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Te medicinal plant Chromolaena odorata is traditionally used by people living in diferent communities of Nepal and the globe
against diabetes, soft tissue wounds, skin infections, diarrhea, malaria, and several other infectious diseases. Te present study
focuses on the qualitative and quantitative phytochemical analyses and antioxidant, antidiabetic, antibacterial, and toxicity of the
plant for assessing its pharmacological potential. Te extracts of fowers, leaves, and stems were prepared using methanol and
distilled water as the extracting solvents. Total phenolic content (TPC) and total favonoid content (TFC) were estimated by using
the Folin–Ciocalteu phenol reagent method and the aluminum chloride colorimetric method. Antioxidant and antidiabetic
activities were assessed using the DPPH assay and α-glucosidase inhibition assay. A brine shrimp assay was performed to study the
toxicity, and the antibacterial activity test was performed by the agar well difusion method. Phytochemical analysis revealed the
presence of phenols, favonoids, quinones, terpenoids, and coumarins as secondary metabolites. Te methanol extract of leaves
and fowers displayed the highest phenolic and favonoid content with 182.26± 1.99mg GAE/g, 128.57± 7.62mg QE/g and
172.65± 0.48mgGAE/g, 121.74± 7.06mgQE/g, respectively.Te crude extracts showed the highest DPPH free radical scavenging
activity with half maximal inhibitory concentration (IC50) of 32.81± 5.26 µg/mL and 41.00± 1.10 µg/mL, respectively. Te
methanol extract of the leaves was found to be efective against bacterial strains such as K. pneumoniae (ZOI = 9.67± 0.32mm),
B. subtilis (ZOI = 15.00± 0mm), and E. coli (7.3± 0.32mm). Te methanol extract of the fowers showed the most α-glucosidase
inhibitory activity (IC50 227.63± 11.38 µg/mL), followed by the methanol extract of leaves (IC50 249.50± 0.97 µg/mL). Te
aqueous extract of the fowers showed the toxic efect with LC50 107.31± 49.04 µg/mL against the brine shrimp nauplii. In
conclusion, C. odorata was found to be a rich source of plant secondary metabolites such as phenolics and favonoids with
potential efects against bacterial infection, diabetes, and oxidative stress in humans. Te toxicity study showed that the aqueous
extract of fowers possesses pharmacological activities. Tis study supports the traditional use of the plant against infectious
diseases and diabetes and provides some scientifc validation.

1. Introduction

Diabetes mellitus is a chronic disease caused due to meta-
bolic disorder and is noticed by the high blood sugar in the
human body. It is a global health problem afecting an es-
timated 536.6 million people worldwide as mentioned by the
International Diabetes Federation [1]. Type 1 diabetes is
caused by immune-associated destruction of pancreatic beta
cells, whereas type 2 diabetes results from beta cell dys-
function and insulin resistance [2]. It can lead to cardio-
vascular and microvascular complications such as

retinopathy, neuropathy, and nephropathy [3]. Studies have
reported hyperglycemia-associated production of high levels
of reactive oxygen species that ultimately leads to vascular
damage [4]. Diabetes can be managed by insulin injection,
changes in lifestyle, diet, and medication. Te synthetic
antidiabetic drugs available in the modern world are causing
several side efects besides lowering the blood glucose level in
human beings. Hence, the search of plant-based natural
antidiabetic drug candidates or drugs is an urgent need in
modern research. Te natural compounds isolated from the
plants such as apigenin, curcumin, naringenin, and
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resveratrol exhibit antihyperglycemic activities showing
least side efects with high efcacy [5].

Reactive oxygen species (ROS) including superoxide
anion radicals, hydrogen peroxide, and hydroxyl radicals are
produced in mitochondria during aerobic respiration [6].
Tey can cause structural damage to DNA, protein, car-
bohydrates, lipids, and enzymes that lead to infammation,
age-related cancer, and neurodegeneration [7]. Various
enzymatic and nonenzymatic antioxidants neutralize re-
active oxygen species and protect our bodies from oxidative
damage. Primary and secondary plant metabolites such as
vitamin C, vitamin E, polyphenols, favonoids, and carot-
enoids play a signifcant role as natural antioxidants [8]. Te
rise of multidrug-resistant bacteria that are resistant to al-
most all available antibiotics has resulted in the need to fnd
noble antimicrobial compounds [9]. Plant secondary me-
tabolites such as polyphenols, alkaloids, terpenoids, cou-
marins, and essential oils display signifcant antimicrobial
activity [10]. Tus, medicinal plants may act as sources of
compounds with therapeutic potential [10]. Te study of
toxicity in plants can be carried out by the brine shrimp
lethality assay which is a cheap, simple, and efective method
to report toxic bioactive compounds. In this way, plant
secondarymetabolites pose a variety of medicinal properties.
Plant-based medicine makes up about 25% of the global
market in modern medicinal practices. Hence, there is
a need for an extensive study into medicinal plants and the
incorporation of traditional knowledge with modern science
in a country like Nepal which is rich in medicinal plants.

