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Atrticle Info Abstract

Article type: Objective: Liver, as an organ, is predominantly responsible for the metabolism of drugs, alcohol, and

Research Article foreign chemicals; hence, it is vulnerable to injury that may result in different liver diseases. The protective
effect of Chromolaena odorata (L.) R.M. King & H. Rob. aqueous leaf extract against Methotrexate-

) ) induced hepatotoxicity in male wistar rats was investigated.
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Material and Methods: 24 male rats were divided into four groups of 6. Group one received normal saline
only and served as control while group two received 200mg/kg Ch. odorata aqueous extract daily for ten
consecutive days. Group three received intraperitoneally, a single dose of 20mg/kg Methotrexate on the
ninth day of treatment while group four received 200mg/kg Ch. Odorata aqueous extract for ten
consecutive days and a single dose of 20mg/kg Methotrexate intraperitoneally on ninth day of the study.
Results: Results showed that Methotrexate-induced hepatotoxicity decreased liver synthetic molecules
(Total Protein and Albumin); decreased endogenous antioxidants (Catalase and Superoxide dismutase);
increased liver function enzymes (Alanine aminotransferase and Aspartate aminotransferase), and
increased lipid peroxidation (Malondialdehyde). Corroborating biochemical assessment, Histopathological
analysis of untreated Methotrexate rats showed liver sections with focal necrosis, dilation and congestion
of central vein and portal vein whereas aqueous leaf extract of Ch. odorata reduced the degree of lesions
with seen improvement and reduction of hepatocytes degeneration.

Conclusion: Thus, Ch. odorata (L.) offered protection to the liver from damage caused by Methotrexate
attributable to its active bioactive agents including flavonoids which scavenges free radicals, enhanced the

antioxidant status and protected against oxidative damage and oxidative stress.
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Introduction

Liver is the most important organ
predominantly responsible for the metabolism of
drugs, alcohol, and foreign chemicals; hence, it is
vulnerable to injury that results in different liver
diseases such as hepatitis, fulminant hepatitis,
cirrhosis, and hepatocellular carcinoma. Drug
induced liver injury is responsible for 5% of all
hospital admissions and 50% of all acute liver
failures [1]. Toxicity of Methotrexate (MTX), a folic
acid antagonist, commonly used as a cytotoxic agent
in the treatment of leukemia and other malignancies
as well as in the inflammation diseases such as
psoriasis and rheumatoid arthritis [2-3] seems to
relate to the generation of reactive oxygen species
(ROS) [3-4].

Following reported Methotrexate toxicities,
search for agents has become imperative including
medicinal plants and their formulations. Different
plant parts have been used for ages for several
purposes ranging from food to medicine and herbal
medicine practitioners and most locals use different
plant parts for therapeutic purposes [5].
Chromolaena odorata (L.) RM. King & H.Rob.
known locally in Nigeria through many common
names as Awolowo, siam weed, Elizabeth weed,
obirakara, olorohuru and independence weed [6]
has been popularized by its effective wound healing
property. Ch. odorata therapy against dysentery,
diabetes, skin diseases diarrhoea, malaria fever,
tooth ache and colitis has been well reported [7, 8].
Usunobun and Ewere [19] established in Ch.
Odorata leaves, the presence of bioactive agents
including flavonoids, saponins, alkaloids, tannins;
minerals such as calcium, sodium, potassium,
magnesium, zinc, iron etc as well as its in vitro
antioxidant property. We designed this study to
investigate the protective effect of Ch. Odorata
aqueous leaf extract against Methotrexate-induced
hepatotoxicity in rats, pointing to the plant ability to
scavenge free radicals, suppress oxidative stress and

enhance antioxidant status.

Materials and Methods

Chemicals and Reagents

Methotrexate (liquid), 50 mg (Zuvius Life
Sciences, India) was purchased from MEDVALIK
Pharmaceuticals Limited, Lagos, Nigeria. All
reagents used were of analytical grade and had the
highest purity.

Collection and identification of Plant

material

Fresh leaves of Ch. odorata were collected from
within the locality of Iyamho community, Uzairue,
in Etsako West Local Government Area of Edo State,
Nigeria and taxonomically authenticated at the
Department of Plant Biology and Biotechnology
Herbarium, Edo State University Uzairue, Edo State
Nigeria with voucher number EUH/00066.

