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Introduction: The sympathetic nervous system and the renin-angiotensin system (RAS) 
are the most pivotal vasoactive systems in regulating renal hemodynamics. The main 
objective of this study was to determine the role of the angiotensin II (Ang II) type 1 receptor 
(AT1R) antagonist on renal hemodynamic responses to Ang 1-7 infusion in innervated and 
denervated male and female rats.
Methods: Male and female Wistar rats underwent unilateral nephrectomy. Four weeks later, 
they were divided into two groups: innervated and acutely denervated groups. Subsequently, 
the anesthetized and catheterized rats in both groups were treated with saline as a vehicle and 
losartan infusion. Mean arterial pressure (MAP), renal blood flow (RBF), renal perfusion 
pressure (RPP), and renal vascular resistance (RVR) responses to Ang 1-7 (100, 300, and 
1000 ng kg−1 min−1 ) were then measured at controlled RPP.  
Results: Basal MAP, RPP, RBF, and RVR did not show significant differences between 
the intact and denervated groups. Losartan significantly decreased MAP, RPP, and RVR 
in both innervated and denervated male and female rats (P<0.001), while RBF increased 
only in innervated and denervated female rats (P<0.004). However, following Ang 1-7 
administration, the RBF response to Ang 1-7 infusion differed significantly between intact 
and denervated male rats treated with losartan (P<0.04). This response was not observed in 
female rats.  
Conclusion: These data suggest a synergistic effect of losartan and Ang 1-7 on increased 
RBF in the presence of renal sympathetic nerves in male rats.
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Absolutely, the sympathetic nervous system (SNS) 
plays a crucial role in regulating renal function and blood 
pressure. By modulating renal hemodynamics, tubular 

reabsorption, and renin secretion, the renal nerves help 
maintain volume and sodium balance and regulate renin 
release. (Schlaich et al., 2012). It is known that the basal 
activity of the sympathetic nerves in the kidney is not 
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significant under normal conditions. However, in condi-
tions such as hypertension, the activity of these nerves 
increases (Abdulla et al., 2009; Katsurada et al., 2022; 
Veiga et al., 2021). Regarding the heightened activity 
of renal sympathetic nerves in conditions like hyperten-
sion and other related kidney disorders, one therapeutic 
strategy employed is renal denervation (RDN) (Kassab 
et al., 2022; Scalise et al., 2020). However, conflicting 
findings exist regarding renal hemodynamics during re-
nal denervation (Kazi 2010). Due to regional differenc-
es (Kacem and Sercombe 2006) and gender differences 
(Caplea et al., 2002; Joyner et al., 2015; Sandberg et al., 
2015), sympathetic denervation in different vascular 
beds and sexes influences the neural control of the sys-
temic and local circulations differently.

The renin-angiotensin system (RAS) is another piv-
otal vasoactive system involved in regulating renal he-
modynamics and renal sodium reabsorption under both 
physiological and pathological conditions (Urushihara 
and Kagami 2017). The RAS is involved in maintaining 
renal hemodynamics through the balance between its va-
soconstrictor and vasodilator arms (Kobori et al., 2007; 
Unger 2002). The vasoconstrictive function of the RAS 
is mediated by angiotensin II (Ang II) and its two recep-
tor types, AT1R and AT2R (Carey 2015). Ang II, acting 
via the AT1R receptor, participates in cell growth and 
differentiation, regulation of blood pressure, and modu-
lation of sympathetic neurotransmitter release (Fountain 
et al., 2023; Stegbauer et al., 2003). This receptor can be 
blocked by losartan (Sun et al., 2012). The vasodilatory 
function of RAS is mediated by angiotensin 1-7 (Ang 
1-7) peptide, which in kidney tissue is formed from the 
hydrolysis of Ang II or Ang I by angiotensin-convert-
ing enzyme 2 (ACE2) (Povlsen et al., 2020; Velez et al., 
2009). The Mas receptor is responsible for most of its 
effects in a sex-dependent manner  (Santos et al., 2003). 
Many investigations have shown the intricacy of renal 
functions of Ang 1-7 (Carey and Siragy 2003; Chappell 
et al., 2004; e Silva et al., 2006; Ferrario and Chappell 
2004). Depending on the diameter of the vessels, the lo-
cal vascular beds, and the species, different mechanisms 
are proposed for Ang 1-7 vasodilatory effects (Santos et 
al., 2013). It can also interact with AT1R, AT2R, brady-
kinin (BK) B2 receptors (B2R) (De Moura et al., 2004; 
Dilauro and Burns 2009; Magaldi et al., 2003; Oudit et 
al., 2007). This indicates complex interplays between 
RAS receptors and the vascular function of Ang 1-7 

(Pinheiro and Simões e Silva 2012). In addition, gender 
differences have been identified in the expression rates 
of RAS components and responses to RAS excitation 
and inhibition under physiological and pathophysiolog-
ical conditions (Komukai et al., 2010; Sampson et al., 
2008; Sullivan 2008; Xue et al., 2007).

Given that the activity of the RAS and the sympathet-
ic nervous system affects kidney hemodynamics, un-
derstanding the interactions between renal sympathet-
ic nerves and RAS in the control of renal function is 
very important (Kopp and DiBona 2020). Targeting the 
ACE2/Ang(1-7)/MasR axis is an emerging strategy to 
modulate the functions of the cardiovascular and renal 
systems, which may show the therapeutic potential of 
these peptides (Liao and Wu 2021; Medina et al., 2020). 
Increasing evidence suggests the anti-inflammatory ef-
fect of the ACE2/Ang(1-7)/MasR axis as a depressor 
arm in the RAS, to balance the effect of  the Ang II/
AT1R axis (Simões e Silva et al., 2013; Zhang et al., 
2014). Therefore, the question arises, what is the role of 
the depressor arm of RAS in kidney circulation in the 
presence or absence of the sympathetic system? Is there 
interference between the receptors of the RAS in the 
presence or absence of the sympathetic system? The an-
swer to this question is important in clinical conditions 
such as kidney transplantation (in terms of acute sympa-
thectomy in the early stages) to control renal hemody-
namics. Also, the related changes in renal function and 
hemodynamics following renal denervation in normal 
conditions, as well as the role of Ang 1-7 in adjusting 
renal hemodynamics, require further recognition since 
the findings are inconsistent. The present study aimed 
to investigate the renal vascular responses to Ang 1-7 
administration in denervated and innervated rats of both 
sexes. In addition, the role of AT1R on renal hemody-
namic response to Ang 1-7 administration in the pres-
ence or absence of renal sympathetic nerves was also 
determined.  

Materials and Methods                                         
Animals
In the present study, 35 male and 35 female Wistar rats 

aged 7-8 weeks, weighing 150–200 g, were provided by 
the Animal House of the Water and Electrolyte Research 
Center of Isfahan University of Medical Sciences. The 
rats were housed individually in standard cages with a 
room temperature of 23–25°C and a 12-hour light/dark 
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cycle. They had ad libitum access to water and food 
pellets. All surgical procedures and animal handling fol-
lowed the guidelines for the care and use of laboratory 
animals (National Institutes of Health Publication No. 
80-23, revised 1996) and were approved by the Animal 
Ethics Committee at Isfahan University of Medical Sci-
ences (Code #: IR. MUI. MED. REC.1400.025).  

Surgical procedures 
Unilateral nephrectomy 
First, the animals were anesthetized with chloral 

hydrate (450 mg/kg; ip) and xylazine (10 mg/kg; ip). 
Right unilateral nephrectomy was performed on animals 
placed in the flank position. A 1 cm longitudinal incision 
was made on the right side to expose the kidney. Care 
was taken to separate the kidney from the surrounding 
fat and tissues, ensuring not to damage the adjacent ad-
renal gland. The renal artery, renal vein, and ureter of 
the right kidney were ligated using a 3.0 silk suture, and 
then the kidney was removed (Zalups 1991).

Acute unilateral renal denervation 
First, the left kidney was exposed by creating a flank 

incision. The renal artery was separated from the sur-
rounding fascia and the vein. Under a dissecting micro-
scope, the renal nerves were carefully dissected. Sub-
sequently, the renal artery was stained with a chemical 
solution (10% phenol in 90% ethanol) using a swab for 
2-3 minutes to ensure the destruction of any remaining 
nerves (Cai et al., 2018; Khan et al., 2014).

Preparation of vaginal smear
The estrous cycle in rats typically lasts for four days. 

Our aim was to use female rats in the same stage of the 
estrous cycle, specifically the diestrus phase. To deter-
mine the stage of the estrous cycle, we employed the 
vaginal smear technique, which involves observing vag-
inal cells under a microscope. The estrous cycle con-
sists of four main phases: proestrus, estrus, metestrus, 
and diestrus. These phases can be distinguished by the 
presence, absence, or relative abundance of leukocytes, 
nucleated epithelial cells, and non-nucleated epithelial 
cells (Table 1). The vaginal smear technique involves 
introducing a small amount of fluid into the vagina us-
ing a pipette and rinsing the cells from the vaginal wall. 
Approximately 0.2 ml of saline is drawn into the pipette 
tip. The tip of the pipette is gently inserted into the vag-
inal opening to a depth of 2-5 mm, and the fluid is then 
expelled into the vagina. The resulting suspension is 
slowly drawn into the pipette after gently pressing and 
releasing the pipette two or three times. By placing a 
drop of the resulting cell suspension onto a slide and 
examining it under a microscope, we can determine the 
stage of the rat’s estrous cycle. Diestrus smears pre-
dominantly contain leukocytes, along with a variable 
number of nucleated and non-nucleated epithelial cells 
(Ajayi and Akhigbe 2020). 