Chromolaena odorata (L.) King and Robinson (also
Eupatorium odoratum) is a weedy shrub that belongs to the
Asteraceae family. It is native to Central and South America
and found in most of the tropical and subtropical habitats
around the world including Asia, Africa, and Australia
[11, 12]. C. odorata is a rapidly growing, scrambling, pe-
rennial shrub. Its leaf and fower give of a pungent odor
upon being crushed. Despite being an invasive species that
can potentially cause harm to local vegetation,C. odorata has
some benefcial efects in the area of agriculture and med-
icine [13]. From a previous study, it has been reported that
the plant is used in the treatment of wounds, skin infections,
malaria, diarrhea, cough, and diabetes [14–16]. It has also
been found that the plant shows anti-infammatory, anti-
pyretic, analgesic, antimicrobial, antioxidant, anti-
hyperglycemic, cytotoxic, and antispasmodic properties
[17]. Te present study focuses on qualitative phytochemical
analysis, estimation of phenolic and favonoid contents,
antioxidant, antidiabetic, and antibacterial activities, and
toxicity of the methanol and aqueous plant extracts. To the
best of our knowledge, this is the frst report on this plant
which is growing in the western part of Nepal (Figure 1).

2. Materials and Methods

2.1. Plant Collection, Identifcation, and Extract Preparation.
Te fowers, leaves, and stems of C. odorata were harvested
from the Kaski district of Nepal in September 2021. Te
herbarium of the plant was submitted to the Central De-
partment of Botany, Tribhuvan University, Kathmandu,

Nepal, for identifcation of the plant. Te identifcation
number was TUCH21052. Te harvested plant materials
were cleaned, shade-dried, and ground. 300 g of each plant
powder was kept in the conical fasks in which 500mL of
methanol was added in one conical fask, whereas the same
amount of distilled water was added to another conical fask
as the extracting solvent.Te fasks were kept for percolation
with continuous shaking. After 24 hours, the contents of the
conical fask with distilled water were fltered using a clean
muslin cloth. Te residue was resuspended in the same
conical fask with some additional distilled water. Te fltrate
was again fltered using Whatman flter paper 1 and con-
centrated in a rotatory evaporator at 40°C. Te same process
was repeated three times for the complete extraction of the
water-soluble metabolites. A similar process was carried out for
methanol solvent at intervals of 72, 48, and 24hours.Te crude
aqueous and methanol extracts were stored at 4°C to proceed
with the biological study and chemical analysis (Table 1).

2.2. Phytochemical Analysis. Te qualitative preliminary
phytochemical analysis of the plant extract was performed
by adopting standard protocols [19, 20].

2.2.1. Alkaloids. Te plant extract (5mL) was concentrated
to yield a residue.Tus, the obtained residue was dissolved in
1.5mL of 2% (v/v) HCl. 3 drops of Meyer’s reagent were
added. Te appearance of a white precipitate indicates the
presence of alkaloids.

2.2.2. Phenols. Te plant extract was mixed with 2mL of 2%
FeCl3 solution. Te formation of blue-green or black col-
oration indicates the presence of phenols.

2.2.3. Flavonoids. Te plant extract was mixed with a few
pieces of magnesium ribbon, and then, conc. HCl was added
in a dropwise manner. Te formation of a pink scarlet color
after a few minutes indicates the presence of favonoids.

2.2.4. Tannins. 2mL of 5% FeCl3 was added to 2mL of plant
extract. Te formation of a yellow or brown precipitate
indicates the presence of tannins.

2.2.5. Reducing Sugars. 0.5 g of plant extract was added to
2.5mL of Benedict’s solution taken in a test tube and then
warmed in a hot waterbath for about 5minutes. Te for-
mation of green/red or yellow coloration indicates the
presence of reducing sugar.

2.2.6. Saponins. Te plant extract was mixed with 5mL of
distilled water and then shaken vigorously. Te formation of
stable foam indicates the presence of saponins.

