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Abstract
Rotenone is a naturally occurring compound and inhibitor of mitochondrial complex I. Its exposure is
toxic and directly affects the function of mitochondrial which leads to neurodegeneration. Taxifolin is a
flavonoid that exhibits therapeutic potentials in various neurodegenerative diseases via its anti-oxidative,
anti-inflammatory and neuromodulatory properties. In this study, we evaluated the therapeutic potential
of taxifolin to alleviate metabolic and neurochemical alterations in the hippocampal and cortical region
of brain of rotenone-toxified rats in vivo and to assess its influence on some enzymes involve in
neurotransmission in silico. Taxifolin (0.25, 0.5 and 1.0 mg/kg) was orally post-administered to male
Wistar rats for 3 days after 10 days subcutaneous administration of rotenone. Activities of mitochondrial
complex I, membrane ion pump and lactate dehydrogenase (LDH) were evaluated in the hippocampus
and cortex of the brain of rotenone-toxified rats. Markers of neurotransmitter metabolism and oxidative
stress were also biochemically estimated and molecular interaction between taxifolin and tyrosine
hydroxylase, monoamine oxidase, glutamine synthetase and Na+K+ ATPase was determined by in silico
simulation. Taxifolin attenuated dysfunction of mitochondrial, Na+K+ ATPase, LDH and modulate
neurotransmitter metabolism. Also, the elicited oxidative stress was mitigated by taxifolin in the
hippocampus and cortex of the brain of rotenone-toxified rats. The highest binding affinity was recorded
in taxifolin and tyrosine hydroxylase complex. Hydrogen bond and hydrophobic interactions were the two
key molecular interaction between the taxifolin and targeted enzymes. Thus, taxifolin significantly exert
therapeutic effect against rotenone-induced neurotoxicity in rats via anti-oxidative, as well as
mitochondrial and neurotransmitter modulatory activity.

1. Introduction
Rotenone is a naturally occurring compound which can be employed as a broad spectrum organic
pesticide. Also, it is a lipophilic compound that can readily cross cellular membrane after environmental
exposure and cause a toxic effect to the brain (Yarmohammadi et al. 2020). Therefore, exposure to
rotenone may lead to progressive deterioration of brain function that are characteristics of
neurodegenerative diseases such as Alzheimer’s disease (AD) and Parkinson’s disease (PD) (Garabadu
and Agrawal 2020). Consequently, rotenone neurotoxicity is reproduced into animal experimental model
to mimic pathological features of PD since dopaminergic neuron of substantial nigra, among other
neuronal cell types in other regions of the brain, are more susceptible to rotenone toxicity (Zhou et al.
2016). Asides the substantial nigra of striatal region of the brain, other regions that are prone to rotenone
neurotoxicity includes the hippocampus and cortex and it may affects the functions of these brain
regions (Sai et al. 2009; Zhou et al. 2016).

The primary toxicological effect of rotenone on brain cells (such as dopaminergic neuron and other cell
types) is the inhibition of mitochondrial complex I activity which leads to overproduction of reactive
oxygen species (ROS) and caused mitochondrial dysfunction (Tamilselvam et al. 2013). Mitochondrial is
a very important sub-cellular organelle that plays a crucial role in modulating metabolic activity of brain
cells such as ATP synthesis (Liu et al. 2005) and in promoting neuronal function, such as membrane ion
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pumps and channel activity and synaptic transmission (Sai et al. 2009). Dysfunction of the
mitochondrial may leads to dysfunction of neurochemical (enzymes/protein) that may ultimately leads
to death and degeneration of neuronal cells, resulting to functional deficits of the brain.

The development of drugs that are available for the management of neurotoxicity arising as a result of
intolerant exposure to rotenone is faced with numerous side effects and are of limited benefit. Therefore,
it is essential to establish an effective and alternative drug/therapy that could combat rotenone
intoxication with minimal or no side effect. Natural compounds have been reported to have little or fewer
side effect and also exhibit impressive pharmacological activities (Jia et al. 2018; Paunkov et al. 2019).
Many studies have reported the potential therapeutic effect of natural compounds such as flavonoids, on
brain injury through antioxidant and anti-inflammation (Anusha et al. 2017; Ma et al. 2018).The structural
features of flavonoids such as C2 and C3 double bond, 4- carbonyl group, hydroxylation pattern,
particularly the 3-OH and ring B catechol moiety, has been attributed to their pharmacological properties
(Wang et al. 2018).

Taxifolin (3,5,7,3,4-pentahydroxy flavanone or dihydroquercetin), a flavanone subclass of flavonoids,
which are mostly found in citrus fruit. The double bond between carbon 2 and 3 of the C-ring in the
structural of taxifolin is saturated (Fig. 1). It has been reported that taxifolin promote the expression of
phase II antioxidant and detoxifying enzymes and present a defensive role to the cell against DNA
oxidative damage (Liang et al. 2013). Taxifolin has also been reported to present its anti-inflammatory
effect by scavenging myeloperoxidase (MPO)-derived reactive nitrogen species (RNS) and showed
inhibitory action against the excess production of reactive oxygen species (ROS) during brain injury
(Weidmann 2012; Razak et al. 2018). Though, the bioactivity of flavonoids against neurological disease
has been mostly attributed to their classical antioxidant effect, there are evidences that they also act by
modulating neurotransmitter and mitigate mitochondrial dysfunction, control of neuronal signaling
pathways, as well as interacting with inflammatory mediators and chelating transition metal. Hence, this
study is designed to evaluate the neurotherapeutic potential of taxifolin to relieve metabolic and
neurochemical alterations in the hippocampal and cortical region of brain of rotenone-toxified rats in vivo
and its interaction with certain enzymes involve in neurotransmission in silico.

