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to ameliorate oxidative stress,
hyperglycemia, and dyslipidemia in
alloxan-induced diabetic rats
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ABSTRACT

Objectives: The present study ascertained the capacities of ethanolic Theobroma cacao bean extract to
ameliorate hyperglycemia and dyslipidemia in Type | diabetic rats (T1-DR) following the short-term treatment
for 64 h. In addition, erythrocyte hemolysate reduced glutathione (GSH)/oxidized glutathione (GSSG) ratio
and malondialdehyde (MDA) concentration were measured to establish erythrocyte antioxidant status of
T1-DR. Materials and Methods: Diabetes mellitus (DM) was induced in the experimental rats by a single
intraperitoneal injection of 0.1 mol/L alloxan monohydrate in phosphate-buffered saline solution (pH = 7.4)
at a dosage of 140 mg/kg body weight. At the end of the treatment period, blood samples were drawn from
the orbital sinus and measured for fasting plasma glucose concentration (FPGC), erythrocyte hemolysate
GSH/GSSH ratio, MDA concentration, and serum lipid profile (SLP) using standard methods. Results: Blood
samples of T1-DR treated with T cacao bean extract showed a substantial reduction in FPGC but were
hyperglycemic. Erythrocyte hemolysate GSH/GSSG ratio and MDA concentrations of T1-DR treated with
T cacao bean extract were significantly different (P < 0.05) from that of the untreated group. In general,
the administration of T cacao bean extract caused readjustments in perturbed SLP of T1-DR, which tended
toward normalcy within the 64 h treatment period. Calculated Al of the experimental rats was within the
range 0f 5.35 = 0.51 t0 0.50 = 0.08. Conclusion: Short-term administration of T cocoa bean extract caused
substantial reduction in blood glucose concentration but did not obliterate hyperglycemia. In addition, T. cocoa
bean extract, in the present form and doses exhibited comparatively limited capacities to reduce oxidative
stress and ameliorate dyslipidemia in T1-DR.
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The role of reactive oxygen and nitrogen species (RONS)
in the pathogenesis of Type I DM is well established [4],

Diabetes mellitus (DM) describes a collection of endocrine
metabolic disorders of multifactorial etiologies and physiochemical
peculiarities, which serve as bases for its classifications and diagnosis.
Regardless of the complexities of DM pathology, the discase is
primarily characterized by hyperglycemia and glucosuria [1].
The absence or low circulating plasma levels of insulin as a result
of failure of the p-cells of islet of Langerhans to synthesize and
scerete insulin is often associated with insulin-dependent DM
(Type I DM or juvenile-onset DM). Epidemiological survey
and experimental evidence tends to suggest that Type I DM is a
hereditary autoimmune disorder elicited by auto-reactive CD4*
and CD8* T-cells that recognize pancreatic insulin as an antigen
and consequently causes damage to insulin producing B-cells [2,3].
Studies have also suggested that viral actions are associated with
molecular events that trigger Type | DM autoimmune disorders [2].
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which is demonstrable by the administration of alloxan and
streptozotocin (STZ) to induce Type I DM in experimental
animal systems [5-7]. Cytotoxicity and oxidative damage
to insulin producing pancreatic B-cells is an outcome of the
generation of nitric oxide and alkylation of DNA by STZ
mectabolites, whereas alloxan and its metabolic product, dialuric
acid, undergo redox cycle associated with the generation of
superoxide radicals that are subsequently converted to hydrogen
peroxide and hydroxyl radicals through dismutation and Fenton
reaction pathways, respectively [8,7].

The generation of overwhelming levels of RONS as a result
of the metabolic fallout of diabetogenic agents causes
fragmentation of pancreatic DNA as well as a precipitate
hindrance in Ca** mediated secretion of insulin by the islet
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cells [1]. The pathophysiology of non-insulin-dependent DM
(Type I DM and sub-IType II DM or maturity-onsct diabetes of

the young have been described elsewhere) [8,9].

Chronic hyperglycemia in DM causes protein glycation and
auto-oxidation of glucose; along with substantial diversion
of glucose metabolism via the polyol pathways, which elicits
overwhelming levels of cytotoxic RONS. Studies concerning
the pathogenesis and complications of DM have shown that
the most important sources of RONS, under hyperglycemic
conditions, are mitochondrial metabolic events, nicotinamide
adenine dinucleotide phosphate oxidase activity, and glycated
protein molecules [4]. Because elevated cellular RONS levels
lead to damage to organelles and obliteration of enzyme
activities, most of the complications arising from DM are
associated with RONS induced injuries to body tissues [1].
Furthermore, the raised levels of RONS elicit lipid peroxidation,
of which membrane lipid components are mostly affected. The
accumulation of malondialdehyde (MDA) and other products
of lipid peroxidation advanced glycation end products such
as hemoglobin A, and damaged DNA fragments eventually
cause DM complications such as nephropathy, retinopathy,
cardiomyopathy, cataract, and neuropathy [3].

