothelial function by amlodipine and Vitamin C in essential hypertension. The 

Korean Journal of Internal Medicine, 17, 131-137. 

ONUCHIC, L. F., FURU, L., NAGASAWA, Y., HOU, X., EGGERMANN, T., REN, Z., 

BERGMANN, C., SENDEREK, J., ESQUIVEL, E. & ZELTNER, R. 2002. PKHD1, 

the polycystic kidney and hepatic disease 1 gene, encodes a novel large protein 

containing multiple immunoglobulin-like plexin-transcription–factor domains and 

parallel beta-helix 1 repeats. The American Journal of Human Genetics, 70, 1305-

1317. 

OPARIL, S., ZAMAN, M. A. & CALHOUN, D. A. 2003. Pathogenesis of Hypertension. 

Annals of Internal Medicine, 139, 761-776. 

OTTO, E. A., SCHERMER, B., OBARA, T., O'TOOLE, J. F., HILLER, K. S., MUELLER, 

A. M., RUF, R. G., HOEFELE, J., BEEKMANN, F. & LANDAU, D. 2003. Mutations 

in INVS encoding inversin cause nephronophthisis type 2, linking renal cystic disease 

to the function of primary cilia and left-right axis determination. Nature genetics, 34, 

413-420. 

OTTO, E. A., TRAPP, M. L., SCHULTHEISS, U. T., HELOU, J., QUARMBY, L. M. & 

HILDEBRANDT, F. 2008a. NEK8 mutations affect ciliary and centrosomal 

localization and may cause nephronophthisis. Journal of the American Society of 

Nephrology, 19, 587-592. 

OTTO, E. A., TRAPP, M. L., SCHULTHEISS, U. T., HELOU, J., QUARMBY, L. M. & 

HILDEBRANDT, F. 2008b. NEK8 mutations affect ciliary and centrosomal 

localization and may cause nephronophthisis. Journal of the American Society of 

Nephrology, 19, 587-92. 



REFERENCES      8 

 

235 

 

PADIA, S. & CAREY, R. 2013. AT2 receptors: Beneficial counter-regulatory role in 

cardiovascular and renal function. Pflügers Archiv - European Journal of Physiology, 

465, 99-110. 

PAI, A., LEAF, E. M., EL-ABBADI, M. & GIACHELLI, C. M. 2011. Elastin degradation 

and vascular smooth muscle cell phenotype change precede cell loss and arterial 

medial calcification in a uremic mouse model of chronic kidney disease. The 

American Journal of Pathology, 178, 764-773. 

PAISLEY, A. N., IZZARD, A. S., GEMMELL, I., CRUICKSHANK, K., TRAINER, P. J. & 

HEAGERTY, A. M. 2009. Small vessel remodeling and impaired endothelial-

dependent dilatation in subcutaneous resistance arteries from patients with 

acromegaly. Journal of Clinical Endocrinology & Metabolism, 94, 1111-1117. 

PALMER, R. M., ASHTON, D. & MONCADA, S. 1988. Vascular endothelial cells 

synthesize nitric oxide from L-arginine. Nature, 333, 664-666. 

PALMER, S. C., HAYEN, A., MACASKILL, P., PELLEGRINI, F., CRAIG, J. C., ELDER, 

G. J. & STRIPPOLI, G. F. 2011. Serum levels of phosphorus, parathyroid hormone, 

and calcium and risks of death and cardiovascular disease in individuals with chronic 

kidney disease: A systematic review and meta-analysis. Journal of the American 

Medical Association, 305, 1119-1127. 

PANZA, J. A., QUYYUMI, A. A., BRUSH, J. E. & EPSTEIN, S. E. 1990. Abnormal 

endothelium-dependent vascular relaxation in patients with essential hypertension. 

New England Journal of Medicine, 323, 22-27. 

PARK, J. B. & SCHIFFRIN, E. L. 2001. Small artery remodeling is the most prevalent 

(earliest?) form of target organ damage in mild essential hypertension. Journal of 

Hypertension, 19, 921-930. 

PASSAUER, J., BUSSEMAKER, E., RANGE, U., PLUG, M. & GROSS, P. 2000. Evidence 

in vivo showing increase of baseline nitric oxide generation and impairment of 

endothelium-dependent vasodilation in normotensive patients on chronic 

hemodialysis. Journal of the American Society of Nephrology, 11, 1726-1734. 



REFERENCES      8 

 

236 

 

PASSAUER, J., PISTROSCH, F., BÜSSEMAKER, E., LÄSSIG, G., HERBRIG, K. & 

GROSS, P. 2005. Reduced agonist-induced endothelium-dependent vasodilation in 

uremia is attributable to an impairment of vascular nitric oxide. Journal of the 

American Society of Nephrology, 16, 959-965. 

PATEL, K. P., LI, Y. F. & HIROOKA, Y. 2001. Role of nitric oxide in central sympathetic 

outflow. Experimental Biology and Medicine, 226, 814-824. 

PAULIS, L., PECHANOVA, O., ZICHA, J., BARTA, A., GARDLIK, R., CELEC, P., 

KUNES, J. & SIMKO, F. 2010. Melatonin interactions with blood pressure and 

vascular function during L-NAME-induced hypertension. Journal of Pineal Research, 

48, 102-8. 

PAULIS, L., ZICHA, J., KUNES, J., HOJNA, S., BEHULIAK, M., CELEC, P., KOJSOVA, 

S., PECHANOVA, O. & SIMKO, F. 2008. Regression of L-NAME-induced 

hypertension: The role of nitric oxide and endothelium-derived constricting factor. 

Hypertension Research, 31, 793-803. 

PAYNE, R. A., WILKINSON, I. B. & WEBB, D. J. 2010. Arterial stiffness and hypertension: 

Emerging concepts. Hypertension, 55, 9-14. 

PEACH, M. J., SINGER, H. A., IZZO, N. J., JR. & LOEB, A. L. 1987. Role of calcium in 

endothelium-dependent relaxation of arterial smooth muscle. American Journal of 

Cardiology, 59, 35A-43A. 

PERTICONE, F., MAIO, R., TRIPEPI, G. & ZOCCALI, C. 2004. Endothelial dysfunction 

and mild renal insufficiency in essential hypertension. Circulation, 110, 821-825. 

PETERSON, K. M., FRANCHI, F., LOEFFLER, D. L., PSALTIS, P. J., HARRIS, P. C., 

LERMAN, L. O., LERMAN, A. & RODRIGUEZ-PORCEL, M. 2013. Endothelial 

dysfunction occurs prior to clinical evidence of Polycystic Kidney Disease. American 

Journal of Nephrology, 38, 1-12. 

PHILLIPS, J. K. 2005. Pathogenesis of hypertension in renal failure: Role of the sympathetic 

nervous system and renal afferents. 32, 415-418. 