2. Material And Methods

2.1 Chemicals and reagents
Rotenone (R8875-1G), (±)-taxifolin (3,5,7,3,4-pentahydroxy flavanone hydrate; T4512-25MG),
thiobarbituric acid (TBA; T5500-25G), trichloroacetic acid (TCA), reduced glutathione (GSH; G4251),
glutamic acid (49621-250G), adenosine triphosphate (ATP; A26209-1G), 6,7-Dimethyl-5,6,7,8-
tetrahydropterine (DMTHP; D0387-100MG), 5',5'-dithiobis-(2-nitrobenzoic acid) (DTNB; D218200-1G),
perchloric acid (PCA; 1.09065), benzylamine hydrochloride (BAHC; B5136-25G), xanthine (X7375-10G),
dopamine hydrochloride (H8502-5G), reduced nicotinamide-dinucleotide (NADH; N7004-25MG),
ethylenediaminetetraacetic acid (EDTA; 03620-250G), 8-anilino-1-naphthalene sulfonic acid (ANSA;
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A1028-5G), 2,4-dinitrophenyl hydrazine (DNPH; D199303-25G), acetylcholine iodide (A7000-5G),
coenzyme Q10 (C9538-100MG), α-ketoglutarate (75892-25G), epinephrine (E4250-1G),
tetramethylbenzidine (TMB; T19607-100G), L-Tyrosine (T3754), Bradford reagent (B6916-500ML), bovine
serum albumin (BSA) and ammonium molybdate (A7302-100G) were all obtained from Sigma-Aldrich
(St. Louis, MO, USA). All other chemicals and reagents used were of analytical grade.

2.2 Animal grouping and treatment
Male Wistar rats (200 ± 30 g) were housed in the Animal House of the Department of Biochemistry, the
Federal University of Technology Akure, Nigeria. They were fed with standard rat chow and water ad
libitum. Animals were handled and used following the National Institute of Health, NIH, Guide for the Care
and Use of Laboratory Animals, 2011. The experiments were approved by the institutional Committee for
the Ethical Use of Research Animals of the Federal University of Technology, Akure (Ethical approval No:
FUTA/ETH/2020/013). Animals were randomly assigned to the vehicle or treatment group.

The sample size of the animals used for the in vivo experiment was calculated as described by Yamane
(1967). For the animal grouping, we assumed a total population of 71 rats and we calculated the sample
size from the assumed population of the rats as follows;

Where; n = sample size, N = the population of study, and e = the accepted sampling error (i.e. ± 0.05). So,
the sample size is calculated thus:

n = 60.29 ≈ 60 rats in total for the in vivo experiment.

The sixty (60) rats were then divided into five groups with 12 animals per group. Group I: rats received the
vehicle (corn oil) only (control); Group II: rats were subcutaneously administered rotenone (Rotenone);
Groups III-V: rats were subcutaneously administered rotenone and thereafter post-treated with taxifolin
(ROT + TAX (0.25, 0.5, 1.0 mg/kg)). Rotenone (1.5 mg/kg) was subcutaneously administered for 10 days,
followed by post-treatment with varying doses of the taxifolin for 3 days through the same route
(Akinmoladun et al. 2018; Thiffault et al. 2000). The doses of taxifolin used in this study were based on
other study and on the preliminary study in our laboratory (Arutyunyan et al. 2013; Akinmoladun et al.
2018).
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After the last day of treatment, the animals were sacrificed by intraperitoneal injection with overdose of
chloral hydrate (400 mg/kg) anesthesia and their brain was excised, rinsed in ice cold 1.15% (w/v)
potassium chloride solution, blotted with filter paper and weighed. The hippocampus and cortex of the
brain were separated and processed for biochemical estimation. The hippocampus and cortex of the
brain were then homogenized separately in phosphate buffered saline (pH 7.4, 10% w/v) with a Teflon
homogenizer and centrifuged at 10,000 g for 25 minutes at 4ºC to obtain the supernatants (test sample)
which were used for biochemical analyses. The method of Bradford (1976) was followed to determine
the concentration of protein in the test sample.

2.3 Biochemical estimation

2.3.1 Estimation of mitochondrial and neurochemical
dysfunction markers in the hippocampus and cortex
NADH oxidoreductase (complex I) activity in the test sample was estimated by a previously described
method (Birch-Machin et al. 1994). Evaluation of Na+/K+-ATPase activity was carried out using previously
described method (Svoboda and Mosinger 1981). Lactate dehydrogenase (LDH) activity was evaluated
by a previously described method (Tienhaara and Meany 1973).

2.3.2 Estimation of neurotransmitter metabolism in the
hippocampus and cortex

2.3.2.1 Evaluation of dopamine metabolism
The activity of tyrosine hydroxylase (TH) in the test sample was estimated according to the method of
Craine et al. (1972). Monoamine oxidase (MAO) activity was evaluated by a previously described method
(Chaudhary and Parvez 2012). Dopamine (DA) concentration in the test sample was determined by the
method described by Guo et al. (2009).

2.3.2.2 Evaluation of acetylcholinesterase activity
(acetylcholine metabolism)
Acetylcholinesterase (AChE) activity was evaluated using the method of Ellman et al. (1961). AChE
activity was expressed in µmol of thiocholine produced min− 1mg protein− 1.

2.3.2.3 Evaluation of glutamate metabolism
Glutamine synthetase (GS) activity was evaluated as previously described by Stanimirovic et al. (1999)
and the activity of glutamate dehydrogenase (GDH) was evaluated by the method of Abdel-Zaher et al.
(2011).

