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ABSTRACT: Background: Parkinson’s disease (PD) is a common age-related and slowly progressive neurodegenerative disease
that affects approximately 1% of the elderly population. In recent years, phytocomponents have aroused considerable interest in the
research for PD treatment as they provide a plethora of active compounds including antioxidant and anti-inflammatory compounds.
Herein, we aimed to investigate the anti-Parkinson’s effect of barbigerone, a natural pyranoisoflavone possessing antioxidant activity
in a rotenone-induced rat model of PD. Methods: To evaluate antioxidant activity, a 0.5 mg/kg dose of rotenone was injected
subcutaneously into rats. Barbigerone (10 and 20 mg/kg) was administered to rats for 28 days 1 h prior to rotenone. All behavioral
parameters were assessed before sacrificing the rats. On the 29th day, all of the rats were humanely killed and assessed for
biochemical changes in antioxidant enzymes (superoxide dismutase, glutathione, malondialdehyde, and catalase), neurotransmitter
levels (dopamine, S-hydroxyindoleacetic acid, serotonin, dihydroxyphenylacetic acid, and homovanillic acid levels), and
neuroinflammatory cytokines [interleukin (IL)-1f, tumor necrosis factor-@, nuclear factor kappa B, and IL-6]. Results: The data
presented in this study has shown that barbigerone attenuated rotenone-induced motor deficits including the rotarod test, catalepsy,
akinesia, and open-field test. Additionally, barbigerone has shown improvements in the biochemical and neuroinflammatory
parameters in the rotenone-induced rat model of PD. Conclusion: The results demonstrated that barbigerone exhibits antioxidant
and anti-inflammatory actions via reducing oxidative stress and inflammatory cytokines. Altogether, these findings suggest that
barbigerone could potentially be utilized as a therapeutic agent against PD.

1. INTRODUCTION tetrachloride, pesticides, and heavy metals), age, and gender
(men are more affected).”® Mitochondrial dysfunction is the
main pathological occurrence accompanying the cause of PD.
The dopaminergic loss led to a rise in oxidative damage
resulting in reactive oxygen species (ROS) generation. The

Parkinson’s disease (PD) is associated with long-term neuro-
progressive cardinal symptoms including bradykinesia, tremors,
postural imbalance, muscular stiffness, and secondary symp-
toms such as disturbance in gait, impaired gait, and difficulty in
speech.”” PD is diagnosed in older age groups, that is geriatric

patients who are above 65 years. The prominent indication of Received:  September 8, 2022
PD is the damage to the dopaminergic nerve fiber and AccePted‘ January 13, 2023
imbalance in the catecholamine (acetylcholine) levels in the Published: January 27, 2023

nigrostriatal pathway.”* The main risk factors associated with
PD are genetic (genes—PARK1, PINKI, and parkin),
environmental toxins (chemicals like n-hexane, carbon
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generated ROS inhibits the mitochondrial function and causes
protein misfolding, leading to cell damage and apoptosis.””
Rotenone, the most widely used rodent model, inhibits the
NADH complex-I of the electron-transport chain, causing
mitochondrial deterioration.”'? Chronic exposure to rotenone
produces PD-like symptoms in humans. Rotenone admin-
istration induces biochemical and behavioral alterations akin to
PD in rats.'' Rotenone is associated with several mechanisms
such as altered calcium signaling, mitochondrial dysfunction,
oxidative damage, a-synuclein accumulation, and cell apopto-
sis. Rotenone as an inducing agent produces neuronal
symptoms and motor deficit replicating human PD.'>"’

There are currently many therapeutic options for the
management of PD including the dopaminergic drug L-
DOPA, monoamine oxidase B inhibitors, catecholamine-o-
methyltransferase inhibitors, dopamine agonists, and anti-
cholinergic agents. L-DOPA is the most efficacious and
standard drug to relieve PD symptoms.'*'® However, due to
its side effects and peripheral degradation, L-DOPA cannot
penetrate the blood—brain barrier and must be combined with
carbidopa. Currently, these medications can only produce
symptomatic relief in PD patients, thus the need for a more
safe and effective option rises.'”"”