REFERENCES      8 

 

237 

 

PHILLIPS, J. K., BOYD, R., KROCKENBURGER, M. B. & BURGIO, G. 2015. Progression 

of anemia and its relationship with renal function, blood pressure and erythropoietin in 

rats with chronic kidney disease. Veterinary Clinical Pathology, In Press. 

PHILLIPS, J. K., HOPWOOD, D., LOXLEY, R. A., GHATORA, K., COOMBES, J. D., 

TAN, Y. S., HARRISON, J. L., MCKITRICK, D. J., HOLOBOTVSKYY, V., 

ARNOLDA, L. F. & RANGAN, G. K. 2007. Temporal relationship between renal 

cyst development, hypertension and cardiac hypertrophy in a new rat model of 

autosomal recessive polycystic kidney disease. Kidney and Blood Pressure Research, 

30, 129-44. 

PLUM, J., BUNTEN, B., NEMETH, R. & GRABENSEE, B. 1998. Effects of the angiotensin 

II antagonist valsartan on blood pressure, proteinuria, and renal hemodynamics in 

patients with chronic renal failure and hypertension. Journal of the American Society 

of Nephrology, 9, 2223-2234. 

PORTERI, E., RIZZONI, D., MULVANY, M. J., DE CIUCEIS, C., SLEIMAN, I., BOARI, 

G. E., CASTELLANO, M., LORENZA MUIESAN, M., ZANI, F. & ROSEI, E. A. 

2003. Adrenergic mechanisms and remodeling of subcutaneous small resistance 

arteries in humans. Journal of Hypertension, 21, 2345-2352. 

POTOCNIK, S. J., MURPHY, T. V., KOTECHA, N. & HILL, M. A. 2000. Effects of 

mibefradil and nifedipine on arteriolar myogenic responsiveness and intracellular 

Ca2+. British Journal of Pharmacology, 131, 1065-1072. 

PRIES, A. R., REGLIN, B. & SECOMB, T. W. 2001. Structural adaptation of vascular 

networks: Role of the pressure response. Hypertension, 38, 1476-1479. 

PRIES, A. R., SECOMB, T. W. & GAEHTGENS, P. 1995. Design principles of vascular 

beds. Circulation Research, 77, 1017-1023. 

PU, Q., NEVES, M. F., VIRDIS, A., TOUYZ, R. M. & SCHIFFRIN, E. L. 2003. Endothelin 

antagonism on aldosterone-induced oxidative stress and vascular remodeling. 

Hypertension, 42, 49-55. 

RAHMAN, M., PRESSEL, S., DAVIS, B. R. & ET AL. 2005. Renal outcomes in high-risk 

hypertensive patients treated with an angiotensin-converting enzyme inhibitor or a 



REFERENCES      8 

 

238 

 

calcium channel blocker vs a diuretic: A report from the antihypertensive and lipid-

lowering treatment to prevent heart attack trial (allhat). Archives of Internal Medicine, 

165, 936-946. 

RAPOPORT, R. M. & WILLIAMS, S. P. 1996. Role of prostaglandins in acetylcholine-

induced contraction of aorta from spontaneously hypertensive and Wistar-Kyoto rats. 

Hypertension, 28, 64-75. 

RATZ, P. H., BERG, K. M., URBAN, N. H. & MINER, A. S. 2005. Regulation of smooth 

muscle calcium sensitivity: KCl as a calcium-sensitizing stimulus. American Journal 

of Physiology and Cell Physiology, 288, C769-83. 

REES, D. D., PALMER, R. M. J., HODSON, H. F. & MONCADA, S. 1989. A specific 

inhibitor of nitric oxide formation from l-arginine attenuates endothelium-dependent 

relaxation. British Journal of Pharmacology, 96, 418-424. 

REES, D. D., PALMER, R. M. J., SCHULZ, R., HODSON, H. F. & MONCADA, S. 1990. 

Characterization of three inhibitors of endothelial nitric oxide synthase in vitro and in 

vivo. British Journal of Pharmacology, 101, 746-752. 

REMUZZI, G., PERICO, N., MACIA, M. & RUGGENENTI, P. 2005. The role of renin-

angiotensin-aldosterone system in the progression of chronic kidney disease. Kidney 

International Supplements, S57-65. 

REYNOLDS, J. L., JOANNIDES, A. J., SKEPPER, J. N., MCNAIR, R., SCHURGERS, L. 

J., PROUDFOOT, D., JAHNEN-DECHENT, W., WEISSBERG, P. L. & 

SHANAHAN, C. M. 2004. Human vascular smooth muscle cells undergo vesicle-

mediated calcification in response to changes in extracellular calcium and phosphate 

concentrations: a potential mechanism for accelerated vascular calcification in ESRD. 

Journal of the American Society of Nephrology, 15, 2857-2867. 

RITZ, E., AMANN, K. & FLISER, D. 1998. The sympathetic nervous system and the kidney: 

its importance in renal diseases. Blood Pressure Supplements, 3, 14-19. 

RIZZONI, D., MUIESAN, M. L., PORTERI, E., CASTELLANO, M., ZULLI, R., 

BETTONI, G., SALVETTI, M., MONTEDURO, C. & AGABITI-ROSEI, E. 1997. 

Effects of long-term antihypertensive treatment with lisinopril on resistance arteries in 



REFERENCES      8 

 

239 

 

hypertensive patients with left ventricular hypertrophy. Journal of Hypertension, 15, 

197-204. 

RIZZONI, D., PORTERI, E., BOARI, G. E. M., DE CIUCEIS, C., SLEIMAN, I., 

MUIESAN, M. L., CASTELLANO, M., MICLINI, M. & AGABITI-ROSEI, E. 2003. 

Prognostic significance of small-artery structure in hypertension. Circulation, 108, 

2230-2235. 

RIZZONI, D., PORTERI, E., CASTELLANO, M., BETTONI, G., MUIESAN, M. L., 

MUIESAN, P., GIULINI, S. M. & AGABITI-ROSEI, E. 1996. Vascular hypertrophy 

and remodeling in secondary hypertension. Hypertension, 28, 785-790. 

RIZZONI, D., PORTERI, E., DE CIUCEIS, C., SLEIMAN, I., RODELLA, L., REZZANI, 

R., PAIARDI, S., BIANCHI, R., RUGGERI, G., BOARI, G. E., MUIESAN, M. L., 

SALVETTI, M., ZANI, F., MICLINI, M. & ROSEI, E. A. 2005. Effect of treatment 

with candesartan or enalapril on subcutaneous small artery structure in hypertensive 

patients with noninsulin-dependent diabetes mellitus. Hypertension, 45, 659-665. 

ROBBINS, M. & BONSIB, S. 1995. Radiation nephropathy: A review. Scanning Microscopy, 

9, 535-560. 

ROCCO, M. V. & BERNS, J. S. 2012. KDOQI clinical practice guideline for diabetes and 

CKD: 2012 Update. American Journal of Kidney Diseases, 60, 850-886. 

