American Journal of Pharmacological Sciences, 2016, Vol. 4, No. 3, 31-34

Available online at http://pubs.sciepub.com/ajps/4/3/1
© Science and Education Publishing
DOI:10.12691/ajps-4-3-1

="/ Science & Education
Publishing

Effect of Azilsartan, Aliskiren or Their Combination on
Body Weight and Adipogenesis of High-fat Diet Induced

Non-alcoholic Fatty Liver Disease in Rats

Rabab M. Utba, Saad A. Hussain", Ammar A. Fadhil, Angham Ahmed

Department of Pharmacology and Toxicology, College of Pharmacy, University of Baghdad, Baghdad, Iraq
*Corresponding author: saad_alzaidi@yahoo.com

Abstract The renin-angiotensin system (RAS) plays an important role in the pathophysiology of many diseases
including non-alcoholic fatty liver disease (NAFLD). This study aims to evaluate the effects of blocking RAS with
azilsartan, aliskiren or their combination on the body weight and adipogenesis in rat’s model of NAFLD. Thirty-two
rats were allocated into four groups and treated with either vehicle, azilsartan, aliskiren or their combination. All
groups were maintained on high-fat diet for 60 days, and their body weights were monitored each 3 days. At the end
of treatment all animals were authenticated and visceral adipose tissues obtained and weighed. Azilsartan attenuates
both the increase in total body and adipose tissue weight compared with control, while azilsartan alone affects
adipogenesis only. In conclusion, Administration of azilsartan attenuates adipogenesis and obesity in rat’s model of
high-fat diet induced NAFLD, while aliskiren affects adipogenesis only.
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1. Introduction

Non-alcoholic fatty liver disease (NAFLD) represents a
spectrum of liver disorders, ranging from simple steatosis
to nonalcoholic steatohepatitis (NASH), and mostly
associates with metabolic syndrome, obesity, insulin
resistance, hypertension, and dyslipidemia [1]. It is
characterized by inflammation, hepatocellular injury,
cirrhosis, hepatic failure and liver cancer [2]. It has been
reported that RAS plays important role in the
pathophysiology of many disorders related to the
dysregulation of carbohydrate and lipid metabolism
including metabolic syndrome, diabetes mellitus, and fatty
liver diseases [3-5]. Accumulating evidence from in vitro
and animal studies indicated that excessive stimulation of
RAS predispose to hepatic steatosis, impaired
mitochondrial functions, and accelerate progression to
liver cirrhosis [6]. Although many in vitro and in vivo
studies supported the idea that interference with RAS
activity with angiotensin converting enzyme inhibitors
(ACEIs) or angiotensin receptor blockers (ARBs) might
be of value in the management of hepatic steatosis [7,8],
the outcome of these studies is conflicting [9,10], and the
effects of these agents in NAFLD is not conclusive [11].
Marked increase in plasma renin angiotensin Il (Ang II)
levels was reported in rodents fed high-fat diet [12,13];
meanwhile, depletion of the RAS through gene targeting
attenuates body weight gain in animal models of diet-

induced obesity [14]. Moreover, similar outcome was
observed due to the use of ARBs and ACEIs [15,16]. Our
idea was that blockade of the RAS by means of long-term
treatment with the renin antagonist, aliskiren, alone or its
combination with the ARB azilsartan may attenuate the
increase in total body and adipose tissue weights during
NAFLD. The aim of the present work was to evaluate the
effects of aliskiren, azilsartan and their combination on the
body weight and adiposity in rat’s model of NAFLD.