Several types of dyslipidemia are associated with DM, of which
hypertriglyceridemia and low plasma high-density lipoprotein
cholesterol (HDL-C) levels are most common [10,11] because
of low activity of insulin activating lipoprotein lipases lining
the endothelial surface. Noteworthy, the characteristic small
dense nature of low-density lipoprotein cholesterol (LDL-C),
observable in Type I1 DM, renders this class of lipoprotein more
susceptible to glycation and oxidative changes, which promotes
greater atherogenic outcome [10]. In addition, under the
prevailing pathophysiologic state of DM, increase the availability
of plasma free fatty acids and its metabolic products (ketone
bodies) provoke ketoacidosis with exacerbated hyperglycemia
due to interference in glucose utilization.

Cocoa bean tree: Theobroma cacao (Linnaeus), originated
from Latin America about 500 years ago and thereafter was
propagated in Europe, from where the crop was introduced
to other regions of the world. This cash crop is now grown
all over the humid tropical regions in about 6.5 million
hectares of cultivated land, which covers over 57 countries.
The nutritional benefits and energy value of cocoa products
are largely hinged on their overall chemical composition, the
quantity of proteins, carbohydrates, fats, and corresponding
digestibility coefficient [12]. The nutraceutical usefulness
of 'I' cacao decoctions has been reported [13]. Furthermore,
the phytochemical compositions of cocoa beans have been
reported by previous study [14]. The present study ascertained
the capacities of ethanolic T. cacao bean extract to ameliorate
hyperglycemia and dyslipidemia in alloxan-induced Type |
diabetic rats (T1-DR) following the short-term treatment
for 64 h. In addition, levels of erythrocyte MDA and reduced
glutathione (GSH)/oxidized glutathione (GSSG) ratio were
measured to establish erythrocyte antioxidant status of the
experimental T1-DR.
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MATERIALS AND METHODS
Collection and Preparation of Bean Sample

Dried and fermented cocoa beans (T cacao) cultivated in
Nigeria were purchased from a local market in Oka-Akoko, Ekiti
State, Nigeria. The cocoa pods were harvested between July and
October, 2012. A 50 g part of the cocoa beans were weighted using
a triple beam balance (OHAU 750-50: Burlington, NC, USA)
and pulverized using Thomas-Willey milling machine (ASTM
D-3182, India), after which the ground samples were stored
in air-tight plastic bottles with screw caps pending extraction.

Extraction of Bean Sample

The extraction procedure was carried out as previously described
by Ojiako et al., [15]. Portion of 10 g of the pulverized cocoa
beans was subjected to repeated soxhlet extraction cycles for
2 h using 96% C,H,OH (BDH, U K) as solvent to obtain final
volume of 50 mL of the extract. The volume of the extract was
concentrated and recovered in a rotary evaporator (BUCHI,
R-3000 Switzerland) for 12 h at 60°C under reduced pressure.
Next, the extract was dried in a desiccator for 24 h, wrapped in
aluminum foil and stored in air-tight plastic bottles with screw
caps at <4°C. The yield was calculated to be 20.11% (w/w).
The extract was reconstituted in phosphate buffered saline
(PBS) solution (extract vehicle), osmotically equivalent to
100 g/ PBS (90.0 g NaCl, 17.0 g Na PO, 21,0, and 243 g
NallL,PO,.211,0), before appropriated doses were administered

to the experimental animals.
Experimental Animals

Male albino (Wistar) rats weighing between 150 and 160 g
were maintained at room temperatures of 24 * 5°C, 30-55%
of relative humidity on a 12 h light/12 h dark cycle, with access
to water and standard commercial feed (Ewu Feed Mill, Edo
State, Nigeria) ad libitum for 2 weeks acclimatization period.
The handling of the animals was in accordance with the
standard principles of laboratory animal care of the United
States National Institutes of Health (NIH, 1978).

Induction of Diabetes/Experimental Design

The experimental design was according to the methods
previously described [16] with modifications on the dose of
extracts administered to the rats. DM was induced in the
experimental rats by a single intraperitoneal (i.p.) injection of
0.1 mol/L alloxan monohydrate in PBS solution (pH = 7.4) at
a dosage of 140 mg/kg body weight. The animals with fasting
plasma glucose concentration (FPGC) > 110 mg/dL, after
5 consecutive days of alloxan treatment, were considered to
be T1-DR and selected for the study [15]. The animals were
deprived of food and water for additional 12 h before the
commencement of treatment at regular intervals of 16 h for 64 h.

