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Prevalence of obesity is on the increase globally with high fat diet (HFD) known to be the main
contributing factor. This study was carried out to determine the actions of fermented Parkia biglobosa
(Iru) and Sphenostyles stenocarpa (Otili) on the kidney of obese induced albino rats. The rats were
1
grouped into a control group fed with normal rats chow and three different high fat diet groups (HFD ,
2
3
HFD , HFD ) mixed with different proportions of P. biglobosa and S. stenocarpa. After feeding ad-libitum
for six weeks blood samples were collected to determine albumin, total cholesterol (TC), triglyceride
(TG), high density lipoprotein (HDL) serum low density lipoprotein, enzymes (ALT, ALP, and AST) and
Kidney histopathology. Results showed that there was a significant reduced body weight (p<0.05) in the
treated rats compared with the control animals. Furthermore, the plasma lipid profiles were also
improved, with a decrease in total cholesterol (TC), triglycerides (TG), low density lipoprotein (LDL)
while boosting the high density lipoprotein (HDL). Similarly, histological examination revealed normal
kidney with no negative changes such as dilation in blood vessels, cell infiltration, tubular defects, etc
associated with taking high fat diet. In conclusion, supplementing a combination of fermented P.
biglobosa (iru) and S. stenocarpa (otili) into diets show promise as a natural and safe anti-obesity agent
that can ameliorate renal biochemical and histopathological changes associated with obesity.
Key words: Parkia biglobosa, Sphenostyles stenocarpa, high fat diet, kidney, obesity.
INTRODUCTION
Obesity is one of the leading but avoidable causes of

death worldwide (WHO, 2000; Paras et al., 2011).
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Currently, about 1 billion adults are overweight and at
least 300 million of them are obese. Obesity is
responsible for 2-6% of total health care costs in many
developed nations (Puska and Stahl, 2010; Greenway
and Smith, 2000).
Obesity is itself a diseased state and is also a risk
factor for many other diseases. It decreases life
expectancy, increases the risk of heart diseases, stroke
and gout (Norris et al., 2005; Slanc et al., 2009; Karallas
et al., 2009). It is associated with obstructive sleep apnea
and reduces the quality of life; it has been linked with
increased risk of some surgical and post-surgical
complications (Popkin, 2001; De Ferranti and
Monzaffarian, 2008). It is equally estimated that, by the
year 2030, about 58% of the world population will be
obese (Peltonen et al., 2003; Diament et al., 2003;
Finucane et al., 2014). Obese is defined by Body mass
index (BMI) greater than 30 and further evaluated in
terms of fat distribution via the waist–hip ratio and others
(Sweeting, 2007; Flegal et al., 2001; Paras et al., 2011).
Preliminary data evidence revealed that eating beansbased diet such as Sphenostylis stenocarpa; known as
wild yam beans and Otili in the Yoruba tribe of Nigeria
competed favorably with the common edible bean,
Phaseolus vulgaris in bioactive compound constituents
(FAO, 1988; Ejere et al., 2018). So far, we have been
able to have an insight into the organic products that
underlies the chemo-preventive activities of this
underutilized wild bean (Awoyinka et al., 2016). Parkia
biglobosa (African locust bean) although commonly
consumed locally as condiment is overlooked as a gem in
disease management (Balunas and Kingworm, 2005;
Millogo-Kone et al., 2006; Oguntola, 2019). In past
decades there have been records on the use of P.
biglobosa in traditional medicine-traditional healers in
Senegal and in the South Western region of Nigeria use it
for the treatment of diabetes mellitus (Dièye et al., 2008).
The yellow pulp, containing the seeds is naturally sweet
“and can be processed into food as well as seasoning,
known as dawadawa among the Hausas in Nigeria and
Ashanti tribes of Ghana. The pulp is also used to make
beverages (Pieroni, 2005; Olaniyan, 2013).
Recently, many researches have focused on improving
health through diet and natural resources, thus, this
project would be a contribution to such innovations. The
present study aims to rationally investigate the impact of
regular intake of P. biglobosa and S. stenocarpa on the
kidney of albino rats fed with a very high fat diet. This is
intending to establish scientifically, the benefits (if any) of
its intake given the importance and widespread popularity
of both beans (Awoyinka et al., 2018).
MATERIALS AND METHODS
Chemicals
All the chemicals/reagents used in the current research were of

analytical grade and were purchased from Sigma Chemical
Company (St. Louis, Missouri, USA. Diagnostic kits for enzyme
analysis were purchased from Randox Laboratories (USA).