Experimental design 
The nephrectomized rats were randomly assigned to 

two main groups: non-renal denervated groups (Non-
RDN or intact groups) and acute renal denervated 
groups (acute RDN groups). Each group was further 
divided into four subgroups, resulting in a total of eight 
experimental groups: four groups of males and four 
groups of females.

TABLE 1: TABLE 1: The distinguishing features in each phase of estrous cycle (Ajayi and Akhigbe 2020; Lovick and Zangrossi Jr 2021).
Estrous 
phase

Cycle length 
(hours) cell types Sexual hormone status

Proestrus 14
Many small nucleated epithelial cells. They 

appear in clusters or individually and with little 
or no leucocytes

There are rapid changes in the hormonal profile. 
High levels of estradiol are observed in the morn-

ing, and during the afternoon, there is a surge in the 
secretion of progesterone, leading to the highest 

concentration achieved during the cycle.
Estrus 24–48 h Anucleated keratinized epithelial cells or 

cornified cells
Secretion of progesterone and estradiol remain at a 

low stable level throughout estrus.

Metestrus 6-8h
The cornified epithelial cells and low to moder-

ate leukocyte and few epithelial cells. It is characterized by low levels of estradiol.

Diestrus 48–72h Many leucocytes with little or no cornified 
cells

Diestrus and metestrus are characterized by low 
levels of estradiol.
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Groups 1&2: Intact or non-RDN groups of male 
(n=10) and female (n=10) rats were treated with vehicle 
and then received Ang 1-7.  

Groups 3&4: Intact or non-RDN groups of male (n=8) 
and female (n=6) rats were treated with losartan and 
then received Ang 1-7. 

Groups 5&6: Acute RDN or denervated groups of 
male (n=8) and female (n=10) rats were treated with ve-
hicle and then received Ang 1-7. 

Groups 7&8: Acute RDN or denervated groups of 
male (n=9) and female (n=9) rats were treated with lo-
sartan and then received Ang 1-7.

Surgical preparation
Four weeks after nephrectomy, the rats were anes-

thetized with urethane (1.7 g/kg; Merck, Germany). A 
polyvinyl chloride (PVC) catheter was inserted into the 
trachea and fixed to facilitate air ventilation. Polyeth-
ylene cannulas (PE 9658, Micro tube Extrusions, North 
Rocks NSW, Australia) containing heparin (50 IU/ml) 
in 0.9% saline were placed into the left carotid and left 
femoral arteries and linked to a pressure transducer and 
an amplifier (AD Instruments, Australia) connected to 
a computerized data acquisition system (PowerLab, 
AD Instrumentation, Sydney, Australia) for continuous 
monitoring of mean arterial blood pressure (MAP) and 
renal perfusion pressure (RPP). The jugular vein was 
cannulated for vehicle and antagonist infusion by two 
micro- injection pumps (New Era Pump System Inc., 
Farmingdale, NY, USA) throughout the experiment. 
The animal was posited on its left flank on the surgical 

desk, and a lateral incision was made along the median 
anterior axillary line below the level of the coastal edge. 
This lateral incision provided access to the left kidney. 
Then, the renal artery was detached from the surround-
ing tissues and the adjacent vein. At the same time, renal 
denervation was performed for acute sympathectomized 
rat groups. The renal blood flow (RBF) was evaluated 
using a flowmeter probe (TRANSONIC MA0.7PSB, 
Flow probe, USA) placed on the isolated renal artery. 
The probe was attached to a flowmeter (T402, Transonic 
Systems Inc., Ithaca, NY 14850 USA) linked to Power-
Lab. A adjustable clamp was placed around the abdom-
inal aorta to stabilize RPP during Ang 1-7 infusion. A 
period of 30 to 60 minutes was allowed for equilibra-
tion before administration of the vehicle or antagonist. 
During the last 5 minutes of equilibration, MAP, RPP, 
RBF, and renal vascular resistance (RVR) parameters 
were measured as baseline data, referred to as the “con-
trol” phase. RVR was calculated as the ratio of RPP to 
RBF.

Experimental protocol
Vehicle/Antagonist infusion 
At the end of the control phase, all antagonist-treat-

ed groups recieved bolus doses (5mg·kg−1) of losartan 
(Darou Pakhsh Pharma Co., Tehran, Iran), followed by 
continious injections (5 mg·kg−1·h−1) throughout the 
investigation. The vehicle-treated groups followed a 
similar protocol but received 0.9% saline in equal vol-
ume instead of the antagonists during the experiment. 
Both the vehicle and antagonist were continuously ad-

 

FIGURE 1.FIGURE 1. The expriment protocol: After the surgical procedures and allowing 30 min for equilibrium, parameters of MAP, RPP, RBF, and 
RVR were measured in the last 5 min of this period as baseline data. Then, in groups treated with antagonist, the infusion of losartan was con-
ducted at a bolus dose of 5mg/kg followed by injection a continuous of 5 mg/kg/h for 30 min.In groups treated with saline an equal volume 
of normal saline 0.9% was used instead of losartan as a vehicle. The values of RPP, RVR, MAP, and RBF measured at the final 5 min as treat 
data. Subsequently, Ang 1-7 was administered for 15 min at doses of 100, 300, and 1000 ng/kg/min, whereas the injection of saline or losartan 
continued until the end of the experiment. Hemodynamic parameters were measured as a vascular response to Ang 1-7 infusion at the end of 
each dose as previously described.
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ministered until the end of the Ang 1-7 infusion (termi-
nation of the trial). After 30 minutes of antagonist/vehi-
cle administration, the last 5 minutes of injection were 
considered the “treat” phase, during which the hemody-
namic parameters mentioned in the control phase were 
measured (Figure 1).

Ang1-7 Infusion 
At the end of the antagonist/vehicle phase, Ang 1-7 

(Sigma Chemical Company, St. Louis, MO, USA) was 
perfused at doses of 100, 300, and 1000 ng/kg/min. Each 
dose was adminstrated for 15 minutes, and hemodynam-
ic parameters were measured during the last 5 minutes 
of each dose to assess the vascular response to Ang 1-7 
administration. Throughout Ang 1-7 infusion, RPP was 
maintained at pre-Ang 1-7 infusion levels using a regu-
latable arterial occluder to ensure stable conditions, as 
any change in RPP can influence the activity of the RAS 
system via pressure-dependent renin release. Finally, the 
experiment ended, and the animal was euthanized with 
an overdose of anesthesia. The left kidney was promptly 
harvested and weighed (Figure 1).

Statistical analysis 
Results are presented as mean ± SEM, and statistical 

analysis was conducted using SPSS version 22 software. 
Baseline data between groups were compared using un-
paired Student’s t-tests. For each gender, differences in 
MAP, RPP, RVR, and RBF responses (defined as the dif-

ference between the control phase and treat phase) were 
assessed using repeated-measures ANOVA. Addition-
ally, responses to Ang 1-7 were analyzed using repeat-
ed-measures ANOVA for the different groups. A P-value 
≤ 0.05 was considered statistically significant.

Results
3.1. Baseline data (control phase) 
The baseline data within each sex showed no signif-

icant variation in MAP, RPP, RBF/left kidney weight 
(RBF/g LKW), and RVR/left kidney weight (RVR/g 
LKW) between the innervated and denervated groups 
before the infusion of vehicle or antagonist (Table 2).

Hemodynamics responses to vehicle/antagonist infu-
sion (treat phase) 

MAP, RPP, RBF, and RVR responses to vehicle/an-
tagonist were evaluated in two groups (intact and acute-
RDN) of rats treated with saline or losartan in both sex-
es.

Responses to vehicle infusion
The data from the vehicle phase showed a significant 

variation in MAP (Pdose= 0.01) within male rat groups 
treated with the vehicle. However, there was no signif-
icant difference in MAP between saline-treated male 
rat groups. In contrast, there was no significant differ-
ence in MAP within or between saline-treated female 
rat groups. Within female rats treated with the vehicle, 

TABLE 2: TABLE 2: Baseline data for MAP, RPP, RBF, and RVR before the vehicle or antagonist treatment in intact and acute-RDN nephrectomies 
rats.

Groups MAP (mmHg) RPP (mmHg) RBF/LKW
 (ml/min/g lkw)

RVR/LKW
 (mmHg.min/ml/g lkw)

Treated-saline 
male

Intact 90.1± 2.9 78.9± 3.7 2.1± 0.2 41.5± 6.1
Acute 83.1± 2.7 75.2± 3.6 2.7±0.3 29.1± 3.8

P(t test) 0.11 0.48 0.11 0.13

Treated-losartan 
male

Intact 93.8±3.9 83.1±3.5 1.8±0.2 45.6±3.2
Acute 86.8±2.8 81.21±6.8 1.5±0.1 55.6±4.9

P(t test) 0.16 0.78 0.27 0.13

Treated-saline 
female

Intact 88.5±3.5 77.8±3.3 2.19±0.17 37.34±3.4
Acute 80.5±3.5 74.9±4.6 2.15±0.24 37.43±3.9

P(t test) 0.13 0.61 0.89 0.98

Treated-losartan 
female

Intact 93.6±4.1 84.3±4.1 1.9±0.16 44.4±5.7
Acute 84.4±2.2 75.7±3.3 2.25±0.14 34.8± 3.2

P(t test) 0.08 0.12 0.25 0.15
The results are displayed as mean ± SEM. The statistical P values were concluded using the Unpaired-sample T-test. MAP: mean arterial 
pressure (mmHg); RPP: renal perfusion pressure (mmHg); RBF/LKW: renal blood flow per gram left kidney weight (ml/min·g) and RVR/
LKW: renal vascular resistance per gram left kidney weight (mmHg/ml/min·g)
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there was a significant variation in RPP (Pdose= 0.01). 
However, there was no significant difference in RPP 
between groups of either gender during saline infusion.
There was no significant variation in RBF within male 
rats treated with the vehicle. However, a significant de-
crease in RVR (Pdose= 0.02) was observed in response 
to saline infusion in male groups. Conversely, no sig-
nificant variation in these parameters was observed in 
female rat groups. Additionally, there was no significant 
difference in RBF and RVR between groups during ve-
hicle infusion in both sexes (Figure 2).  