2.3.4 Evaluation of oxidative stress in the hippocampus and
cortex
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The method of Beutler et al. (1985) was followed to determine the level of reduced glutathione (GSH).
Glutathione peroxidase (GPx) activity was estimated according to the method of Haque et al. (2003). The
activity of superoxide dismutase (SOD) was evaluated by the method of Kakkar et al. (1984). Catalase
(CAT) activity was evaluated according to the method of Clairborne (1985). Ferric reducing antioxidant
power (FRAP) was determined using the method of Benzie and Strain (1996). The extent of lipid
peroxidation was determined by measuring the formation of thiobarbituric acid reactive substances
(TBARS) according to the method described by Varshney and Kale (1990). Protein carbonyl (PC) content
was determined using to the method of Levine et al. (1990). Evaluation of xanthine oxidase (XO) activity
was performed according to the method of Prajda and Weber (1975). Determination of nitrite level was
carried out using Griess reaction (Guevara et al. 1998). The determination of total protein concentration
was carried out using the method described by Bradford (1976).

2.3.5 Evaluation of myeloperoxidase (MPO) activity in the
hippocampus and cortex
Assessment of Myeloperoxidase (MPO) activity was carried out according to the method of Eiserich et al.
(1998). MPO activity is defined as the quantity of enzyme degrading one µmol peroxide min− 1 and was
expressed in units per mg protein.

2.4 Molecular docking of taxifolin with target enzymes in
silico
Three dimensional (3D) structure of the ligand, taxifolin (CID: 439533), was obtained from PubChem
NCBI database (https://www.ncbi.nlm.nih.gov/pubmed/) in simple file format (SDF), while the 3D X-ray
crystal structures of our target receptors namely; TH, MAO, GS and Na+/K+-ATPase were acquired from
the Protein Data Bank (PDB) of RCSB server with PDB identities of 2Z5X (Son et al. 2008), 2XSN (Parveen
et al. 2016), 2OJW (Krajewski et al. 2008) and 2ZXE (Shinoda et al. 2009), respectively. Taxifolin was
loaded onto Open Babel segment of Python Prescription suite and were minimized using Merk Molecular
Force Field 94 (MMF94). The target enzymes were then prepared for docking by selecting the General
Amber Force Field 2 implemented in Cresset Flare© software, version 4.0 (https://www.cresset-
group.com/flare/). Auto Dock Vina (Trott and Olson 2010) was employed to execute the docking steps
using a flexible docking protocol. Grid box was set for each targets’ active site as shown in Table 1.
Thereafter, taxifolin was docked into the active domain of all the enzymes after which 10 binding
postures for ligand-protein complex was made. The binding energy of taxifolin with corresponding
enzyme targets was documented. The ligand-protein complex with the molecular interaction was
prepared with PyMOL© Molecular Graphics 2.4 (Shrodinger LLC) and was visualized in 3D and 2D using
PyMOL© Molecular Graphics and LigPlot+ ver. 1.4.5.
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Table 1
The three-dimensional affinity grid parameters for geometric centre of each

targeted enzyme and their dimension
Parameters Axis TH MAO GS Na+/K+-ATPase

Centre (Å) X 58.5225 42.2213 20.1623 143.4398

Y 4.8750 28.1602 -11.2307 18.7527

Z 25.3225 -15.3620 -32.1268 -5.8495

Dimension (Å) X 20.5642 33.0735 22.4927 25.9128

Y 19.9405 25.000 27.0127 29.8543

Z 22.5279 24.1228 31.6932 52.6109

MAO: monoamine oxidase; TH: Tyrosine hydrolase; GS: Glutamine synthetase

2.5 Statistical analysis
Statistical data were analyzed with SPSS 25.0 software (SPSS, Armonk, NY, USA) and graphs were drawn
with graphics were drawn with Graphpad Prism 6.01 (GraphPad Software, Inc., USA). Quantitative data
are expressed as the mean ± standard deviation (SD). Kolmogorov-Smirnov tests were performed to test
normality. Levene’s test was used to assess the homogeneity of variance. Differences among multiple
groups were analyzed by one-way ANOVA with the post hoc Tukey test when the assumptions of
normality and homogeneity of variance were met or, if heterogeneity of variance was detected, by the
Kruskal–Walli non-parametric analysis of variance followed by Tamhane’s test for multiple comparisons
between the assays (Table 2). The tests for normality and variance heterogeneity and other relevant
statistical information are highlighted in the supplementary material. In all tests, p < 0.05 was taken as a
criterion for statistical significance.
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Table 2
Test Statistic outputs by One Way Analysis of Variance with all pairwise multiple comparison procedures