Phytoconstituents are known for their medicinal value and
possess a plethora of bioactivities ranging from antioxidant,
anti-inflammatory, antimicrobial, antifungal, antiviral, antiplas-
modial, anticarcinogenic, and several others. Flavonoids, for
instance, exhibit biological activities, including antiallergenic,
antiviral, anti-inflammatory, and vasodilatory actions. However,
of particular interest is the antioxidant activity of flavonoids
because of their inherent ability to scavenge free radicals and
reduce their formation. The anti-neuroinflammatory action of
flavonoids has also been demonstrated and is probably related
to their potential to modulate the inflammatory responses
associated with neurodegenerative diseases. In fact, in vitro and
in vivo studies have highlighted the anti-neuroinflammatory
action of pure flavonoids (e.g., quercetin, genistein, hesgperetin,
and epigallocatechin-3-gallate) and enriched extracts.'® Barbi-
gerone (2',4,5'-trimethoxy-6",6”-dimethyl-6” H-pyrano-
[2”,3":7,8]isoflavone) is a naturally occurring pyranoisoflavone
obtained from the seeds of Tephrosia barbigeria and belongs to
the family Leguminosae."® Barbigerone reportedly exhibits
various pharmacological properties, such as antioxidant, anti-
mutagenic, anti-plasmodial, and lipoxygenase-inhibiting activ-
ities. Recently, barbigerone has also shown antiproliferative
activity against several cancer cell lines throu§h inhibition of
the mitogen-activated protein kinase pathway."” Another study
showed the antidiabetic effect of barbigerone by reducing
glucose and inflammatory cytokines in streptozotocin-induced
diabetic rats.”” While barbigerone’s mechanism of action is
unclear, its strong antioxidant properties may make it useful in
treating diseases.”’ The present work investigated the anti-
Parkinson’s effect of barbigerone, particularly focusing on its
role in reducing the oxidative stress and neuroinflammatory

cytokines.

2. MATERIALS AND METHODS

2.1. Drugs and Reagents. Rotenone (Sigma-Aldrich),
barbigerone, reagents, and kits (Modern Lab India) acquired
from authenticate sources were of analytical quality. Nuclear
factor kappa B (NF-kB), interleukin (IL-1f), IL-6, and tumor
necrosis factor-a (TNF-a) were analyzed by the rat enzyme-
linked immunosorbent assay kit (MyBioSource, USA).
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3. ETHICAL STATEMENT

The study was examined and permitted by the Institutional
Animal Ethics Committee, Trans-Genica Services, India
(IAEC/TRS/PT/021/005). The animals were segregated
and acclimatized for at least a week in quarantine. All of the
rats were housed in propylene cages with enough supply of
water and diet. The rats were maintained at a standard
temperature (23 + S °C) and relative humidity (55—60%)
under a 12 h dark and 12 h light cycle. This research
conducted as per the ARRIVE guidelines.

3.1. Acute Toxicity. The study was carried out by
following The Organization for Economic Cooperation and
Development guideline no. 425 (up and down procedure). All
animals were examined for up to 14 days for any clinical signs,
including variations in the skin, fur, mucous membrane, eyes,
response to stimuli, and body weight. As per the Zpreviously
published study, we chose the dose of barbigerone.™

3.2. Experimental Protocol. This experimental study was
conducted on 24 adult Wistar rats (8 weeks of age and
weighing about 180 + 20 g). The rats were grouped into four
cages, each group consisting of six rats.

Group I animals served as normal and treated with saline (5
mL/kg).

Group II served as rotenone control and treated with
rotenone (0.5 mg/kg/day s.c. for 28 days).”"**

Group IIT and IV rats were treated with barbigerone (10 and
20 mg/kg/day),” respectively, for 28 days 1 h prior to
rotenone (0.5 mg/kg s.c.).