Responses to antagonist infusion 
The data of the antagonist phase demonstrated a signif-

icant decline in MAP (Pdose < 0.001) in losartan-treated 
male and female rats compared with baseline levels. Be-
tween the losartan-treated male and female subgroups, 
there was no significant difference in MAP. Similarly, 
there was a significant decline in RPP (Pdose < 0.001) in 
losartan-treated male and female rat groups compared 
with baseline. Across all gender groups, there was no 
significant difference in RPP during losartan infusion. 
Within male rat groups, there was no significant differ-
ence in RBF, while in female rats, there was a tenden-
cy towards increased RBF (Pdose = 0.004) with losartan 
infusion compared to the vehicle. However, no signifi-
cant difference in RBF was observed between female 
rat groups during losartan infusion. Additionally, there 
was a significant decline in RVR (Pdose < 0.001) in losar-
tan-treated male and female rats compared with baseline. 
Between groups, there was no significant difference in 
RVR during losartan infusion in both sexes (Figure 2). 

Hemodynamics response to Ang1-7 infusion  
MAP, RPP, RBF, and RVR responses to Ang1-7 were 

evaluated in intact and acute-RDN groups treated with 
either saline or losartan in both sexes. 

Responses to vehicle infusion 
There was a significant increase in MAP response to 

Ang1-7 infusion in groups of saline-treated male rats. 
A similar trend was observed in saline-treated female 
rat groups (P dose = 0.02). The vehicle data between the 
groups of every gender indicated a significant difference 
in MAP response to Ang1-7 in female groups (P group = 
0.03) treated with the vehicle. There was no significant 
alteration in RPP response to Ang1-7 infusion in groups 

treated with saline in each sex. As mentioned, RPP was 
stabilized by manipulating the aortic clamp during the 
Ang1-7 infusion. Therefore, no variation in RPP was 
expected to be observed by the Ang1-7 infusion. There 
was no significant difference in RPP response to Ang1-7 
between the groups during the administration of saline 
in both sexes. There were no significant alterations in 
RBF and RVR responses to Ang1-7 administration in 
saline-treated female and male rat groups. In both gen-
ders, RBF, and RVR responses to Ang1-7 did not differ 
between the two groups (Figure 3).

Responses to antagonist infusion
The data of the antagonist phase showed that MAP 

in response to different doses of Ang1-7 did not change 
in either losartan-treated male or losartan-treated female 
rat groups. The antagonist data between groups showed 
a significant difference in MAP response to Ang1-7 (P 

group = 0.03) in females but not males treated with losar-
tan. There was a significant difference (P dose = 0.005) in 
RPP in losartan-treated female rats, although this differ-
ence may not be clinically significant. The antagonist 
data between groups showed no significant difference in 
RPP between the groups during the administration of an-
tagonists in both sexes. There was a significant increase 
in RBF response to Ang1-7 infusion (P dose <0.001) with-
in losartan-treated male rat groups. Interestingly, there 
was a significant difference in RBF response to Ang1-7 
(P group = 0.04) in males treated with losartan between the 
intact and acute-RDN groups during the administration 
of Ang1-7. In comparison, there was no significant al-
teration in RBF response to Ang1-7 within and between 
losartan-treated female rat groups. There was a signifi-
cant reduction (P dose < 0.001) in RVR response to Ang1-
7 administration in losartan-treated male rat groups. The 
difference in RVR alteration induced by Ang1-7 infu-
sion between the two subgroups was statistically signifi-
cant (P group = 0.03). There was no significant difference 
in RVR responses to Ang1-7 within and between losar-
tan-treated female rat groups during the administration 
of antagonists (Figure 3). 

Discussion
This study aimed to assess renal vascular respons-

es to Ang 1-7 administration in innervated and acute-
ly renal denervated female and male rats treated with 
vehicle or losartan. Our key finding was that losartan 
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administration significantly enhanced the RBF response 
to Ang 1-7 in innervated male rats, with a significant-
ly greater response observed compared to denervated 
male rats. However, in both innervated and denervated 
female rats treated with either the vehicle or losartan, 
no change in RBF response to Ang 1-7 was observed. 
The influence of renal sympathetic nerve activity 
(RSNA) on renal hemodynamics is well-established. 
Stimulation of these nerves typically results in reduced 
RBF, a response that can be abolished by angioten-
sin-converting enzyme inhibitors (ACE-Is) (Handa and 
Johns 1985). However, the impact of renal denervation 
on renal hemodynamic responses remains a topic of de-
bate. Some evidence suggests that basal RSNA does not 
significantly affect renal hemodynamics, and renal de-
nervation does not alter RBF or RVR (Luippold et al., 
2004; Sadowski et al., 1979). This implies that under 
normal physiological conditions, the tonic influence of 
the renal nerves on renal vasculature may be minimal, 
with the role of these nerves in water and salt retention 
being more pronounced than their effect on renal vas-
cular dynamics and RBF (Kazi 2010). In our study, we 
observed no changes in basal renal parameters, includ-
ing RPP, RBF, and RVR, following acute denervation in 
either the saline- or losartan-treated groups before Ang 
1-7 infusion in both sexes. This finding is consistent 
with previous studies (Abdulla et al., 2008a; Abdulla et 
al., 2008b; Dibona and Sawin 2004; Kazi 2010; Rudd 
et al., 1986; Takabatake et al., 1990). Similarly, in nor-
mal animal models, where basal RSNA has been shown 
to have a sub-vasoconstrictor effect, neither basal RBF 
nor dynamic RBF auto-regulation were affected by the 
elimination of basal RSNA through renal sympathecto-
my (ABILDGAARD et al., 1986; Abu-Amarah et al., 
1998; Bello-Reuss et al., 1975; DiBona and Rios 1980; 
Dibona and Sawin 2004; Just et al., 1998; Osborn et al., 
1981). However, in cases where basal RSNA levels ex-
ert a renal vasoconstrictor effect, renal denervation has 
been found to disrupt RBF dynamic auto-regulation, 
suggesting that the degree of basal RSNA-mediated va-
soconstriction contributes to the maintenance of normal 
RBF dynamic auto-regulation  (Grady and Bullivant 
1992; MALPAS and EVANS 1998; Malpas et al., 1998). 

In the present study, no changes in RBF and RVR in 
response to Ang1-7 were observed in the saline-treated 
groups of both sexes. This finding aligns with previous 
studies suggesting that under physiological conditions, 

Ang1-7 does not significantly impact kidney hemody-
namics (Gorelik et al., 1998; Stegbauer et al., 2004; van 
der Wouden et al., 2006). Further evaluation of Ang1-
7 efficacy on rat renal blood vessels in in vitro and in 
vivo experimental settings has shown that while Ang1-
7 itself does not directly affect basal renal vasomotor 
tone, it does inhibit AngII-induced contraction of renal 
arteries in vitro (van der Wouden et al., 2006). Howev-
er, it does not exert a primary role in regulating in vivo 
RBF, especially when it is already reduced by AngII in 
normotensive rats (Handa et al., 1996; van der Wouden 
et al., 2006). Nonetheless, it has been demonstrated that 
Ang1-7 can dilate afferent arteries by stimulating nitric 
oxide (NO)  (Ren et al., 2002). These findings suggest 
that it is hard to induce renal hemodynamic effects of 
Ang1-7 in vivo. Regarding RBF is controlled by many 
vascular regulating factors, so the vasorelaxation effects 
of Ang1-7 may be covered in vivo (Navar et al., 1996). 
Inconsistent results of Ang1-7 effects observed in vitro 
versus in vivo settings can be attributed to several fac-
tors, including the presence of nerve fibers, circulating 
humoral substances, and the regulation of blood pres-
sure (Liu and Barajas 1993). Additionally, differences 
among species, local and systemic concentrations of 
Ang1-7, water and sodium status, and the level of ac-
tivity of the RAS can contribute to the contradictory re-
nal responses to Ang1-7 (Pinheiro and Simões e Silva 
2012). The systemic vasorelaxation effects of Ang1-7 
may not be evident if the baroreceptor reflex is intact or 
if the endogenous RAS is not activated (Moon 2011). 
Moreover, the activity of the endogenous RAS can in-
fluence the renal response to exogenous Ang1-7 (Barry 
et al., 2021; O’Neill et al., 2013; O’Neill et al., 2017).