ROSS, L. & BANERJEE, D. 2013. Cardiovascular complications of chronic kidney disease. 

International Journal of Clinical Practice, 67, 4-5. 

ROSSI, R., CHIURLIA, E., NUZZO, A., CIONI, E., ORIGLIANI, G. & MODENA, M. G. 

2004. Flow-mediated vasodilation and the risk of developing hypertension in healthy 

postmenopausal women. Journal of the American College of Cardiology, 44, 1636-

1640. 

RUCKER, D. & TONELLI, M. 2009. Cardiovascular risk and management in chronic kidney 

disease. Nature Reviews Nephrology, 5, 287-296. 

RUILOPE, L. M., ROSEI, E. A., BAKRIS, G. L., MANCIA, G., POULTER, N. R., 

TADDEI, S., UNGER, T., VOLPE, M., WAEBER, B. & ZANNAD, F. 2005. 



REFERENCES      8 

 

240 

 

Angiotensin receptor blockers: Therapeutic targets and cardiovascular protection. 

Blood Pressure, 14, 196-209. 

RUSSO, D., PALMIERO, G., DE BLASIO, A. P., BALLETTA, M. M. & ANDREUCCI, V. 

E. 2004. Coronary artery calcification in patients with CRF not undergoing dialysis. 

American Journal of Kidney Diseases, 44, 1024-1030. 

SALMAN, I. M., HILDRETH, C. M., AMEER, O. Z. & PHILLIPS, J. K. 2014. Differential 

contribution of afferent and central pathways to the development of baroreflex 

dysfunction in chronic kidney disease. Hypertension, 63, 804-810. 

SANG, L., MILLER, J. J., CORBIT, K. C., GILES, R. H., BRAUER, M. J., OTTO, E. A., 

BAYE, L. M., WEN, X., SCALES, S. J. & KWONG, M. 2011. Mapping the NPHP-

JBTS-MKS protein network reveals ciliopathy disease genes and pathways. Cell, 145, 

513-528. 

SANTAJULIANA, D., HORNFELDT, B. J. & OSBORN, J. W. 1996. Use of ganglionic 

blockers to assess neurogenic pressor activity in conscious rats. Journal of 

Pharmacological and Toxicological Methods, 35, 45-54. 

SANTOS, R. A. 2014. Angiotensin-(1–7). Hypertension, 63, 1138-1147. 

SANTOS, R. A., BROSNIHAN, K. B., JACOBSEN, D. W., DICORLETO, P. E. & 

FERRARIO, C. M. 1992. Production of angiotensin-(1-7) by human vascular 

endothelium. Hypertension, 19, II56-61. 

SARAFIDIS, P. A., KHOSLA, N. & BAKRIS, G. L. 2007. Antihypertensive therapy in the 

presence of proteinuria. American Journal of Kidney Diseases, 49, 12-26. 

SARAVANAN, P. & DAVIDSON, N. C. 2010. Risk assessment for sudden cardiac death in 

dialysis patients. Circulation: Arrhythmia and Electrophysiology, 3, 553-559. 

SARNAK, M. J. & LEVEY, A. S. 2000. Cardiovascular disease and chronic renal disease: A 

new paradigm. American Journal of Kidney Diseases, 35, S117-S131. 

SARNAK, M. J., LEVEY, A. S., SCHOOLWERTH, A. C., CORESH, J., CULLETON, B., 

HAMM, L. L., MCCULLOUGH, P. A., KASISKE, B. L., KELEPOURIS, E., KLAG, 

M. J., PARFREY, P., PFEFFER, M., RAIJ, L., SPINOSA, D. J. & WILSON, P. W. 

2003. Kidney disease as a risk factor for development of cardiovascular disease: A 



REFERENCES      8 

 

241 

 

statement from the American heart association councils on kidney in cardiovascular 

disease, high blood pressure research, clinical cardiology, and epidemiology and 

prevention. Circulation, 108, 2154-2169. 

SAVOIA, C., BURGER, D., NISHIGAKI, N., MONTEZANO, A. & TOUYZ, R. M. 2011. 

Angiotensin II and the vascular phenotype in hypertension. Expert Reviews in 

Molecular Medicine, 13, e11. 

SAVOIA, C. & SCHIFFRIN, E. L. 2006. Inflammation in hypertension. Current Opinion in 

Nephrology Hypertension, 15, 152-158. 

SCHIFFRIN, E. L. 1999. Role of endothelin-1 in hypertension. Hypertension, 34, 876-881. 

SCHIFFRIN, E. L. 2004. Remodeling of resistance arteries in essential hypertension and 

effects of antihypertensive treatment. American Journal of Hypertension, 17, 1192-

1200. 

SCHIFFRIN, E. L. 2005. Vascular endothelin in hypertension. Vascular Pharmacology, 43, 

19-29. 

SCHIFFRIN, E. L. 2012. Vascular remodeling in hypertension mechanisms and treatment. 

Hypertension, 59, 367-374. 

SCHIFFRIN, E. L., DENG, L. Y. & LAROCHELLE, P. 1995. Progressive improvement in 

the structure of resistance arteries of hypertensive patients after 2 years of treatment 

with an angiotensin I-converting enzyme inhibitor. Comparison with effects of a beta-

blocker. American Journal of Hypertension, 8, 229-236. 

SCHIFFRIN, E. L. & HAYOZ, D. 1997. How to assess vascular remodelling in small and 

medium-sized muscular arteries in humans. Journal of Hypertension, 15, 571-84. 

SCHIFFRIN, E. L., LARIVIERE, R., LI, J. S., SVENTEK, P. & TOUYZ, R. M. 1995. 

Enhanced expression of endothelin-1 gene may cause blood pressure-independent 

vascular hypertrophy. Journal of Cardiovascular Pharmacology, 26, 5-8. 

SCHIFFRIN, E. L., LIPMAN, M. L. & MANN, J. F. E. 2007. Chronic kidney disease: Effects 

on the cardiovascular system. Circulation, 116, 85-97. 



REFERENCES      8 

 

242 

 

SCHIFFRIN, E. L., PARK, J. B., INTENGAN, H. D. & TOUYZ, R. M. 2000. Correction of 

arterial structure and endothelial dysfunction in human essential hypertension by the 

Angiotensin receptor antagonist Losartan. Circulation, 101, 1653-1659. 

SCHLAICH, M. P., SOCRATOUS, F., HENNEBRY, S., EIKELIS, N., LAMBERT, E. A., 

STRAZNICKY, N., ESLER, M. D. & LAMBERT, G. W. 2009. Sympathetic 

activation in chronic renal failure. Journal of the American Society of Nephrology, 20, 

933-939. 

SCHLEITHOFF, S. S., ZITTERMANN, A., TENDERICH, G., BERTHOLD, H. K., 

STEHLE, P. & KOERFER, R. 2006. Vitamin D supplementation improves cytokine 

profiles in patients with congestive heart failure: a double-blind, randomized, placebo-

controlled trial. American Journal of Clinical Nutrition, 83, 754-759. 

