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Abstract. A primary peptide of the renin angiotensin system (RAS), Angiotensin (Ang) II, is a 19 

vasoconstrictor and promotor of atherosclerosis. To counter this, the RAS also consists of peptides and 20 

receptors which increase nitric oxide release from the endothelium and decrease nicotinamide adenine 21 

dinucleotide phosphate oxidase-related superoxide production. Two peptides, Ang (1-7) and alamandine 22 

are vasodilators, by activating the nitric oxide pathway via different receptors in the endothelium. Thus, 23 

herein we focus on the similarities and differences between alamandine and Ang (1-7) and the 24 

counterbalancing hypothesis on Ang II during endothelial dysfunction and atherosclerosis. 25 
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1.1 Introduction 45 

Cardiovascular disease (CVD) accounts for 1 in 3 deaths worldwide [1] with increasing prevalence in the 46 

Western world. Despite the therapeutic advances for treating CVD [2], novel interventions are necessary 47 

to further reduce this burden. The renin angiotensin system (RAS) is a hormone system that regulates 48 

blood pressure, electrolyte balance and plays a crucial role in atherogenesis and thus CVD.  49 

Atherosclerosis is a progressive process of arterial wall thickening and is characterised by the deposition 50 

of lipoproteins, cholesterol and white blood cells on the innermost layer of blood vessels [3]. 51 

Atherogenesis is complex, however 3 distinct stages have been identified. (1) Endothelial dysfunction, 52 

which occurs throughout all stages of atherosclerosis; (2) plaque formation, and, (3) thrombosis [4-6]. 53 

These stages occur at the luminal surface of blood vessels and are time-dependent [7]. Endothelial 54 

dysfunction is a pathophysiological shift towards a vasoconstrictive and pro-inflammatory state. This is 55 

believed to occur mainly due to a reduction in the bio-availability of nitric oxide, possible due to an 56 

altered activity of endothelial nitric oxide synthase (eNOS) [8] or an over-activation of the protein kinase 57 

C (PKC) signalling pathway [9] coupled with an overproduction of superoxide [10, 11]. Over-activation 58 

of RAS has been linked to endothelial dysfunction and may be involved in altering protein kinases, eNOS 59 

activity and superoxide production, ultimately regulating atherogenesis. Thus, drugs regulating RAS are a 60 

promising therapeutic modality against CVD. 61 

The RAS includes a number of peptides and enzymes, including Ang II, angiotensin converting enzyme 1 62 

(ACE1), ACE2, angiotensin A (Ang A, where the A is abbreviated for alanine), angiotensin (1-7) (Ang 63 

(1-7)), Mas receptor, Mas-related G coupled protein receptor member D (MrgD) and alamandine [12-14]. 64 

The RAS is present in a number of tissues including, blood vessels, myocardium, kidney and brain [15-65 

18]. The pathway begins with angiotensinogen, which is formed in the liver and released into the 66 

circulation.  It is proteolyzed by renin resulting in a the decapeptide, Ang I. Ang I binds to the endothelial 67 

cell layer of blood vessels, and ACE1 cleaves the C-terminal dipeptide (L-histidyl-L-leucine) of Ang I to 68 

form Ang II [19-21] (Figure 1).  69 
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Ang II and Ang A have vasoconstrictive properties, which act through the angiotensin II type I receptor 70 

(AT1) [14, 22]. AT1 is a 41 kDa transmembrane receptor highly expressed in the cardiovascular system 71 

and regulates aldosterone secretion and controls blood pressure [23]. Binding of Ang II to AT1 receptor 72 

stimulates an array of pathophysiological actions including, vasoconstriction, which elevates blood 73 

pressure, endothelial dysfunction (inhibition of NO production) and increases nicotinamide adenine 74 

dinucleotide phosphate (NADPH) oxidase activation for superoxide production; leading to the 75 

development of cardiac fibrosis, inflammation associated with atherosclerosis and atherosclerotic plaques 76 

[24-28]. In addition, Ang II may act through the angiotensin II type II receptor (AT2) resulting in 77 

vasodilatory effects. AT2 is highly expressed in the developing fetus, however, its expression is low in the 78 

cardiovascular system but is increased in inflammation, hypertension and atherosclerosis and is 79 

vasoactive in human radial arteries [29]. Likewise, alamandine, is hydrolyzed by ACE2 from Ang A or 80 

decarboxylated from Ang (1-7), also exerts vasodilatory and anti-hypertensive actions, through the MrgD 81 

receptor [12, 30]. Ang (1-7) is also a vasodilator which acts via the Mas receptor, which is related to the 82 

MrgD receptor. Therefore, the localization of both the MrgD and the Mas receptor on endothelial cells 83 

suggests that both alamandine and Ang (1-7) may play important roles in blood vessel physiology [22, 84 

31]. In addition, Ang (1-7) exerts an anti-angiogenic role by decreasing proangiogenic hormones such as 85 

vascular endothelial growth factor-A [12, 32]. However, there are no reports to demonstrate the effect of 86 

alamandine on angiogenesis. Furthermore, ingestion of alamandine/cyclodextrin decreases the 87 

accumulation of collagen I, III, and fibronectin in isoproterenol-treated rats, contributing to a decrease in 88 

cardiac fibrosis [12].  Interestingly, research performed in our laboratory showed a marked reduction in 89 

rat aortic wall elastic fibers after an atherogenic diet for 15 weeks [33], and thus it would be interesting to 90 

determine if alamandine can reduce this pathological effect.  Therefore, Ang (1-7) and potentially 91 

alamandine acting via their specific receptors, may be able to decrease endothelial cell proliferation and 92 

migration, resulting in a decrease in endothelial cell permeability, and thus an attenuation of 93 

atherogenesis. 94 
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Both the Mas and the MrgD receptors are proto-oncogenes. The Mas proto-oncogene was first identified 95 

in 1986 where it was noted to facilitate tumorigenesis, and similarly for the overexpression of the MrgD 96 

receptor in murine fibroblast cell lines [34, 35]. Thus, if alamandine and Ang (1-7) are to be used as a 97 

treatment for CVD, these peptides could affect oncogenesis. Thus, it is important to determine a possible 98 

carcinogenic/oncogenic effect in animal models using alamandine and Ang (1-7) in a combined 99 