On the 29th day, behavioral tests were conducted, and the
animals were sacrificed under high anesthesia immediately.
The brains were excised, collected, and stored in formalin
solution for further neurochemical estimation (Figure 1).
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7/ 0 14 28 29
| |
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Figure 1. Brief presentation of the experimental plan.

3.3. Behavioral Parameters. 3.3.1. Catalepsy Test. The
catalepsy test was done by placing one of the rat’s paws on a
horizontal plank (9 cm above) with the other forepaw on a 3
cm high stage. The time at which any movement occurred was
recorded. The test was based on a scoring system given by
performing three stages which are as follows:

Stage 1: If the rat showed normal movement when placed on
a flat table, the score was 0, and if on gentle touch, the rat
moved or otherwise remained still, the score given was 0.5.

Stage 2: The hind paw was kept on a 3 cm high box and if
there was no movement observed within 10 s, the score
received was 0.5.

Stage 3: Only one of the hind paws was kept on a 9 cm
wooden plank, while the other was left without any support. A
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Figure 2. Effect of barbigerone on behavioral parameters. All values are presented as mean + SEM. Correlation among the groups was done using
Tukey’s test by one-way ANOVA. p values < 0.001 were expressed as ***. # Significant as corelated to the control group.

score of 1 was allocated for a complete measure of rigidity in
10 s. The rat with complete catalepsy (stiffness) was assigned a
score of 3.5. The position of the placement of rats was in a half
rearing position with both the forefront paws on the wooden
level. The time from when the rats upheld the position on the
wooden bar with two hindlimbs was recorded. The sessions
were video-recorded for evaluating the time and comparing the
performance of each rat. The cut-off time for each rat was fixed
to 3 min.”**

3.3.2. Akinesia Test. This test determines the difficulty in
movement which is commonly observed in PD. The rats were
acclimatized for S—10 min on a flat surface before conduction
of the test. Then, the rats were placed on a wooden platform
(40 cm DX 40 cm H %30 cm W) for 180 s, and the time at
which all paws were moved from the position was noted. The
test was repeated six times a day, and the mean was
computed.”>”’

3.3.3. Grip Strength Test. This test was developed to assess
muscular strength in the rodents. A rat was held by the tail and
slowed to hold a trapeze with its front paws. Then, the rat was
grabbed until it released the grip. The maximum force with
which it grabbed until the release was observed in kilogram-
force. Before performing the test, all rats were weighed to note
the effect of body weight on grip strength. During a 30 min
interval, readings were taken, and the mean of the obtained
readings was used as a representative grip force for the
animal.”**’

3.3.4. Rotarod Test. The rotarod test was done to examine
the motor functionality, balance, and coordination. All of the
rats were trained by placing them on a suspended rod which
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was rotated at 5—20 revolutions per min (25—30 rpm) for 60 s
one by one. The test was repeated in the treated rats after
administration of the drug. The animals were allowed to move
on the rod, and the time at which the animal fell was noted.
The max time for one animal on the rod should be 180 s*

3.3.5. Open-Field Test. To assess locomotor performance,
the test system consisted of a wooden floor, rectangular, open
field apparatus which was 100 X 100 X 40 cm equally divided
into 25 squares (20 X 20 cm?). Initially, the rats were placed at
the center for at least 10 min. Then the rats were evaluated for
parameters, that is, distance travelled by each rat (mins), time
spent at the initial position (center), number of entries in the
center square, number of squares crossed, and rearing number
for 30 min. The overall activity for the test was calculated.”’

3.4. Neurochemical Analysis. 3.4.1. Homogenization of
Brain Tissues. On the 29th day, immediately after a behavioral
assessment, the animals were separated for the estimation of
neurochemical and neurotransmitter levels and neuroinflam-
matory markers. The collected brains were homogenized using
a phosphate buffer. The supernatant was obtained by
centrifuging the homogenate at 15000—25000 rpm for 15
min.