 However, after infusion of losartan, there was a con-
siderable increase in RBF response to Ang1-7 infusion 
in male rats, but the severity of this response was re-
duced by renal denervation. Also, as expected, the RVR 
in this group decreased significantly. Consistent with 
our results, it has been shown that concurrent treatment 
with Ang1-7 and AT1R inhibitors leads to an increase 
in RBF (Heller et al., 2000). Additionally, studies have 
demonstrated that the blunted vasorelaxation induced 
by Ang1-7 can be restored by acute or chronic blockade 
of the AT1R receptor with losartan in hypertensive ani-
mals (Santos 2014). Studies have shown that serum lev-
els of Ang1-7, as well as Ang IV, increased by treatment 
with AT1R antagonists. Besides, Ang IV contributes to 
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the vasodilatory effects of AT1R antagonists through 
the AT4 receptor (Hilgers and Mann 2002). Also, AT1R 
antagonists over-stimulate the AT2R (Hilgers and Mann 
2002), and activation of AT2R can also increase BK lev-
els, e.g., in vessels (Tsutsumi et al., 1999) or kidneys 
(Siragy et al., 1999). According to the findings, the va-
sodilatory effects of Ang1-7 were due to BK and the 
mechanisms related to releasing NO (Almeida et al., 
2000; Ueda et al., 2001). Other data confirm the syn-
ergistic effect of losartan and Ang 1-7 on improving 
renal function in ischemia-reperfusion injury (Safari et 
al., 2019) and cardiovascular protection (Collister and 
Hendel 2003) through NO-related AT2- and Mas-re-
ceptors-dependent mechanisms (Iyer et al., 1998; Ren 
et al., 2002; Souza et al., 2013; Stegbauer et al., 2003). 
Of course, there are conflicting results with our find-
ings. These investigations established that vasorelaxant 
effects of Ang1-7 were weakened by AT1R antagonist 
losartan (Gorelik et al., 1998; Neves et al., 2003; You-
sif et al., 2017). Also, AT1R blockade did not modify 
the Ang1-7-activity on BK (Fernandes et al., 2001) and 
indicated that AT1R does not exert a prominent role in 
the renal reaction to exogenous Ang1-7 (Vallon et al., 
1998). However, in the existing study, RDN weakened 
the synergistic reactions of losartan and Ang1-7 on RBF. 
RDN rats indicated reductions in renal tissue concentra-
tions of BK and AngIV, along with Ang II concentration 
(Bohlender et al., 2017). This may be one of the pos-
sible reasons for the observed results in this study. On 
the other, RBF and RVR response to Ang 1-7 infusion 
did not change in any of the saline- and losartan-treated 
female groups. Additionally, there were no significant 
differences between innervated and denervated groups. 
Mas receptor (MasR) expression and the ratio of AT2R 
to AT1R (AT2R/AT1R) are higher in women than in 
men  (Sampson et al., 2012). Studies have shown that 
the renal vascular response to Ang1-7 is also related to 
gender and sex hormones. Although the MasR is known 
to be the specific receptor for Ang1-7, injection of the 
MasR antagonist (A779) may reduce the RBF response 
to Ang1-7 in females, while no such observation was 
made in males (Nematbakhsh and Safari 2014).When 
the MasR was blocked, the RBF response to Ang1-7 
was reduced in ovariectomized estradiol-treated fe-
male rats compared with non-estradiol-treated rats, by 
an unknown mechanism (Saberi et al., 2016). Different 
results regarding the effect of Ang1-7 on RBF (Bürge-

lová et al., 2002; Handa 2000; Potthoff et al., 2014) and 
the sex-specific response of RBF to Ang1-7 have been 
reported (Nematbakhsh and Mansouri 2018; Nemat-
bakhsh and Safari 2014). Furthermore, inhibiting the 
Ang II receptors (AT1R and AT2R) and the Ang1-7 re-
ceptor (MasR) increased the RBF response to Ang1-7 
injection in males but not in females (Nematbakhsh and 
Mansouri 2018). These findings support an interaction 
between MasR and Ang II receptors in the renal circula-
tion. It is worth mentioning that blocking Mas receptors 
had an effect similar to blocking estradiol in preventing 
the effects of estradiol. In fact, it seems that the MasR is 
necessary for the activation of NO production and estra-
diol-mediated vasodilation (Sobrino et al., 2017).

It has been reported that the vasodilatory effects of 
Ang 1-7 vary at different estrous phases; it does not sig-
nificantly affect diestrus but has a moderate vasodilato-
ry impact on proestrus. Therefore, estrogen supplements 
can significantly affect the dilative effect of Ang1-7 
(Neves et al., 2004). Female sex hormones probably 
regulate AT2R (Armando 2002). Thus, the RAS status, 
besides the status of reproductive hormones, can deter-
mine the induction of Ang1-7 vasodilatory response in 
females (Saberi et al., 2016). 

In this study, infusion of Ang 1-7 induced a notable 
increase in MAP in male and female rats treated with 
saline. However, blocking AT1R eliminated this pressor 
effect, which is consistent with other results (Kuczerisz-
ka et al., 2018; Saberi et al., 2016). This suggests that 
Ang1-7 exerts weak vasoconstrictor effects mediated by 
the AT1R receptor (Handa et al., 1996; Kuczeriszka et 
al., 2018). Conversely, insignificant effects of Ang1-7 on 
MAP were also observed (Braga et al., 2002; Crackower 
et al., 2002; Vallon et al., 1998). In this study, female rats 
showed a decrease in pressure after RDN, while in male 
rats, there was no change in pressure. RDN rearrang-
es or restores the baroreflex control of RSNA (Khan et 
al., 2014; Messerli and Bangalore 2014). The baroreflex 
sensitivity (BRS) reflects the rate of baroreflex action, 
vascular resistance, and vascular tone. Ang1-7 infusion 
changed the BRS in renal denervation in a sex-depen-
dent manner  (Azadbakht and Nematbakhsh 2017). 

Conclusion
 This study aimed to investigate the role of renal sym-

pathetic nerves and Ang1-7 in regulating renal hemo-
dynamics, particularly in the presence of AT1 receptor 
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blockade. To achieve this, RBF was assessed in both 
innervated and denervated rats infused with losartan and 
without losartan, across both sexes.  Interestingly, losar-
tan significantly enhanced the renal blood flow response 
to Ang1-7 in male rats. However, renal denervation 
attenuated this response, and no significant reaction to 
Ang1-7 was observed in any of the female groups stud-
ied.  Notably, female rats, potentially due to decreased 
estrogen levels, exhibited a diminished Ang1-7 vasodi-
lator response during diestrus. Additionally, Ang1-7 was 
found to exert weak vasoconstrictor effects mediated by 
the AT1R. Overall, RDN and gender emerged as factors 
influencing the response to Ang1-7 infusion.

Acknowledgment 
This research was supported by the Isfahan University 

of Medical Sciences (Grant # 3991061).

Conflict of interest
The authors declare no conflicts of interest.

References
Abdulla M, Sattar M, Abdullah N, Hazim A, Anand Swarup 

K, Rathore H, et al. Inhibition of Ang II and renal sympa-
thetic nerve influence dopamine-and isoprenaline-induced 
renal haemodynamic changes in normal Wistar-Kyoto and 
spontaneously hypertensive rats. Autonomic and Autacoid 
Pharmacology 2008a; 28: 95-101. https://doi.org/10.1111/
j.1474-8673.2008.00422.x

Abdulla M, Sattar M, Salman I, Abdullah N, Ameer O, Khan 
M A, et al. Effect of acute unilateral renal denervation on 
renal hemodynamics in spontaneously hypertensive rats. 
Autonomic and Autacoid Pharmacology 2008b; 28: 87-94. 
https://doi.org/10.1111/j.1474-8673.2008.00421.x

Abdulla M H, Sattar M, Khan M A, Abdullah N A, Johns E. 
Influence of sympathetic and AT1-receptor blockade on 
angiotensin II and adrenergic agonist-induced renal va-
soconstrictions in spontaneously hypertensive rats. Acta 
Physiologica 2009; 195: 397-404. https://doi.org/10.1111/
j.1748-1716.2008.01895.x

Abildgaard U, Holstein-rathlou N H, Leyssac P P. Effect of 
renal nerve activity on tubular sodium and water reabsorp-
tion in dog kidneys as determined by the lithium clearance 
method. Acta Physiologica Scandinavica 1986; 126: 251-
257. https://doi.org/10.1111/j.1748-1716.1986.tb07812.x

Abu-Amarah I, Ajikobi D O, Bachelard H, Cupples W A, Sa-
levsky F C. Responses of mesenteric and renal blood flow 

dynamics to acute denervation in anesthetized rats. Amer-
ican Journal of Physiology-Regulatory, Integrative and 
Comparative Physiology 1998; 275: R1543-R1552. https://
doi.org/10.1152/ajpregu.1998.275.5.R1543

Ajayi A F, Akhigbe R E. Staging of the estrous cycle and 
induction of estrus in experimental rodents: an update. 
Fertility Research and Practice 2020; 6: 1-15. https://doi.
org/10.1186/s40738-020-00074-3

Almeida A, Frábregas B, Madureira M, Santos R, Campag-
nole-Santos M, Santos R. Angiotensin-(1-7) potentiates the 
coronary vasodilatatory effect of bradykinin in the isolated 
rat heart. Brazilian Journal of Medical and Biological Re-
search 2000; 33: 709-713. https://doi.org/10.1590/S0100-
879X2000000600012

Armando I. Jezova M, Juorio AV, Terrón JA, Falcón-Neri 
A, Semino-Mora C, Imboden H, and Saavedra JM. Estro-
gen upregulates renal angiotensin II AT. American Jour-
nal of Physiology. Renal Physiology 2002; 2. https://doi.
org/10.1152/ajprenal.00145.2002

Azadbakht M K, Nematbakhsh M. Angiotensin 1-7 admin-
istration alters baroreflex sensitivity and renal function in 
sympathectomized rats. Journal of Nephropathology 2017; 
7: 79-82. https://doi.org/10.15171/jnp.2018.19