Preparation and Extraction of plant

materials

The fresh leaves of Ch. odorata were thoroughly
rinsed and air-dried at room temperature for one
month, then pulverized, crushed into a fine powder
using an electric blender, and weighed with an
electric weighing balance. An aqueous extract of the
plant was prepared by soaking 1000g of the dried
powdered plant materials in 5 liters of double-
distilled water and then kept at room temperature
for 48 hours to ensure a thorough extraction process.
At the end of the 48 hours, the extracts were filtered
first through a Whatman filter paper No. 42
(125mm) and then cotton wool. The resultant
filtrate was concentrated using a rotary evaporator
set at 400C to one-tenth of its original volume and
then reduced to solid form using a water bath. The
solid residue (crude extract) was stored at 4oC.
Aliquot portions of the crude plant extract residue
were weighed and dissolved in normal saline on each

experiment day.

Experimental Animals and Design
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Twenty-four (24) male Wistar rats (180-210g) of
the species- Rattus norvegicus were purchased from
the animal house, Department of Zoology, Ambrose
Alli University, Ekpoma, Nigeria. The animals were
housed in a well-lit, adequately ventilated room
using a wood-gauze cage in the Animal house of the
Department of Biochemistry, Edo State University
Uzairue, Edo State. Standard environmental
conditions were used (12 hours light and 12 hours
dark) in acclimatizing the animals to the new
environment. Animals were fed with standard
laboratory pellets and given free access to water.

After acclimatization for seven days, the rats
were randomly distributed into the following groups
as follows: Group I: Served as a control and only
received normal saline orally once daily. Group II:
Rats were given aqueous extract of Ch. odorata at a
dose of 200 mg/kg orally once daily for ten days.
Group III: Rats were given Methotrexate
intraperitoneally at a single dose of 20 mg/kg on day
9 of the experiment. Group IV: Rats were given
aqueous extract of Ch. odorata (200 mg/kg) orally
once daily for ten days, and then Methotrexate
intraperitoneally at a single dose of 20 mg/kg on day
9 of the experiment. Methotrexate was injected
intraperitoneally at a single dose of 20 mg/kg [10].
Ch. odorata at a dose of 200mg/kg was based on
study of [11]

At the end of the experiment after 24hrs of last
administration (day 11), the rats were anaesthetized
using chloroform, sacrificed and blood was collected
in plain tubes, allowed to stand for 45 minutes before
being centrifuged at 4000 rpm for 25 min to obtain
serum for analysis. The Serum was used for
determination of Aspartate Aminotransferase
(AST), Alanine transaminase (ALT), Albumin
(ALB), Total Bilirubin (TB) and Total protein (TP).

The liver were immediately excised, washed in
ice cold saline, weighted and a portion fixed in 10%
phosphate buffered formalin for histopathological
examination while the remaining portion were
stored at -200C for determination of oxidative stress

and endogenous enzymes. 10 % tissue homogenate

of Chromolaena odorata

of the stored liver tissues were prepared using

phosphate buffer solution at pH 7.34.

The homogenate was centrifuged at 5000 rpm
for 15 minutes and a clear supernatant obtained
used for determining Superoxide Dismutase (SOD),
Malondialdehyde (MDA) and Catalase Activity
(CAT)

Ethical Approval

This study was approved by Ethics committee of
the Faculty of Basic Medical Sciences, Edo State
University Uzairue and the rats were humanely
treated in accordance with the guidelines for ethical
conduct in the care and use of nonhuman animals in

research [12].

Biochemical Parameters

Aspartate transaminase (AST) activity and
alanine transaminase (ALT) were determined using
the RANDOX Kit (Randox Laboratories Ltd,
County Antrim, UK) according to the
manufacturer’s instructions as described by [13].
Total bilirubin was determined using the RANDOX
Kit (Randox Laboratories Ltd, County Antrim, UK)
according to the manufacturer’s instructions by the
method of [14]. Total protein was determined using
the RANDOX Kit (Randox Laboratories Ltd,
County Antrim, UK) according to the
manufacturer’s instructions as described by [15].
Albumin was determined using the RANDOX Kit
(Randox Laboratories Ltd, County Antrim, UK)
according to the manufacturer’s instructions based
on the Bromocresol green (BCG) method as
described by [16]. Malondialdehyde (MDA) content
was determined by the methods of [17]. Superoxide
dismutase (SOD) and catalase (CAT) activities were
assayed as described by [18] and [19] respectively.

Histopathological Evaluation

Rats were sacrificed after and liver samples were
excised, washed with normal saline (0.9% NaCl).
The isolated livers were fixed in 10% buffered

formalin and were further processed for
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Statistical analysis

All the data in the treatment groups are
presented as mean + Standard error of the mean
(SEM) and statistical analysis was carried out using
statistical package (SPSS) version 20, Windows 10.
Mean values of the different treatment groups were
compared using one-way analysis of variance
(ANOVA), followed by Duncan multiple range post
hoc tests. The P<0.05 was considered statistically

significant.