CVD/cancer model.        100 

Ang (1-7) counterbalances the effects of Ang II exerted on human cerebral smooth muscle cells [25]. 101 

These effects reduce Ang II-induced apoptosis and proliferation [25]. Indeed, in vitro studies show that 102 

administration of Ang (1-7) to rat aorta prevents Ang II-stimulated reactive oxygen species (ROS) 103 

production [24] and increases NO release resulting in increased vasodilation [36], and reduces endothelial 104 

oxidative stress. We are unaware of studies that demonstrate alamandine counterbalancing Ang II effects 105 

on vascular smooth muscle cells and on endothelial cells. It is possible that alamandine may mimic the 106 

effects of Ang (1-7), due to the close homology of their amino-acid sequence (Figure 1 and 2). Indeed, 107 

alamandine stimulates NO release potentially by eNOS in endothelial cells to induce vasodilation through 108 

the MrgD receptor [12]. Thus, combined Ang (1-7)/alamandine would be viable pathways to reduce Ang 109 

II-associated endothelial dysfunction (i.e. low NO release from endothelium), Ang II-associated vascular 110 

proliferation, and Ang II-associated inflammation during atherosclerosis.    111 

1.2 Biosynthetic pathway for of Ang (1-7) and Alamandine 112 

The RAS exists in the circulatory and tissue system and circulatory-Ang II is synthesized when ACE 113 

cleaves the C terminal dipeptide of the renin-catalyzed-angiotensin I [37]. An intracellular form of renin, 114 

as well as angiotensin I and both forms of ACE expressed in tissues have been associated with increased 115 

intracellular Ang II production [38]. Therefore, the formation Ang (1-7) and alamandine, can also be 116 

biosynthesized at a circulatory and tissue level. As revised by Zhang et al (2015), ACE2 catalyzes 117 

angiotensin (1-9) from angiotensin I, so that angiotensin (1-9) can be cleaved by ACE into Ang (1-7).  118 
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Moreover, Ang II can be directly converted into Ang (1-7) via ACE2 [39]. Also, carboxylase can convert 119 

Ang (1-7) to alamandine. Similarly to Ang (1-7), alamandine can be synthesized at the circulatory and 120 

tissue system (Figure 1). 121 

 122 

Figure 1: The pathway for both alamandine and Ang (1-7).  Whether Ang A is formed from Ang I remains unknown.  However, Ang A has been 123 

demonstrated through chromatographic purification and structural analysis that it is mostly likely generated enzymatically from Ang II via 124 

decarboxylase [14]. Ang I can be cleaved into Ang (1-7) by prolyl endopeptidase (PEP) [40], matrix metalloproteinase-8 (MMP8) [41] and prolyl 125 

carboxypeptidase (PCP) [42].  126 

 127 

1.3 Factors involved in vascular dysfunction, leading to atherosclerosis 128 

The widely studied vasodilator produced by the endothelial layer of blood vessels is the free radical gas, 129 

NO [43]. NO contributes to normal vascular homeostasis and reduced NO bioavailability results in 130 

endothelial dysfunction [44, 45]. CVD risk factors, such as type 2 diabetes, hypertension, and 131 

hypercholesteremia exacerbate the reduction of  NO bioavailability thus promoting atherosclerosis. Since 132 

atherosclerosis is the primary cause of CVD, the pharmacological drive to reverse endothelial 133 

dysfunction, by improving NO release, should improve vascular health and reduce the burden of CVD. In 134 

addition, ROS released by cells, including endothelial cells, is a byproduct of oxygen in normal 135 

homeostasis. During stress however, ROS is produced in excessive levels leading to cell damage (cellular 136 
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oxidative stress). In fact, overproduction of Ang II leads to dramatic increase in ROS production by 137 

endothelial cells, through the NADPH oxidase enzyme inducing cellular oxidative stress, leading to 138 

endothelial dysfunction, endothelial apoptosis and promotion of thrombosis formation [46-48]. Hence, 139 

cellular oxidative stress and reduction in NO, contribute to endothelial dysfunction [49-51]. Furthermore, 140 

RAS peptides and enzymes are increased in cardiovascular disease in tissues, such as, blood vessels [22], 141 

kidney [52], cardiomyocytes [53], skeletal muscle cells [54] and the colon [55], hence treatment 142 

modalities are targeted to reduce the systemic over-activation of the RAS. 143 

  144 

1.4 Trophic effects of RAS peptides on endothelial cell function and vascular tone regulation  145 

Vascular endothelial cells release trophic factors such as NO, neutral endopeptidase, prostaglandin I2 and 146 

endothelin-1 that regulate vascular tone. An imbalance of these vasoactive factors may lead to an 147 

imbalance of vascular tone and induce proliferation of VSMCs, leading to hypertension and 148 

atherosclerotic plaque accumulation. Although physiological levels of Ang II, upon stimulation of the 149 