2.2.7. Coumarins. A single pellet of KOH was dissolved in
1mL of ethanol. Ten, 1mL of extract solution was added.
Te formation of precipitates indicates the presence of
coumarins.
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2.2.8. Terpenoids. A small amount of plant extract was
dissolved in chloroform, and an equal volume of conc.
H2SO4 was added. Te formation of a brown ring at the
junction of two liquids indicates the presence of terpenoids.

2.2.9. Quinones. 1mL of conc. H2SO4 was added to 1mL of
plant extract solution and then observed for the formation of
red coloration.

2.2.10. Sterols. 2mL of methanol extract of the plant was
mixed with chloroform followed by adding 1-2mL of acetic
anhydride. 1 or 2 drops of conc. H2SO4 was added from the
side of the test tube. An array of red, blue, and green colors
indicates the presence of sterols.

2.2.11. Glycosides. 2mL of glacial acetic acid and one drop
each of 5% FeCl3 and conc. H2SO4 were added to 5mL of
plant extract. Te formation of a brown ring indicates the
presence of glycosides.

2.2.12. Proteins. Te plant extract was mixed with 2mL of
Millon’s reagent.Te formation of awhite precipitate that turns
red on gentle heating indicates the presence of proteins.

2.3.TotalPhenolicContent (TPC). Te total phenolic content
of plant extracts was measured by using the Folin–Ciocalteu
phenol (FCR) reagent method with slight modifcations [21].
A set of gallic acid solutions with concentrations 10, 20, 30,
40, 50, 60, 70, 80, 90, and 100 µg/mL in methanol and 5mg/
mL plant extract solution in 50% DMSO were prepared.
20 µL each of gallic acid and diferent plant extract solutions
were flled in diferent bores of a 96-well plate in triplicates.
100 µL of FCR (1 :10 v/v diluted with distilled water) and
80 µL of Na2CO3 (1M) were added to each bore. Te re-
action mixture was placed in the dark for 25minutes, and
then, absorbance was measured at 760 nm by using
a microplate reader (SYNERGYILX, BioTek Instruments.
Inc., USA). A standard calibration curve was constructed
using the absorbance against the diferent concentrations of
gallic acid. TPC of plant extracts was calculated using the
standard calibration curve and expressed in terms of mil-
ligrams of gallic acid equivalent per gram dry weight of plant
extract (mg GAE/g).

2.4. Total Flavonoid Content (TFC). Te total favonoid
content of the plant extract was measured by using the
aluminum chloride colorimetric method with slight changes

Fresh plant sample collected
from the study area

Making herbarium of the plant Drying plant sample

Collection of sample volume Google map showing the sample collected region

Figure 1: Photographs of plant samples collected from the study area.

Table 1: Voucher number, plant parts used, and the traditional medicinal uses.

Name of the plant Identifcation
no. Altitude/plant growing Plant

parts Traditional uses

Chromolaena
odorata TUCH21052 Altitude 620m, coordinates 28° 06′ 22″ N, 84° 05′

13″ E

Flower Wounds and skin infections [14]
Stem Leech bites [18]

Leaf
Diabetes and soft tissue wounds

[15]
Diarrhoea and malaria [16]

Te Scientifc World Journal 3



[22]. A set of quercetin solutions of concentrations 15.4,
30.8, 46.2, 61.6, 77, 92.4, 107.8, 123.2, 138.6, and 154 µg/mL
were prepared in methanol. 130 µL quercetin solution, 60 µL
of ethanol, 5 µL of AlCl3, and 5 µL of CH3COOK were flled
in the bores of the 96-well plates in triplicates. Similarly,
20 µL of plant extract (5mg/mL in 50% DMSO), 110 µL of
distilled water, 60 µL of ethanol, 5 µL of AlCl3, and 5 µL of
CH3COOK were added in triplicates to the remaining bores.
Te reaction mixture was allowed to stand for 30minutes in
the dark, and then, absorbance was measured at 415 nm
using a microplate reader. A standard calibration curve was
constructed using absorbances of quercetin solutions. TFC
of plant extracts was calculated by using the calibration curve
constructed, and the values were expressed as milligrams of
quercetin equivalent per gram dry weight of plant extract
(mg QE/g).