Barry E F, O’Neill J, Abdulla M H, Johns E J. The renal ex-
cretory responses to acute renal interstitial angiotensin (1-
7) infusion in anaesthetised spontaneously hypertensive 
rats. Clinical and Experimental Pharmacology and Physi-
ology 2021; 48: 1674-1684. https://doi.org/10.1111/1440-
1681.13570

Bello-Reuss E, Colindres R, Pastoriza-Munoz E, Mueller R, 
Gottschalk C. Effects of acute unilateral renal denervation 
in the rat. The Journal of Clinical Investigation 1975; 56: 
208-217. https://doi.org/10.1172/JCI108069

Bohlender J M, Nussberger J, Birkhäuser F, Grouzmann E, 
Thalmann G N, Imboden H. Resetting of renal tissular re-
nin-angiotensin and bradykinin-kallikrein systems after 
unilateral kidney denervation in rats. Histochemistry and 
Cell Biology 2017; 147: 585-593. https://doi.org/10.1007/
s00418-017-1543-y

Braga A N G, da Silva Lemos M, Da Silva J R, Fontes W R 
P, Augusto Souza Dos Santos R. Effects of angiotensins on 
day-night fluctuations and stress-induced changes in blood 
pressure. American Journal of Physiology-Regulatory, In-
tegrative and Comparative Physiology 2002; 282: 1663-
1671. https://doi.org/10.1152/ajpregu.00583.2001

Bürgelová M, Kramer H J, Teplan V, Veličková G, Vítko Š, 
Heller J, et al. Intrarenal infusion of angiotensin-(1-7) mod-

Physiology and Pharmacology 28 (2024) 190-205 | 200Renal responses to angiotensin 1-7 in acute sympathectomic rats

https://doi.org/10.1111/j.1474-8673.2008.00422.x 
https://doi.org/10.1111/j.1474-8673.2008.00422.x 
https://doi.org/10.1111/j.1474-8673.2008.00421.x
https://doi.org/10.1111/j.1748-1716.2008.01895.x 
https://doi.org/10.1111/j.1748-1716.2008.01895.x 
 https://doi.org/10.1111/j.1748-1716.1986.tb07812.x
https://doi.org/10.1152/ajpregu.1998.275.5.R1543 
https://doi.org/10.1152/ajpregu.1998.275.5.R1543 
https://doi.org/10.1186/s40738-020-00074-3 
https://doi.org/10.1186/s40738-020-00074-3 
https://doi.org/10.1590/S0100-879X2000000600012 
https://doi.org/10.1590/S0100-879X2000000600012 
https://doi.org/10.1152/ajprenal.00145.2002 
https://doi.org/10.1152/ajprenal.00145.2002 
https://doi.org/10.15171/jnp.2018.19
https://doi.org/10.1111/1440-1681.13570 
https://doi.org/10.1111/1440-1681.13570 
https://doi.org/10.1172/JCI108069
https://doi.org/10.1007/s00418-017-1543-y 
https://doi.org/10.1007/s00418-017-1543-y 
https://doi.org/10.1152/ajpregu.00583.2001


ulates renal functional responses to exogenous angiotensin 
II in the rat. Kidney and Blood Pressure Research 2002; 25: 
202-210. https://doi.org/10.1159/000066340

Cai X-N, Wang C-Y, Cai Y, Peng F. Effects of renal dener-
vation on blood-pressure response to hemorrhagic shock 
in spontaneously hypertensive rats. Chinese Journal of 
Traumatology 2018; 21: 293-300. https://doi.org/10.1016/j.
cjtee.2018.09.001

Caplea A, Seachrist D, Daneshvar H, Dunphy G, Ely D. Nor-
adrenergic content and turnover rate in kidney and heart 
shows gender and strain differences. Journal of Applied 
Physiology 2002; 92: 567-571. https://doi.org/10.1152/jap-
plphysiol.00557.2001

Carey R M. The intrarenal renin-angiotensin system in hy-
pertension. Advances in Chronic Kidney Disease 2015; 22: 
204-210. https://doi.org/10.1053/j.ackd.2014.11.004

Carey R M, Siragy H M. Newly recognized components of 
the renin-angiotensin system: potential roles in cardiovas-
cular and renal regulation. Endocrine Reviews 2003; 24: 
261-271. https://doi.org/10.1210/er.2003-0001

Chappell M C, Modrall J G, Diz D I, Ferrario C M. Nov-
el aspects of the renal renin-angiotensin system: angio-
tensin-(1-7), ACE2 and blood pressure regulation. Con-
tributions to Nephrology 2004; 143: 77-89. https://doi.
org/10.1159/000078713

Collister J P, Hendel M D. The role of Ang (1-7) in mediat-
ing the chronic hypotensive effects of losartan in normal 
rats. Journal of the Renin-Angiotensin-Aldosterone System 
2003; 4: 176-179. https://doi.org/10.3317/jraas.2003.028

Crackower M A, Sarao R, Oudit G Y, Yagil C, Kozieradzki 
I, Scanga S E, et al. Angiotensin-converting enzyme 2 is 
an essential regulator of heart function. Nature 2002; 417: 
822-828. https://doi.org/10.1038/nature00786

De Moura R S, Resende A, Emiliano A, Tano T, Mendes-Ri-
beiro A, Correia M, et al. The role of bradykinin, AT2 and 
angiotensin 1-7 receptors in the EDRF-dependent vasodila-
tor effect of angiotensin II on the isolated mesenteric vas-
cular bed of the rat. British Journal of Pharmacology 2004; 
141: 860-866. https://doi.org/10.1038/sj.bjp.0705669

Dibona G F. Peripheral and central interactions between 
the renin-angiotensin system and the renal sympathet-
ic nerves in control of renal function. Annals of the New 
York Academy of Sciences 2001; 940: 395-406. https://doi.
org/10.1111/j.1749-6632.2001.tb03693.x

DiBona G F, Rios L L. Renal nerves in compensatory renal 
response to contralateral renal denervation. American Jour-
nal of Physiology-Renal Physiology 1980; 238: F26-F30. 

https://doi.org/10.1152/ajprenal.1980.238.1.F26
Dibona G F, Sawin L L. Effect of renal denervation on dy-

namic autoregulation of renal blood flow. American Journal 
of Physiology-Renal Physiology 2004; 286: F1209-F1218. 
https://doi.org/10.1152/ajprenal.00010.2004

Dilauro M, Burns K D. Angiotensin-(1-7) and its effects in 
the kidney. The Scientific World Journal 2009; 9: 522-535. 
https://doi.org/10.1100/tsw.2009.70

e Silva A S, Pinheiro S V, Pereira R M, Ferreira A J, San-
tos R A. The therapeutic potential of angiotensin-(1-7) 
as a novel renin-angiotensin system mediator. Mini Re-
views in Medicinal Chemistry 2006; 6: 603. https://doi.
org/10.2174/138955706776876203

Fernandes L, Fortes Z B, Nigro D, Tostes R C, Santos R A, 
Catelli de Carvalho M H. Potentiation of bradykinin by 
angiotensin-(1-7) on arterioles of spontaneously hyperten-
sive rats studied in vivo. Hypertension 2001; 37: 703-709. 
https://doi.org/10.1161/01.HYP.37.2.703

Ferrario C, Chappell M. What’s new in the renin-angiotensin 
system? Cellular and Molecular Life Sciences CMLS 2004; 
61: 2720-2727. https://doi.org/10.1007/s00018-004-4243-4

Fountain J H, Kaur J, Lappin S L. Physiology, renin angio-
tensin system. Stat Pearls [Internet]: Stat Pearls Publishing, 
2023.

Gorelik G, Carbini L, Scicli A. Angiotensin 1-7 induces bra-
dykinin-mediated relaxation in porcine coronary artery. 
Journal of Pharmacology and Experimental Therapeutics 
1998; 286: 403-410.

Grady H C, Bullivant E. Renal blood flow varies during nor-
mal activity in conscious unrestrained rats. American Jour-
nal of Physiology-Regulatory, Integrative and Comparative 
Physiology 1992; 262: R926-R932. https://doi.org/10.1152/
ajpregu.1992.262.5.R926

Handa R, Johns E J. Interaction of the renin-angiotensin sys-
tem and the renal nerves in the regulation of rat kidney 
function. The Journal of Physiology 1985; 369: 311-321. 
https://doi.org/10.1113/jphysiol.1985.sp015903

Handa R K. Binding and signaling of angiotensin-(1-7) in 
bovine kidney epithelial cells involves the AT4 receptor. 
Peptides 2000; 21: 729-736. https://doi.org/10.1016/S0196-
9781(00)00188-1

Handa R K, Ferrario C M, Strandhoy J W. Renal actions of an-
giotensin-(1-7): in vivo and in vitro studies. American Jour-
nal of Physiology-Renal Physiology 1996; 270: F141-F147. 
https://doi.org/10.1152/ajprenal.1996.270.1.F141

Heller J, Kramer H, Malý J, Červenka L, Horáček V. Effect of 
intrarenal infusion of angiotensin-(1-7) in the dog. Kidney 

Physiology and Pharmacology 28 (2024) 190-205 | 201 Kharazmi et al.