SCHLIEPER, G. 2014. Vascular calcification in chronic kidney disease: Not all arteries are 

created equal. Kidney International, 85, 501-503. 

SCHNEIDER, C. A., RASBAND, W. S. & ELICEIRI, K. W. 2012. NIH Image to ImageJ: 25 

years of image analysis. Nature Methods, 9, 671-675. 

SCHRADER, J., LÜDERS, S., KULSCHEWSKI, A., HAMMERSEN, F., PLATE, K., 

BERGER, J., ZIDEK, W., DOMINIAK, P., DIENER, H. C. & GROUP, T. M. S. 

2005. Morbidity and mortality after stroke, eprosartan compared with nitrendipine for 

secondary prevention: Principal results of a prospective randomized controlled study 

(MOSES). Stroke, 36, 1218-1224. 

SCHWEDA, F. & KURTZ, A. 2004. Cellular mechanism of renin release. Acta Physiologica 

Scandinavica, 181, 383-390. 

SCOTLAND, R. S., CHAUHAN, S., VALLANCE, P. J. T. & AHLUWALIA, A. 2001. An 

endothelium-derived hyperpolarizing factor–like factor moderates myogenic 

constriction of mesenteric resistance arteries in the absence of endothelial Nitric Oxide 

Synthase–derived Nitric Oxide. Hypertension, 38, 833-839. 

SEGURA, J., GARCÍA-DONAIRE, J. A. & RUILOPE, L. M. 2005. Calcium channel 

blockers and renal protection: Insights from the latest clinical trials. Journal of the 

American Society of Nephrology, 16, S64-S66. 



REFERENCES      8 

 

243 

 

SEILER, S., HEINE, G. H. & FLISER, D. 2009. Clinical relevance of FGF-23 in chronic 

kidney disease. Kidney International, 76, S34-S42. 

SESSA, W. C. 2004. eNOS at a glance. Journal of Cell Science, 117, 2427-2429. 

SHAHID, M. & BUYS, E. S. 2013. Assessing murine resistance artery function using 

pressure myography. Journal of Visualized Experiments, 50328. 

SHAN, H.-Y., BAI, X.-J. & CHEN, X.-M. 2008. Apoptosis is involved in the senescence of 

endothelial cells induced by angiotensin II. Cell Biology International, 32, 264-270. 

SHANAHAN, C. M., CROUTHAMEL, M. H., KAPUSTIN, A. & GIACHELLI, C. M. 2011. 

Arterial calcification in chronic kidney disease: Key roles for calcium and phosphate. 

Circulation Research, 109, 697-711. 

SHARIFI, A. M., LI, J.-S., ENDEMANN, D. & SCHIFFRIN, E. L. 1998. Effects of enalapril 

and amlodipine on small-artery structure and composition, and on endothelial 

dysfunction in spontaneously hypertensive rats. Journal of Hypertension, 16, 457-466. 

SHAW, L. M., GEORGE, P. R., OLDHAM, A. A. & HEAGERTY, A. M. 1995. A 

comparison of the effect of angiotensin converting enzyme inhibition and angiotensin 

II receptor antagonism on the structural changes associated with hypertension in rat 

small arteries. Journal of Hypertension, 13, 1135-1143. 

SHIMADA, Y. J., PASSERI, J. J., BAGGISH, A. L., O'CALLAGHAN, C., LOWRY, P. A., 

YANNEKIS, G., ABBARA, S., GHOSHHAJRA, B. B., ROTHMAN, R. D. & HO, C. 

Y. 2013. Effects of losartan on left ventricular hypertrophy and fibrosis in patients 

with nonobstructive hypertrophic cardiomyopathy. Journal of the American College of 

Cardiology: Heart Failure, 1, 480-487. 

SHIMOKAWA, H. & TAKESHITA, A. 1995. Endothelium-dependent regulation of the 

cardiovascular system. Internal Medicine, 34, 939-946. 

SHIMOKAWA, H., YASUTAKE, H., FUJII, K., OWADA, M. K., NAKAIKE, R., 

FUKUMOTO, Y., TAKAYANAGI, T., NAGAO, T., EGASHIRA, K., FUJISHIMA, 

M. & TAKESHITA, A. 1996. The importance of the hyperpolarizing mechanism 

increases as the vessel size decreases in endothelium-dependent relaxations in rat 

mesenteric circulation. Journal of Cardiovascular Pharmacology, 28, 703-711. 



REFERENCES      8 

 

244 

 

SHORT, D. 1966. Morphology of the intestinal arterioles in chronic human hypertension. 

British Heart Journal, 28, 184-192. 

SHROFF, R., EGERTON, M., BRIDEL, M., SHAH, V., DONALD, A. E., COLE, T. J., 

HIORNS, M. P., DEANFIELD, J. E. & REES, L. 2008. A bimodal association of 

vitamin D levels and vascular disease in children on dialysis. Journal of the American 

Society of Nephrology, 19, 1239-1246. 

SHROFF, R., LONG, D. A. & SHANAHAN, C. 2013. Mechanistic insights into vascular 

calcification in CKD. Journal of the American Society of Nephrology, 24, 179-189. 

SHROFF, R. C., MCNAIR, R., SKEPPER, J. N., FIGG, N., SCHURGERS, L. J., 

DEANFIELD, J., REES, L. & SHANAHAN, C. M. 2010. Chronic mineral 

dysregulation promotes vascular smooth muscle cell adaptation and extracellular 

matrix calcification. Journal of the American Society of Nephrology, 21, 103-112. 

SHROFF, R. C. & SHANAHAN, C. M. Year. Vascular calcification in patients with kidney 

disease: The vascular biology of calcification. In:  Seminars in Dialysis, 2007. Wiley 

Online Library, 103-109. 

SICA, D. A. 2005. Calcium channel blocker class heterogeneity: Select aspects of 

pharmacokinetics and pharmacodynamics. The Journal of Clinical Hypertension, 7, 

21-26. 

SIHM, I., SCHROEDER, A. P., AALKJÆR, C., MULVANY, M. J., THYGESEN, K. & 

LEDERBALLE, O. 1998. Effect of antihypertensive treatment on cardiac and 

subcutaneous artery structure: A comparison between calcium channel blocker and 

thiazide-based regimens. American Journal of Hypertension, 11, 263-271. 

SILVA, D. M., GOMES-FILHO, A., OLIVON, V. C., SANTOS, T. M., BECKER, L. K., 

SANTOS, R. A. & LEMOS, V. S. 2011. Swimming training improves the vasodilator 

effect of angiotensin-(1–7) in the aorta of spontaneously hypertensive rat. Journal of 

Applied Physiology, 111, 1272-1277. 