done via Tukey Test

  Cortex Hippocampus

In vivo
Assays

F (DFn, DFd) P
value

R
square

F (DFn, DFd) P value R
square

Complex I F (10, 121) = 
620.2

P < 
0.0001

0.9809 F (10, 121) = 487.3 P < 
0.0001

0.9758

Na+/K+

ATPase
F (10, 121) = 
1059

P < 
0.0001

0.9887 F (10, 121) = 831.6 P < 
0.0001

0.9857

LDH F (10, 121) = 
561.7

P < 
0.0001

0.9789 F (10, 121) = 140.1 P < 
0.0001

0.9205

TH F (10, 121) = 
510.3

P < 
0.0001

0.9768 F (10, 121) = 1090 P < 
0.0001

0.9890

MAO F (10, 121) = 
443.0

P < 
0.0001

0.9734 F (10, 121) = 272.6 P < 
0.0001

0.9575

DOP F (10, 121) = 
229.7

P < 
0.0001

0.9500 F (10, 121) = 68.08 P < 
0.0001

0.8491

AChE F (10, 121) = 
392.4

P < 
0.0001

0.9701 F (10, 121) = 755.1 P < 
0.0001

0.9842

GDH F (10, 121) = 
346.4

P < 
0.0001

0.9662 F (10, 121) = 738.6 P < 
0.0001

0.9839

GS F (10, 121) = 
346.4

P < 
0.0001

0.9892 F (10, 121) = 1112 P < 
0.0001

0.9839

GSH F (10, 121) = 
395.4

P < 
0.0001

0.9703 F (10, 121) = 358.9 P < 
0.0001

0.9674

GPx F (10, 121) = 
491.7

P < 
0.0001

0.9760 F (10, 121) = 385.3 P < 
0.0001

0.9696

SOD F (10, 121) = 
155.9

P < 
0.0001

0.9280 F (10, 121) = 1217 P < 
0.0001

0.9902

CAT F (10, 121) = 
2829

P < 
0.0001

0.9957 F (10, 121) = 4235 P < 
0.0001

0.9972

FRAP F (10, 121) = 
562.8

P < 
0.0001

0.9790 F (10, 121) = 357.5 P < 
0.0001

0.9673

Complex I: NADH:Ubiquinone oxidoreductase activity; LDH: Lactate dehydrogenase; TH: Tyrosine
hydroxylase; MAO: Monoamine oxidase; DOP: Dopamine; AChE: Acetylcholinesterase; GDH:
Glutamate dehydrogenase; GS: Glutamine synthetase; GSH: Reduced glutathione; GPx: Glutathione
peroxidase; SOD: Superoxide dismutase; CAT: Catalase; FRAP: Ferric reducing antioxidant power;
Protein carbonyl; LPO: Lipid peroxidation (TBARS); NO: Nitric oxide level; XO: Xanthine oxidase
activities/levels.
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  Cortex Hippocampus

PC F (10, 121) = 
164.7

P < 
0.0001

0.9315 F (10, 121) = 201.8 P < 
0.0001

0.9434

LPO F (10, 121) = 
292.1

P < 
0.0001

0.9602 F (10, 121) = 96.48 P < 
0.0001

0.8886

NO F (10, 121) = 
465.7

P < 
0.0001

0.9747 F (10, 121) = 469.8 P < 
0.0001

0.9817

XO F (10, 121) = 
1545

P < 
0.0001

0.9922 F (10, 121) = 3.575e + 
029

P < 
0.0001

1.0000

MPO F (10, 121) = 
680.0

P < 
0.0001

0.9825 F (10, 121) = 173.4 P < 
0.0001

0.9348

Complex I: NADH:Ubiquinone oxidoreductase activity; LDH: Lactate dehydrogenase; TH: Tyrosine
hydroxylase; MAO: Monoamine oxidase; DOP: Dopamine; AChE: Acetylcholinesterase; GDH:
Glutamate dehydrogenase; GS: Glutamine synthetase; GSH: Reduced glutathione; GPx: Glutathione
peroxidase; SOD: Superoxide dismutase; CAT: Catalase; FRAP: Ferric reducing antioxidant power;
Protein carbonyl; LPO: Lipid peroxidation (TBARS); NO: Nitric oxide level; XO: Xanthine oxidase
activities/levels.

3. Result
This study is on in vivo biochemical and in silico simulation and a blind experimenter is not needed for
the experiment. The analysis of the results are not influenced by the experimenter.

3.1 Taxifolin assuaged hippocampal and cortical
mitochondrial and neurochemical dysfunction in rotenone-
toxified rats
Rotenone is a mitochondrial complex I blocker that has an effect on neuronal excitability and the rate of
glucose catabolism. The benefit of taxifolin to alleviate this anomaly in the hippocampus and cortex of
rotenone-toxified rats was therefore evaluated in this study.

Figure 2(a-c) showed the effect of taxifolin in reducing mitochondrial and neurochemical dysfunction in
hippocampus and cortex of brain of rats occasioned by rotenone intoxication. Rotenone intoxication
caused a significant reduction (p < 0.0001) of complex 1 activity which indicates mitochondrial damage.
Hippocampus and cortex of rats post-treated with taxifolin at all doses showed significant increase (p < 
0.0001) in complex I activity (Fig. 2a). Figure 2b showed a significant decrease (p < 0.0001) in the
hippocampal and cortical Na+/K+ ATPase activity of rat intoxicated with rotenone compared to control.
Rats treated with taxifolin showed increased activity (p < 0.0001) of Na+/K+ ATPase compared to
rotenone-toxified rats. In Fig. 2c, LDH activity of rats intoxicated with rotenone increases compared to the
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control rats signifying lactic acid build up. LDH activity significantly decreased (p < 0.0001) in rats post-
treated with taxifolin signifying reduced acidosis compared to rotenone-toxified rats without treatment.

3.2 Neurotransmitter dysregulation in rotenone-toxified rats
was ameliorated by taxifolin
Neurotransmitter dysregulation was carried out to check the involvement of glutaminergic, cholinergic
and dopaminergic system in the hippocampus and cortex of rats subjected to rotenone neurotoxicity and
the therapeutic effect of taxifolin to correct the dysfunction in neurotransmitters was assessed. Rotenone
intoxication caused hippocampal and cortical dysregulation in dopamine (Fig. 3a-c), acetylcholine
(Fig. 4) and glutamine metabolism (Fig. 5a-b) in the brain of rats.

There is significant decrease (p < 0.0001) in TH activity in rotenone-toxified rats compared to control
which indicate reduced formation of L-DOPA (Fig. 3a). Also, MAO activity significantly decreased (Fig. 3b)
with a concomitant reduction (p < 0.05) in dopamine level (Fig. 3c) in the brain of rotenone-toxified rats
compared to control. This anomaly in dopamine metabolism was significantly mitigated (p < 0.0001) by
taxifolin post-treatment at all doses, except 0.25 mg/kg taxifolin treatment at the cortical region which
did not have effect on MAO activity.