AT1 and AT2 receptors on endothelial cells signal vascular tone and proliferation, pathophysiological 150 

levels of Ang II disrupts this homeostasis and induces excess VSMC proliferation in rodents, rabbits and 151 

humans [56-58].  In mice and rat, two weeks of Ang II infusion via mini-osmotic pumps induces 152 

hypertension, cardiac and VSMC hypertrophy, and endothelial dysfunction [59]. Indeed, in humans, an 153 

imbalance between Ang (1-7)/Ang II ratio has been shown in systemic sclerosis-induced endothelial 154 

dysfunction [60]. Furthermore, Ang(1-7) infusion inhibits  VSMC proliferation in balloon-injured carotid 155 

arteries of rats [61]. Although further evidence is required to fully elucidate the mechanistic pathway 156 

elicited by Ang (1-7), most in vitro studies conducted on human or rodent  cultured aortic endothelial 157 

cells show that after Ang (1-7) and its associated receptor signalling on the endothelial cell surface, an 158 

array of enzymes are phosphorylated, such as phosphoinositide 3-kinase/AKT, protein kinase A, 159 

phospholipase A2  phosphorylation leading to increased production of eNOS-induced NO and cyclic 160 
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AMP production [36, 62]. Ang (1-7) has also been shown to cause a reduction of mitogen-activated 161 

protein kinase (MAPK) phosphorylation concomitant with a reduction of extracellular-signal-regulated 162 

kinase (ERK1/2) phosphorylation within endothelial cells [62, 63], which is likely to be a major anti-163 

proliferation pathway induced by Ang (1-7).  164 

A critical role for Ang (1-7)/Ang II has been established in endothelial dysfunction and cellular 165 

proliferation. Considering research from this laboratory is clearly providing a vasoactive role for both 166 

alamandine and Ang A [22], a trophic or anti-trophic effect on endothelial cells has not as yet been 167 

demonstrated. Therefore, future experiments similar to studies conducted for Ang (1-7) will provide the 168 

essential information necessary to compare these two heptapeptides.  169 

 170 

1.5 Ang (1-7) and Mas receptor counterbalance the effects of Ang II and AT1 receptor 171 

The Mas receptor is a G-coupled protein receptor which is expressed in brain, kidneys, testes, heart and 172 

blood vessels of both humans and mice [36, 64-67]. It is conceivable that Ang (1-7) mediated through the 173 

Mas receptor [68], may have beneficial effects in the treatment for CVD. Indeed, Ang (1-7) at 80nM has 174 

been shown to protect against hypoxia and cardiomyocyte apoptosis by preventing ROS-induced 175 

mitochondrial dysfunction in rat cell lines [69]. This suggests that Ang (1-7) may be protective in specific 176 

tissues and that it may act on mitochondria. Furthermore, a number of RAS blockers have been developed 177 

in order to reduce the effects of Ang II; such blockers (renin inhibitors, ACE inhibitors and Ang II 178 

receptor blockers) all have anti-hypertensive effects [15]. Interestingly, inhibition of Ang II via ACE1 179 

blockers increases Ang (1-7) by 5–25-fold in blood [70] and Ang (1-7) may also be involved in the anti-180 

depressant effect of ACE1 treatment in hypertensive rats [71]. This suggests that Ang (1-7) alone has an 181 

important role in blood pressure regulation via inducing vasodilation protecting endothelial function and 182 

hence, cardiovascular related diseases. Since Ang (1-7) is formed by ACE1, increasing its levels could be 183 

a viable alternative to inhibition of ACE1 in order to achieve desired plasma Ang (1-7) concentration. 184 

Likewise, alamandine has anti-hypertensive properties, enhances vasodilation and reverses endothelial 185 
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dysfunction in spontaneous hypertensive rats and homocysteine-induced endothelial dysfunction rabbits 186 

[12, 72]. Hence, as Ang (1-7) can reverse the negative effects of Ang II on endothelial dysfunction, 187 

superoxide production, as well as lowering Ang II-induced atherosclerotic lesions and plaque formation, 188 

further studies with alamandine could show similar findings, and together these heptapeptides could 189 

reduce the progression of CVD. 190 

However, controversial results on Ang (1-7)-beneficial physiological effects have been reported. In Mas 191 

knockout mice induced with unilateral ureteral obstruction (UUO) kidneys, the administration of Ang (1-192 

7) worsened renal lesions compared to untreated Mas knockout UUO mice [73], suggesting that Ang (1-193 

7) administration can be harmful in individuals with obstructed kidneys. However, one must take into 194 

account that Ang (1-7) has only been shown to exert beneficial physiological effects, such as reducing 195 

atherosclerotic plaque and inducing vasodilation, in the presence of the Mas receptor. Additionally, it has 196 

been shown that mice with UUO already develops severe renal inflammation with significant 197 

upregulation of inflammatory chemokines and cytokines such as MCP-1 and IL-6 respectively [74], 198 

suggesting that Ang (1-7) may not be a beneficial treatment at severe stages of disease, and that it may 199 

potentially exacerbate the development of disease instead. However, more studies report that chronic 200 

treatment of Ang (1-7) is able to reduce fat accumulation and inflammation in animal models of liver 201 

disease, suggesting Ang (1-7) as a strong anti-inflammatory agent [75]. Thus the model chosen plays a 202 

role in the controversial reports of any experiments related to Ang (1-7) as a treatment.  203 

Of interest, Ang (1-7) and Ang II both stimulated ERK1/2 phosphorylation and enhanced mesangial cell 204 

proliferation [76], further conflicting most reports that demonstrate the opposing effects of Ang (1-7) 205 

compared to Ang II [77, 78]. However, when co-administered to rat renal mesangial cells, Ang (1-7) 206 

inhibited the stimulatory effects induced by Ang II, which could be blocked by a Mas receptor blocker, 207 

A779, yet anti-AT1 or anti-AT2 receptor blockers had no effect [76]. Hence, although interacting with 208 

each other [79], Ang (1-7) specifically acts on the Mas receptor and Ang II specifically acts on the AT1 209 

receptor. In human umbilical vein endothelial cells (HUVEC), Ang (1-7) at 1µM had no effect on 210 
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endothelial cell apoptosis, however when HUVEC are treated with Ang II, Ang (1-7) suppresses 211 

apoptosis [80].  This indicates not only the crucial role on endothelial cell survival [62], but also that Ang 212 

(1-7) either interacts with the AT1 receptor by dislodging Ang II binding or interacts with the Mas 213 

receptor.  Similar findings were observed in aortic vascular cells of ACE2-knockout mice [81]. 214 

Furthermore, in Ang II induced endothelial dysfunction, blocking of the AT1 receptor augments the 215 

production of NO and improves vasodilation, which are crucial factors in the prevention of hypertension 216 

and atherosclerosis [82, 83]. Since, blocking of the AT1 receptor is associated with an increase of Ang (1-217 