2.5. Antioxidant Assay. 2, 2-Diphenyl-1-picrylhydrazyl
(DPPH) assay was used to evaluate the free radical scav-
enging activity of plant extracts [23]. Plant extract solutions
of 500, 250, 125, 62.5, 31.25, and 15.625 µg/mL were pre-
pared by serial dilution of stock solution (5mg/mL in 50%
DMSO). 100 µL of DPPH solution (0.1mM in ethanol) and
100 µL of plant extract solution were flled in the bores of
a microplate in triplicates. Te reaction mixture was placed
in the dark for 30minutes, and then, absorbance was
measured at 517 nm. 50% DMSO was used as control, and
quercetin was used as standard. Te percentage of free
radical scavenging was calculated by using the following
equation:

Percentage scavenging �
Absorbance of control − Absorbance of sample

Absorbance of control
× 100. (1)

Half maximal inhibitory concentration (IC50) was cal-
culated from the plot of percentage scavenging against
concentrations of plant extract using GraphPad Prism 9
software.

2.6. Antidiabetic Assay. Te antidiabetic activity of plant
extracts was estimated by using an α-glucosidase enzyme
inhibition assay [24]. Plant extract solutions of 1000, 500,
250, and 125 µg/mL concentrations were prepared by di-
luting stock solution (5mg/mL in 30% DMSO). 20 µL of
α-glucosidase enzyme (0.5 unit/mL) was premixed with

20 µL of plant extract solution. Ten, 120 µL of potassium
phosphate bufer (pH 6.8) was added to themixture followed
by the addition of 40 µL of pNPG (4-nitrophenyl-α-d-glu-
copyranoside) as the substrate. Te reaction mixture was
incubated at 37°C for 15minutes, and absorbance was
measured at 405 nm. Te absorbance of the control was
recorded from a reaction mixture in which the enzyme was
substituted by the same volume of bufer solution. Te
percentage of enzyme inhibition was calculated by using the
following equation:

Percentage inhibition �
Absorbance of control − Absorbance of sample

Absorbance of control
× 100. (2)

Te IC50 values for plant extracts were calculated by
using GraphPad Prism 9 software.

2.7. Antibacterial Assay. Antibacterial assay of plant extract
was performed by using the agar well difusion method [25].
Common human pathogens Klebsiella pneumoniae
(ATCC700603), Staphylococcus aureus (ATCC25923), Ba-
cillus subtilis (ATCC35021), and Escherichia coli
(ATCC25922) were tested against plant extracts. Overnight
incubated broth cultures of test organisms were prepared in
nutrient broth media. Te concentration of test organisms
was maintained at 0.5 McFarland standard (106− 8 CFU/mL).
About 100 µL of inoculum was taken and spread on MHA
agar plates. Ten, wells of 7mm diameter were bored on
MHA plates with the help of a sterile cork-borer. 20 µL of
plant extract (25mg/mL in DMSO) was added to the wells in
triplicates. Te plates were incubated at 37°C for 24 hours.
After this, the zone of inhibition (ZOI) was measured using

a ruler. 100% DMSO was used as control, and ampicillin
(1mg/mL) was used as standard.

2.8. Brine ShrimpToxicity. A brine shrimp toxicity assay was
performed to estimate the lethality of plant extracts. Te
assay was performed according to standard protocols as
described by Meyer et al. [26]. Plant extract solutions of
1000, 100, and 10 µg/mL concentrations in methanol were
prepared by the serial dilution of stock solution (10mg/mL).
2mL of each concentration was taken in three test tubes for
triplicates, and the solvent was evaporated to dryness using
a water bath. Equal volume of methanol was also taken in
a test tube as a control and evaporated to dryness. Te
leftover residue was dissolved by adding 5mL of artifcial
seawater. 10 healthy brine shrimp larvae (nauplii) were
added to each test tube and left for 24 hours, after which the
number of surviving nauplii was counted.Tus, the obtained
data were used to construct a percentage mortality versus
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concentration curve. Te curve was then used to calculate
the concentration of the plant extract lethal to half of the test
organisms (LC50).

3. Results

3.1. Phytochemical Analysis. Many important groups of
phytochemicals were detected in the extracts of C. odorata.
Polyphenols, favonoids, quinones, coumarins, reducing
sugar, and terpenoids were observed in all extracts of
C. odorata (Table 2). CLM, CFM, CSM, and CSA displayed
10 out of 12 phytochemicals screened. CFA and CLA each
showed the presence of 9 phytochemicals. Alkaloids were
only present in CFM and CLM. Te absence of glycosides in
CLA, sterols in CFA, and tannins in CSA was observed.
Saponins were found only in aqueous extracts.