A total of thirty six rats were divided into six groups of six
(n = 6) rats cach as follows:
e 2015
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*  Group Cl: Control-normal rats received PBS only (Vehicle;
1.0 mL/kg body weight; i. p.).

*  Group C2: C-T1-DRreceived PBS only (Vehicle; 1.0 ml/kg
body weight; 1. p.).

e Group T1: T1-DRreceived 1. cacao (100 mg/kg body weight;
Lp.).

e GroupT2: T1-DRreceived 1. cacao (200 mg/kg body weight;
Lp.).

e Group13: T1-DRreceived 1. cacao (400 mg/kg body weight;
Lp.).

*  Group T4: T1-DR received glibenclamide (5.0 mg/kg body
weight; 1.p.).

At the end of the treatment period, blood samples were drawn
from the orbital sinus from 12 h post-fasted animals and
measured for FPGC, serum lipid profile (SLP). Preparation of
erythrocyte hemolysate was according to methods previously
described [16]. The erythrocyte hemolysate was measured for
MDA concentration and GSH/GSSH ratio.

Fasting Plasma Glucose Concentration

Measurement of FPGC was by the glucose oxidase method
according to Randox® kit manufacturer’s procedure (Randox®
Laboratories Ltd. Ardmore, United Kingdom).

Erythrocyte Hemolysate Reduced GSH/GSSG Ratio

Erythrocyte hemolysate GSH concentration was measured
according to the methods of Moron et al., [17] with modifications.
A100 uL aliquot of the hemolysate was mixed with 25% of CHCI,
and centrifuged at 2000 X g for 15 min to precipitate proteins.
The supernatant was aspirated and diluted to 1.0 mL with 0.2 M
Na,PO /NallPO, buffer (pH = 8.0). Next, 2.0 mL of 0.6 mM
5,5’ -dithiobis-(2-nitrobenzoic acid) was added. The absorbance
of the developed yellow-color complex maintained at 24 + 5°C
was measured at a maximum wavelength (A ) =405 nm after
10 min. A standard curve was obtained with GSH standards.
Protein concentration was measured according to the methods
of Lowry et al,, [18]. Erythrocyte hemolysate GSH concentration
was expressed as ug GSI/mg protein.

Erythrocyte hemolysate GSSG concentration (ug GSSG/mg
protein) was measured using Bioxytech-412 kits according to
manufacturer’s procedure (Oxis International Inc., Foster City,

CA, USA).

Absblank - Abssample X Cstd
Absp 1k -Abs g

Equation 1

Cesse =

Accordingly, erythrocyte hemolysate GSH/GSSG ratio was
evaluated.

Erythrocyte Hemolysate MDA

Measurement of erythrocyte hemolysate MDA concentration
was by the methods of Tjahjani et al., [19]. A mixture of 20%

trichloroacetic acid and 0.67% thiobarbituric acid in a ratio of
e 2015 e Vold e
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2:1 were introduced into a test tube. A volume of 0.2 mL of
erythrocyte hemolysate was added to the mixture and boiled
for 10 min in a water bath. After cooling to 24°C, the mixture
was centrifuged at 3,000 X g for 10 min. The absorbance of the
supernatant was read with a spectrophotometer (Spectronic 20,
lab tech - digital blood analyzer®) at A, = 532 nm. The

values of absorbance of the samples were converted to MDA
concentrations using the MDA standard curve [20].

Serum Lipid Profile

Blood samples were obtained from the various experimental
animal groups and measured for SLP according to the methods
previously described [21]. Serum total cholesterol (TC),
triacylglycerol (TAG), and HDL-C concentrations were
measured using commercial kits (Randox Laboratory Ltd., UK).
LDL-C concentration was estimated according to the formula

of Friedewald et al., [22].

TAG

LDL-C=TC-(HDL- C)—(T) Equation 2

Atherogenic index (Al) was calculated [23] thus:
Al= TC—(HDL-C)
HDL-C

Equation 3
Statistical Analysis

The results were expressed as mean = standard error of the
mean, and statistically analyzed by one-way ANOVA followed
by Dunnett test, with the level of significance set at P < 0.05.

RESULTS

At the commencement of animal treatment (¢t = 0 h), FPGC
of the T1-DR was within a relatively narrow range of 251.70 %
3.01 mg/dL - 258.10 = 3.27 mg/dL; P > 0.05. Similarly, at the
end of the experimental time, alteration in the blood glucose
concentration of Group C2 corresponded to 4.06% increase in
FPGC; P > 0.05. Furthermore, within the experimental 76 h
period; FPGC of Group C1 was relative constant and did not
indicate profound variations.