3.4.2. Malondialdehyde Determination. The test involved
the addition of trichloroacetic acid and thiobarbituric acid-
reactive substances (TBARS) solution in the separated
supernatant, allowing it to incubate in boiling water for 90
min, and cooled in ice-cold water. The mixture was then
centrifugated at 1500g for at least 15 min and measured
spectrophotometrically at 532 nm. The quantity of malondial-

https://doi.org/10.1021/acsomega.2c05837
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Figure 3. Effect of barbigerone on antioxidant enzyme activities. All values are presented as mean + SEM. Correlation among the groups was done
using Tukey’s test by one-way ANOVA. p values < 0.01 and 0.001 were expressed as ** and ***, respectively. # Significant as correlated to the

control group (p < 0.001).

dehyde (MDA) produced was expressed as nM of MDA/g of
wet tissue.’ >

3.4.3. Reduced Glutathione Assay. For the determination
of glutathione (GSH) levels in the brain, 1 ml of trichloroacetic
acid was used to precipitate an equal amount of brain
homogenate. To the supernatant, phosphate buffer solution
(PBS) and $-§’-dithio-bis(2-nitrobenzoic acid) (DTNB)
reagent were added. The measurement of absorbance was
done at 412 nm by a UV spectrophotometer. The
concentration of GSH was obtained by plotting a standard
curve. The results were presented in nmol GSH/mg.>***

3.4.4. Superoxide Dismutase Activity. The collected
supernatant was mixed with xanthine and xanthine oxidase
and then incubated in potassium phosphate buffer for 30 min.
To this mixture, nitro blue tetrazolium was added and mixed to
form a blue-colored formazan product, which was measured
spectrophotometrically at 550 nm. One nitrite unit of
superoxide dismutase (SOD) activity was calculated by the
quantity of protein that inhibited 50% nitroblue tetrazolium
(NBT) reduction.*®

3.4.5. Catalase Activity. The assay mixture included the
supernatant of the brain homogenate and PBS (S0 nM). To
this mixture, hydrogen peroxide (H,0,) was added, and the
absorbance was estimated spectrophotometrically at 240 nm
every 15 s. The activity was presented in micromoles of H,O,
used per min per mg of protein.”’

3.4.6. Nitrite Content Assay. The level of nitrite formed was
due to the oxidative stress generated in the brain. An equal
amount of brain homogenate and Griess reagent (mixture of
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N-1-naphthyl ethylenediamine dihydrochloride and sulfanila-
mide in phosphoric acid) were incubated for 10—15 min and
measured at 546 nm using a UV spectrophotometer.ss’39

3.4.7. Estimation of Butyrylcholinesterase Activity. In
colorimetric assay, hydrolysis of butyrylthiocholine to butyrate
and thiocholine in the presence of cholinesterase was assessed.
The thiocholine formed was then reacted with DTNB to
obtain a colored product, which was then measured at 405 nm.
The increase in absorbance depends on the cholinesterase
activity in the homogenate."’

3.4.8. Neurotransmitter Levels. Following the standard
procedure, enzyme-linked immunosorbent assay (ELISA,
MyBioSource, USA) kits was used to estimate the level of
neurotransmitters including serotonin (S-HT, MBS725497),
dopamine (DA, MBS725908), and their corresponding
metabolites, homovanillic acid (HVA, MBS051114), 3,4-
dihydroxyphenylacetic acid (DOPAC, MBS7269503), and S-
hydroxyindoleacetic acid (S-HIAA, MBS024867).

3.4.9. Neuroinflammatory Markers. Cytokines such as NF-
kB (MBS453975), IL-13 (MBS825017), IL-6 (MBS269892),
and TNF-a (MBS825075) were determined by respective
ELISA kits. The proteins separated from the homogenate were
pipetted in an antibody-coated ELISA plate. The level of
cytokines was measured by following the standard assay
protocol.