Figure 4 showed a significant decrease (p < 0.0001) in AChE activity in the hippocampus and cortical
region of brain of rotenone-toxified rats compared to the control. Rotenone-toxified rats post-treated with
taxifolin showed a significant increase (p < 0.0001) in AChE activity. As shown in Fig. 4, post treatment
with taxifolin has more effect on the hippocampus than the cortex.

Rotenone intoxication caused significant decrease (p < 0.0001) in GDH (Fig. 5a) and GS (Fig. 5b) activity
compared with the control. This indicates that glutamate level increased in the cell and this can result in
excitotoxicity. Rats treated with taxifolin showed a significant increase (p < 0.0001) in the activity of GDH
and GS compared with untreated rats.

3.3 Taxifolin ameliorated oxidative stress in hippocampus
and cortex of brain of rotenone-toxified rats
Oxidative stress is one of the main pathophysiological events implicated in rotenone neurotoxicity and
pharmacological intervention that assuage oxidative stress could be considered a potential therapy.
Hence, the effect of taxifolin to reduce oxidative stress was evaluated.

Oxidative stress elicited by rotenone administration in the hippocampus and cortex was mitigated by
taxifolin post-treatment and is presented in Fig. 6(a-i). Taxifolin significantly ameliorated (p < 0.0001) the
decreased level of GSH (Fig. 6a), and activity of antioxidant enzyme, GPx (Fig. 6b), SOD (Fig. 6c) and
catalase (Fig. 6d), as well as reduced the level of FRAP (Fig. 6e) in hippocampus and cortex of rotenone-
toxified rats. Rotenone intoxication caused increase in protein carbonylation (Fig. 6f) and lipid
peroxidation was evoked (Fig. 6g), these were significantly abated (p < 0.05) by taxifolin post-treatment at
all doses. Rotenone-toxified rats showed significant increase (p < 0.0001) in the level of nitric oxide
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(Fig. 6h) and activity of xanthine oxidase (Fig. 6i) compared to control and were significantly reduced (p < 
0.0001) by taxifolin post-treatment at all doses

3.4 MPO activity in rotenone-toxified rats was assuaged by
taxifolin post-treatment
Inflammation is a key event in rotenone neurotoxicity and the ability of taxifolin to mitigate the initiation
of inflammatory event was determined by evaluating the activity of MPO. Figure 7 showed a significant
increase (p < 0.0001) in MPO activity in rotenone-toxified rats compared to control, which is indicative of
inflammatory events. Taxifolin post-treatment at all doses caused a significant decrease (p < 0.0001) in
the activity of MPO compared to untreated rats.

For the in vivo experiments, the test statistics of the One Way Analysis of Variance with all pairwise
multiple comparison procedures done via Tukey Test were presented in Table 2.

3.5 Binding affinity and molecular interactions between
taxifolin and targeted neurochemical enzymes
The involvement of TH, MAO, GS, as well as Na+/K+-ATPase in neurotransmission is a reflective of the
importance of neurotransmitter and neuronal membrane potential. In silico simulation was employed to
check the interaction between these enzymes and taxifolin so as to ratify the pharmacological effect of
taxifolin in abating neurotoxicity.

The in silico inhibitory mechanisms of taxifolin alongside some selected key enzymes implicated in
neurotoxicity was evaluated through molecular docking. Molecular docking simulation showed that
taxifolin modulated targeted enzymes in silico. Taxifolin showed a good binding affinity with targeted
enzymes (Table 3). Taxifolin has the highest binding energy with TH (-9.8 kcal/mol), followed by GS (-9.0
kcal/mol). Na+/K+-ATPase showed the lowest binding energy with taxifolin (-7.7 kcal/mol). This implies
that taxifolin enhance the activity of TH and GS than the enzymes with low binding energy. Also, Table 3
showed the analysis of docking conformation and the important amino acid residue participating in
molecular interaction in the complexes formed between our targeted enzyme and taxifolin. This indicated
that hydrogen bond and hydrophobic interactions are the obvious intermolecular forces in these
complexes (Fig. 8a-d).
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Table 3
Binding affinity scores and molecular interaction analysis of taxifolin (Tax) docked against

acetylcholinesterase (AChE), monoamine oxidase (MAO), Glutamine synthetase (GS), Tyrosine
hydroxylase (TH) and Na+/K+-ATPase

Ligand-
Protein
Complexes

Binding
Affinity
(kcal/mol)

Residues
forming
H-bonds

Residues
involved in H-
bonds formation

Distances
(Å)

Hydrophobic interacting
residues

Tax-TH -9.8 1 Asp 455 2.98 Phe 407, Pro 355, Pro
357, Leu 324, Trp 402,
His 361, Phe 330 and
Tyr 401

Tax-MAO -7.8 1 Tyr 441 2.90 Gly 67, Tyr 407, Phe 352,
Ile 180, Gln 215, Leu
337, Phe 208, Met 350,
Ile 335 and Thr 336

Tax-GS -9.0 7 His 253, Arg 340,
Ser 320, Ala 321,
Arg 299, Asn 248
and Lys 241

3.19 (2.92),
2.77, 3.13,
2.92, 3.25,
2.97 and
2.89

Trp 247, Gly 249, Arg
329 and Ser 307

Tax-
Na+/K+-
ATPase

-7.7 4 Thr 804, Glu 915,
Lys 912 and Asp
891

3.10,
3.18(2.96),
2.80 and
2.76

Phe 790, Phe 793, Ile
322, Asn 129, Ile 325,
Asp 128, Leu 132 and
Leu 800

Tax-TH: Taxifolin-Tyrosine hydroxylase complex; Tax-MAO: Taxifolin-Monoamine oxidase complex;
Tax-GS: Taxifolin-Glutamine synthetase complex; Tax-Na+/K+-ATPase: Taxifolin-Na+/K+-ATPase
complex.