2. Materials and Methods

2.1. Animals and Experimental Design

The research protocol and animal care procedures was
approved by the local research ethics committee, College
of Pharmacy, University of Baghdad, and in accordance
with the standard requirements for the care and use of
experimental animal reported elsewhere. Thirty-six, four-
week-old male Wistar rats weighing 160-200 g were
obtained from the local bred of the animal house,
department of pharmacology and toxicology, University
of Baghdad and housed there under light/dark cycle
912/12 hr) and controlled room temperature (24°C+2)
with standard rat chaw and drinking water ad libitum.
After 1 week acclimatization, the animals were allocated
randomly into four groups (each contains 8 rats), housed 1
per cage and treated as follow: 1% group (control) was
treated with the 5% carboxymethyl cellulose (CMC), and
fed during 60 days a high fat diet (standard chaw contains
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30% lard and 5% cholesterol) especially prepared for this
purpose. The other three groups were administered either
0.5mg/kg azilsartan (AZ) (Takeda, Japan), 25mg/kg
aliskiren (Novartis, Switzerland) or their combination
(formulated as suspension in 5% CMC), one week before
starting fed with high fat diet formula as mentioned
previously for the control group (zero time) for 60 days.
Body weights of the animals were measured at zero time
and each 3 days during the treatment period. After 60 days,
rats were euthanized by intraperitoneal injection of
100mg/kg sodium thiopental (Health Biotech, India). In
addition to the liver, Kkidney and hearts, lumbar,
mesenteric, epididymal and periaortic adipose tissues were
rapidly dissected and weighed. Weight and volume of
adipose tissues were normalized to tibia length, and the
organs and adipose tissue/ total body weight were
calculated.

2.2. Statistical Analysis

Using Graph Pad software for statistics, the increase in
total body weight, organ and adipose tissue weight, and
their ratio to body weight were analyzed by repeated
measures ANOVA. One-way ANOVA, followed by
Bonferroni’s post hoc test, was performed when
appropriate. Statistical significance was set at P<0.05.

3. Results

Figure 1 demonstrates the increase in body weights of
the rats during treatments. This increase was apparently
more pronounced in control group and those treated with
aliskiren alone. Treatment with azilsartan alone or its
combination with aliskiren seems to decrease the rate of
increase in body weight, and the influence of diet effect
was excluded since all groups are maintained on high-fat
diet that induce NAFLD. In Figure 2, the area under the
curve (AUC) that represent the increase in body weight
with time was compared for all groups. Treatment with
azilsartan or its combination results in significant decrease
(P<0.05) in AUC compared with control and aliskiren
groups, while they are not significantly different when
compared with each other. However, treatment with
aliskiren did not show significant difference (P>0.05) in
AUC compared with control group. Evaluation of total
body weight in all groups of rats after 60 days indicates
that in all treatment approaches total body weights were
significantly increased compared with their respective
values at zero time (P<0.05). Meanwhile, when post-
treatment body weights were compared using ANOVA,
azilsartan and its combination with aliskiren resulted in
significantly lower body weights compared with control
and aliskiren alone groups (P<0.05). Moreover, aliskiren
produces comparable increase in body weight compared
with control (P>0.05), and azilsartan alone or its
combination with aliskiren did not significantly differ in
this respect (P>0.05) (Figure 3). Table 1 indicates that
liver, kidney and heart weights of groups treated with
azilsartan, aliskiren and their combination were not
significantly different compared with control after 60 days
(P>0.05), and they did not differ with each other.
Meanwhile, adipose tissue weights in treated groups were
significantly lower (P<0.05) than that reported in control
group (45%, 49% and 48%, respectively); however,

although aliskiren produces greatest decrease in adipose
tissue weight, they were not significantly different when
compared with each other (P>0.05).
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Figure 1. Effects of azilsartan, aliskiren or their combination on the daily
increase of body weight in rat’s model of high-fat diet induced NAFLD
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Figure 2. Influence of RAS blockade with azilsartan, aliskiren, or their
combination on AUC of body weight changes vs time in rat’s model of
high-fat diet induced NAFLD; n= 8 rats in each group; values with non-
identical letters (a,b) are significantly different (P<0.05)
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Figure 3. Comparison of body weights pre- and post-treatment with
azilsartan, aliskiren, or their combination in rat’s model of high-fat diet
induced NAFLD; n= 8 rats in each group, * significantly different
compared with pre-treatment within the same group (P<0.05); values
with non-identical letters (a,b) are significantly different among different

groups post-treatment (P<0.05)
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Table 1. Effects of azilsartan, aliskiren or their combination on the
organ weight/total body weight ratio of liver, kidney, heart and
adipose tissue of high-fat induced NAFLD rats