Conversely, blood samples of T1-DR treated with 1! cacao bean
extract showed substantial reduction in FPGC. Specifically, at
t =76 h, relative reduction in FPGC was in the following order:
T4 = 63.48% > T3, =5530% > T2 e = 53.42%

[FPGC]
>T1 = 46.53%.

[FBGD]

FPGC] FPGC

At the end of the 76 h experimental time, FPGC of
Group CI and T4 were normoglycemic, whereas Group C2
showed evidence of hyperglycemia [Table 1]. Furthermore,
the results presented in Table 1 showed that the FPGC of
T1-DR treated with T. cacao bean extract (T1-T3) were
significantly lower (P < 0.05) than that of Group C2 but
were hyperglycemic.

Specifically, at t = 76 h, FPGC of Group T3 was not significantly
different (P > 0.05) from that of Group 12; whereas FPGC of
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Group T4 was significantly lower (P < 0.05) than Groups T1-I'3.
In addition, Group T4 was normoglycemic.

Figure 1 showed that the erythrocyte hemolysate GSH/GSSG
ratio of Group ClI was 3.65 folds greater than that of Group C2;
P < 0.05. Erythrocyte hemolysate GSH/GSSG ratio of
Groups T1-I'3 were significantly (P < 0.05) lower than that
of Group C1, but significantly higher (P < 0.05) than that of
Group C2. In addition, variations in erythrocyte hemolysate
GSH/GSSG ratios of Groups T1-1'3 showed no significant
difference (P > 0.05) among the experimental animal groups.
The erythrocyte GSH/GSSG ratio of Group T4 was significantly
higher (P < 0.05) than that of Groups T1-13 as well as
Group C2.

The results presented in Figure 2 showed that among the various
experimental groups, Group C2 gave the highest erythrocyte
hemolysate MDA concentration. Furthermore, erythrocyte
hemolysate MDA concentrations of Groups T1-1'3 were
significantly lower (P < 0.05) than that of Group C2; except
Group T1 ([MDA] = 2.45 = 0.03 mmol/mL). Erythrocyte
hemolysate MDA concentration of Groups C1 and T4 showed
no significant difference (P > 0.05) and were comparatively
lower than that of other experimental Groups (C2, T1-13).

Figure 3 showed that the serum TAG concentration of Group C2
was significantly (P < 0.05) higher than that of Group CI and
the treated animal Groups (T1-T4). Specifically, variations
in serum TAG concentrations of Groups T1-T'4 showed no

Table 1: FPGC of normal, diabetic, and treated rats

Group FPGC (mg/dL)
t=0h t=76h

C1 89.42+0.73f 85.32+0.73f
C2 251.70+£3.012bcde 261.92+5.40°
T1 258.10+3.27¢ 138.00+3.27°
T2 254.58+2.01%" 118.58+2.69°
T3 253.94+2.13%P¢ 113.50+3.55%
T4 253.78+2.00%bd 92.69+1.70°

The mean (X)=SD of six (n=6) determinations. Means in the column
with the same letter are not significantly different at P>0.05 according
to LSD. FPGC>110 mg/dL=Hyperglycemia, SD: Standard deviation,
FPGC: Fasting plasma glucose concentrations

o =« GSH/GSSG ratio
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Figure 1: Erythrocyte hemolysate reduced glutathione/oxidized
glutathione ratios of normal, diabetic and, treated rats means denoted
by the same letter (a,b,c,d,f) are not significantly different at P > 0.05
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significant difference (P > 0.05) among the experimental
animal groups. Furthermore, serum TAG concentrations of
Groups T1:14 were significantly higher (P < 0.05) than that
of Group CI.

Serum very LDL-C (VLDL-C) concentration of Group C2 was
higher than that of Group C1, which represented = 2.3 folds
elevation in serum VLDL-C concentration; P < 0.05. Serum
VLDL-C concentration of Groups T2-T'4 were significantly
lower (P < 0.05) than that of Group C2. In addition, the
comparatively higher serum VLDL-C concentration of
Groups T2-I'4 was not significantly different (P > 0.05) from
serum VLDL-C concentration of Group Cl1. Serum VLDL-C
concentration of Group T'1 gave significantly higher (P < 0.05)
value than that of Group CI.

Serum LDL-C concentrations of Groups T1-T3 were
significantly higher (P < 0.05) than that of Group Cl in a dose-
dependent manner: T1 > T2 > T3. However, serum LDL-C
concentration of Group T4 was not significantly different
(P > 0.05) from that of Group T3. Worthy of note, serum
LDL-C concentration of Group C2 was = 3.68 folds greater
than that of Group C1.