https://doi.org/10.1159/000066340
https://doi.org/10.1016/j.cjtee.2018.09.001 
https://doi.org/10.1016/j.cjtee.2018.09.001 
https://doi.org/10.1152/japplphysiol.00557.2001 
https://doi.org/10.1152/japplphysiol.00557.2001 
https://doi.org/10.1053/j.ackd.2014.11.004
https://doi.org/10.1210/er.2003-0001
https://doi.org/10.1159/000078713 
https://doi.org/10.1159/000078713 
https://doi.org/10.3317/jraas.2003.028
https://doi.org/10.1038/nature00786
https://doi.org/10.1038/sj.bjp.0705669
https://doi.org/10.1111/j.1749-6632.2001.tb03693.x 
https://doi.org/10.1111/j.1749-6632.2001.tb03693.x 
https://doi.org/10.1152/ajprenal.1980.238.1.F26
https://doi.org/10.1152/ajprenal.00010.2004
https://doi.org/10.1100/tsw.2009.70
https://doi.org/10.2174/138955706776876203 
https://doi.org/10.2174/138955706776876203 
https://doi.org/10.1161/01.HYP.37.2.703
https://doi.org/10.1007/s00018-004-4243-4 
https://doi.org/10.1152/ajpregu.1992.262.5.R926 
https://doi.org/10.1152/ajpregu.1992.262.5.R926 
https://doi.org/10.1113/jphysiol.1985.sp015903
 https://doi.org/10.1016/S0196-9781(00)00188-1 
 https://doi.org/10.1016/S0196-9781(00)00188-1 
https://doi.org/10.1152/ajprenal.1996.270.1.F141


and Blood Pressure Research 2000; 23: 89-94. https://doi.
org/10.1159/000025959

Hilgers K F, Mann J F. ACE inhibitors versus AT1 receptor 
antagonists in patients with chronic renal disease. Journal of 
the American Society of Nephrology 2002; 13: 1100-1108. 
https://doi.org/10.1681/ASN.V1341100

Iyer S N, Chappell M C, Averill D B, Diz D I, Ferrario C 
M. Vasodepressor actions of angiotensin-(1-7) unmasked 
during combined treatment with lisinopril and losartan. Hy-
pertension 1998; 31: 699-705. https://doi.org/10.1161/01.
HYP.31.2.699

Joyner M J, Barnes J N, Hart E C, Wallin B G, Charkoudian 
N. Neural control of the circulation: how sex and age differ-
ences interact in humans. Comprehensive Physiology 2015; 
5: 193. https://doi.org/10.1002/cphy.c140005

Just A, Wittmann U, Ehmke H, Kirchheim H R. Autoreg-
ulation of renal blood flow in the conscious dog and the 
contribution of the tubuloglomerular feedback. The Journal 
of Physiology 1998; 506: 275-290. https://doi.org/10.1111/
j.1469-7793.1998.275bx.x

Kacem K, Sercombe R. Differing influence of sympathectomy 
on smooth muscle cells and fibroblasts in cerebral and pe-
ripheral muscular arteries. Autonomic Neuroscience 2006; 
124: 38-48. https://doi.org/10.1016/j.autneu.2005.11.003

Kassab K, Soni R, Kassier A, Fischell T A. The potential role 
of renal denervation in the management of heart failure. 
Journal of Clinical Medicine 2022; 11: 4147. https://doi.
org/10.3390/jcm11144147

Katsurada K, Shinohara K, Aoki J, Nanto S, Kario K. Renal 
denervation: basic and clinical evidence. Hypertension Re-
search 2022; 45: 198-209. https://doi.org/10.1038/s41440-
021-00827-7

Kazi A. Renal functional & haemodynamic changes follow-
ing acute unilateral renal denervation in Sprague Dawley 
rats. Indian Journal of Medical Research 2010; 131: 76-82. 

Khan S A, Sattar M A, Rathore H A, Abdulla M H, Ud Din 
Ahmad F, Ahmad A, et al. Renal denervation restores the 
baroreflex control of renal sympathetic nerve activity and 
heart rate in Wistar-Kyoto rats with cisplatin-induced renal 
failure. Acta Physiologica 2014; 210: 690-700. https://doi.
org/10.1111/apha.12237

Kobori H, Nangaku M, Navar L G, Nishiyama A. The intrare-
nal renin-angiotensin system: from physiology to the patho-
biology of hypertension and kidney disease. Pharmacolog-
ical Reviews 2007; 59: 251-287. https://doi.org/10.1124/
pr.59.3.3

Komukai K, Mochizuki S, Yoshimura M. Gender and the 

renin-angiotensin-aldosterone system. Fundamental & 
Clinical Pharmacology 2010; 24: 687-698. https://doi.
org/10.1111/j.1472-8206.2010.00854.x

Kopp U C, DiBona G F. Neural control of renal function. Re-
flex Control of the Circulation: CRC Press, 2020: 493-528. 
https://doi.org/10.1201/9780367813338-17

Kuczeriszka M, Kompanowska-Jezierska E, Sadowski J, Pri-
eto M C, Navar L G. Modulating role of Ang1-7 in con-
trol of blood pressure and renal function in AngII-infused 
hypertensive rats. American Journal of Hypertension 2018; 
31: 504-511. https://doi.org/10.1093/ajh/hpy006

Liao W, Wu J. The ACE2/Ang (1-7)/MasR axis as an emerg-
ing target for antihypertensive peptides. Critical Reviews in 
Food Science and Nutrition 2021; 61: 2572-2586. https://
doi.org/10.1080/10408398.2020.1781049

Liu L, Barajas L. The rat renal nerves during development. 
Anatomy and Embryology 1993; 188: 345-361. https://doi.
org/10.1007/BF00185944

Lovick T A, Zangrossi Jr H. Effect of estrous cycle on be-
havior of females in rodent tests of anxiety. Frontiers in 
Psychiatry 2021; 12: 711065. https://doi.org/10.3389/fp-
syt.2021.711065

Luippold G, Beilharz M, Mühlbauer B. Chronic renal dener-
vation prevents glomerular hyperfiltration in diabetic rats. 
Nephrology Dialysis Transplantation 2004; 19: 342-347. 
https://doi.org/10.1093/ndt/gfg584

Magaldi A J, Cesar K R, de Araújo M, Simões e Silva A C, 
Santos R A. Angiotensin-(1-7) stimulates water transport in 
rat inner medullary collecting duct: evidence for involve-
ment of vasopressin V2 receptors. Pflügers Archiv 2003; 
447: 223-230. https://doi.org/10.1007/s00424-003-1173-1

MALPAS S, EVANS R. Do different levels and patterns of 
sympathetic activation all provoke renal vasoconstriction? 
Journal of the Autonomic Nervous System 1998; 69: 72-82. 
https://doi.org/10.1016/S0165-1838(98)00010-1

Malpas S C, Evans R G, Head G A, Lukoshkova E V. Con-
tribution of renal nerves to renal blood flow variabili-
ty during hemorrhage. American Journal of Physiolo-
gy-Regulatory, Integrative and Comparative Physiology 
1998; 274: R1283-R1294. https://doi.org/10.1152/ajp-
regu.1998.274.5.R1283

Medina D, Mehay D, Arnold A C. Sex differences in car-
diovascular actions of the renin-angiotensin system. Clin-
ical Autonomic Research 2020; 30: 393-408. https://doi.
org/10.1007/s10286-020-00720-2

Messerli F H, Bangalore S. Renal denervation for resistant 
hypertension. New England Journal of Medicine 2014; 

Physiology and Pharmacology 28 (2024) 190-205 | 202Renal responses to angiotensin 1-7 in acute sympathectomic rats

https://doi.org/10.1159/000025959
https://doi.org/10.1159/000025959
https://doi.org/10.1681/ASN.V1341100
https://doi.org/10.1161/01.HYP.31.2.699 
https://doi.org/10.1161/01.HYP.31.2.699 
 https://doi.org/10.1002/cphy.c140005
https://doi.org/10.1111/j.1469-7793.1998.275bx.x 
https://doi.org/10.1111/j.1469-7793.1998.275bx.x 
https://doi.org/10.1016/j.autneu.2005.11.003
https://doi.org/10.3390/jcm11144147 
https://doi.org/10.3390/jcm11144147 
https://doi.org/10.1038/s41440-021-00827-7 
https://doi.org/10.1038/s41440-021-00827-7 
https://doi.org/10.1111/apha.12237 
https://doi.org/10.1111/apha.12237 
https://doi.org/10.1124/pr.59.3.3 
https://doi.org/10.1124/pr.59.3.3 
https://doi.org/10.1111/j.1472-8206.2010.00854.x 
https://doi.org/10.1111/j.1472-8206.2010.00854.x 
https://doi.org/10.1201/9780367813338-17
 https://doi.org/10.1093/ajh/hpy006
https://doi.org/10.1080/10408398.2020.1781049
https://doi.org/10.1080/10408398.2020.1781049
https://doi.org/10.1007/BF00185944 
https://doi.org/10.1007/BF00185944 
https://doi.org/10.3389/fpsyt.2021.711065 
https://doi.org/10.3389/fpsyt.2021.711065 
https://doi.org/10.1093/ndt/gfg584
https://doi.org/10.1007/s00424-003-1173-1
https://doi.org/10.1016/S0165-1838(98)00010-1
https://doi.org/10.1152/ajpregu.1998.274.5.R1283 
https://doi.org/10.1152/ajpregu.1998.274.5.R1283 
https://doi.org/10.1007/s10286-020-00720-2 
https://doi.org/10.1007/s10286-020-00720-2 


370: 1454-7. https://doi.org/10.1056/NEJMe1402388
Moon J-Y. ACE2 and angiotensin-(1-7) in hypertensive re-

nal disease. Electrolytes & Blood Pressure 2011; 9: 41-44. 
https://doi.org/10.5049/EBP.2011.9.2.41