SILVA-ANTONIALLI, M. M., TOSTES, R. C., FERNANDES, L., FIOR-CHADI, D. R., 

AKAMINE, E. H., CARVALHO, M. H., FORTES, Z. B. & NIGRO, D. 2004. A 



REFERENCES      8 

 

245 

 

lower ratio of AT1/AT2 receptors of angiotensin II is found in female than in male 

spontaneously hypertensive rats. Cardiovascular Research, 62, 587-93. 

 SIMMONS, D. L., BOTTING, R. M. & HLA, T. 2004. Cyclooxygenase isozymes: The 

biology of prostaglandin synthesis and inhibition. Pharmacological Reviews, 56, 387-

437. 

SMITH, E. R., TOMLINSON, L. A., FORD, M. L., MCMAHON, L. P., RAJKUMAR, C. & 

HOLT, S. G. 2012. Elastin degradation is associated with progressive aortic stiffening 

and all-cause mortality in predialysis chronic kidney disease. Hypertension, 59, 973-

978. 

SMITH, L. A., BUKANOV, N. O., HUSSON, H., RUSSO, R. J., BARRY, T. C., TAYLOR, 

A. L., BEIER, D. R. & IBRAGHIMOV-BESKROVNAYA, O. 2006. Development of 

polycystic kidney disease in juvenile cystic kidney mice: Insights into pathogenesis, 

ciliary abnormalities, and common features with human disease. Journal of the 

American Society of Nephrology, 17, 2821-2831. 

SOBAL, G., MENZEL, E. J. & SINZINGER, H. 2001. Calcium antagonists as inhibitors of in 

vitro low density lipoprotein oxidation and glycation. Biochemical Pharmacology, 61, 

373-379. 

SOETERS, H. S., HOWELLS, F. M. & RUSSELL, V. A. 2008. Methylphenidate does not 

increase ethanol consumption in a rat model for attention-deficit hyperactivity 

disorder—the spontaneously hypertensive rat. Metabolic Brain Disease, 23, 303-314. 

SOHARA, E., LUO, Y., ZHANG, J., MANNING, D. K., BEIER, D. R. & ZHOU, J. 2008. 

Nek8 regulates the expression and localization of polycystin-1 and polycystin-2. 

Journal of the American Society of Nephrology, 19, 469-476. 

SOLIMAN, N. A. 2012. Orphan kidney diseases. Nephron Clinical Practice, 120, c194-c199. 

SONKUSARE, S., PALADE, P. T., MARSH, J. D., TELEMAQUE, S., PESIC, A. & 

RUSCH, N. J. 2006. Vascular calcium channels and high blood pressure: 

Pathophysiology and therapeutic implications. Vascular Pharmacology, 44, 131-142. 



REFERENCES      8 

 

246 

 

SONOYAMA, K., GREENSTEIN, A., PRICE, A., KHAVANDI, K. & HEAGERTY, T. 

2007. Review: Vascular remodeling: Implications for small artery function and target 

organ damage. Therapeutic Advances in Cardiovascular Disease, 1, 129-137. 

SOUZA-SMITH, F. M., KATZ, P. S., TRASK, A. J., STEWART, J. A., JR., LORD, K. C., 

VARNER, K. J., VASSALLO, D. V. & LUCCHESI, P. A. 2011. Mesenteric 

resistance arteries in Type 2 diabetic db/db mice undergo outward remodeling. PLoS 

ONE, 6, e23337. 

SRIJA, M., BRAHMBHATT, B., LAKSHMINARAYANA, G., MATHEW, A., RAJESH, R., 

KURIAN, G. & UNNI, V. 2012. Extensive vascular calcification in end stage renal 

disease. Amrita Journal of Medicine, 8, 1-44. 

STAM, F., VAN GULDENER, C., BECKER, A., DEKKER, J. M., HEINE, R. J., BOUTER, 

L. M. & STEHOUWER, C. D. 2006. Endothelial dysfunction contributes to renal 

function-associated cardiovascular mortality in a population with mild renal 

insufficiency: the Hoorn study. Journal of the American Society of Nephrology, 17, 

537-545. 

STARY, H. C., CHANDLER, A. B., DINSMORE, R. E., FUSTER, V., GLAGOV, S., 

INSULL, W., JR., ROSENFELD, M. E., SCHWARTZ, C. J., WAGNER, W. D. & 

WISSLER, R. W. 1995. A definition of advanced types of atherosclerotic lesions and 

a histological classification of atherosclerosis. A report from the Committee on 

Vascular Lesions of the Council on Arteriosclerosis, American Heart Association. 

Circulation, 92, 1355-74. 

STEEDS, R. P., TOOLE, L. O., CHANNER, K. S. & MORICE, A. H. 1999. Human vascular 

reactivity and polymorphisms of the angiotensin-converting enzyme and the 

angiotensin type 1 receptor genes. Journal of Vascular Research, 36, 445-455. 

SUGANO, N., HAYASHI, K., HOSOYA, T. & YOKOO, T. 2013. Mechanistic view of renal 

protective action of calcium channel blockade. Current hypertension reviews, 9, 187-

192. 

SUN, C., ZUBCEVIC, J., POLSON, J. W., POTTS, J. T., DIEZ-FREIRE, C., ZHANG, Q., 

PATON, J. F. & RAIZADA, M. K. 2009. Shift to an involvement of 



REFERENCES      8 

 

247 

 

phosphatidylinositol 3-kinase in angiotensin II actions on nucleus tractus solitarii 

neurons of the spontaneously hypertensive rat. Circulation Research, 105, 1248-1255. 

SUN, D., HUANG, A., SMITH, C. J., STACKPOLE, C. J., CONNETTA, J. A., SHESELY, 

E. G., KOLLER, A. & KALEY, G. 1999. Enhanced release of prostaglandins 

contributes to flow-induced arteriolar dilation in eNOS knockout mice. Circulation 

Research, 85, 288-93. 

SWEENEY, W. E. J. & AVNER, E. D. 2006. Molecular and cellular pathophysiology of 

autosomal recessive polycystic kidney disease (ARPKD). Cell and Tissue Research, 

326, 671-685. 

TAAL, M. W. & BRENNER, B. M. 2000. Renoprotective benefits of RAS inhibition: From 

ACEI to angiotensin II antagonists. Kidney International, 57, 1803-1817. 

TADDEI, S., GHIADONI, L., VIRDIS, A., VERSARI, D. & SALVETTI, A. 2003. 

Mechanisms of endothelial dysfunction: clinical significance and preventive non-

pharmacological therapeutic strategies. Current Pharmaceutical Design, 9, 2385-

2402. 

TAMURA, K., WAKUI, H., AZUSHIMA, K., UNEDA, K., HAKU, S., KOBAYASHI, R., 

OHKI, K., HARUHARA, K., KINGUCHI, S., MATSUDA, M., YAMASHITA, A. & 

UMEMURA, S. 2015. Angiotensin II type 1 receptor binding molecule ATRAP as a 

possible modulator of renal sodium handling and blood pressure in pathophysiology. 