3.2. Total Phenolic and Flavonoid Content. Methanol and
aqueous extracts of C. odorata contained signifcant
amounts of phenolics and favonoids (Table 3). CLM dis-
played the highest TPC and TFC values with
182.26± 1.92mg GAE/g and 128.57± 7.62mg QE/g, re-
spectively. It was followed by that of CFM with TPC and
TFC of 172.65± 0.48mg GAE/g and 128.57± 7.62mg QE/g,
respectively. Te lowest value of TPC was found in
CSM (113.6 ± 3.51 mg GAE/g) and that of TFC in
CSA (13.14 ± 1.98 mg QE/g). Te decreasing order of
TPC was CLM >CFM >CFA >CSA >CLA >CSM,
whereas the decreasing order of TFC was found to be
CLM >CFM >CFA >CLA >CSM >CSA.

3.3. Antioxidant Activity. Plant extracts displayed
concentration-dependent increments in radical scav-
enging activities as shown in Figure 2. Methanol extracts
showed comparatively higher radical scavenging and
lower IC50 values than their respective aqueous extracts.
Leaf and fower extracts were higher in antioxidant
activity than stem extracts. Te decreasing order of observed
antioxidant activities for diferent plant extracts is
CLM>CFM>CFA>CLA>CSM>CSA (Table 3). Tis
order correlates with the decreasing order of TPC and TFC
observed in the study. Extracts having higher concentrations
of phenolic and favonoids showed lower IC50 values and
thus higher antioxidant activity which is in agreement with
the previous reports [27]. Phenolic compounds are known to
scavenge free radicals by donating hydrogen atoms from
their hydroxyl groups. Among all extracts, CLM was found
to contain the highest antioxidant activity as it displayed the
lowest IC50 value of 32.81± 5.26 µg/mL followed by CFM
with 41.00± 1.10 µg/mL. However, both values were slightly
higher than the value of quercetin (3.74 ± 0.15 µg/mL)
used as standard. Nevertheless, fower and leaf extracts of
C. odorata displayed signifcant radical scavenging ac-
tivity. CSA displayed the least antioxidant activity with its
highest IC50 value of 152.93 ± 4.71 µg/mL. Te correlation
between antioxidant activity and the TPC and TFC
content and antidiabetic activity in the plant extracts is
shown in Figure 3.

3.4. Antidiabetic Activity. Te stem extracts of C. odorata
did not display signifcant enzyme inhibition during the
screening of α-glucosidase inhibition assay and hence were
excluded from the determination of IC50, but signifcant
antidiabetic activity was observed in fower and leaf extracts
of the plant.Te increasing order of IC50 values was found to
be CFM>CLM>CLA>CFA (Table 3). Hence, CFM dis-
played the highest antidiabetic activity with the lowest IC50
value of 227.63± 11.38 µg/mL closely followed by CLM with
249.50± 5.97 µg/mL. Te presence of alkaloids, a high
concentration of phenolics, and favonoids in addition to
tannins and terpenoids may be responsible for such higher
α-glucosidase inhibitory activity in CFM and CLM [28]
(Figure 4).

3.5. Antibacterial Activity. Te plant extracts displayed
signifcant activity against Gram-positive (Bacillus subtilis)
and Gram-negative bacteria (Klebsiella pneumoniae and
Escherichia coli). CLM displayed the most bioactivity as it
displayed a signifcant zone of inhibition against three
(K. pneumoniae, B. subtilis, and E. coli) out of four bacterial
strains employed in the assay (Table 4, Figure 5). Te highest
ZOI (15± 0mm) was displayed against B. subtilis and was
found to be more potent than ampicillin (14.5± 0.48mm).
CFM, CLA, and CSA were found active against two bacteria.
CFA was found to be only active against B. subtilis, and CSM
was found to be active only against K. pneumoniae. None of
the extracts displayed any signifcant ZOI against S. aureus,
whereas K. pneumoniae and B. subtilis were found to be
highly susceptible to C. odorata. All the ZOI recorded for
plant extracts were found to be less than that recorded for
ampicillin except for CLM against B. subtilis.

3.6. Toxicity. Te toxicity is reported in decreasing order of
LC50 for diferent extracts as CSM >CLA>CLM>CFM >
CSA>CFA (Table 5). Extracts having LC50 less than 1000
are considered pharmacologically active. All the extracts
except CSM showed a toxic efect against brine shrimp
nauplii. CFA showed the highest lethality with an LC50 of

Table 2: Qualitative phytochemical analysis of plant extracts.