Organ weight/Body weight (ratio x 10%)
Treatment type - - - -
Liver Kidney Heart Adipose tissue
Control 3.9£0.47% | 0.57+0.04* | 0.3+0.03% 2.58+0.4*
Azilsartan 3.5£0.42% | 0.63+0.09° | 0.27+0.04% 1.41+0.43°
Aliskiren 3.9+0.46° | 0.62+0.08" | 0.32+0.02° 1.32+0.41°
Combination 3.7£0.32° | 0.59+0.05* | 0.29+0.04% 1.35+0.46°

Values are expressed as mean+SD; n= 8 rats in each group; values with
non-identical super scripts (a,b) are significantly different among
different groups (P<0.05).

4. Discussion

In this project, we are interested in the role of multiple
site blockade of the RAS in adipogenesis and body weight
gain. For this aim we used the animal model of NAFLD,
which represents most of the metabolic changes observed
during obesity, dyslipidemia and insulin resistance. It has
been previously reported that long-term maintenance of
animals on high-fat diet increased body weight and
adipose tissue [17]. The results of the present study seems
consistent with the previously reported data. Regarding
the effect of azilsartan, a major finding of the present
study is that this imidazole-based ARB can interfere with
the increase in both body weight and adipogenesis after
exposure of rats to high-fat diet, compared with control
and aliskiren-treated rats. This metabolic effect of
azilsartan might be attribute to many well-known properties
of this ARB, including enhanced phosphorylation of
several critical distal insulin signaling elements in many
insulin-sensitive tissues [18-20]. Moreover, exaggerated
RAS activation in conditions like obesity has been linked
to the development of insulin resistance [21]. The present
data in high-fat diet treated rats are in tune with previous
studies indicating that specific increases in Ang Il
exposure are associated with dysregulations in whole-
body and muscle glucose homeostasis [22]. Additionally,
the results of the present study using the novel ARB
azilsartan are compatible with previous reports showing
that interventions which suppress the RAS, whether
involving direct renin inhibition [23], ACE inhibition [24]
and ARB treatment [25], improve carbohydrate and lipid
homeostasis, probably with positive influence on body
weight gain and adipogenesis. In the present study,
inhibition of renin by aliskiren effectively decreases
adipose tissue without influencing the increase in total
body weight; this could be attributed to its ability to
reduce Ang | and Ang Il in visceral tissue and associated
with decreased plasma leptin levels [26]. The influence of
using azilsartan and aliskiren on adipose tissue and body
weight is consistent with other previously reported data,
where the use of AT1R blockers [15] and ACEIls [16]
decreases synthesis of adipose tissue, and this effect was
linked with decreased leptin synthesis and release in
adipose tissue. This finding supports the vital role of
adipose RAS in regulating adipocyte metabolism and
endocrine functions. Moreover, azilsartan is found to
improve glucose transport in the muscles of Ang II-
induced insulin resistant rats [18], which could be linked
with improving carbohydrates and lipid metabolism, and
the associated adipogenesis. This finding may explain the

influence of azilsartan on both body weight gain and
adipogenesis reported in the present study. Similarly, we
previously reported that administration of ARBs and
ACEIs in non-hypertensive diabetic patients ameliorates
insulin resistance and decrease body mass index [27].
With obesity, the adipose tissue mass was increased
through hypertrophy and differentiation processes. Many
researchers have evaluated the effects of Ang Il on
adipocyte differentiation, with conflicting outcomes
[28,29]. Many reports have demonstrated the roles of RAS
blockade during experimentally-induced obesity in animal
models. Administration of ARBs to type 2 diabetic mice
resulted decreases plasma glucose levels and improves
insulin sensitivity [30]. Such activity were associated with
increased glucose uptake in adipose tissue, decreased
adipocyte size, and elevated expression of peroxisome
proliferator—activated receptor (PPARy) in adipose tissue.
Meanwhile, similar effects were reported in rats treated
with ARBs and fed a normal diet [31]. However, the
effects of blocking RAS in multiple sites, i.e. the use of
renin antagonists and ARBs need further studies to
explore influence on both local and systemic RAS, and the
association with obesity and adipogenesis. Collectively,
the presented data are preliminary evidence for the role of
this concept in NAFLD model in rats.