7), the addition of Ang (1-7) may counterbalance the effects of Ang II induced endothelial dysfunction 218 

and may aid in the prevention of atherosclerosis. To this effect, ex vivo treatment of murine aortae with 219 

Ang II impairs vasodilation which is reversed by Ang (1-7) [31]; these effects are diminished following 220 

treatment with the Mas receptor antagonist, A779. These findings, suggest that endothelial dysfunction 221 

induced by Ang II (reduced NO and vasodilation), could be counterbalanced by Ang (1-7) acting through 222 

the Mas receptor. Moreover, the studies suggest that the counterbalancing effects caused by Ang (1-7) 223 

through the Mas receptor are a compensatory system that is important to balance the over-activity of Ang 224 

II through the AT1 receptor. However, the cellular mechanism underlying this theory is not yet clear, 225 

although some studies suggest a specific non-competitive inhibition of Ang (1-7) on the AT1 receptor [84, 226 

85]. Others suggest that the AT1 receptor and Mas receptor form a hetero-oligomer in order for their 227 

effects to be counterbalanced [76, 86]. Further research to establish these initial results are necessary.   228 



 11 

 229 

Figure 2: The chemical structure of Ang II, Ang (1-7) and alamandine peptides as ligands and their corresponding receptors. Both Ang (1-7) and 230 

alamandine have similar amino acid sequence and they both function as ligands for the proto-oncogene receptors, Mas and MrgD, respectively. 231 

Upon stimulation of these receptors there is upregulation of NO from the endothelium of blood vessels. The release of NO diffuses into the 232 

vascular smooth muscle cell (VSMC) layer (as NO is a soluble gas) and induces relaxation. However, Ang II counters these effects upon 233 

stimulation of the AT1 receptor.  (NO, nitric oxide; VSMC, vascular smooth muscle cell; Red line, blocking effect; Green line, activation). 234 

 235 

 236 

 237 

1.6 Alamandine and the MrgD receptor: similarities to Ang (1-7) 238 

Alamandine, a heptapeptide, is closely related to the vasodilator Ang (1-7), with only one amino acid 239 

difference, whereby the first amino acid of Ang (1-7) is aspartate, and alanine is for alamandine. 240 

Therefore, alamandine can be synthesized from Ang (1-7) by decarboxylation of aspartate into alanine. 241 

As these peptides have similar amino acid sequence and structure (Figure 1 and 2), their effects are highly 242 
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likely to be similar. Through chromatographic approach, it was demonstrated that a peptidase exists in the 243 

medulla of sheep brain which converts Ang (1-7) into Ang (1-4) [87]. Although the peptidase was not 244 

identified, it was suggested that metalloendopeptidase may have been responsible. More recently, it was 245 

noted that the hydrolysis of alamandine may also occur via metalloendopeptidase for Ang (1-7) in kidney 246 

tissue [88].  247 

Interestingly, Chinese Hamster Ovary (CHO) cells transfected with Mas receptor and incubated with Ang 248 

(1-7) resulted in elevated NO levels and eNOS activity, which was inhibited by the Mas receptor blocker , 249 

A779. In addition, wortmannin, a specific phosphatidylinositol 3 (PI3) kinase inhibitor reduced NO levels 250 

and eNOS activity in the absence of A779 [36]. Similar effects were also noted in human aortic 251 

endothelial cells (HAEC), which constitutively express the Mas receptor [36], as well as in rat hearts [89]. 252 

In addition, Ang (1-7) through the Mas receptor activates the protein kinase B pathway (PKB) in 253 

pancreatic islet endothelial cells [62], increasing eNOS activity and NO production. However, in 254 

mesangial cells Ang (1-7) activates Mas receptor via a different protein kinase pathway, PKA, and 255 

correlates with increased cyclic AMP [90].  256 

To further understand the similar roles amongst Ang (1-7) and alamandine, we recently demonstrated that 257 

ex vivo treatment of alamandine to isolated rabbit aortas reversed homocysteine-induced endothelial 258 

dysfunction by activating the PKA pathway for vasorelaxation [72]. Although we demonstrated the 259 

presence of MrgD receptor using immunohistochemistry in another study [22], others have shown that 260 

CHO cells transfected with MrgD receptor and cultured with alamandine, high levels of NO is produced 261 

but not in normal CHO cells, suggesting that alamandine binds to MrgD receptor to induce NO 262 

production via increasing eNOS activity [12]. This specific finding establishes that alamandine binds to 263 

MrgD receptor and that the outcome is enhanced NO production through eNOS, the enzyme that produces 264 

NO within endothelial cells. Whilst these studies were conducted in non-diseased cells [12], we 265 

previously demonstrated that alamandine was not able to prevent endothelial dysfunction in atherogenic-266 

diet fed rabbits, however alamandine is likely to exert more acetylcholine-mediated vasodilation in 267 
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thoracic and carotid artery compared to acetylcholine-exerted vasodilation alone in these atherogenic 268 

vessels [22]. These studies clearly suggest that the role of alamandine may exert beneficial vasodilatory 269 

effects on the initial steps of atherosclerosis and may not play a role in advanced stages of atherosclerosis. 270 

Possibly, the function and expressions of MrgD receptor on the endothelial cell layer may not be 271 

sufficient or efficient when the vessel is completely dysfunctional and, therefore, alamandine has no 272 

beneficial effects in such conditions. Hence, early intervention needs to be considered when treating 273 

atherosclerosis with alamandine. 274 

Moreover, in organ bath experiments, individual incubations of alamandine and Ang (1-7) were not able 275 

to reduce Ang II mediated vasoconstriction [22]. Conversely, Ang (1-7) has been shown to reverse Ang 276 