Group of
compounds CFM CFA CLM CLA CSM CSA

Alkaloids + − + − − −

Coumarins + + + + + +
Flavonoids + + + + + +
Glycosides + + + − + +
Polyphenols + + + + + +
Quinones + + + + + +
Reducing sugars + + + + + +
Saponins − + − + − +
Terpenoids + + + + + +
Tannins + + + + + −

Proteins − − − − + +
Sterols + − + + + +
CFM, methanol extract of fowers; CFA, aqueous extract of fowers; CLM,
methanol extract of leaves; CLA, aqueous extract of leaves; CSM, methanol
extract of stems; CSA, aqueous extract of stems; +, present; − , absent.
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107.31 ± 49.04 µg/mL, followed by CSA with
470.23 ± 87.08 µg/mL. Te aqueous extracts were found to
be more toxic than their methanol extract counterparts.
Te fndings of this study suggest that the fower of

C. odorata is comparatively more toxic than its leaf and
stem. Te high toxicity in plant extracts can be used in
toxic or side efect-based drug discovery strategies
(Figure 6).

Table 3: TPC, TFC, DPPH free radical scavenging activity (IC50), and α-glucosidase inhibitory activities of C. odorata.

Plant extracts TPC (mg GAE/g) TFC (mg QE/g)
IC50 (µg/mL)

Antioxidant activity α-Glucosidase inhibition
CFM 172.65± 0.48 121.74± 7.06 41.00± 1.10∗∗∗ 227.63± 11.38∗∗∗
CFA 156.26± 4.16 58.68± 11.36 89.48± 3.97∗∗∗ 848.56± 19.03∗
CLM 182.26± 1.92 128.57± 7.62 32.81± 5.26∗∗∗ 249.50± 5.97∗∗∗
CLA 126.65± 7.33 18.84± 7.89 99.25± 1.91∗∗∗ 752.50± 30.88∗
CSM 113.6± 3.51 13.14± 1.98 128.23± 3.03∗∗∗ —
CSA 132.76± 2.77 3.79± 2.25 152.93± 4.71∗∗∗ —
#Quercetin — — 3.74± 0.15∗∗∗ —
Values are the mean± SD (n� 3); #positive standard; —, values not measured; values are signifcantly diferent from their respective controls at ∗p< 0.05;
∗∗∗p< 0.001.
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Figure 2: Plot of percentage radical scavenging against concentrations (µg/mL) of plant extracts and standard (values are signifcantly
diferent from their respective controls at p< 0.0001).

140

120

100

80

60

40

20

Correlation of antioxidant and TPC

In
hi

bi
to

ry
 co

nc
en

tr
at

io
n 

(I
C 50

)

110 120 130 140 150 160 170 180 190
Total phenolic content (TPC)

128.23

99.25
89.48

41
32.81

(a)

Correlation of antioxidant activity
and TFC

140

120

100

80

60

40

20
80 100 120 1400 20 40 60

In
hi

bi
to

ry
 co

nc
en

tr
at

io
n 

(I
C 50

)

Total flavonoid content (TFC)

128.23

99.25
89.48

41
32.81

(b)

Correlation of antioxidant and
antidiabetic activity

In
hi

bi
to

ry
 co

nc
en

tr
at

io
n 

(I
C 50

) 100

70

90

80

60

40

50

30

glucosidase inhibition
200 300 400 500 600 700 800 900

99.25

89.48

41

32.81

(c)
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Figure 4: Plot of percentage enzyme inhibition against concentrations (µg/mL) of plant extracts (values are signifcantly diferent from their
respective controls at p< 0.001).

Table 4: Antibacterial activity (ZOI) shown by the plant extracts.

Plant extracts
ZOI (mm) of plant extracts

K. pneumoniae S. aureus B. subtilis E. coli
CFM 8.66± 0.32∗∗ — 13.33± 0.87∗∗ —
CFA — — 7± 0∗∗ —
CLM 9.67± 0.32∗∗ — 15± 0∗∗ 7.3± 0.32∗∗
CLA 11± 0.99∗∗ — 10± 0.57∗∗ —
CSM 8.33± 0.66∗∗ — — —
CSA 8.6± 0.32∗∗ — 9.3± 0.32∗∗ —
#Ampicillin 24± 1.68∗ 35± 1.18∗ 14.5± 0.84∗ 22± 0∗

Values are the mean± SE (n� 3); #positive standard; —, no signifcant ZOI; values are signifcantly diferent from their respective controls at ∗p< 0.05;
∗∗p< 0.01.

(a) (b)

(c) (d)

Figure 5: Antibacterial activity (ZOI) of plant extracts against the bacterial strains ((a) against Klebsiella pneumoniae, (b) against
Staphylococcus aureus, (c) against Bacillus subtilis, and (d) against Escherichia coli); PC, positive control; NC, negative control.