Navar L, Inscho E, Majid S, Imig J, Harrison-Bernard L, 
Mitchell K. Paracrine regulation of the renal microcircula-
tion. Physiological Reviews 1996; 76: 425-536. https://doi.
org/10.1152/physrev.1996.76.2.425

Nematbakhsh M, Mansouri A. Renal vascular response to 
angiotensin 1-7 in rats: the role of Mas receptor. Research 
in Pharmaceutical Sciences 2018; 13: 177. https://doi.
org/10.4103/1735-5362.223803

Nematbakhsh M, Safari T. Role of Mas receptor in renal blood 
flow response to angiotensin (1-7) in male and female rats. 
General Physiology and Biophysics 2014; 33: 365-372. 
https://doi.org/10.4149/gpb_2014008

Neves L A, Averill D B, Chappell M C, Aschner J L, Walk-
up M P, Brosnihan K B, et al. Characterization of an-
giotensin-(1-7) receptor subtype in mesenteric arteries. 
Peptides 2003; 24: 455-462. https://doi.org/10.1016/S0196-
9781(03)00062-7

Neves L A, Averill D B, Ferrario C M, Aschner J L, Bros-
nihan K B. Vascular responses to angiotensin-(1-7) during 
the estrous cycle. Endocrine 2004; 24: 161-165. https://doi.
org/10.1385/ENDO:24:2:161

O’Neill J, Corbett A, Johns E J. Dietary sodium intake modu-
lates renal excretory responses to intrarenal angiotensin (1-
7) administration in anesthetized rats. American Journal of 
Physiology-Regulatory, Integrative and Comparative Phys-
iology 2013; 304: R260-R266. https://doi.org/10.1152/ajp-
regu.00583.2011

O’Neill J, Healy V, Johns E J. Intrarenal Mas and AT1 recep-
tors play a role in mediating the excretory actions of renal 
interstitial angiotensin-(1-7) infusion in anaesthetized rats. 
Experimental Physiology 2017; 102: 1700-1715. https://
doi.org/10.1113/EP086513

Osborn J L, Francisco L L, DiBona G F. Effect of renal 
nerve stimulation on renal blood flow autoregulation 
and antinatriuresis during reductions in renal perfusion 
pressure. Proceedings of the Society for Experimen-
tal Biology and Medicine 1981; 168: 77-81. https://doi.
org/10.3181/00379727-168-41238

Oudit G Y, Kassiri Z, Patel M P, Chappell M, Butany J, Backx 
P H, et al. Angiotensin II-mediated oxidative stress and in-
flammation mediate the age-dependent cardiomyopathy in 
ACE2 null mice. Cardiovascular Research 2007; 75: 29-39. 
https://doi.org/10.1016/j.cardiores.2007.04.007

Pinheiro S V B, Simões e Silva A C. Angiotensin converting 
enzyme 2, Angiotensin-(1-7), and receptor MAS axis in the 
kidney. International Journal of Hypertension 2012; 2012. 
https://doi.org/10.1155/2012/414128

Potthoff S A, Fähling M, Clasen T, Mende S, Ishak B, Su-
vorava T, et al. Angiotensin-(1-7) modulates renal vascular 
resistance through inhibition of p38 mitogen-activated pro-
tein kinase in apolipoprotein E-deficient mice. Hyperten-
sion 2014; 63: 265-272. https://doi.org/10.1161/HYPER-
TENSIONAHA.113.02289

Povlsen A L, Grimm D, Wehland M, Infanger M, Krüger 
M. The vasoactive Mas receptor in essential hypertension. 
Journal of Clinical Medicine 2020; 9: 267. https://doi.
org/10.3390/jcm9010267

Ren Y, Garvin J L, Carretero O A. Vasodilator action of an-
giotensin-(1-7) on isolated rabbit afferent arterioles. Hy-
pertension 2002; 39: 799-802. https://doi.org/10.1161/
hy0302.104673

Rudd M A, Grippo R S, Arendshorst W J. Acute renal dener-
vation produces a diuresis and natriuresis in young SHR 
but not WKY rats. American Journal of Physiology-Renal 
Physiology 1986; 251: F655-F661. https://doi.org/10.1152/
ajprenal.1986.251.4.F655

Saberi S, Dehghani A, Nematbakhsh M. Role of Mas receptor 
in renal blood flow response to angiotensin-(1-7) in ovariec-
tomized estradiol treated rats. Research in Pharmaceutical 
Sciences 2016; 11: 65. https://doi.org/10.1155/2015/801053

Sadowski J, Kurkus J, Gellert R. Denervated and intact kid-
ney responses to saline load in awake and anesthetized 
dogs. American Journal of Physiology-Renal Physiolo-
gy 1979; 237: F262-F267. https://doi.org/10.1152/ajpre-
nal.1979.237.4.F262

Safari T, Shahraki M R, Miri S, Bakhshani N M, Niazi A A, 
Komeili G R, et al. The effect of angiotensin 1-7 and losar-
tan on renal ischemic/reperfusion injury in male rats. Re-
search in Pharmaceutical Sciences 2019; 14: 441. https://
doi.org/10.4103/1735-5362.268205

Sampson A K, Moritz K M, Denton K M. Postnatal ontogeny 
of angiotensin receptors and ACE2 in male and female rats. 
Gender Medicine 2012; 9: 21-32. https://doi.org/10.1016/j.
genm.2011.12.003

Sampson A K, Widdop R E, Denton K M. Sex-differences in 
circadian blood pressure variations in response to chronic 
angiotensin II infusion in rats. Clinical and Experimental 
Pharmacology and Physiology 2008; 35: 391-395. https://
doi.org/10.1111/j.1440-1681.2008.04884.x

Sandberg K, Umans J G, Work G t G C C. Recommendations 

Physiology and Pharmacology 28 (2024) 190-205 | 203 Kharazmi et al.

ttps://doi.org/10.1056/NEJMe1402388
https://doi.org/10.5049/EBP.2011.9.2.41
https://doi.org/10.1152/physrev.1996.76.2.425 
https://doi.org/10.1152/physrev.1996.76.2.425 
https://doi.org/10.4103/1735-5362.223803 
https://doi.org/10.4103/1735-5362.223803 
https://doi.org/10.4149/gpb_2014008
https://doi.org/10.1016/S0196-9781(03)00062-7 
https://doi.org/10.1016/S0196-9781(03)00062-7 
https://doi.org/10.1385/ENDO:24:2:161 
https://doi.org/10.1385/ENDO:24:2:161 
https://doi.org/10.1152/ajpregu.00583.2011 
https://doi.org/10.1152/ajpregu.00583.2011 
 https://doi.org/10.1113/EP086513 
 https://doi.org/10.1113/EP086513 
https://doi.org/10.3181/00379727-168-41238 
https://doi.org/10.3181/00379727-168-41238 
https://doi.org/10.1016/j.cardiores.2007.04.007
https://doi.org/10.1155/2012/414128
https://doi.org/10.1161/HYPERTENSIONAHA.113.02289
https://doi.org/10.1161/HYPERTENSIONAHA.113.02289
https://doi.org/10.3390/jcm9010267 
https://doi.org/10.3390/jcm9010267 
https://doi.org/10.1161/hy0302.104673 
https://doi.org/10.1161/hy0302.104673 
https://doi.org/10.1152/ajprenal.1986.251.4.F655 
https://doi.org/10.1152/ajprenal.1986.251.4.F655 
https://doi.org/10.1155/2015/801053 
https://doi.org/10.1152/ajprenal.1979.237.4.F262 
https://doi.org/10.1152/ajprenal.1979.237.4.F262 
https://doi.org/10.4103/1735-5362.268205 
https://doi.org/10.4103/1735-5362.268205 
https://doi.org/10.1016/j.genm.2011.12.003 
https://doi.org/10.1016/j.genm.2011.12.003 
https://doi.org/10.1111/j.1440-1681.2008.04884.x 
https://doi.org/10.1111/j.1440-1681.2008.04884.x 


concerning the new US National Institutes of Health initia-
tive to balance the sex of cells and animals in preclinical 
research. The FASEB Journal 2015; 29: 1646-1652. https://
doi.org/10.1096/fj.14-269548

Santos R, Ferreira A J, Verano-Braga T, Bader M. Angioten-
sin-converting enzyme 2, angiotensin-(1-7) and Mas: new 
players of the renin-angiotensin system. Journal of Endo-
crinology 2013; 216: R1-R17. https://doi.org/10.1530/JOE-
12-0341

Santos R A. Angiotensin-(1-7). Hypertension 2014; 63: 
1138-1147. https://doi.org/10.1161/HYPERTENSIONA-
HA.113.01274

Santos R A, e Silva A C S, Maric C, Silva D M, Machado R P, 
de Buhr I, et al. Angiotensin-(1-7) is an endogenous ligand 
for the G protein-coupled receptor Mas. Proceedings of 
the National Academy of Sciences 2003; 100: 8258-8263. 
https://doi.org/10.1073/pnas.1432869100

Scalise F, Sole A, Singh G, Sorropago A, Sorropago G, Bal-
labeni C, et al. Renal denervation in patients with end-stage 
renal disease and resistant hypertension on long-term hae-
modialysis. Journal of Hypertension 2020; 38: 936-942. 
https://doi.org/10.1097/HJH.0000000000002358

Schlaich M P, Hering D, Sobotka P A, Krum H, Esler M D. 
Renal denervation in human hypertension: mechanisms, 
current findings, and future prospects. Current Hyperten-
sion Reports 2012; 14: 247-253. https://doi.org/10.1007/
s11906-012-0264-9