Collection and preparation of materials
Dry wild bean, S. stenocarpa were sourced from the open bushes
within Ado Ekiti metropolis while P. biglobosa were bought from a
local market and authenticated with a voucher number- (UHAE1010065). The P. biglobosa were collected with the pods. The
seeds were identified and authenticated by the Chief Botanist of the
Department of Plant Science, Ekiti State University and deposited
in the University Herbarium with Voucher Number (UHAE 2020063).
The S. stenocarpa beans were further sun dried for some hours
and later blended into powdered form using a blender. This was
stored in a tight container prior to use. For preparation of P.
biglobosa, the seeds were selected and rinsed with clean water.
Then the seeds were initially boiled for 2 h, followed by de-hulling
and washing with cold water. Thereafter, the seeds were boiled
again for 45 min and drained using a plastic sieve. For fermentation
of the P. biglobosa seeds, starter culture that is, Bacillus subtilis
was introduced after draining, the seeds were then spread into a
fermenting can and wrapped with cloth for 48 h. Subsequently, the
fermented P. biglobosa seeds were dried in an oven at a
temperature of 55 to 60°C for 5days and powdered using a blender
before storing in a tight container.

Experimental animals
Fifty albino rats with no bias in their sex were obtained from the
Animal House, Faculty of Basic Medical Sciences, Ekiti State
University Ado Ekiti. They were housed in plastic cages with steel
wire lids, at room temperature with adequate access to rat chow
and water throughout the experimental period. We got Ethical
approval from the Experimental Animal Research Ethics Committee
of Ekiti State University, Ado-Ekiti, (ORD/ETHICS/AD/043).The rats
were separately grouped into experimental, and control group. They
were fed for five weeks with bean and food formation of high fat diet
adapted from Monk et al. (2019) while the control group was fed
with regular rat chow diet formulated by BioOrganic Feeds (Table
2). Daily food consumption, body weight, behavioral and
physiological changes were observed for four weeks as shown in
Table 1.

Sacrifice of the animals and collection of tissue
All the animals were anesthetized with chloroform, sacrificed via an
aortic cut and immediately dissected. Venous blood was
immediately collected from the orbital vein placed in respective
tubes before centrifuge to obtain serum. The kidney tissues were
collected for biochemical estimation and the remaining portion were
fixed using 10% formalin.

Lipid analysis
Preparation of the cholesterol fraction
Blood samples were collected in a test tube with no anticoagulant
and allowed to clot at room temperature for half an hour before
centrifugation at 2500 × g for 20 min. The serum layer was removed
and stored on ice. However, extra care was taken to avoid
disturbing the white buffy layer and stored at -80°C prior to
performing the assay. Cholesterol level was assessed following Kit
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Table 1. The experimental design.

S/N
1
2
3
4

Experimental group
Control
1
HFD
2
HFD
3
HFD

Feed composition
Normal Chow Diet
40 g Parkia biglobosa + 40 g Sphenostylis stenocarpa+ 20 g fat.
80 g fermented Parkia biglobosa + 20 g fat.
80 g Fermented Sphenostylis stenocarpa+ 20 g fat.

Table 2. Composition of animal diets.

Ingredient (g)
Casein,
L-Cystine
Corn starch
Maltodextrin
Sucrose
Cellulose
Soybean oil
Lard
Mineral mix,
Dicalcium phosphate
Calcium carbonate
Potassium citrate,
Vitamin mix,
Choline bitartrate
Total

Normal Chow diet (ND)
200
3
285
35
325
50
25
20
10
13
5.5
16.5
10
2
1000

manufacturer instruction on the aliquot samples.

High-fat diet (HFD)
200
3
0
125
80
50
35
350
10
13
5.5
16.5
10
2
896

was determined using an automatic Biochemical Analyzer Camspec M106 Spectrophotometer

Preparation of HDL fractions
Histopathological investigation
Blood was collected in tube containing citrate to avoid hemolyzes
and centrifuge at 2000 × g and 4°C for 10 min. The white buffy
layer-plasma was gently removed and stored on ice. Dilutions in 1X
assay were performed on aliquot samples after storage at -80°C.
Later, 200 μl of sample was added to 200 μl of the precipitation
Reagent (Randox, USA) and mixed well by vortexing. The mixture
was allowed to incubate for 5 - 10 min at room temperature before
reading the absorbance at 570 nm.

Preparation of LDL/VLDL fraction
Pellet obtained after removal of the HDL fraction was re-suspended
and dissolved in 400 μl of PBS and mixed well to obtain the
LDL/VLDL fraction. Assay was carried out immediately by following
the instructions of the Kit Manufacturers.