5. Conclusion

Administration of azilsartan attenuates adipogenesis
and obesity in rat’s model of high-fat diet induced
NAFLD, while aliskiren affects adipogenesis only.

Acknowledgement

The presented data was abstracted from MSc thesis
submitted by Rabab M. Utba. The authors thank
University of Baghdad for supporting the project.

Conflict of Interest

None declared.

References

[1] Marchesini G, Brizi M, Blanchi G, Tomassetti S, Bugianesi E,
Lenzi M, et al. Nonalcoholic fatty liver disease: a feature of the
metabolic syndrome. Diabetes 2001; 50(8):1844-1850.

[2] Neuschwander-Tetri BA, Caldwell SH.  Nonalcoholic
steatohepatitis: summary of an AASLD Single Topic Conference.
Hepatology 2003; 37(5):1202-1219.

[3] Wang CH, Li F, Takahashi N. The renin angiotensin system and
the metabolic syndrome. Open Hypertens J 2010; 3:1-13.

[4] Goossens GH. The renin-angiotensin system in the
pathophysiology of type 2 diabetes. Obes Facts 2012; 5:611-624.

[5] Huang Q, Xie Q, Shi C. Xiang X, Lin L, Gong B, Zhao G, Wang
H, Jia N. Expression of angiotensin-converting enzyme 2 in CCl,-
induced rat liver fibrosis. Int J Mol Med 2009; 23:717-723.

[6] Matthew Morris E, Fletcher JA, Thyfault JP, Rector RS. The role
of angiotensin Il in nonalcoholic steatohepatitis. Mol Cell
Endocrinol 2013; 378:29-40.

[7] Jonsson JR, Clouston AD, Ando Y, Kelemen LI, Horn MJ,
Adamson MD, Purdie DM, Powell EE. Angiotensin converting
enzyme inhibition attenuates the progression of rat hepatic fibrosis.
Gastroenterology 2001; 121:148-155.



34

(8]

(9]

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]

American Journal of Pharmacological Sciences

de Macedoa SM, Guimaraesa TA, Feltenbergerc JD, Sousa
Santosa SH. The role of renin-angiotensin system modulation on
treatment and prevention of liver diseases. Peptides 2014; 62:
189-196.

Cholongitas E, Vibhakorn S, Lodato F, Burroughs AK.
Angiotensin Il antagonists in patients with recurrent hepatitis C
virus infection after liver transplantation. Liver Int 2010; 30:
334-335.

Corey KE, Shah N, Misdraji J, Abu Dayyeh BK, Zheng H, Bhan
AK, Chung RT. The effect of angiotensin-blocking agents on liver
fibrosis in patients with hepatitis C. Liver Int 2009; 29:748-753.
Paschos P, Tziomalos K. Nonalcoholic fatty liver disease and the
renin-angiotensin system: Implications for treatment. World J
Hepatol 2012; 4:327-331.

Benson SC, Pershadsingh HA, Ho ClI, Chittiboyina A, Desai P,
Pravenec M, et al. Identification of telmisartan as a unique
angiotensin Il receptor antagonist with selective PPARg-
modulating activity. Hypertension 2004; 43:993-1002.

Boustany CM, Bharadwaj K, Daugherty A, Brown DR, Randall
DC, Cassis LA. Activation of the systemic and adipose rennin-
angiotensin system in rats with diet-induced obesity and
hypertension. Am J Physiol 2004; 287:943-949.

Takahashi N, Li F, Hua K, Deng J, Wang CH, Bowers RR, et al.
Increased energy expenditure, dietary fat wasting, and resistance
to diet-induced obesity in mice lacking renin. Cell Metab 2007;
6:506-512.

Zanchi A, Dulloo AG, Perregaux C, Montani JP, Burnier M.
Telmisartan prevents the glitazone-induced weight gain without
interfering with its insulin-sensitizing properties. Am J Physiol
Endocrinol Metab 2007; 293:E91-E95.