3.4.10. Statistical Analysis. The results of the following
methods were calculated as mean + SEM. The data were
interpreted by using one-way ANOVA following Tukey’s
comparison test using Graph pad prism software. The ANOVA
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Figure 4. Effect of barbigerone on neurotransmitter levels. All values are presented as mean + SEM. Correlation among the groups was done using
Tukey’s test by one-way ANOVA. p values < 0.05, 0.01, and 0.001 were expressed as *, **, and ***, respectively. # Significant as correlated to the

control group (p < 0.001).

test was used for evaluating the variations among the two
groups by setting the significance criteria at p < 0.0S.

4. RESULTS

4.1. Acute Toxicity Study. In the acute toxicity study, no
morbidity or clinical appearance of symptoms were observed
for 14 days. Thus, based on acute oral toxicity and the previous
studies, we chose 10 and 20 mg/kg barbigerone for performing
the main study.

4.2, Effect of Barbigerone on Behavioral Parameters.
Rotenone administration in rats significantly increased (p <
0.001) the catalepsy time, prolonged the immobility time in
akinesia, decreased the falling time in the rotarod test, lowered
the overall activity during the open-field test, and decreased the
force applied in the grip strength test as compared to the
normal group. Barbigerone-treated rats dependently amelio-
rated (p < 0.001) the behavioral impairments when compared
with rotenone-induced rats (Figure 2).

4.2.1. Neurochemical Analysis. To assess the antioxidant
activity of barbigerone, assays for SOD, CAT, GSH, MDA,
nitrite, and butyrylcholinesterase were measured using brain
homogenate in the control and the treated rats. The MDA and
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nitrite content (p < 0.001) was markedly enhanced, while
activities of SOD, GSH, CAT, and butyrylcholinesterase were
decreased (p < 0.001) in rotenone-induced rats. On
barbigerone administration, the MDA and nitrite levels were
remarkably diminished (p < 0.001) and attenuated other
antioxidant enzymes in the rotenone-induced group (p <
0.001), indicating the antioxidant role of barbigerone at the
doses of 10 and 20 mg/kg via lowering down the overall
oxidative stress SOD and GSH (p < 0.01; p < 0.001), CAT,
and butyrylcholinesterase (p < 0.001) (Figure 3).

4.3. Effect of Barbigerone on Neurotransmitter
Levels. Rotenone administration decreased dopamine, S-
HIAA, and 5-HT levels while increasing the DOPAC and HVA
levels (p < 0.001) when correlated with the controls. After
treating with barbigerone, it significantly increased dopamine
(p < 0.01), S-HIAA, and S-HT (p < 0.001) levels as correlated
to the rotenone-induced group. When treated with 10 mg/kg
barbigerone, it lowered both DOPAC (p < 0.05) and HVA (p
< 0.001) levels, while 20 mg/kg barbigerone also reduced
DOPAC (p < 0.01) and HVA (p < 0.001) levels (Figure 4).

4.4. Effect of Barbigerone on Neuroinflammatory
Markers. A noticeable rise (p < 0.001) in IL-6, IL-15, TNF-q,
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Figure 5. Effect of barbigerone on neuroinflammatory parameters. All values are presented as mean + SEM. Correlation among the groups was
done using Tukey’s test by one-way ANOVA. p values < 0.0S, 0.01, and 0.001 were expressed as *, **, and ***, respectively. # Significant as

correlated to the control group (p < 0.001).

and NF-kB was observed in the rotenone-induced group as
compared to controls. Barbigerone administration markedly
reduced the IL-6, IL-15, and TNF-a (p < 0.001) levels when
correlated with the rotenone-induced group. A higher dose (20
mg/kg) of barbigerone lowered the NF-xB (p < 0.01) levels
than the lower dose (10 mg/kg, p < 0.05) as correlated to the
rotenone group (Figure S).