Results
Effects of Ch. odorata aqueous leaf extract on
Biochemical parameters in Methotrexate-induced

wistar rats

The impact of Ch. odorata on serum ALT and
AST is presented in Table 1. Significant (p < 0.05)
increase in the activities of ALT and AST in group 3
was observed while upon treatment with the extract
of Ch. odorata, the enzymes’ activities were observed
to be significantly reduced towards normal levels as
seen in group group 4 in Table 1.

The result on synthetic molecules revealed that
Methotrexate significantly increased total bilirubin
and significantly decreased total protein and
albumin. However, at a dose of 200 mg/kg Ch.
odorata, there was decrease in total bilirubin and
increase in total protein and albumin towards the

control levels as shown in Table 1.

Table 1. Effects of Ch. odorata aqueous leaf extract on
Biochemical parameters in Methotrexate-induced
wistar rats

Treatment groups AST (U/L) ALT (U/L) TP (g/dl) ALB(g/d) Total Bilirubin
(mg/dl)

Control 39.01+2.30a 33.66%3.12a 9.14+0.4a 7.21£1.3a 2.06+0.17a

Ch. odorata (200 mg/kg) 41.09+2.73a 37.33+£2.06a 8.16+0.4a 6.58+0.9a 1.18+0.60a

Methotrexate (20 mg/kg) 132.05+4.13b 150.00+5.56b 2.17+0.1b 1.39+0.2b 27.61+5.75b

Ch. odorata (200 mg/kg) + 62.02+3.51c 78.33+4.01c 5.58+0.3c 4.42+0.3c 5.86+1.83c

Methotrexate (20 mg/kg

Data are presented as Mean + SEM, Values with
different super scripts down the column differ
significantly (p<0.05). AST: Aspartate
aminotransaminase; ALT: Alanine

aminotransferase; TP: Total Protein; ALB: Albumin.

Intraperitoneal injection of the animals with
Methotrexate without treatment with Ch. odorata as
seen in Table 2 resulted in significant (p <0.05)
increase in malondialdehyde (MDA) concentration

as compared to the other groups. However extract of

Ch. odorata administration mitigated the increased
MDA concentration towards the control group as
shown in Table 2. Also from our results, there was a
significant decline in the Superoxide Dismutase
(SOD), and Catalase (CAT) concentrations due to
Methotrexate administration as compared to the
control group. However, treatment with extract of
Ch. odorata significantly increased hepatic SOD and
CAT activities as compared to the untreated

Methotrexate-induced group as shown in Table 2.

Table 2. Effects of Ch. odorata aqueous leaf extract on lipid peroxidation and antioxidant enzymes of Liver in

Methotrexate-induced wistar rats

Treatment groups Liver SOD Liver CAT Liver MDA
(U/mg protein) (U/mg protein) (umol/mg protein)

Control 85.14+5.12* 3.45+0.19* 3.18+0.65"

Ch. odorata (200 mg/kg) 90.53+5.16° 2.95%0.22° 4.61+0.43°

Plant Biotechnology Persa Volume 4, Issue 2, 2022 | 15
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Methotrexate (20 mg/kg) 14.19+4.46°

Ch. odorata (200 mg/kg) + 41.46+4.81¢
Methotrexate (20 mg/kg)

0.54+0.23° 20.38+2.20°
1.26+0.34¢ 11.1342.16¢

Data are presented as Mean + SEM, Values with
different super scripts down the column differ
significantly (p<0.05). SOD: Superoxide Dismutase;
CAT: Catalase; MDA: Malondialdehyde

The result of histopathology examination shows
liver of the normal group and the group that
received 200 mg/kg Ch. odorata with normal
appearance of central vein, hepatocytes with well-
preserved cytoplasm and portal triad structures
(Figs 1 and 4). In untreated Methotrexate group,
liver sections as seen in Figs 2 and 3 showed focal
necrosis, fatty changes, widened sinusoidal spaces,
shrinked apoptotic cells, dilation and congestion of
central vein and portal vein; and inflammatory cells
infiltration. The liver section of rats that received Ch.
odorata and Methotrexate (Fig. 5) showed a great
degree of reduction in lesion with seen improvement
and reduction of hepatocytes degeneration and
sinusoidal dilatation as well as reduction of

inflammatory cell infiltration.

16 | Plant Biotechnology Persa Volume 4, Issue 2, 2022
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Fig. 1. Photomicrograph of liver of Control rats that
received normal saline showing normal liver
architecture. Figs. 2 and 3: Photomicrograph showing

shrinked apoptotic cells, focal necrosis, fatty change in
hepatocytes and sinusoidal lining cells, dilation and
congestion of central vein (cv) and portal vein; and
inflammatory cells infiltration. Fig. 4: Photomicrograph
of liver of rats that received only Ch. odorata
(200mg/kg) for ten consecutive days showing normal
liver architecture. Fig. 5: Photomicrograph liver of rats
given Ch. odorata for ten consecutive days and single
dose of 20mg/kg Methotrexate showing reduction in
the histopathological lesions.