Serum HDL-C concentration of Group C2 was not significantly
different (P > 0.05) from that of Group Cl. However, serum
HDL-C concentrations of Groups 1214 were significantly
higher (P < 0.05) than that of Group C2. Specifically, Group C2
gave the lowest level of serum HDL-C concentration. Serum
TC concentrations of Groups T1-1'4 were elevated when
compared with Group Cl; P > 0.05, whereas serum TC
concentration of Group C2 represented 18.79% elevation in
serum TC concentration; P < 0.05. A general overview of
Figure 3 showed evidence of the tendency of 1. cacao bean
extract to readjust perturbed SLP of T1-DR toward normalcy
within the experimental 76 h period.

Calculated Al of the experimental rats was within the range of
535 = 0.51 to 0.50 = 0.08, which was in the increasing order
of C1 > T4 >T3 > T2 > T1 > C2. Figure 4 showed that Al
of Group T1 was not significantly different (P > 0.05) from
Group T2, whereas Al of T3 and T4 were comparable with
that of Group Cl1.

DISCUSSION

The application of bioactive principles, sourced from plant
materials, as agents of glycemic control in chemically
induced diabetic animals following short- and long-term
treatment schemes have been widely reported [3,5,9,24].
The findings of the present study showed that short-term
administration of ethanolic extract of I' cacao bean caused
significantly (P < 0.05) reduction of FPGC in alloxan-
induced T1-DR. However, within the experimental time of
76 h, the doses and constituted form in which the extract was
administered to the experimental T1-DR did not obliterate
hyperglycemia [Table 1]. Several studies have described the
diverse mechanisms by which specific phytochemicals act to
e 2015
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Figure 4: Atherogenic indices of normal, diabetic, and treated rats
means denoted by the same letter (a,b,c,d,f) are not significantly
different at P> 0.05

alleviate hyperglycemia [24-26]. In connection to the present
findings, reports according to Ruzaidi et al., [27] stated that the
mectallothionein, nicotinamide, and (—)-epicatechin contents
of T cacao bean extract suppressed diabetogenesis in vivo.

J Invest Biochem e 2015 e Vol4 e Issuel

Furthermore, earlier findings have also shown that the major
flavonoids in ‘I cacao beans such as the catechin, epicatechin,
the dimers epicatechin-(4f — §)-catechin (procyanidin B-I)
and epicatechin-(4p — 8)-epicatechin (procyanidin B-2), the
trimer [epicatechin-(4f — 8)] 2-epicatechin (procyanidin C-I)
as well as the proanthocyanidins ameliorated hyperglycemia
and prevented complications arising from DM pathology [2§].

To a large extent, the thiol-redox status of the cell is defined by
cellular levels of GSH/GSSG ratio and decreased GSH content
is related to increase oxidative stress [5]. In the event of failure
of appropriate compensatory endogenous antioxidant antagonist
against glucotoxicity and lipotoxicity, engendered by DM
associated hyperglycemia and hyperlipidemia, overwhelming
levels of oxidative stress ensue [4,29], as exemplified by relatively
low GSH/GSSG ratio of the untreated T1-DR (Group C2)
[Figure 1]. Accordingly, researchers have opined that alleviation
of DM and its complications can be achieved by the introduction
of control measures that assuage high cellular levels of oxidative
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stress and attenuate stress-sensitive signaling pathways [5,8]. The
improvement in erythrocyte hemolysate GSH/GSSG ratio of
T1-DR following the administration of T. cacao bean extract was
consistent with previous findings of Ngoziet al., [30]. They noted
that ethanolic extract of Gongronema latifolium administered
to T'1-DR effectively increased cellular GSH/GSSG ratio, which
ameliorated oxidative stress and, by extension, promoted low
levels of membrane lipid peroxidation associated with DM. The
capability of I cocoa to ameliorate oxidative stress in T1-DR is
connected with the presence of a high quantity of antioxidant
phytochemicals in the bean extract as previously established by
related investigations [14].

From another perspective, cellular GSH concentration inversely
parallels the concentration of by-product of lipid peroxidation-
MDA [31]. The relatively raised level of erythrocyte hemolysate
MDA concentration of Group C2 rats [Figure 2] was an
indication of raised oxidative stress associated with DM. The
reduction in erythrocyte MDA concentrations following the
administration of I cocoa bean extract was consistent with the
antioxidant potency of the herbal extract, which was comparable
with that of the standard anti-DM drug-glibenclamide and in
concord with the findings of Dewanjee et al., [32], in which they
noted that the presence of flavonoids in matured fruits extract
of Diospyros peregrine Gurke (Ebenaceae) caused reduction
in level of lipid peroxidation in alloxan-induced diabetic rats.
Furthermore, the capability of T cocoa bean extract to impede
lipid peroxidation in diabetic rat corroborates earlier findings
following the administration of Azadirachta indica to STZ-
induced severe diabetic rats [33]. However, the seemingly
poor corresponding capacity of 400 mg/kg body weight of
1" cocoa bean extract to ameliorate DM associated oxidative
stress, as typified by the non-significant difference (P > 0.05)
between erythrocyte hemolysate GSH/GSSG ratio and MDA
concentrations at the various experimental doses [Figures 1
and 2], could have been the outcome of the presence of
interfering substances that neutralized the antioxidant potency
of ! cocoa bean extract as previously proposed [3].