4. Discussion
In this study, taxifolin increased mitochondrial complex I and Na+K+ ATPase activities, mitigated LDH
activity and modulated neurotransmitter dysregulation. The oxidative stress evoked by rotenone
intoxication was reduced by taxifolin in the hippocampus and cortex of the brain of rotenone-toxified rats.
The involvement of hydrogen bond and hydrophobic interactions was notably documented as the two
key molecular interaction between taxifolin and the targeted enzymes. The mechanism by which taxifolin
exerted its therapeutic efficacy against rotenone neurotoxicity includes anti-oxidative, anti-inflammatory
and, mitochondrial and neurotransmitter modulatory ability.

Polyphenols including taxifolin is able to perform their pharmacological and immunomodulatory activity
due to their ability to donate electrons and hydrogen atoms by the functional groups in their structure
(Procházková et al. 2011; Sandoval-Avila et al. 2019), for example, degree of hydroxylation of ring B and
unsaturation degree of C2 and C3 double bond in the C-ring, are two structural features attributed to their
beneficial role in combating brain injury (Wang et al. 2018). The biological activities of phytochemicals
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has been demonstrated to depend upon their bio-accessibility and bioavailability in the brain in other to
be an effective anti-inflammatory agent (Phan et al. 2018).

Rotenone, an inhibitor of complex I enzyme of the electron transport chain (ETC), has been reported to
cause free-radical dependent oxidative injury and neurochemical dysfunction (Khadrawy et al. 2017).
This study showed decrease in hippocampal and cortical complex I activity in rotenone-toxified rats. This
results in mitochondrial dysfunction, caused bioenergetic defect and lead to cascade of pathologies that
is ensued in rotenone neurotoxicity. The ameliorated activity of complex I by taxifolin in the present study
may have a mitigating effect on other deleterious mechanism that rotenone intoxication may have
elicited. Na+K+ ATPase is responsible for the generation of neuronal membrane potential through active
efflux of Na+ and influx of K+ in the neuron. Na+K+ ATPase is an active enzyme that performs its activity
through phosphorylation by ATP and thus, maintains neuronal excitability (de Lores Arnaiz and Ordieres
2014). Also, Na+/K+ ATPase is implicated in metabolic energy production and in the uptake, storage, and
metabolism of neurotransmitters (Carageorgiou et al. 2007). Therefore, dysfunction in the activity of
complex I that results to insufficient generation of ATP attenuated the activity of Na+K+ ATPase which
was observed in the hippocampus and cortex of rotenone-toxified rats in this study.

Taxifolin was able to assuage this anomaly in rotenone-toxified rats. Furthermore, LDH activity has been
employed as of cell membrane integrity indicator and to assess cell death in rotenone neurotoxicity
(Elmazoglu et al. 2018). Incomplete oxidation of glucose is a metabolic consequence of complex I
inhibition by rotenone and this subsequently caused lactic acid accumulation, as observed when LDH
activity increased in this study. Mitochondrial dysfunction may consequently result to rotenone-induced
cell death. In this study, hippocampal and cortical metabolic alterations as a consequence of rotenone
intoxication was mitigated by taxifolin as revealed by decrease in LDH activity.

Dysregulation of dopamine metabolism was documented in the hippocampus and cortex region of brain
in this study as a result of rotenone intoxication. Dysfunction of dopaminergic neuron or decrease in
dopamine level causes motor (movement) disorder and depressive-like behavior of rats that are
characteristics of neurodegenerative diseases. TH catalyzed the biosynthesis of L-DOPA (a precursor of
dopamine) in a rate-limiting reaction in the brain. The level of L-DOPA is proportional to the concentration
of dopamine availability in brain cells. Reports have demonstrated the role of TH in the pathogenesis of
PD and other brain injury (Nakashima et al. 2013; Saliu et al. 2020). Also, dopamine can be deaminated
by MAO to form catecholaldehyde and 3,4-dihydroxyphenylacetaldehyde, a cytotoxic intermediate which
is can exacerbate neuronal injury (Goldstein et al. 2015).

In this study, taxifolin was able to alleviate dysfunction in dopamine metabolism, which result in
increased dopamine bioavailability in the hippocampus and cortex of brain of rotenone-toxified rats.
Acetylcholine is the main molecule in cholinergic system that is important in motor control and also,
regulates cognitive functions. Neurotransmission in cholinergic system is terminated by AChE by
hydrolyzing acetylcholine to actetate and choline. Decrease in AChE activity is observed in the
hippocampus and cortex of the brain of rotenone-toxified rats in the present study and inhibition of AChE
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activity has been reported to aggravate motor dysfunction in rotenone neurotoxicity (Abdel-Salam et al.
2014). Increase in hippocampal and cortical AChE activity by taxifolin could assuage motor, cognitive
and memory impairment induced by rotenone toxicity.

It has been reported that mitochondrial dysfunction and excitotoxicity play an important role in the
pathogenesis of rotenone-induced neurotoxicity. The mitochondrial dysfunction is induced by the
inhibition of mitochondrial complexes I and predisposes motor neurons to ionotropic glutamate receptor-
mediated excitotoxicity which ultimately caused death of motor neuron (Kanki et al. 2004). Glutamate
excitotoxicity was evident in rotenone-toxified rats in this study. In metabolizing cell, GDH metabolizes
glutamate to α-ketoglutarate while GS caused amidation of glutamate to glutamine with simultaneous
hydrolysis of ATP. Excess glutamate in the cell is biochemically recycled in this manner to prevent
accumulation of neurotoxic glutamate (excitotoxicity). Taxifolin markedly modulates the activity of GS
and GDH in the hippocampus and cortex of rotenone-induced neurotoxicity in the present study. The
action of taxifolin to mitigate oxidative stress and alleviate mitochondrial dysfunction may also enhance
the activity of GS and GDH to attenuate glutamate excitotoxicity in taxifolin post-treated rats.