Te Scientifc World Journal 7



4. Discussion

Te presence of phenols, favonoids, alkaloids, tannins,
terpenoids, and coumarins and the absence of saponin in
CLM are reported for C. odorata. Akinmoladun et al. re-
ported the presence of glycosides in CLM; however, it was
reported absent by Mathew et al. [29, 30]. Similarly, the
results reported in the literature agreed in the case of al-
kaloids, saponins, tannins, terpenoids, favonoids, couma-
rins, and phenols but did not agree in the case of glycosides
and quinones for CLA [30–32]. Tis may be due to the
impacts of altitude, plant growth, environmental stress,
harvesting period, and laboratory setup. However, the
phytochemical analysis of stem and fower extracts using
methanol and the aqueous solvent is the frst report in this
study. Diferent phytochemicals are responsible for the
bioactivity of plants. Flavonoids, phenols, alkaloids, terpe-
noids, and coumarins display antioxidant, antidiabetic,
anticancer, anti-infammatory, and antimicrobial activities
[33]. Many drugs such as aspirin, digoxin, paclitaxel, arte-
misinin, and quinine used in modern chemotherapy are
isolated or derived from plant sources [34]. Te observed
prevalence of important phytochemicals inC. odoratamakes
this plant a viable candidate as a source of bioactive com-
pounds in the drug discovery and development process. In
recent years, the metabolites in the plant samples can also be

analyzed using GC-MS and LC-MS/MS in which the bio-
active target metabolites are known by analyzing the mass
spectra with the help of the computer software. In this
method, a signifcant peak is detected and the possible
fragments and stable ions are analyzed. Te metabolomics
study part is not included in this paper, but the preliminary
phytochemical analysis is included to make the study from
preliminary to advanced. Te estimation of total phenolics
and favonoids showed that the extracts were rich in these
metabolites. Te content of phenols and favonoids was
found to be comparatively higher in fowers and leaves than
in stems. Similarly, methanol extracts displayed higher
content than their aqueous counterparts. Such trends were
also reported in the previous research [35].Te TPC in CLM
is reported as 455.55± 4.59mg GAE/g by Melinda et al. [36].
In the case of CLA, the TPC was found to be lower than
379.0± 7.00 and 198.02± 3.96mg GAE/g reported in the
literature [35, 37]. Phenolic contents observed in this study
for CLM and CSM were found to be higher than
71.08± 0.38mg GAE/g reported in the literature for the
methanol extract of the whole plant [38]. Although there
were slight variations in TPC and TFC values in the present
studies and the previous literature, they almost agreed with
each other. Slight variations in TPC and TFC among pre-
vious studies and the present study may have arisen due to
several factors including temperature, rainfall, soil compo-
sition, and ultraviolet radiation [39]. Flavonoids and phe-
nolic compounds present in C. odorata prevent oxidative
damage to proteins and cultured skin cells and display
cytotoxicity against cancer cells and pharmacological ac-
tivity against pathogens [40]. In this study, the radical
scavenging activity measured in IC50 for methanol and
aqueous leaf extracts was found to be similar to
0.07± 0.003mg/mL reported for the ethanolic extract of
leaves by Omoregie et al. [35]. Te antioxidant activity
shown by the plant extract is due to the presence of various
phytochemicals such as phenols, carotenoids, vitamins, and
glucosinolates [41]. A signifcant correlation between TPC
and TFC with antioxidant activity was observed in the
present study. Te antioxidant activity in plant extracts
carries signifcant importance as it provides protection from
oxidative stress, maintains cellular health, supports the
immune system, and prevents various cardiovascular and
neurodegenerative diseases, diabetes, and cancer [42].

Te correlation was also observed between free radical
scavenging and antidiabetic activity shown by the plant
extracts. Methanol extracts of fowers and leaves displayed
signifcantly higher antidiabetic activity than their
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Figure 6: Plot of percentage mortality against concentrations (µg/
mL) of the plant extract (values are signifcantly diferent from their
respective controls at p< 0.0001).

Table 5: Concentration lethal to 50% of test organisms (LC50) shown by plant extracts against brine shrimp larvae.