Following an incision in the anterior abdominal wall, the kidney from
each group of rats were removed and fixed in 10% buffered
formalin by total immersion for 48hrs as described by Alese et al.
(2018). Thereafter, using an automatic tissue processor (Leica TP
1020), the organs were dehydrated using ethanol ranging from 50,
70 and 90%, Absolute 1 and 2 for 1 h each and cleared in xylene.
Thereafter, the tissues were sectioned with a rotary microtome
(Leica RM 2125 RTS) at a thickness of 4 μm, floated on a water
bath and picked using glass slides. Various sections were then
stained with H & E for the demonstration of general tissue
architecture; photomicrographs were examined and taken at
various magnifications under an OMAX 40X-2000X microscope.

Statistical analysis

AST, ALT, ALP analysis

The results are expressed as mean values ±S.E.M of three
replicates. Results were considered significant with p<0.05 using
statistical Graph Pad- prism software (2003).

Blood samples were maintained at 4°C for 2h then centrifuged at
3000 × g for 20 min at 4°C. The supernatant was stored at -80°C
total protein (TP), Alanine aminotransferase (ALT), aspartate
aminotransferase (AST), and alkaline phosphatase (ALP) were
analyzed assiduously following the method of Reitman and Frankel
(1957) as described in the commercial Random Kit. Absorbance

RESULTS AND DISCUSSION
Obesity is associated with increased adipose tissue that
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Table 3. Albumin and lipid profile.

Group
Sphenostyles stenocarpa + Fat
Fermented Parkia biglobosa+ Sphenostyles stenocarpa+ Fat
Fermented Parkia biglobosa + Fat
Control

ALB
35.76±0.2
36.34±0.2
22.2±0.2
41.64±0.2

Parameter (MG/DL)
TG
TC
HDL
1.10±0.2
4.35±0.2
0.16±0.2
0.84±0.2
1.06±0.2
0.30±0.2
0.35±0.2
1.56±0.2
0.22±0.2
1.90±0.2
1.60±0.2
0.28±0.2

LDL
2.42±0.2
1.08±0.2
2.69±0.2
1.79±0.2

ALB-Albumin, TC-Total cholesterol , TG- Triglyceride, HDL- High Density Lipoproteins, LDL- Low density lipoproteins.

results from both increased fat cell number and size. It is
a lipoprotein disorder with derangement in the levels of
triglycerides (Karalis, et al., 2009). Once there is an onset
of obesity, patients need to use a synthetic drug to
control their body weight, body mass index (BMI), and
lipid profile levels (Puska and Stahl, 2010). Recently,
there is an increasing popularity for the use of natural
products in the management of obesity and other
ailments. Weight gain is commonly associated with
obesity; this occurs when energy uptake surpasses
expenditure in an individual such that the store of energy
in body fat is enlarged (Greenway and Smith, 2000).
Obesity induction using a high fat diet in an animal model
was used in this study as the approach has high
relevance of mimicking the usual route of obesity
occurrence in humans (Flint, 2011; Inukai, 2013).
In this study, the initial weights of the rats were between
120-125 g but after a week of obesity induction, there was
an increase to133-142 g. This increase in body weight
may be attributed to a disproportionate increase in organs
like kidney and liver as reported by Christiansen et al.
(1981) and Thomson et al. (2001) respectively. The
consumption of high fat diets led to obesity because it
facilitates the development of a positive energy balance,
leading to an increase in visceral fat deposition, and thus
abdominal obesity (Mercer and Archer, 2005). However, it
was observed that feeding the rats on high fat diet with
the powder of fermented P. biglobosa and S. stenocarpa
might have had a hypolipidemic effect on the rats by
significantly reducing their weight from an average of 133
to 115 g.
In the biochemical analysis of the lipid profile (Table 3),
the results showed a significant decrease in albumin,
triglycerides (TG), total cholesterol (TC) and Low density
lipoproteins-cholesterol; (LDL), as well as increase in
High density lipoprotein-cholesterol (HDL) for the groups
fed with fermented locust beans+otili+fat (Figure 1).
Albumin is the protein with the highest concentration with
the highest concentration in plasma and it transports
many small molecules in the blood (for example, bilirubin,
calcium, drugs etc (Duncan et al., 1994). The significant
albumin may suggest that the fermented P. biglobosa
and S. stenocarpa have ability to inhibit in vivo protein
biosynthesis.
Cholesterol is transported via blood by lipoproteins.