For the fact that hormone sensitive lipoprotein lipases are
inactive in the absence or low circulating levels of insulin,
T1-DR showed evidence of dyslipidemia, as exemplified
by disarrangement in their SLPs [Figure 3]. According to
Silvaet al., [34], abnormal lipid metabolism plays a crucial role
in the pathogenesis of DM and elevated plasma cholesterol
concentration represents a risk factor for coronary artery disease.
In addition, Subash et al., [35] previously noted that chemically
induced T1-DR exhibited hypercholesterolemia, which was
an outcome of increased intestinal cholesterol absorption and
biosynthesis. The present investigations showed that 'I! cocoa
bean extract lowered blood TC concentrations in T1-DR in a
dose-dependent manner, which by implication was as a result
of impeded intestinal absorption and probably interfered with
cholesterol metabolism by the actions of the herbal extract as
previously reported [23]. The abundant bioactive principles in
1" cocoa bean extract and other plant materials, notably, the
B-sitosterol and saponins, have been described to be involved
in ameliorating hypercholesterolemia in animal models [21,36].
Findings of the present investigations showed that the reduction
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in serum TC concentration following the administration of
I cocoa bean extract was accompanied by a corresponding
increase in serum HDL-C concentration in T1-DR [Figure 3].
In connection with the present report, previous studies
on pathophysiology and management of DM induced
hyperlipidemia reported that elevation in serum HDL-C
concentration was intertwined with increased catabolism of
VLDL-C and substitution of TAG in the core of HDL-C with
cholesterol [14]. By implication, HDL-C is cardio-protective,
in the sense that it facilitates the uptake of cholesterol by the
hepatocytes for catabolism and eventual excretion [37], which
engenders low serum TC concentration.

Insulin insufficiency is associated with diminished levels of
LDL-C receptors in peripheral tissues and poor tissue uptake
of LDL-C particles. Evidence showed that these receptors
re-appeared following DM therapy [14]. Levels of LDL-C
particles are expected to be raised in plasma of diabetic animals.
Paradoxically, studies have shown that individuals who present
DM do not exhibit increase plasma levels of LDL-C per
se [10,38]. Rather, LDL-C particles become small and dense
in DM. Small and dense LDL-C particles are more atherogenic
than their larger ones because they are more susceptible to non-
enzymatic glycation and oxidation [38]. Reports according to
Ibero-Baraibar et al., [13] stated that plasma level of oxidized
LDL-C was lowered following the consumption of diet
supplemented with cocoa extract, which was in consonance
with the outcome of dosing T1-DR with T cocoa bean extract
as reported here. The relatively high phenolic content of I cocoa
bean extract [14] obviously contributed to the delay in LDL-C
oxidation and plasma LDL-C lowering effect as previously
described [39].

The associated reduction in serum VLDL-C and TAG,
along with comparative normalization of other blood lipid
components, further confirmed the beneficial effects of T. cocoa
bean extract on T1-DR following short-term treatment. Earlier
reports have equally established the capability of extract of some
medicinal plants and multitude of natural products [25,28,39]
to ameliorate dyslipidemia and improve Al in diabetic animal
models.

Short-term administration of T. cocoa bean extract caused
substantial reduction in blood glucose concentration in alloxan-
induced T1-DR but did not obliterate hyperglycemia. In
addition, T. cocoa bean extract, in the present form and doses,
exhibited comparative limited capacities to reduce oxidative
stress and ameliorate dyslipidemia in the experimental rats.
However, from the findings and interpretations of the present
study, it is envisaged that fractionation and other purification
measures would serve to improve the nutraceutical potentials
of T. cocoa bean extract in T1-DR.

REFERENCES

1. Ghule AE, Jadhav SS, Bodhankar SL. Effect of ethanolic extract of
seeds of Linum usitatissimum (Linn.) in hyperglycaemia associated
ROS production in PBMNCs and pancreatic tissue of alloxan induced
diabetic rats. Asian Pac J Trop Dis 2012;2:405-10.

J Invest Biochem e 2015 e Vol4 e Issuel



20.

21.

22.

J Invest Biochem

Filippi CM, von Herrath MG. Viral trigger for type 1 diabetes: Pros
and cons. Diabetes 2008;57:2863-71.