5. DISCUSSION

PD is a slow progression to neuronal death which is caused
due to imbalance of dopamine and catecholamine in the
nigrostriatal pathway. The prominent motor and non-motor
symptoms have multisystem effects, thus downregulating the
functions of the nervous system.*"** The pathogenesis of PD is
closely associated to the oxidative stress-generated ROS which
lead to neuroinflammation of the brain.’ The current
treatment options have serious adverse effects and do not
therapeutically resolve the condition. The current study
focuses on the effect of barbigerone in rotenone-activated PD.

A strong lipophilic mitochondrial complex inhibitor,
rotenone is a widely utilized pesticide. Rotenone can easily

4613

penetrate the blood—brain barrier and mimic neurological,
behavioral, and neuropathological alterations of PD.** Earlier
investigation revealed that rotenone induction caused dop-
aminergic dama%e in the substantia nigra leading to memory
deficits in rats.” In accordance with previous investigations,
the present study has shown a downfall in the behavioral
pattern, antioxidant status, and neuroinflammatory markers
when 0.5mg/kg rotenone was administered in rats for 28
days.*® The dopaminergic loss alters the behavior, causing
impaired motor and non-motor performance. However,
treatment with barbigerone improved all behavioral parame-
ters, thus alleviating locomotor activity.

Mitochondria is the main powerhouse for ROS generation
and its dysfunction increases ROS production, causing
oxidative damage to the tissues.”” The present study showed
that rotenone is directly responsible in oxidative injury which
hinders the mechanistic function of anti-oxidant enzymes, as
reported in earlier studies.***’ The study displayed that
barbigerone corrected all antioxidant enzymes including SOD,
GSH, MDA, catalase, nitrite, and butyrylcholinesterase which
were altered on rotenone administration.
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The neuronal damage/loss in the motor coordination is
caused by dysfunction in the neurotransmitter levels, mainly a
decrease in the dopaminergic neurons. In the current work, a
sharp decline in the dopamine levels in the rotenone-induced
group was observed which is comparable to what was reported
in previous findings.”® The barbigerone-treated rats improved
the altered neurotransmitter levels, that is, an increase in
dopamine, 5-HT, and 5-HIAA and a decrease in the levels of
DOPAC and HVA. The treatment-related change in the
neurotransmitter level may lead to enhancement of memory
and cognition.

Another factor contributing to PD is neuroinflammation.
Neuronal inflammation is caused due to overexpression of the
inflammatory cytokines, which activates the degenerative
pathway leading to neuronal damage.”’ As mentioned in
previous studies, rotenone showed upregulation in the cytokine
levels as rotenone administration leads to neuronal inflamma-
tion.””** The results indicated that barbigerone at both doses
(10 and 20mg/kg) attenuated rotenone-induced alterations by
decreasing the cytokine levels, including IL-6, IL-18, TNF-a,
and NFkB, which indicate its anti-inflammatory action. These
findings also suggest that barbigerone may also contribute to
neuroprotective effects on rotenone-activated PD in a rodent
paradigm by reducing oxidative stress and restoring neuro-
transmitter levels as well as neuroinflammatory cytokines as it
is a naturally occurring isoflavone with strong antioxidant
activity. Limitations of this study are the short duration of
study and the small number of animals used. Future studies,
along with more mechanistic cellular and antioxidant factors,
should be needed to better understand and confirm the
mechanism of barbigerone. Furthermore, research on the effect
of higher doses of barbigerone in PD could be considered an
option in preclinical and clinical research.

6. CONCLUSIONS

The present work clearly indicated that barbigerone improved
the motor symptoms in the rat-induced Parkinson’s model.
Moreover, barbigerone showed neuroprotective activity via
decreasing overall oxidative stress and inflammatory cytokines.
Further, 20 mg/kg dose of barbigerone was found to be more
effective in improving neurochemical and behavioral findings.-
fabbasi@kau.edu.sa/fahad.alabbasi3@gmail.com.
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