Simões e Silva A, Silveira K, Ferreira A, Teixeira M. ACE2, 
angiotensin-(1-7) and M as receptor axis in inflammation 
and fibrosis. British Journal of Pharmacology 2013; 169: 
477-492. https://doi.org/10.1111/bph.12159

Siragy H M, Inagami T, Ichiki T, Carey R M. Sustained hyper-
sensitivity to angiotensin II and its mechanism in mice lack-
ing the subtype-2 (AT2) angiotensin receptor. Proceedings 
of the National Academy of Sciences 1999; 96: 6506-6510. 
https://doi.org/10.1073/pnas.96.11.6506

Sobrino A, Vallejo S, Novella S, Lázaro-Franco M, Mompeón 
A, Bueno-Betí C, et al. Mas receptor is involved in the es-
trogen-receptor induced nitric oxide-dependent vasore-
laxation. Biochemical Pharmacology 2017; 129: 67-72. 
https://doi.org/10.1016/j.bcp.2017.01.012

 Souza Á P, Sobrinho D B, Almeida J F, Alves G M, Macedo L 
M, Porto J E, et al. Angiotensin II type 1 receptor blockade 
restores angiotensin-(1-7)-induced coronary vasodilation in 
hypertrophic rat hearts. Clinical Science 2013; 125: 449-
459. https://doi.org/10.1042/CS20120519

Stegbauer J, Oberhauser V, Vonend O, Rump L C. Angioten-

sin-(1-7) modulates vascular resistance and sympathetic 
neurotransmission in kidneys of spontaneously hyper-
tensive rats. Cardiovascular Research 2004; 61: 352-359. 
https://doi.org/10.1016/j.cardiores.2003.11.017

Stegbauer J, Vonend O, Oberhauser V, Rump L C. Effects of 
angiotensin-(1-7) and other bioactive components of the 
renin-angiotensin system on vascular resistance and nor-
adrenaline release in rat kidney. Journal of Hypertension 
2003; 21: 1391-1399. https://doi.org/10.1097/00004872-
200307000-00030

Sullivan J C. Sex and the renin-angiotensin system: inequal-
ity between the sexes in response to RAS stimulation and 
inhibition. American Journal of Physiology-Regulato-
ry, Integrative and Comparative Physiology 2008; 294: 
R1220-R1226. https://doi.org/10.1152/ajpregu.00864.2007

Sun H-J, Li P, Chen W-W, Xiong X-Q, Han Y. Angiotensin 
II and angiotensin-(1-7) in paraventricular nucleus mod-
ulate cardiac sympathetic afferent reflex in renovascular 
hypertensive rats. PLoS One 2012; 7: e52557. https://doi.
org/10.1371/journal.pone.0052557

Takabatake T, Ushiogi Y, Ohta K, Hattori N. Attenuation of 
enhanced tubuloglomerular feedback activity in SHR by 
renal denervation. American Journal of Physiology-Renal 
Physiology 1990; 258: F980-F985. https://doi.org/10.1152/
ajprenal.1990.258.4.F980

Tsutsumi Y, Matsubara H, Masaki H, Kurihara H, Murasawa 
S, Takai S, et al. Angiotensin II type 2 receptor overexpres-
sion activates the vascular kinin system and causes vaso-
dilation. The Journal of Clinical Investigation 1999; 104: 
925-935. https://doi.org/10.1172/JCI7886

Ueda S, Masumori-Maemoto S, Wada A, Ishii M, Brosnihan 
K B, Umemura S. Angiotensin (1-7) potentiates bradyki-
nin-induced vasodilatation in man. Journal of Hypertension 
2001; 19. https://doi.org/10.1097/00004872-200111000-
00010

Unger T. The role of the renin-angiotensin system in the de-
velopment of cardiovascular disease. The American Jour-
nal of Cardiology 2002; 89: 3-9. https://doi.org/10.1016/
S0002-9149(01)02321-9

Urushihara M, Kagami S. Role of the intrarenal renin-angio-
tensin system in the progression of renal disease. Pediatric 
Nephrology 2017; 32: 1471-1479. https://doi.org/10.1007/
s00467-016-3449-7

Vallon V, Heyne N, Richter K, Khosla M C, Fechter K. 
[7-D-ALA]-angiotensin 1-7 blocks renal actions of an-
giotensin 1-7 in the anesthetized rat. Journal of Cardio-
vascular Pharmacology 1998; 32: 164-167. https://doi.

Physiology and Pharmacology 28 (2024) 190-205 | 204Renal responses to angiotensin 1-7 in acute sympathectomic rats

https://doi.org/10.1096/fj.14-269548 
https://doi.org/10.1096/fj.14-269548 
https://doi.org/10.1530/JOE-12-0341 
https://doi.org/10.1530/JOE-12-0341 
https://doi.org/10.1161/HYPERTENSIONAHA.113.01274 
https://doi.org/10.1161/HYPERTENSIONAHA.113.01274 
https://doi.org/10.1073/pnas.1432869100
https://doi.org/10.1097/HJH.0000000000002358
https://doi.org/10.1007/s11906-012-0264-9 
https://doi.org/10.1007/s11906-012-0264-9 
https://doi.org/10.1111/bph.12159
https://doi.org/10.1073/pnas.96.11.6506
https://doi.org/10.1016/j.bcp.2017.01.012
 https://doi.org/10.1042/CS20120519
https://doi.org/10.1016/j.cardiores.2003.11.017
https://doi.org/10.1097/00004872-200307000-00030 
https://doi.org/10.1097/00004872-200307000-00030 
https://doi.org/10.1152/ajpregu.00864.2007
https://doi.org/10.1371/journal.pone.0052557 
https://doi.org/10.1371/journal.pone.0052557 
https://doi.org/10.1152/ajprenal.1990.258.4.F980
https://doi.org/10.1152/ajprenal.1990.258.4.F980
https://doi.org/10.1172/JCI7886
https://doi.org/10.1097/00004872-200111000-00010 
https://doi.org/10.1097/00004872-200111000-00010 
https://doi.org/10.1016/S0002-9149(01)02321-9 
https://doi.org/10.1016/S0002-9149(01)02321-9 
 https://doi.org/10.1007/s00467-016-3449-7 
 https://doi.org/10.1007/s00467-016-3449-7 
https://doi.org/10.1097/00005344-199807000-00025 


Physiology and Pharmacology 28 (2024) 190-205 | 205 Kharazmi et al.

org/10.1097/00005344-199807000-00025
van der Wouden E A, Ochodnický P, van Dokkum R P, Roks 

A J, Deelman L E, de Zeeuw D, et al. The role of angioten-
sin (1-7) in renal vasculature of the rat. Journal of Hyper-
tension 2006; 24: 1971-1978. https://doi.org/10.1097/01.
hjh.0000244945.42169.c0

Veiga A C, Milanez M I, Campos R R, Bergamaschi C 
T, Nishi E E. The involvement of renal afferents in the 
maintenance of cardiorenal diseases. American Journal 
of Physiology-Regulatory, Integrative and Comparative 
Physiology 2021; 320: R88-R93. https://doi.org/10.1152/
ajpregu.00225.2020

Velez J C Q, Ryan K J, Harbeson C E, Bland A M, Budisavlje-
vic M N, Arthur J M, et al. Angiotensin I is largely convert-
ed to angiotensin (1-7) and angiotensin (2-10) by isolated 
rat glomeruli. Hypertension 2009; 53: 790-797. https://doi.
org/10.1161/HYPERTENSIONAHA.109.128819

Xue B, Johnson A, Hay M. Sex differences in angiotensin 

II-induced hypertension. Brazilian Journal of Medical 
and Biological Research 2007; 40: 727-734. https://doi.
org/10.1590/S0100-879X2007000500018

Yousif M H, Benter I F, Diz D I, Chappell M C. Angioten-
sin-(1-7)-dependent vasorelaxation of the renal artery ex-
hibits unique angiotensin and bradykinin receptor selec-
tivity. Peptides 2017; 90: 10-16. https://doi.org/10.1016/j.
peptides.2017.02.001

Zalups R K. Autometallographic localization of inorgan-
ic mercury in the kidneys of rats: Effect of unilateral ne-
phrectomy and compensatory renal growth. Experimen-
tal and Molecular Pathology 1991; 54: 10-21. https://doi.
org/10.1016/0014-4800(91)90039-Z

Zhang Z, Chen L, Zhong J, Gao P, Oudit G Y. ACE2/Ang-
(1-7) signaling and vascular remodeling. Science China 
Life Sciences 2014; 57: 802-808. https://doi.org/10.1007/
s11427-014-4693-3

https://doi.org/10.1097/00005344-199807000-00025 
 https://doi.org/10.1097/01.hjh.0000244945.42169.c0 
 https://doi.org/10.1097/01.hjh.0000244945.42169.c0 
https://doi.org/10.1152/ajpregu.00225.2020 
https://doi.org/10.1152/ajpregu.00225.2020 
 https://doi.org/10.1161/HYPERTENSIONAHA.109.128819 
 https://doi.org/10.1161/HYPERTENSIONAHA.109.128819 
https://doi.org/10.1590/S0100-879X2007000500018 
https://doi.org/10.1590/S0100-879X2007000500018 
https://doi.org/10.1016/j.peptides.2017.02.001 
https://doi.org/10.1016/j.peptides.2017.02.001 
https://doi.org/10.1016/0014-4800(91)90039-Z
https://doi.org/10.1016/0014-4800(91)90039-Z
https://doi.org/10.1007/s11427-014-4693-3 
https://doi.org/10.1007/s11427-014-4693-3 