II-mediated endothelial dysfunction in mouse aorta [31]. Although the results are conflicting, differing 277 

experimental conditions exist. In our study [22], the vessels were incubated with the RAS peptides and 278 

then a dose-response curve to Ang II was constructed, whereas in [31],  the vessels were initially 279 

incubated with Ang II in organ cultures for 24 hours and then Ang (1-7) was incubated, where 30 minutes 280 

after this point a dose-response curve to acetylcholine was constructed [31]. These differences suggest 281 

that further studies are required to elucidate the roles of alamandine and Ang (1-7) during diseased states 282 

such as atherosclerosis.    283 

 284 

1.7 Conclusion 285 

Studies from our and other laboratories show that Ang (1-7) and alamandine are able to promote 286 

beneficial effects on the cardiovascular system, such as, counterbalancing Ang II-associated endothelial 287 

dysfunction and therefore, may reduce the development of Ang II associated atherosclerosis.    288 

 289 

Table 1: A summary of the novel renin angiotensin system (RAS) components and their function and 290 
mechanisms on endothelial cells 291 

RAS peptides Reference Induce or Other cardiovascular Mechanism 
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and receptors prevent 
endothelial 
dysfunction? 

harmful or protective 
effects? 

Ang II [46-48] Induce 

Involved in 
hypertension, smooth 
muscle cell 
proliferation 

Through NADPH oxidase, 
reduction in NO 

Ang A [14, 22] Remains unknown  Vasoconstrictor  Possibly through the AT1 
receptor 

Ang 1-7 [22, 31]  Prevent Anti-proliferative 
effects, vasodilation 

Counterbalance Ang II 
actions by increasing 
eNOS activity, and thus 
NO production 

Alamandine 

 
[12, 22, 
72] 
 

Prevent Anti-hypertensive 
effects, vasodilation 

May potentially 
counterbalance Ang-II 
actions 

AT1 receptor 
 
[82, 83] 
 

Upon agonistic 
stimulation; 
induce 

Upon agonistic 
stimulation, 
vasoconstriction 

Superoxide production, 
increase in NADPH 
oxidase expression 

Mas receptor [36] Prevent 
Upon agonistic 
stimulation, 
vasodilation 

Increase in eNOS activity, 
NO production, and 
reduction in superoxide 
production 

MrgD 
receptor 

[12, 72] 
 Prevent 

Upon agonistic 
stimulation, 
vasodilation 

Increase in eNOS activity, 
NO production via PKA 
pathway 

Ang, Angiotensin; AT1, Angiotensin II type I receptor; eNOS, endothelial nitric oxide synthase; NADPH, 292 
nicotinamide adenine dinucleotide phosphate; NO, nitric oxide; PKA, protein kinase A.  293 

 294 

 295 

 296 

 297 

References 298 

1. Chapman, M.J., Cardiovascular diseases. Introduction. Atheroscler Suppl, 2010. 11(3): p. 1-2. 299 
2. Cacciapuoti, F., Ranolazine and Ivabradine: Two different modalities to act against ischemic 300 

heart disease. Therapeutic advances in cardiovascular disease, 2016. 301 
3. Colley, K.J., R.L. Wolfert, and M.E. Cobble, Lipoprotein associated phospholipase A(2): role in 302 

atherosclerosis and utility as a biomarker for cardiovascular risk. The EPMA Journal, 2011. 2(1): 303 
p. 27-38. 304 

4. Lee, H.Y., et al., Oxidized low-density lipoprotein-induced foam cell formation is mediated by 305 
formyl peptide receptor 2. Biochemical and Biophysical Research Communications, 2014. 443(3): 306 
p. 1003-1007. 307 



 15 

5. Mitra, S., T. Goyal, and J.L. Mehta, Oxidized LDL, LOX-1 and atherosclerosis. Cardiovascular Drugs 308 
and Therapy, 2011. 25(5): p. 419-429. 309 

6. Aronow, W.S., Peripheral arterial disease and abdominal aortic aneurysm in elderly people. 310 
Minerva Med, 2011. 102(6): p. 483-500. 311 

7. van , G.W., et al., Time-dependent changes in atherosclerotic plaque composition in patients 312 
undergoing carotid surgery. Circulation, 2014. 129(22): p. 2269-76. 313 

8. Potenza, M.A., et al., Endothelial dysfunction in diabetes: from mechanisms to therapeutic 314 
targets. Curr Med Chem, 2009. 16(1): p. 94-112. 315 

9. Ramzy, D., et al., Elevated endothelin-1 levels impair nitric oxide homeostasis through a PKC-316 
dependent pathway. Circulation, 2006. 114(SUPPL. 1): p. I319-I326. 317 

10. Gorlach, A., et al., A gp91phox containing NADPH oxidase selectively expressed in endothelial 318 
cells is a major source of oxygen radical generation in the arterial wall. Circ Res, 2000. 87(1): p. 319 
26-32. 320 

11. Dikalova, A.E., et al., Upregulation of Nox1 in vascular smooth muscle leads to impaired 321 
endothelium-dependent relaxation via eNOS uncoupling. American Journal of Physiology - Heart 322 
and Circulatory Physiology, 2010. 299(3): p. H673-H679. 323 

12. Lautner, R.Q., et al., Discovery and characterization of alamandine: a novel component of the 324 
renin-angiotensin system. Circ Res, 2013. 112(8): p. 1104-11. 325 

13. Shinohara, T., et al., Identification of a G protein-coupled receptor specifically responsive to beta-326 
alanine. J Biol Chem, 2004. 279(22): p. 23559-64. 327 

14. Jankowski, V., et al., Mass-spectrometric identification of a novel angiotensin peptide in human 328 
plasma. Arterioscler Thromb Vasc Biol, 2007. 27(2): p. 297-302. 329 

15. Mavromoustakos, T., V. Apostolopoulos, and J. Matsoukas, Antihypertensive drugs that act on 330 
Renin-Angiotensin System with emphasis in AT(1) antagonists. Mini Rev Med Chem, 2001. 1(2): 331 
p. 207-17. 332 

16. Zulli, A., et al., ACE2 and AT4R are present in diseased human blood vessels. Eur J Histochem, 333 
2008. 52(1): p. 39-44. 334 