Current Medicinal Chemistry, 22, 3210-3216. 

THAMBYRAJAH, J., LANDRAY, M. J., MCGLYNN, F. J., JONES, H. J., WHEELER, D. 

C. & TOWNEND, J. N. 2000. Abnormalities of endothelial function in patients with 

predialysis renal failure. Heart, 83, 205-209. 

THE GISEN GROUP 1997. Randomised placebo-controlled trial of effect of ramipril on 

decline in glomerular filtration rate and risk of terminal renal failure in proteinuric, 

non-diabetic nephropathy. Lancet, 349, 1857-1863. 

THYBO, N. K., KORSGAARD, N., ERIKSEN, S., CHRISTENSEN, K. L. & MULVANY, 

M. J. 1994. Dose-dependent effects of perindopril on blood pressure and small-artery 

structure. Hypertension, 23, 659-666. 



REFERENCES      8 

 

248 

 

TOMIOKA, H., HATTORI, Y., FUKAO, M., SATO, A., LIU, M., SAKUMA, I., 

KITABATAKE, A. & KANNO, M. 1999. Relaxation in different-sized rat blood 

vessels mediated by endothelium-derived hyperpolarizing factor: Importance of 

processes mediating precontractions. Journal of Vascular Research, 36, 311-320. 

TONELLI, M., WIEBE, N., CULLETON, B., HOUSE, A., RABBAT, C., FOK, M., 

MCALISTER, F. & GARG, A. X. 2006. Chronic kidney disease and mortality risk: A 

systematic review. Journal of the American Society of Nephrology, 17, 2034-2047. 

TORRES, V. E. & HARRIS, P. C. 2006. Mechanisms of disease: Autosomal dominant and 

recessive polycystic kidney diseases. Nature Clinical Practice Nephrology, 2, 40-55. 

TOTO, R. D. 2005. Treatment of hypertension in Chronic Kidney Disease. Seminars in 

Nephrology, 25, 435-439. 

TOUYZ, R. M. 2000. Oxidative stress and vascular damage in hypertension. Current 

Hypertension Reports, 2, 98-105. 

TOUYZ, R. M. 2005. Intracellular mechanisms involved in vascular remodelling of resistance 

arteries in hypertension: Role of angiotensin II. Experimental Physiology, 90, 449-

455. 

TOUYZ, R. M., HE, G., DENG, L. Y. & SCHIFFRIN, E. L. 1999. Role of extracellular 

signal-regulated kinases in angiotensin II-stimulated contraction of smooth muscle 

cells from human resistance arteries. Circulation, 99, 392-399. 

TOUYZ, R. M. & SCHIFFRIN, E. L. 2000. Signal transduction mechanisms mediating the 

physiological and pathophysiological actions of Angiotensin II in vascular smooth 

muscle cells. Pharmacological Reviews, 52, 639-672. 

TRAPP, M. L., GALTSEVA, A., MANNING, D. K., BEIER, D. R., ROSENBLUM, N. D. & 

QUARMBY, L. M. 2008. Defects in ciliary localization of Nek8 is associated with 

cystogenesis. Pediatric Nephrology, 23, 377-387. 

TRONC, F., WASSEF, M., ESPOSITO, B., HENRION, D., GLAGOV, S. & TEDGUI, A. 

1996. Role of NO in flow-induced remodeling of the rabbit common carotid artery. 

Arteriosclerosis, Thrombosis, and Vascular Biology, 16, 1256-1262. 



REFERENCES      8 

 

249 

 

UCHIDA, E. & BOHR, D. F. 1969. Myogenic tone in isolated perfused vessels: Occurrence 

among vascular beds and along vascular trees. Circulation Research, 25, 549-55. 

US RENAL DATA SYSTEM 2014. U.S. renal data system annual data report: atlas of 

chronic kidney disease and end-stage renal disease in the United States, Bethesda, 

MD, National Institutes of Health, National Institute of Diabetes and Digestive and 

Kidney Diseases. 

VANE, J. R., ÄNGGÅRD, E. E. & BOTTING, R. M. 1990. Regulatory functions of the 

vascular endothelium. New England Journal of Medicine, 323, 27-36. 

VANHOLDER, R., MASSY, Z., ARGILES, A., SPASOVSKI, G., VERBEKE, F. & 

LAMEIRE, N. 2005. Chronic kidney disease as cause of cardiovascular morbidity and 

mortality. Nephrology Dialysis Transplantation, 20, 1048-1056. 

VANHOUTTE, P. M. 1989. Endothelium and control of vascular function. State of the Art 

lecture. Hypertension, 13, 658-667. 

VERSARI, D., DAGHINI, E., VIRDIS, A., GHIADONI, L. & TADDEI, S. 2009. 

Endothelium-dependent contractions and endothelial dysfunction in human 

hypertension. British Journal of Pharmacology, 157, 527-536. 

VINK, E. E., DE JAGER, R. L. & BLANKESTIJN, P. J. 2013. Sympathetic hyperactivity in 

chronic kidney disease: Pathophysiology and (new) treatment options. Current 

Hypertension Reports, 15, 95-101. 

WALDRON, G. J., DING, H., LOVREN, F., KUBES, P. & TRIGGLE, C. R. 1999. 

Acetylcholine-induced relaxation of peripheral arteries isolated from mice lacking 

endothelial nitric oxide synthase. British Journal of Pharmacology, 128, 653-658. 

WALLIN, R., WAJIH, N., GREENWOOD, G. T. & SANE, D. C. 2001. Arterial 

calcification: A review of mechanisms, animal models, and the prospects for therapy. 

Medicinal research reviews, 21, 274-301. 

WANG, D., IVERSEN, J. & STRANDGAARD, S. 1999. Contractility and endothelium-

dependent relaxation of resistance vessels in polycystic kidney disease rats. Journal of 

Vascular Research, 36, 502-509. 



REFERENCES      8 

 

250 

 

WANG, D., IVERSEN, J. & STRANDGAARD, S. 2000. Endothelium-dependent relaxation 

of small resistance vessels is impaired in patients with autosomal dominant polycystic 

kidney disease. Journal of the American Society of Nephrology, 11, 1371-1376. 

WANG, D., IVERSEN, J., WILCOX, C. S. & STRANDGAARD, S. 2003. Endothelial 

dysfunction and reduced nitric oxide in resistance arteries in autosomal-dominant 

polycystic kidney disease. Kidney International, 64, 1381-1388. 

WANG, M., KHAZAN, B. & LAKATTA, E. G. 2010. Central arterial aging and Angiotensin 

II signaling. Current hypertension reviews, 6, 266-281. 

WEBB, R. C. 2003. Smooth muscle contraction and relaxation. Advances in physiology 

education, 27, 201-206. 

WEBER, M. A. 2001. Angiotensin II receptor blockers. In: WEBER, M. A. (ed.) 