Cassis LA, English VL, Bharadwaj K, Boustany CM. Differential
effects of local versus systemic angiotensin |1 in the regulation of
leptin release from adipocytes. Endocrinology 2004; 145:169-174.
Araki K, Masaki T, Katsuragi I, Tanaka K, Kakuma T,
Yoshimatsu H. Telmisartan prevents obesity and increases the
expression of uncoupling protein 1 in diet-induced obese mice.
Hypertension 48:51-57.

Lastra G, Santos FR, Hooshmand P, Hooshmand P, Mugerfeld I,
Aroor AR, et al. The novel angiotensin Il receptor blocker
azilsartan medoxomil ameliorates insulin resistance induced by
chronic angiotensin Il treatment. Cardiorenal Med 2013; 3:154-
164.

Kusumoto K, Igata H, Ojima M, Tsuboi A, Imanishi M,
Yamaguchi F, et al. Antihypertensive, insulin-sensitizing and
renoprotective effects of a novel, potent and long-acting
angiotensin Il type 1 receptor blocker, azilsartan medoxomil, in rat
and dog models. Eur J Pharmacol 2011; 669:84-93.

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

(28]

[29]

[30]

[31]

Zhao M, Li Y, Wang J, Ebihara K, Rong X, Hosoda K, et al.
Azilsartan treatment improves insulin sensitivity in obese
spontaneously hypertensive Koletsky rats. Diabetes Obes Metab
2011; 13:1123-1129.

Henriksen EJ. Improvement of insulin sensitivity by antagonism
of the renin-angiotensin system. Am J Physiol Regulatory
Integrative Comp Physiol 2007; 293:R974-R980.

Ogihara T, Asano T, Ando K, Chiba Y, Sakoda H, Anai M,
Shojima N, Ono H, Onishi Y, Fujishiro M, et al. Angiotensin |-
induced insulin resistance is associated with enhanced insulin
signaling. Hypertension 2002; 40:872-879.

Marchionne EM, Diamond-Stanic MK, Prasonnarong M,
Henriksen EJ. Chronic renin inhibition with aliskiren improves
glucose tolerance, insulin sensitivity, and skeletal muscle glucose
transport activity in obese Zucker rats. Am J Physiol Regul Integ
Comp Physiol 2012; 302:R137-R142.

Henriksen EJ, Jacob S. Angiotensin converting enzyme inhibitors
and modulation of insulin resistance. Diabetes Obes Metab 2003;
5:214-222.

Sloniger JA, Saengsirisuwan V, Diehl CJ, Kim JS, Henriksen EJ.
Selective angiotensin Il receptor antagonism enhances whole-body
insulin sensitivity and muscle glucose transport in hypertensive
TG(MREN2)27 rats. Metabolism 2005; 54:1659-1668.

Stucchi P, Victoria Cano V, Ruiz-Gayo M, Fernandez-Alfonso
MS. Aliskiren reduces body-weight gain, adiposity and plasma
leptin during diet-induced obesity. Br J Pharmacol 2009; 158:771-
778.

Mohammed NS, Al-Karwi EN, Numan AT, Hussain SA. Effects
of low doses of captopril or losartan in improving glycemic
control by oral hypoglycemic agents in type 2 DM patients.
Almustansriya J Pharm Sci 2010; 8(2):33-45.

Brucher R, Cifuentes M, Acuna MJ, Albala C, Rojas CV. Larger
anti-adipogenic effect of angiotensin 1l on omental preadipose
cells of obese humans. Obesity 2007; 15:1643-1646.

Skurk T, van Harmelen V, Hauner H. Angiotensin Il stimulates
the release of interleukin-6 and interleukin-8 from cultured human
adipocytes by activation of NF-kappaB. Arterioscler Thromb Vasc
Biol 2004; 24:1199-1203.

Iwai M, Chen R, Imura Y, Horiuchi M. TAK-536, a new AT1
receptor blocker, improves glucose intolerance and adipocyte
differentiation. Am J Hypertens 2007; 20:579-586.

Zorad S, Dou JT, Benicky J, Hutanu D, Tybitanclova K, Zhou J, et
al. Long-term angiotensin 1l AT1 receptor inhibition produces
adipose tissue hypotrophy accompanied by increased expression
of adiponectin and PPARgamma. Eur J Pharmacol 2006; 552:112-
122.