17. Zulli, A., et al., Co-localization of angiotensin-converting enzyme 2-, octomer-4- and CD34-335 
positive cells in rabbit atherosclerotic plaques. Exp Physiol, 2008. 93(5): p. 564-9. 336 

18. Zulli, A., et al., The resistance of the IMA to atherosclerosis might be associated with its higher 337 
eNOS, ACE and ET-A receptor immunoreactivity. Arterioscler Thromb Vasc Biol, 2003. 23(7): p. 338 
1308. 339 

19. Elased, K.M., et al., New mass spectrometric assay for angiotensin-converting enzyme 2 activity. 340 
Hypertension, 2006. 47(5): p. 1010-7. 341 

20. Kohlstedt, K., et al., AMP-activated protein kinase regulates endothelial cell angiotensin-342 
converting enzyme expression via p53 and the post-transcriptional regulation of microRNA-343 
143/145. Circ Res, 2013. 112(8): p. 1150-8. 344 

21. Sibony, M., et al., Gene expression and tissue localization of the two isoforms of angiotensin I 345 
converting enzyme. Hypertension, 1993. 21(6 Pt 1): p. 827-35. 346 

22. Habiyakare, B., et al., Reduction of angiotensin A and alamandine vasoactivity in the rabbit 347 
model of atherogenesis: differential effects of alamandine and Ang(1-7). Int J Exp Pathol, 2014. 348 
95(4): p. 290-5. 349 

23. Coutinho, D.C., et al., Cardiovascular effects of angiotensin A: A novel peptide of the renin–350 
angiotensin system. Journal of Renin-Angiotensin-Aldosterone System, 2014. 15(4): p. 480-486. 351 

24. Polizio, A.H., et al., Angiotensin-(1-7) blocks the angiotensin II-stimulated superoxide production. 352 
Pharmacol Res, 2007. 56(1): p. 86-90. 353 



 16 

25. Bihl, J.C., et al., Angiotensin-(1-7) counteracts the effects of Ang II on vascular smooth muscle 354 
cells, vascular remodeling and hemorrhagic stroke: Role of the NFsmall ka, CyrillicB inflammatory 355 
pathway. Vascul Pharmacol, 2015. 73: p. 115-23. 356 

26. Xiao, X., et al., Angiotensin-(1-7) counteracts angiotensin II-induced dysfunction in cerebral 357 
endothelial cells via modulating Nox2/ROS and PI3K/NO pathways. Exp Cell Res, 2015. 336(1): p. 358 
58-65. 359 

27. Flammer, A.J., et al., Effect of losartan, compared with atenolol, on endothelial function and 360 
oxidative stress in patients with type 2 diabetes and hypertension. J Hypertens, 2007. 25(4): p. 361 
785-91. 362 

28. Olsen, M.K., A.A. Reszka, and I. Abraham, KT5720 and U-98017 inhibit MAPK and alter the 363 
cytoskeleton and cell morphology. J Cell Physiol, 1998. 176(3): p. 525-36. 364 

29. Zulli, A., et al., Vasoactive role for angiotensin II type 2 receptors in human radial artery. Int J 365 
Immunopathol Pharmacol, 2014. 27(1): p. 79-85. 366 

30. Olkowicz, M., S. Chlopicki, and R.T. Smolenski, Perspectives for angiotensin profiling with liquid 367 
chromatography/mass spectrometry to evaluate ACE/ACE2 balance in endothelial dysfunction 368 
and vascular pathologies. Pharmacol Rep, 2015. 67(4): p. 778-85. 369 

31. Murugan, D., et al., Angiotensin 1-7 Protects against Angiotensin II-Induced Endoplasmic 370 
Reticulum Stress and Endothelial Dysfunction via Mas Receptor. PLoS One, 2015. 10(12): p. 371 
e0145413. 372 

32. Soto-Pantoja, D.R., et al., Angiotensin-(1-7) inhibits tumor angiogenesis in human lung cancer 373 
xenografts with a reduction in vascular endothelial growth factor. Mol Cancer Ther, 2009. 8(6): 374 
p. 1676-83. 375 

33. Zulli, A., et al., Augmented effects of methionine and cholesterol in decreasing the elastic lamina 376 
while thickening the aortic wall in the rat aorta. Clin Sci (Lond), 1998. 95(5): p. 589-93. 377 

34. Nishimura, S., et al., MRGD, a MAS-related G-protein Coupled Receptor, Promotes Tumorigenisis 378 
and Is Highly Expressed in Lung Cancer. PLoS ONE, 2012. 7(6): p. e38618. 379 

35. Young, D., et al., Isolation and characterization of a new cellular oncogene encoding a protein 380 
with multiple potential transmembrane domains. Cell, 1986. 45(5): p. 711-719. 381 

36. Sampaio, W.O., et al., Angiotensin-(1-7) through receptor Mas mediates endothelial nitric oxide 382 
synthase activation via Akt-dependent pathways. Hypertension, 2007. 49(1): p. 185-92. 383 

37. Kumar, R. and M.A. Boim, Diversity of pathways for intracellular angiotensin II synthesis. Curr 384 
Opin Nephrol Hypertens, 2009. 18(1): p. 33-9. 385 

38. Abadir, P.M., J.D. Walston, and R.M. Carey, Subcellular characteristics of functional intracellular 386 
renin–angiotensin systems. Peptides, 2012. 38(2): p. 437-445. 387 

39. Zhang, F., et al., Angiotensin-(1-7): new perspectives in atherosclerosis treatment. Journal of 388 
Geriatric Cardiology : JGC, 2015. 12(6): p. 676-682. 389 

40. Pereira, V.M., et al., Gonadotropin stimulation increases the expression of angiotensin-(1--7) and 390 
MAS receptor in the rat ovary. Reprod Sci, 2009. 16(12): p. 1165-74. 391 

41. Laxton, R.C., et al., A role of matrix metalloproteinase-8 in atherosclerosis. Circ Res, 2009. 392 
105(9): p. 921-9. 393 