Hypertension Medicine. Humana Press. 

WHEELER, D. C. 2003. Cardiovascular complications of Chronic Kidney Disease. Medicine, 

31, 61-63. 

WHO 2003. Diet, nutrition and the prevention of chronic diseases, Geneva, World Health 

Organization. 

WILSON, P. D. 2004. Polycystic kidney disease. New England Journal of Medicine, 350, 

151-164. 

WILSON, P.C., LEE, M.H., APPLETON, K.M., EL-SHEWY, H.M., MORINELLI, T.A., 

PETERSON, Y.K., LUTTRELL, L.M. & JAFFA, A.A. 2013. The arrestin-selective 

angiotensin AT1 receptor agonist [Sar1, Ile4, Ile8]-AngII negatively regulates 

bradykinin B2 receptor signaling via AT1-B2 receptor heterodimers. Journal of 

Biological Chemistry, 288(26), 18872-18884. 

WIRTH, K. J., LINZ, W., WIEMER, G. & SCHÖLKENS, B. A. 1996. Differences in 

acetylcholine-and bradykinin-induced vasorelaxation of the mesenteric vascular bed in 

spontaneously hypertensive rats of different ages. Naunyn-Schmiedeberg's Archives of 

Pharmacology, 354, 38-43. 

WOLF, M. T. & HILDEBRANDT, F. 2011. Nephronophthisis. Pediatric Nephrology, 26, 

181-194. 



REFERENCES      8 

 

251 

 

WOLINSKY, H. 1971. Effects of hypertension and its reversal on the thoracic aorta of male 

and female rats: Morphological and chemical studies. Circulation Research, 28, 622-

637. 

WONG, M. S. & VANHOUTTE, P. M. 2010. COX-mediated endothelium-dependent 

contractions: from the past to recent discoveries. Acta Pharmacologica Sinica, 31, 

1095-1102. 

WRIGHT, C. E. & ANGUS, J. A. 1999. Enhanced total peripheral vascular responsiveness in 

hypertension accords with the amplifier hypothesis. Journal of Hypertension, 17, 

1687-1696. 

WRIGHT JR, J. T., BAKRIS, G., GREENE, T., AGODOA, L. Y., APPEL, L. J., 

CHARLESTON, J., CHEEK, D., DOUGLAS-BALTIMORE, J. G., GASSMAN, J. & 

GLASSOCK, R. 2002. Effect of blood pressure lowering and antihypertensive drug 

class on progression of hypertensive kidney disease: results from the AASK trial. 

Journal of the American Medical Association, 288, 2421-2431. 

XU, B., XIAO-HONG, L., LIN, G., QUEEN, L. & FERRO, A. 2002. Amlodipine, but not 

verapamil or nifedipine, dilates rabbit femoral artery largely through a nitric oxide- 

and kinin-dependent mechanism. British Journal of Pharmacology, 136, 375-382. 

YAO, Y., HILDRETH, C. M., FARNHAM, M. M., SAHA, M., SUN, Q.-J., PILOWSKY, P. 

M. & PHILLIPS, J. K. 2015. The effect of losartan on differential reflex control of 

sympathetic nerve activity in chronic kidney disease. Journal of Hypertension, 33, 

1249-1260. 

YERRAM, P., KARUPARTHI, P. R., HESEMANN, L., HORST, J. & WHALEY-

CONNELL, A. 2007. Chronic kidney disease and cardiovascular risk. Journal of the 

American Society of Hypertension, 1, 178-184. 

YILMAZ, M. I., MATSUBARA, K., STEFANADIS, P., LINDHOLM, B. & MEHROTRA, 

R. (eds.) 2009. Vascular calcification in chronic kidney disease, Heidelberg: Springer. 

YOUNG, J. H., KLAG, M. J., MUNTNER, P., WHYTE, J. L., PAHOR, M. & CORESH, J. 

2002. Blood pressure and decline in kidney function: Findings from the systolic 



REFERENCES      8 

 

252 

 

hypertension in the elderly program (SHEP). Journal of the American Society of 

Nephrology, 13, 2776-2782. 

ZALLI, D., BAYLISS, R. & FRY, A. M. 2012. The Nek8 protein kinase, mutated in the 

human cystic kidney disease nephronophthisis, is both activated and degraded during 

ciliogenesis. Human Molecular Genetics, 21, 1155-1171. 

ZERRES, K., SENDEREK, J., RUDNIK-SCHÖNEBORN, S., EGGERMANN, T., KUNZE, 

J., MONONEN, T., KÄÄRIÄINEN, H., KIRFEL, J., MOSER, M., BUETTNER, R. & 

BERGMANN, C. 2004. New options for prenatal diagnosis in autosomal recessive 

polycystic kidney disease by mutation analysis of the PKHD1 gene. Clinical Genetics, 

66, 53-57. 

ZHANG, X., RECCHIA, F. A., BERNSTEIN, R., XU, X., NASJLETTI, A. & HINTZE, T. 

H. 1999. Kinin-mediated coronary nitric oxide production contributes to the 

therapeutic action of angiotensin-converting enzyme and neutral endopeptidase 

inhibitors and amlodipine in the treatment in heart failure. Journal of Pharmacology 

and Experimental Therapeutics, 288, 742-751. 

ZHANG, X. P., LOKE, K. E., MITAL, S., CHAHWALA, S. & HINTZE, T. H. 2002. 

Paradoxical release of nitric oxide by an L-type calcium channel antagonist, the R+ 

enantiomer of amlodipine. Journal of Cardiovascular Pharmacology, 39, 208-214. 

ZHANG, Y., GRIENDLING, K. K., DIKALOVA, A., OWENS, G. K. & TAYLOR, W. R. 

2005. Vascular hypertrophy in angiotensin II–induced hypertension is mediated by 

vascular smooth muscle cell–derived H2O2. Hypertension, 46, 732-737. 

ZHU, D., MACKENZIE, N. C., FARQUHARSON, C. & MACRAE, V. E. 2012. 

Mechanisms and clinical consequences of vascular calcification. Frontiers in 

endocrinology, 3. 

ZITTERMANN, A., SCHLEITHOFF, S. S. & KOERFER, R. 2007. Vitamin D and vascular 

calcification. Current Opinion in Lipidology, 18, 41-46. 

ZOCCALI, C., MALLAMACI, F., PARLONGO, S., CUTRUPI, S., BENEDETTO, F. A., 

TRIPEPI, G., BONANNO, G., RAPISARDA, F., FATUZZO, P. & SEMINARA, G. 



REFERENCES      8 

 

253 

 

2002. Plasma norepinephrine predicts survival and incident cardiovascular events in 

patients with end-stage renal disease. Circulation, 105, 1354-1359. 