HDL (good cholesterol) transports it from tissues to liver
and LDL (bad cholesterol) does it in the opposite
direction. Therefore decrease in serum LDL cholesterol is
an indication of low rate of transportation of cholesterol
from liver to tissues and subsequent transformation of
triglycerides and cholesterol into bile acid by liver
enzymes. Meanwhile, increase in albumin, TG, TC, LDL
and decrease in HDL was observed in high fat diet only
(HFD). This is because dietary cholesterol raises TC, TG
and LDL levels. The intake of cholesterol rich food has
been positively related to hypercholestolemia and risk of
cardiovascular diseases (Zulet et al., 1999). Thus it can
be suggested that the extract of the two plants could
have an effect on dietary cholesterol which could result in
the level of cholesterol in the blood. This is similar to the
work of Jorge et al. (1998) who carried out work on the
effect of eggplant juice on plasma lipid levels.
The kidney is an important organ that is responsible for
the metabolism, detoxification, storage, and excretion of
xenobiotics and their metabolites. It can be damaged by
external substances. Intracellular enzymes including
AST, ALT and ALP appear in the plasma and are
indicative of cellular damage (Evans et al., 2014; Debelo
et al., 2015). Hence, their serum levels could be used to
assess any situation of organ damage, particularly with
the presence of established normal ranges for the
detection of organ damage (Oh and Hustead, 2011). As
seen in Figure 2, results from this work show that feeding
the HFD rats with fermented P. biglobosa and S.
stenocarpa significantly reduces the activities of these
enzymes in the kidney when compared with the group fed
the HFD alone. However, in Figure 3 biochemical
analysis of the serum revealed that the activities of the
enzymes were increased in the treatment animals when
compared with the animals fed with HFD only. Injac et al.
(2008) explained that the increase in the serum enzyme
levels helps in contributing to increased leakage from
damaged and necrotic cells preventing the kidney and
other organs from effects of atherosclerosis.
As seen in Figure 4, the photomicrographs show the
architecture of the representative kidney sections from
the experimental groups. In Figure 4A, the HFD group fed
with fermented P. biglobosa shows an essentially normal
kidney tissue but with splitting of the glomerulus in few
areas. Similarly, as seen in Figure 4B, the HFD group fed
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Figure 1. Mean Weights of rats taken every 3 days through the duration of the feeding.
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Fermented parkia biglobosa + Sphenostyles stenocarpa
Fermented parkia biglobosa

Obesity control
Figure 2. Level of ALP, AST, ALT in Kidney tissue after treatment.
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ALP

AST
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Sphenostyles stenocarpa

Fermented parkia biglobosa + Sphenostyles stenocarpa
Fermented parkia biglobosa

Obesity control
Figure 3. Level of ALP, AST, ALT in Serum tissue after treatment.

Figure 4. Photomicrographs of the representative kidney sections in experimental rats (H & E x100).
(A) shows well defined glomeruli (arrows) and tubules in most areas of the group fed with fermented
P. biglobosa. (B) shows normal looking kidney tissues with few areas of increased Bowman’s space in
the glomerus (arrows) of the group fed with fermented P. biglobosa + S. stenocarpa. (C) shows
degenerative changes in the glomeruli (arrows) with dilatation of blood vessels (asterisk) in the group
fed with HFD. (D) shows evidence of restorative changes with normal looking glomeruli in most areas
(arrows) of the group fed with S. stenocarpa.

Olayinka et al.

with fermented P. biglobosa + S. stenocarpa shows
normal kidney tissue with evidence of restorative changes
as there is increased size of the Bowman’s space in few
areas. The representative kidney of the obesity control
group fed with HFD alone revealed dilatation in a few
blood vessels with enlargement of Bowman’s space
(Figure 4C). Also, evidence of mononuclear cell infiltration
is present in the renal cortices. Glomerulosclerosis and
necrosis which are features of degenerative changes in
the nephrons are also seen. Figure 4D shows essentially
normal kidney tissue with restorative changes in the
glomerulus in few areas. The evidence of degenerative
changes observed in the HFD group in this study is
similar to that of Altunkaynak et al. (2008) in a study of
the structure of the kidneys of adult Sprague-Dawley rats
fed a HFD for 3 months. They concluded that a fatty diet
is responsible for the observed obesity and renal
abnormalities as a result of histopathological changes
such as dilation, tubular defects, inflammation and
connective tissue hypertrophy of the kidney. However,
the treatments in our study were able to produce
ameliorate effects when compared with the HFD group
alone. Adeyeye (2013) confirmed the presence of high
levels of lecithin and phytosterols in both fermented and
unfermented samples of P. biglobosa. Lecithin and
phytosterols are bioactive substances that are proven to
be effective for the prevetion of obesity as well as
lowering cholesterol (Spilburg et al., 2003; Furlan et al.,
2013). Ndidi et al., (2014) suggested the potentials of S.
stenocarpa seeds in reducing cholesterol levels and
preventing disorders.

Conclusion
This study is novel for demonstrating the effectiveness of
the combination of fermented P. biglobosa and S.
stenocarpa in reducing the risk of obesity. This could be a
cost effective approach in the treatment of obesity
especially in low income countries such as Nigeria.
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