Discussion

Studies have continued to show that bioactive
compounds from medicinal plants including Ch.
odorata are safe and an effective treatment option
for hepatic ailments [20]. From several studies,
antioxidants and anti-inflammatory agents of
medicinal plants are helpful and beneficial in
controlling the progression and development of liver
injury [21, 22]. Plants such as Chr. odorata have been
proven to have rich source of bioactive agents such
as flavonoids; minerals such as calcium, magnesium,
zinc etc [9]. The effect of Ch. odorata acqueous leaf
extract on Methotrexate induced liver damage was
investigated in this study.

Increase in Malondialdehyde (MDA) level is an
indication of enhanced lipid peroxidation, a peculiar
oxidative stress biomarker [23]. In this study, the
high level of MDA seen in the untreated
Methotrexate-induced group can be attributed to

inadequate  antioxidant defense and an

Usunobun Usunomena et

overproduction of Reactive oxygen species (ROS).
The high level of MDA in untreated Methotrexate-
induced group is an indication of formation of high
levels of free radicals that could not be tolerated by
the cellular antioxidant defense system. The high
level of MDA seen in untreated Methotrexate-
induced group in this study is similar to previous
toxicity studies of [24, 25, 26, 27, 28]. However,
administration of Ch. odorata to Methotrexate
treated rats greatly reversed the increased MDA
contents towards the control level, an indication that
Ch. odorata help in scavenging and quenching free
radicals, thus offer protection of membrane lipids
from oxidative damage and oxidative stress.

It is well known that endogenous antioxidative
enzymes such as superoxide dismutase (SOD) and
catalase (CAT) offers protection to the liver against
oxidative damage [29] because they convert reactive
oxygen species (ROS) into stable molecules such as
water and O; [30]. As seen this study, untreated
Methotrexate-induced group had a significant
decline in SOD and CAT compared to other groups.
The decrease in the activities of SOD and CAT may
be due to their inhibition and/or damage by
Methotrexate or due to their consumption and/or
excessive activity against free radicals and oxidative
stress during the breakdown of high level H,O, and
other ROS, which forms inside the hepatic cells
during methotrexate metabolism. On the other
hand, treatment of the rats with Ch. odorata and
Methotrexate administration significantly increased
the activities of hepatic SOD and CAT activities, an
indication that Ch. odorata has the potential to
protect liver damage caused by methotrexate-
induced oxidative stress through enhancing
activities of antioxidant enzymes.

Serum ALT and AST levels are the preferred
indicators for hepatic function evaluation. In this
study, the high level of AST and ALT seen in
untreated Methotrexate-induced group is an
indication of hepatocellular damage and plasma
membrane rupture which resulted in the release of

ALT and AST, which are intracellular enzymes into
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the systemic circulation. Due to the Methotrexate-
induced free radical-mediated destruction and
increased permeability of the cellular membrane
structure, high levels of ALT and AST enzymes
move into the bloodstream. However, the decrease
seen in ALT and AST following Ch. odorata
administration to rats given Methotrexate
demonstrates a potential ability of Ch. odorata to
abrogate liver damage by a mechanism involving
membrane integrity restoration via its antioxidant
property. The increase in AST and ALT following
Methotrexate administration and the attenuation by
Ch. odorata is in agreement with previous related
studies of [24, 31, 32, 25, 26, 27, 28].

Protein synthesis changes are one of the most
common responses to cellular damage, thus making
measuring the amount of protein to indicate amount
of cell damage [33]. Elevated serum total bilirubin
levels as seen in this study may be caused by release
of unconjugated or conjugated bilirubin from
injured hepatocytes [34]. The liver is the exclusive
site of synthesis of Albumin and serum Albumin
serves as a true test of hepatic synthetic function
[34], thus the great decrease seen in albumin in this
study following Methotrexate injection shows loss of
liver synthetic function and possible compromise in
liver synthetic capacity. Given that most of the
proteins are synthesized in the liver, total protein
and albumin reduction as seen in this study
following Methotrexate injection in blood may be
related to liver impairment similar to previous
works of [24, 26, 35]. The shown significant
elevation of serum AST, ALT, and total bilirubin
levels as well as decrease in total protein and
albumin levels in untreated Methotrexate-induced
group are indicators of hepatocyte dysfunction,
hepatic structural damage, cellular leakage and loss
of functional integrity of the liver cell membrane.
However, results from this study showed that Ch.
odorata aqueous leaf extract decreased total

bilirubin, AST, ALT and significantly raised serum
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