Oxidative stress has been demonstrated as a major pathology in neurotoxicity induced by rotenone. In
rodents, subcutaneous exposure to rotenone increase the generation of reactive oxygen species in many
brain regions such as cortex, hippocampus and striatum (Abdel-Salam et al 2013; Farombi et al. 2019).
Glutathione is an endogenous non-enzymic antioxidant, which in its reduced form (GSH) along with other
antioxidants, scavenge free radicals and protects the cells from oxidative injury, as well as maintains
reduced intracellular homeostasis. Superoxides are free radical oxygen species that are produced
constantly by metabolizing cells, especially in the brain and could turn reactive species when it is
overwhelmingly produced and then caused oxidative stress. Superoxide dismutase catalyses the
dismutation of the superoxide radicals into water and hydrogen peroxide, a non-radical reactive oxygen
species while the hydrogen peroxide is further reduced by GPx and catalase into water and oxygen
(Garcia-Sánchez et al. 2020; Hasanuzzaman et al. 2020).

Oxidative stress generated during rotenone intoxication as observed in this study could arise from
metabolic consequence of mitochondrial dysfunction and incomplete glucose oxidation. More hydrogen
peroxide is also produced when purines are been broke down to uric acid in the cell by XO (Cristiana et al.,
2014). The free radical produced leads to oxidative damage that caused protein carbonylation and
consequently attacks membrane lipid.

Increment in NO level as seen in this study has been linked to altered neural development through reactive
nitrogen species activation. Peroxynitrite, a potent oxidant, formed from the interaction between NO and
superoxide modified proteins, lipids and DNA (Korhonen et al. 2005), this may be responsible for the
increase in hippocampal and cortical protein carbonyl level and extent of lipid peroxidation, as well as
increased NO level observed in this study. The abundance of polyunsaturated fatty acids, oxygen
utilization, and high metabolic activity of the brain makes it susceptible to oxidative stress and a range of
cellular dysfunctions (Akinmoladun et al., 2019). Also, oxidative stress can trigger the expression of
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molecules that are involved in inflammatory pathology (Hussain et al., 2016), which is evidently seen in
increase activity of MPO in this study.

The neurotoxic effect of rotenone on generating oxidative stress in the hippocampal and cortical region
were markedly attenuated by taxifolin via restoration of level and activity of antioxidants (enzymic and
non-enzymic), reduction of Fe (III) to Fe (II), scavenge reactive oxygen and nitrogen species and decrease
NO level with consequent reduction in protein carbonylation and lipid peroxidation. Our study
corroborated with other studies that reported the neuroprotective effect of taxifolin against diseases via
attenuating oxidative injury (Tanka et al. 2019; Inoue et al. 2019). Taxifolin has been demonstrated to
have anti-inflammatory property by scavenging reactive nitrogen species claimed to have elicited
increased MPO activity (Rasak et al. 2018).

In the present study, the targeted enzymes selected for molecular docking simulation are enzymes
involved in metabolism of neurotransmitters (TH and MAO for dopamine metabolism and GS for
glutamate metabolism) and maintenance of membrane ionic gradient (Na+/K+-ATPase). Dysfunction in
the activity of these enzymes will cause dysregulation in neurotransmission and may ultimately leads to
behavioral deficits. Interestingly, the binding energies from the molecular docking simulation in this study
revealed that taxifolin effectively interacted with the targeted enzymes and thus modulated the activities
of these enzymes. The non-covalent interactions (hydrogen bond and hydrophobic interaction) are the
intermolecular forces that are crucial in the stability of ligand-protein complex (Ogunwa and Ayenitaju
2017; Stojanovi and Zari 2009) and also could be involved in the high binding energy values of the
ligands (Mohapatra et al. 2015; Umar et al. 2020) observed in our current findings.

In conclusion, taxifolin exert therapeutic effect against metabolic and neurochemical modification in
rotenone-induced neurotoxicity in rats via anti-oxidative, as well as mitochondrial and neurotransmitter
modulatory activity, which is strongly supported by molecular docking and interaction of taxifolin with
dopamine and glutamate metabolizing enzyme as well as Na+/K+-ATPase. Noteworthily, the potentiality
of taxifolin to exhibit the therapeutic activity highlighted in this study is associated to its structural
features, such as its catechol structure in the B ring, saturated C2 and C3 bond in conjugation with a 4-oxo
function in the C ring provides electron delocalization from the B ring and hydroxyl groups at positions 3
and 5 provides hydrogen bonding to the oxo group, thereby, cementing the notion of structure-function
activity of flavonoids.
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Figures

Figure 1

Chemical structure depiction of taxifolin (PubChem ID: 439533)
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Figure 2

Effect of taxifolin on mitochondrial and neurochemical dysfunction in the hippocampal and cortical
regions of brain of rotenone-toxified rats. (a) Complex I (NADH:Ubiquinone oxidoreductase) activity; (b)
Na+/K+ ATPase activity; (c) lactate dehydrogenase (LDH) activity. Data are reported as mean ± standard
deviation of the mean (SD) of twelve animals per group (one-way analysis of variance/Tukey’s test). Bars
with letter ‘a’ are significantly different at p < 0.0001 vs control. Bars with letter ‘b and c’ are significantly
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different at p < 0.0001 and p < 0.001 vs rotenone, respectively. Control: rats only received corn oil as
vehicle; Rotenone: rats administered with rotenone for 10 days; ROT + TAX (0.25, 0.5, 1.0 mg/kg): rats
administered with rotenone for 10 days followed by 3-days post-treatment with taxifolin (0.25, 0.5, 1.0
mg/kg); ROT: Rotenone