Shokeen B Anand P, Murali YK, Tandon V. Antidiabetic activity of 50%
ethanolic extract of Ricinus communis and its purified fractions. Food
Chem Toxicol 2008;46:3458-66.

Afanas’ev I. Signaling of reactive oxygen and nitrogen species in
Diabetes mellitus. Oxid Med Cell Longev 2010;3:361-73.

El-Missiry MA, El Gindy AM. Amelioration of alloxan induced diabetes
mellitus and oxidative stress in rats by oil of Eruca sativa seeds. Ann
Nutr Metab 2000;44:97-100.

Ibegbulem CO, Chikezie PC. Hypoglycemic properties of ethanolic
extracts of Gongronema latifolium, Aloe perryi, Viscum album and
Allium sativum administered to alloxan-induced diabetic albino rats
(Rattus norvegicus). Pharm Commun 2013;3:12-6.

Ahmed D, Kumar V, Verma A, Gupta PS, Kumar H, Dhingra V. Anti-
diabetic, renal/hepatic/pancreas/cardiac protective and antioxidant
potential of methanol/dichloromethane extract of Albizzia Lebbeck
Benth stem bark (ALEx) on streptozotocin induced diabetic rats. BMC
Compl Altern Med 2014;14:243.

Di Naso FC, Simoes Dias A, Porawski M, Marroni NA. Exogenous
superoxide dismutase: Action on liver oxidative stress in
animals with streptozotocin-induced diabetes. Exp Diabetes Res
2011;2011:754132.

Ojiako AO, Chikezie PC. Comparative proximate composition and
hypoglycemic properties of three medicinal plants (Verononia
amygdalina, Azadirachta indica and Moringa oleifera). Pharm
Commun 2014;4:408.

Steiner G. A new perspective in the treatment of dyslipidemia. Can
fenofibrate offer unique benefits in the treatment of type 2 diabetes
mellitus? Treat Endocrinol 2005;4:311-7.

Amawi K, Aljamal A. Effect of Lepidium sativum on lipid profiles and
blood glucose in rats. J Phys Pharm Adv 2012;2:277-81.

Adeyeye El, Akinyeye RO, Ogunlade |, Olaofe O, Boluwade JO. Effect
of farm and industrial processing on the amino acid profile of cocoa
beans. Food Chem 2010;118:357-63.

Ibero-Baraibar I, Abete |, Navas-Carretero S, Massis-Zaid A,
Martinez JA, Zulet MA. Oxidised LDL levels decreases after the
consumption of ready-to-eat meals supplemented with cocoa extract
within a hypocaloric diet. Nutr Metab Cardiovasc Dis 2014;24:416-22.
Suryawanshi NR, Bhutey AK, Nagdeote AN, Jadhav AA, Manoorkar GS.
Study of lipid peroxide and lipid profile in diabetes mellitus. Indian J
Clin Biochem 2006;21:126-30.

Ojiako AO, Chikezie PC, Ogbuji CA. Blood glucose level and lipid
profile of alloxan-induced hyperglycemic rats treated with single and
combinatorial herbal formulations. J Tradit Compl Med 2015;DOl:
10.1016/j.jtcme.2014.12.005.

Chikezie PC, Uwakwe AA. Activities of three erythrocyte enzymes
of hyperglycemic rats (Rattus norvegicus) treated with Allium sativa
extract. J Diabetes Metab Disord 2014;13:50.

Moron MS, Depierre JW, Mannervik B. Levels of glutathione,
glutathione reductase and glutathione S-transferase activities in rat
lung and liver. Biochim Biophys Acta 1979;582:67-78.

Lowry OH, Rosebrough NJ, Farr AL, Randall RJ. Protein measurement
with the Folin phenol reagent. J Biol Chem 1951;193:265-75.
Tjahjani S, Puji BSA, Syafruddin D, Agoes R, Hanggono T,
Immaculata M. Oxidative stress in Plasmodium falciparum culture
incubated with artemisinin. Proc ASEAN Congr Trop Med Parasitol
2008;3:47-50.

Schmuck G, Roehrdanz E, Haynes RK, Kahl R. Neurotoxic mode of
action of artemisinin. Antimicrob Agents Chemother 2002;46:821-7.
Ojiako AO, Chikezie PC, Zedech UC. Serum lipid profile of
hyperlipidemic rabbits (Lepus townsendii) administered with leaf
extracts of Hibiscus rosesinesis, Emilia coccinea, Acanthus montanus
and Asystasia gangetica. J Med Plant Res 2013;7:3226-31.
Friedewald WT, Levy RI, Fredrickson DS. Estimation of the
concentration of low-density lipoprotein cholesterol in plasma,

e 2015 e Vol4 e Issuel

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Chikezie: Short-term capacities of ethanolic Theobroma cacao

without use of the preparative ultracentrifuge. Clin Chem
1972;18:499-502.