ZOLLINGER, H., MIHATSCH, M., EDEFONTI, A., GABOARDI, F., IMBASCIATI, E. & 

LENNERT, T. 1980. Nephronophthisis (medullary cystic disease of the kidney). A 

study using electron microscopy, immunofluorescence, and a review of the 

morphological findings. Helvetica paediatrica acta, 35, 509-530. 

ZOUNGAS, S., KERR, P. G., CHADBAN, S., MUSKE, C., RISTEVSKI, S., ATKINS, R. 

C., MCNEIL, J. J. & MCGRATH, B. P. 2004. Arterial function after successful renal 

transplantation. Kidney International, 65, 1882-1889. 

ZYGMUNT, P. M., PLANE, F., PAULSSON, M., GARLAND, C. J. & HÖGESTÄTT, E. D. 

1998. Interactions between endothelium-derived relaxing factors in the rat hepatic 

artery: focus on regulation of EDHF. British Journal of Pharmacology, 124, 992-

1000. 

 

 

 



DISCUSSION 7 

 

188 

 

 

 

 

 

 
 

Appendix 1    
 

 

 

 1 



Adapted from Form C (issued under part IV of the Animal Research Act, 1985) 

  

 
AEC Reference No.: 2011/044 – 14               Date of Expiry:  11 September 2014 
Full Approval Duration: 12 September 2011 to 11 September 2014 (36 months) 
This ARA remains in force until the Date of Expiry (unless suspended, cancelled or surrendered) and will only be renewed upon 
receipt of a satisfactory Progress Report before expiry (see Approval email for submission details). 
 
 
 
 
 
 

 
 
 
 
 
 

The above-named are authorised by MACQUARIE UNIVERSITY  
ANIMAL ETHICS COMMITTEE to conduct the following research: 
 
Title of the project:  Do stiff blood vessels or overactive nerves cause long-term high blood pressure in kidney disease? 
 
Purpose: 4 – Research: human or animal biology 
 
Aim:  This project aims to use an animal model to determine if drugs which block the hormone angiotensin II therapy for  
 hypertension reduces the stiffness of blood vessels or elevated nerve activity. 
 
Surgical Procedures category:  3 (Minor conscious intervention)   
 
All procedures must be performed as per the AEC-approved protocol, unless stated otherwise by the AEC and/or AWO. 
 Maximum numbers approved: 

Species Strain Sex Age TOTAL Supplier/Source 

Rat Lewis M/F 3-18 wks 156 ARC Perth 
Rat LPK M/F 3-18 wks 156 ARC Perth/Westmead Hospital 
Rat SHR M/F 4-24 wks 156 ARC Perth 
Rat WKY M/F 4-24 wks 156 ARC Perth 

  TOTAL  624  

Location of research: 
Location Full street address 
Australian School of Advanced Medicine Level 1, Clinic Building, 2 Technology Place, Macquarie University NSW 2109 
Central Animal Facility Building F9A, Research Park Drive, Macquarie University NSW 2109 

Conditions of Approval: N/A 
Amendments approved by the AEC since initial approval: 

1. Addition of new personnel to protocol: Barbara Zangerl (approved May 2012). 
2. Addition of new personnel to protocol: George Lindesay (approved June 2012). 
3. Addition of new personnel to protocol: Yimin Yao subject to adequate supervision (approved July 2012). 
4. Addition of Melissa Farnham as Associate Investigator (approved July 2012). 
5. Modification of experimental procedure (approved 16 August 2012). 
6. Change of age of animals used (approved 16 August 2012). 
7. Addition of new personnel to protocol: Marie-Ange Kouassi (approved September 2012). 
8. Addition of new personnel to protocol: Rochelle Boyd (approved & ratified December 2012). 
9. Addition of new personnel to protocol:  Ko Jin Quek (approved February 2013). 
10. Addition of new personnel to protocol: Manash Saha as Student (Executive approved 17 April 2013, ratified by AEC 18 April 2013). 
11. Increase dose range of Valsartan to 60mg/kg/day for LPK rats  (Executive approved 23 May 2013, ratified by AEC 13 June 2013) 
12. Add procedures performed under anaesthesia to include manipulation of blood pressure & venous return (Approved 13 June 2013) 
13. Addition of Qi-Jian Sun as Associate investigator (Executive approved 6 August 2013,  ratified by AEC 15 August 2013) 
14. Alternative method to provide drug treatment (Executive approved 5 August 2013, ratified by AEC 15 August 2013) 
15. Increase maximum dose of Amlodipine to 20mg/kg/day and begin BP treatment for SHR at the earlier age of 8 weeks (Executive approved 

30 August 2013,  ratified by AEC 19 September 2013) 
 
Being animal research carried out in accordance with the Code of Practice for a recognised research purpose and in connection with animals 
(other than exempt animals) that have been obtained from the holder of an animal supplier’s license. 

 
Prof Mark Connor (Chair, Animal Ethics Committee)    Approval Date:  19 September 2013  

Principal Investigator: 
Prof. Jacqueline Phillips  
Australian School of Advanced Medicine  
Macquarie University NSW 2109 
0409 225 707 
Jacqueline.phillips@mq.edu.au  
 
 
 
 

ANIMAL RESEARCH AUTHORITY (ARA) 

Associate Investigators: 
Alberto Avolio  0408 657 616 
Cara Hildreth  0412 266 420 
Mark Butlin  0422 908 895 
Melissa Farnham  0415 821 096 
Qi-Jian Sun  0413 733 250 
Other people participating: 
Ms Alice Ding  0433 665 967 
Ms Divya Sarma Kandukuri 0432 435 596 
Mr Omar Al-Adhami  0426 292 791 
Mr Ibrahim Salman   0426 286 182 
Barbara Zangerl  0426 849 669 
George Lindesay  (02) 9850 9812 
Yimin Yao   0422 672 507 
Rochelle Boyd  0409 322 382 
Ko Jin Quek  0404 124 209 
Manash Saha  0469 344 124 
 
 
 

In case of emergency, please contact: 
the Principal Investigator / Associate Investigator named above, 

Animal Welfare Officer - 9850 7758 / 0439 497 383,  
or  Manager, CAF - 9850 7780 / 0428 861 163 
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AEC Reference No.: 2014/048 -3 Date of Expiry:  28 October 2015 

Full Approval Duration: 28 October 2014  to  28 September 2017  
 

This ARA remains in force until the Date of Expiry (unless suspended, cancelled or surrendered) and will only be renewed upon 
receipt of a satisfactory Progress Report before expiry (see Approval email for submission details).   
                 

 
 
 
 

 
 

 
 
 
 
 
 
The above-named are authorised by MACQUARIE UNIVERSITY ANIMAL ETHICS COMMITTEE to conduct the following research: 
 
Title of the project:  Arterial structural and functional alterations in chronic kidney disease: a study in rodents 
 
Purpose:  5 - Research: Human or Animal Health and Welfare 
 
Aims:  The small arteries of the body (resistance vessels) play a significant role in the maintenance of blood pressure. In CKD (Chronic 
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