42. Pinheiro, S.V.B. and A.C. Simões e Silva, Angiotensin Converting Enzyme 2, Angiotensin-(1-7), and 394 
Receptor Mas Axis in the Kidney. International Journal of Hypertension, 2012. 2012: p. 414128. 395 

43. Palmer, R.M., A.G. Ferrige, and S. Moncada, Nitric oxide release accounts for the biological 396 
activity of endothelium-derived relaxing factor. Nature, 1987. 327(6122): p. 524-6. 397 

44. Forstermann, U. and W.C. Sessa, Nitric oxide synthases: regulation and function. Eur Heart J, 398 
2012. 33(7): p. 829-37, 837a-837d. 399 

45. Cheng, Z., X. Yang, and H. Wang, Hyperhomocysteinemia and Endothelial Dysfunction. Current 400 
hypertension reviews, 2009. 5(2): p. 158-165. 401 



 17 

46. Sen, U., et al., Synergism between AT1 receptor and hyperhomocysteinemia during vascular 402 
remodeling. Clinical Chemistry And Laboratory Medicine: CCLM / FESCC, 2007. 45(12): p. 1771-403 
1776. 404 

47. Chen, D. and T.M. Coffman, AT Angiotensin receptors-vascular and renal epithelial pathways for 405 
blood pressure regulation. Curr Opin Pharmacol, 2015. 21: p. 122-126. 406 

48. Nguyen Dinh Cat, A., et al., Angiotensin II, NADPH oxidase, and redox signaling in the 407 
vasculature. Antioxid Redox Signal, 2013. 19(10): p. 1110-20. 408 

49. Boo, Y.C., et al., Shear stress stimulates phosphorylation of eNOS at Ser(635) by a protein kinase 409 
A-dependent mechanism. Am J Physiol Heart Circ Physiol, 2002. 283(5): p. H1819-28. 410 

50. Marjan, K. and H. Mehdi, The Role of Nitric Oxide in Health and Diseases. Scimetr, 2014. 3(1): p. 411 
1-10. 412 

51. Tousoulis, D., et al., The role of nitric oxide on endothelial function. Curr Vasc Pharmacol, 2012. 413 
10(1): p. 4-18. 414 

52. Mifune, M., et al., Examination of angiotensin II type 1 and type 2 receptor expression in human 415 
kidneys by immunohistochemistry. Clinical and Experimental Hypertension, 2001. 23(3): p. 257-416 
266. 417 

53. Patel, V.B., et al., Role of the ACE2/Angiotensin 1-7 Axis of the Renin-Angiotensin System in Heart 418 
Failure. Circ Res, 2016. 118(8): p. 1313-26. 419 

54. Morales, M.G., et al., Angiotensin-(1-7) attenuates disuse skeletal muscle atrophy in mice via its 420 
receptor, Mas. Dis Model Mech, 2016. 9(4): p. 441-9. 421 

55. Khajah, M.A., et al., Anti-Inflammatory Action of Angiotensin 1-7 in Experimental Colitis. PLoS 422 
One, 2016. 11(3): p. e0150861. 423 

56. Pan, P., et al., Angiotensin II upregulates the expression of placental growth factor in human 424 
vascular endothelial cells and smooth muscle cells. BMC Cell Biology, 2010. 11: p. 36-36. 425 

57. Bhatta, A., et al., Angiotensin II-Induced Arterial Thickening, Fibrosis and Stiffening Involves 426 
Elevated Arginase Function. PLoS ONE, 2015. 10(3): p. e0121727. 427 

58. Muthalif, M.M., et al., Functional significance of activation of calcium/calmodulin-dependent 428 
protein kinase II in angiotensin II--induced vascular hyperplasia and hypertension. Hypertension, 429 
2002. 39(2 Pt 2): p. 704-9. 430 

59. Jennings, B.L., et al., CYTOCHROME P450 1B1 CONTRIBUTES TO ANGIOTENSIN II-INDUCED 431 
HYPERTENSION AND ASSOCIATED PATHOPHYSIOLOGY. Hypertension, 2010. 56(4): p. 667-674. 432 

60. Pignone, A., et al., Reduced circulating levels of angiotensin-(1–7) in systemic sclerosis: a new 433 
pathway in the dysregulation of endothelial-dependent vascular tone control. Annals of the 434 
Rheumatic Diseases, 2007. 66(10): p. 1305-1310. 435 

61. Strawn, W.B., C.M. Ferrario, and E.A. Tallant, Angiotensin-(1-7) reduces smooth muscle growth 436 
after vascular injury. Hypertension, 1999. 33(1 Pt 2): p. 207-11. 437 

62. Yuan, L., et al., Ang (1–7) Protects Islet Endothelial Cells from Palmitate-Induced Apoptosis by 438 
AKT, eNOS, p38 MAPK, and JNK Pathways. Journal of Diabetes Research, 2014. 2014: p. 391476. 439 

63. Li, Y., et al., Angiotensin-converting enzyme 2/angiotensin-(1-7)/Mas axis prevents 440 
lipopolysaccharide-induced apoptosis of pulmonary microvascular endothelial cells by inhibiting 441 
JNK/NF-kappaB pathways. Sci Rep, 2015. 5: p. 8209. 442 

64. Becker, L.K., et al., Immunofluorescence localization of the receptor Mas in cardiovascular-443 
related areas of the rat brain. Am J Physiol Heart Circ Physiol, 2007. 293(3): p. H1416-24. 444 

65. Xu, P., S. Sriramula, and E. Lazartigues, ACE2/ANG-(1-7)/Mas pathway in the brain: the axis of 445 
good. Am J Physiol Regul Integr Comp Physiol, 2011. 300(4): p. R804-17. 446 

66. Vaz-Silva, J., et al., Tissue specific localization of angiotensin-(1-7) and its receptor Mas in the 447 
uterus of ovariectomized rats. J Mol Histol, 2012. 43(5): p. 597-602. 448 