Figure 3
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Effect of taxifolin on dopamine metabolism in the cortical and hippocampal region of brain of rotenone-
toxified rats. (a) Tyrosine hydroxylase (TH) activity; (b) Monoamine oxidase (MAO) activity; (c) Dopamine
level. Data are reported as mean ± standard deviation of the mean (SD) of twelve animals per group (one-
way analysis of variance/Tukey’s test). Bars with letter ‘a’ are significantly different p < 0.0001 vs control.
Bars with letter ‘b’ and ‘e’ are significantly different at p < 0.0001 and p < 0.05 vs rotenone, respectively.
Control: rats only received corn oil as vehicle; Rotenone: rats administered with rotenone for 10 days; ROT
+ TAX (0.25, 0.5, 1.0 mg/kg): rats administered with rotenone for 10 days followed by 3-days post-
treatment with taxifolin (0.25, 0.5, 1.0 mg/kg); ROT: Rotenone

Figure 4

Effect of taxifolin on acetylcholinesterase (AChE) activity in the cortical and hippocampal region of brain
of rotenone-toxified rats. Data are reported as mean ± standard deviation of the mean (SD) of twelve
animals per group (one-way analysis of variance/Tukey’s test). Bars with letter ‘a’ are significantly
different at p < 0.0001 vs control. Bars with letter ‘b and c’ are significantly different at p < 0.0001 and p <
0.001 vs rotenone, respectively. Control: rats only received corn oil as vehicle; Rotenone: rats administered
with rotenone for 10 days; ROT + TAX (0.25, 0.5, 1.0 mg/kg): rats administered with rotenone for 10 days
followed by 3-days post-treatment with taxifolin (0.25, 0.5, 1.0 mg/kg); ROT: Rotenone
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Figure 5

Effect of taxifolin on glutamate clearance in the cortical and hippocampal region of brain of rotenone-
toxified rats. (a) Glutamate dehydrogenase (GDH) activity; (b) Glutamine synthetase (GS) activity. Data
are reported as mean ± standard deviation of the mean (SD) of twelve animals per group (one-way
analysis of variance/Tukey’s test). Bars with letter ‘a’ are significantly different at p < 0.0001 vs control.
Bars with letter ‘b’ are significantly different at p < 0.0001 vs rotenone. Control: rats only received corn oil
as vehicle; Rotenone: rats administered with rotenone for 10 days; ROT + TAX (0.25, 0.5, 1.0 mg/kg): rats
administered with rotenone for 10 days followed by 3-days post-treatment with taxifolin (0.25, 0.5, 1.0
mg/kg); ROT: Rotenone



Page 27/30

Figure 6

Effect of taxifolin on oxidative stress markers in the cortical and hippocampal region of brain of
rotenone-toxified rats. (a) Reduced glutathione (GSH) activity; (b) Glutathione peroxidase (GPx) activity;
(c) Superoxide dismutase (SOD) activity; (d) Catalase activity; (e) Ferric reducing antioxidant power
(FRAP) level; (f) Protein carbonyl level; (g) Lipid peroxidation (TBARS); (h) Nitric oxide (NO) level. (i)
Xanthine oxidase (XO) activity. Data are reported as mean ± standard deviation of the mean (SD) of



Page 28/30

twelve animals per group (one-way analysis of variance/Tukey’s test). Bars with letter ‘a’ are significantly
different p < 0.0001 vs control. Bars with letter ‘b’ and ‘e’ are significantly different at p < 0.0001 and p <
0.05 vs rotenone, respectively. Control: rats only received corn oil as vehicle; Rotenone: rats administered
with rotenone for 10 days; ROT + TAX (0.25, 0.5, 1.0 mg/kg): rats administered with rotenone for 10 days
followed by 3-days post-treatment with taxifolin (0.25, 0.5, 1.0 mg/kg); ROT: Rotenone.

Figure 7

Effect of taxifolin on myeloperoxidase (MPO) activity in the cortical and hippocampal region of brain of
rotenone-toxified rats. Data are reported as mean ± standard deviation of the mean (SD) of twelve
animals per group (one-way analysis of variance/Tukey’s test). Bars with letter ‘a’ are significantly
different p < 0.0001 vs control. Bars with letter ‘b’ are significantly different at p < 0.0001 vs rotenone.
Control: rats only received corn oil as vehicle; Rotenone: rats administered with rotenone for 10 days; ROT
+ TAX (0.25, 0.5, 1.0 mg/kg): rats administered with rotenone for 10 days followed by 3-days post-
treatment with taxifolin (0.25, 0.5, 1.0 mg/kg); ROT: Rotenone
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Figure 8

Binding conformation (3D) of taxifolin when docked with some selected enzymes linked to neurotoxicity.
(a) Tax-TH complex, TH (brown cartoon) with taxifolin (green) bind to its active site domain and 2D
molecular interaction of taxifolin with amino acid residues that reside within the catalytic domain of TH;
(b) Tax-MAO complex, MAO (gold cartoon) with taxifolin (green) bind to its active site domain and 2D
molecular interaction of taxifolin with amino acid residues that reside within the catalytic domain of
MAO; (c) Tax-GS complex, GS (cyan cartoon) with taxifolin (blue) bind to its active site domain and 2D
molecular interaction of taxifolin with amino acid residues that reside within the catalytic domain of GS;
(d) Tax- Na+/K+ ATPase complex, Na+/K+ ATPase (purple cartoon) with taxifolin (gold) bind to its active
site domain and 2D molecular interaction of taxifolin with amino acid residues that reside within the
catalytic domain of Na+/K+ ATPase. Green dashes and red curved spikes in the 2D plots represent
hydrogen bonds and hydrophobic interactions, respectively. The molecular docking experiment was
executed using auto dock vina, PyMOL and LigPlot software.
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