Suanarunsawat T, Ayutthaya WD, Songsak T, Thirawarapan S,
Poungshompoo S. Lipid-lowering and anti-oxidative activities of
aqueous extracts of Ocimum sanctum L. leaves in rats fed with a
high-cholesterol diet. Oxid Med Cell Longev 2011;2011:962025.
Patel DK, Prasad SK, Kumar R, Hemalatha S. An overview on
antidiabetic medicinal plants having insulin mimetic property. Asian
Pac J Trop Biomed 2012;2:320-30.

Jung M, Park M, Lee HC, Kang YH, Kang ES, Kim SK. Antidiabetic
agents from medicinal plants. Curr Med Chem 2006;13:1203-18.
Koneri RB, Samaddar S, Ramaiah CT. Antidiabetic activity of a
triterpenoid saponin isolated from Momordica cymbalaria Fenzl.
Indian J Exp Biol 2014,52:46-52.

Ruzaidi AM, Abbe MM, Amin |, Nawalyah AG, Muhajir H. Protective
effect of polyphenol-rich extract prepared from Malaysian
cocoa (Theobroma cacao) on glucose levels and lipid profiles in
streptozotocin-induced diabetic rats. J Sci Food Agric 2008;88:1442-7.
Osakabe N, Yamagishi M, Natsume M, Yasuda A, Osawa T. Ingestion
of proanthocyanidins derived from cacao inhibits diabetes-induced
cataract formation in rats. Exp Biol Med (Maywood) 2004;229:33-9.
Prentki M, Joly E, El-Assaad W, Roduit R. Malonyl-CoA signaling, lipid
partitioning, and glucolipotoxicity: Role in beta-cell adaptation and
failure in the etiology of diabetes. Diabetes 2002;51 Suppl 3:5405-13.
Ngozi H, Ugochukwu HN, Makini K. Modification of renal oxidation
stress and lipid peroxidation in streptozotocin-induced diabetic
rats treated with Gongronema latofolium leaves. Clin Chim Acta
2003;336:1-2.

Upadhya S, Shanbhag KK, Suneetha G, Balachandra Naidu M,
Upadhya S. A study of hypoglycemic and antioxidant activity of Aegle
marmelos in alloxan induced diabetic rats. Indian J Physiol Pharmacol
2004,48:476-80.

Dewanjee S, Bose SK, Sahu R, Mandal SC. Anti-diabetic effect of
matured fruits of Diospyros peregrina in alloxan induced diabetic
rats. Int J Green Pharm 2008;2:95-9.

Gutierrez RM, Goémez YG, Guzman MD. Attenuation of nonenzymatic
glycation, hyperglycemia, and hyperlipidemia in streptozotocin-
induced diabetic rats by chloroform leaf extract of Azadirachta indica.
Pharmacogn Mag 2011;7:254-9.

Silva M, Lima WG, Silva ME, Pedrosa ML. Effect of streptozotocin
on the glycemic and lipid profiles and oxidative stress in hamsters.
Arq Bras Endocrinol Metabol 2011;55:46-53.

Subash Babu P, Prabuseenivasan S, Ignacimuthu S. Cinnamaldehyde
— A potential antidiabetic agent. Phytomedicine 2007;14:15-22.
Oakenfull D, Sidhu GS. Could saponins be a useful treatment for
hypercholesterolaemia? Eur J Clin Nutr 1990;44:79-88.

Mayes PA, Botham KM. Cholesterol synthesis, transport and
excretion. In: Murray RK, Granner DK, Mayes PA, Rodwell VW, editors.
Harper's lllustrated Biochemistry. 26" ed. New York: Lange Medical
Books/McGraw-Hill. p. 219-30.

Shepherd J. Raising HDL-C and lowering triglycerides: Benefits
beyond LDL-C modification. Br J Diab Vasc Dis 2005;5 Suppl 1:512-6.
Fuhrman B, Rosenblat M, Hayek T, Coleman R, Aviram M.
Ginger extract consumption reduces plasma cholesterol, inhibits
LDL oxidation and attenuates development of atherosclerosis
in atherosclerotic, apolipoprotein E-deficient mice. J Nutr
2000;130:1124-31.

© GESDAV; licensee GESDAV. This is an open access article licensed under
the terms of the Creative Commons Attribution Non-Commercial License
(http://creativecommons.org/licenses/by-nc/3.0/) which permits unrestricted,
non-commercial use, distribution and reproduction in any medium, provided
the work is properly cited.

Source of Support: Nil, Conflict of Interest: None declared.

29