 18 

67. Vaajanen, A., et al., The expression of Mas-receptor of the renin–angiotensin system in the 449 
human eye. Graefe's Archive for Clinical and Experimental Ophthalmology, 2015. 253(7): p. 450 
1053-1059. 451 

68. Santos, R.A.S., et al., Angiotensin-(1–7) is an endogenous ligand for the G protein-coupled 452 
receptor Mas. Proceedings of the National Academy of Sciences of the United States of America, 453 
2003. 100(14): p. 8258-8263. 454 

69. Zhao, P., et al., Angiotensin1-7 protects cardiomyocytes from hypoxia/reoxygenation-induced 455 
oxidative stress by preventing ROS-associated mitochondrial dysfunction and activating the Akt 456 
signaling pathway. Acta Histochemica, 2015. 117(8): p. 803-810. 457 

70. Yamada, K., et al., Converting enzyme determines plasma clearance of angiotensin-(1-7). 458 
Hypertension, 1998. 32(3): p. 496-502. 459 

71. Santos Almeida, A.F., et al., Anxiolytic- and antidepressant-like effects of angiotensin-(1-7) in 460 
hypertensive transgenic (mRen2)27 rats. Clin Sci (Lond), 2016. 461 

72. Qaradakhi Tawar, E.-H.A., Hayes Alan, Rybalka Emma, Smith Renee, Kruzliak Peter, Zulli 462 
Anthony, Alamandine reverses homocysteine-induced endothelial dysfunction via PKA dependent 463 
mechanisms. Clinical and Experimental Pharmacology and Physiology, 2016 464 

73. Esteban, V., et al., Angiotensin-(1-7) and the g protein-coupled receptor MAS are key players in 465 
renal inflammation. PLoS One, 2009. 4(4): p. e5406. 466 

74. Jin, Y., et al., Interleukin-10 deficiency aggravates kidney inflammation and fibrosis in the 467 
unilateral ureteral obstruction mouse model. Lab Invest, 2013. 93(7): p. 801-11. 468 

75. Tang, A., et al., Angiotensin-(1-7) improves non-alcoholic steatohepatitis via an adiponectin-469 
independent mechanism. Hepatol Res, 2016. 470 

76. Xue, H., et al., Counteraction between angiotensin II and angiotensin-(1–7) via activating 471 
angiotensin type I and Mas receptor on rat renal mesangial cells. Regulatory Peptides, 2012. 472 
177(1–3): p. 12-20. 473 

77. Tallant, E.A., D.I. Diz, and C.M. Ferrario, State-of-the-Art lecture. Antiproliferative actions of 474 
angiotensin-(1-7) in vascular smooth muscle. Hypertension, 1999. 34(4 Pt 2): p. 950-7. 475 

78. Ferreira, A. and R. Santos, Cardiovascular actions of angiotensin-(1-7). Brazilian Journal of 476 
Medical and Biological Research, 2005. 38(4): p. 499-507. 477 

79. Castro, C.H., et al., Evidence for a functional interaction of the angiotensin-(1-7) receptor Mas 478 
with AT1 and AT2 receptors in the mouse heart. Hypertension, 2005. 46(4): p. 937-42. 479 

80. Yang, H.Y., et al., Angiotensin-(1-7) treatment ameliorates angiotensin II-induced apoptosis of 480 
human umbilical vein endothelial cells. Clin Exp Pharmacol Physiol, 2012. 39(12): p. 1004-10. 481 

81. Patel, V.B., et al., Angiotensin-converting enzyme 2 is a critical determinant of angiotensin II-482 
induced loss of vascular smooth muscle cells and adverse vascular remodeling. Hypertension, 483 
2014. 64(1): p. 157-64. 484 

82. Keidar, S., et al., The Angiotensin-II Receptor Antagonist, Losartan, Inhibits LDL Lipid Peroxidation 485 
and Atherosclerosis in Apolipoprotein E-Deficient Mice. Biochemical and Biophysical Research 486 
Communications, 1997. 236(3): p. 622-625. 487 

83. Sudhir, K., et al., Effect of selective angiotensin II receptor antagonism and angiotensin 488 
converting enzyme inhibition on the coronary vasculature in vivo. Intravascular two-dimensional 489 
and Doppler ultrasound studies. Circulation, 1993. 87(3): p. 931-8. 490 

84. Mahon, J.M., et al., Angiotensin(1-7) is an antagonist at the type 1 angiotensin II receptor. J 491 
Hypertens, 1994. 12(12): p. 1377-81. 492 

85. Gironacci, M.M., M.P. Coba, and C. Pena, Angiotensin-(1-7) binds at the type 1 angiotensin II 493 
receptors in rat renal cortex. Regul Pept, 1999. 84(1-3): p. 51-4. 494 

86. Kostenis, E., et al., G-protein-coupled receptor Mas is a physiological antagonist of the 495 
angiotensin II type 1 receptor. Circulation, 2005. 111(14): p. 1806-13. 496 



 19 

87. Marshall, A.C., et al., Evidence for an Angiotensin-(1–7) Neuropeptidase Expressed in the Brain 497 
Medulla and CSF of Sheep. Journal of neurochemistry, 2014. 130(2): p. 313-323. 498 

88. Wilson, B.A., et al., An angiotensin-(1-7) peptidase in the kidney cortex, proximal tubules, and 499 
human HK-2 epithelial cells that is distinct from insulin-degrading enzyme. Am J Physiol Renal 500 
Physiol, 2015. 308(6): p. F594-601. 501 

89. Giani, J.F., et al., Angiotensin-(1 7) stimulates the phosphorylation of JAK2, IRS-1 and Akt in rat 502 
heart in vivo: role of the AT1 and Mas receptors. Am J Physiol Heart Circ Physiol, 2007. 293(2): p. 503 
H1154-63. 504 

90. Liu, G.C., et al., Angiotensin-(1-7)-induced activation of ERK1/2 is cAMP/protein kinase A-505 
dependent in glomerular mesangial cells. Am J Physiol Renal Physiol, 2012. 302(6): p. F784-90. 506 

 507 