Plant extracts LC50 (µg/mL)
CFM 691.91± 71.46∗
CFA 107.31± 49.04∗∗∗
CLM 711.97± 77.25∗∗
CLA 830.09± 115.57∗∗∗
CSM 1204.05± 191.28∗∗
CSA 470.23± 87.08∗∗

Values are the mean± SD (n� 3); values are signifcantly diferent from their respective controls at ∗p< 0.05; ∗∗p< 0.01; ∗∗∗p< 0.001.
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corresponding aqueous extracts. Such a trend is also re-
ported in the previous literature [15]. Te IC50 values of
249.50± 5.97 and 752.50± 30.88 µg/mL for CLM and CLA,
respectively, were slightly lower than 1329.31± 2.68 and
1250 µg/mL reported by Putri and Fatmawati [15]. Never-
theless, C. odorata contained signifcant α-glucosidase en-
zyme inhibition activity. Further work in identifying specifc
metabolites responsible for antidiabetic activity can be ac-
complished using molecular docking and simulation be-
tween reported plant secondary metabolites and enzymes
[43]. Te bimolecular ligand-protein interaction may also
provide insights into the mechanism of action [44]. Te ZOI
showed by CLM against K. pneumoniae and E. coli (9.67± 0
and 7.3± 0.32mm, respectively) was found comparable to
that observed by Natheer et al. (8 and 9mm, respectively)
[45]. Whereas, the ZOI against S. aureus and K. pneumoniae
(0 and 7.3± 0.32mm, respectively) was lower than that
observed by Alabi et al. (9.33± 0.33 and 16± 0.58mm, re-
spectively) [27]. Similarly, Vijayaraghavan et al. (2018) also
observed no ZOI against E. coli for CLA [31], whereas ZOI of
11mm against B. subtilis (at 30mg/mL) was comparable to
ZOI of 10± 0.57mm observed in this study [31]. Plant
secondary metabolites such as alkaloids, favonoids, and
tannins are reported to have antibacterial properties [46].
Hence, comparatively higher concentrations of favonoids
and the presence of alkaloids in CLM may have contributed
to the higher antibacterial activity.Te toxicity study showed
that LC50 value of 830.09± 115.57 µg/mL for CLAwas higher
than 392 µg/mL as reported by Asomugha et al. [47]. Juliani
calculated the LC50 value from the essential oil of C. odorata
to be 52.16 µg/mL [48]. Te fndings of this study suggest
that the leaves, stems, and fowers of plants are pharma-
cologically active. Toxicity in plants may arise due to in-
dividual or synergetic interactions of various metabolites.
Certain alkaloids, terpenoids, and polyphenols are reported
to pose remarkable cytotoxic activities [49]. Tis high cy-
totoxicity activity of the plant extract may be responsible for
its insecticidal cytotoxic and antimicrobial properties.

5. Conclusions

C. odorata displays a signifcant quantity of favonoids and
phenolics showing antioxidant, antidiabetic, antibacterial,
and cytotoxic activities. Te results showed a correlation
between the concentration of phenolics and favonoids with
antioxidant, antidiabetic, and antibacterial activities. Te
fower and leaf of the plant displayed higher concentrations
of phytochemicals and more antioxidant, antibacterial, and
antidiabetic activities than the stem extract. Tus, the leaf
extract of this plant could be used against bacterial infection
which supports the traditional use of this plant against
infectious diseases. Te methanol extracts were found to be
richer in phenolic and favonoid content and subsequent
antioxidant, antimicrobial, and antidiabetic activities than
their aqueous extract counterparts. Although the exact cause
of such correlation is not known, similar trends were also
observed in the literature. Te plant extracts displayed
potential free radical scavenging and α-glucosidase in-
hibitory activities. Te present study authenticates the

importance of C. odorata as a valuable medicinal plant with
substantial pharmacological activity. However, it also ne-
cessitates further work on the isolation, purifcation, char-
acterization, and standardization of bioactive compounds.
Te fndings of this study support the traditional use of
C. odorata in the control of diabetes as a viable candidate
that should be explored for noble therapeutic agents against
diabetes.

Data Availability

Te data used to support the fndings of the study are
available from the corresponding author upon request.

Conflicts of Interest

Te authors declare that they have no conficts of interest.

Acknowledgments

Te authors would like to acknowledge the Central De-
partment of Botany, Tribhuvan University, Kathmandu,
Nepal, for taxonomical identifcation of the plant and the
University Grant Commission, Nepal, for fnancial support
toMr. Akash BudhaMagar of grant no.MRS-78-79-S&T-36.

References

[1] K. Ogurtsova, L. Guariguata, N. C. Barengo et al., “IDF Di-
abetes Atlas: global estimates of undiagnosed diabetes in
adults for 2021,” Diabetes Research and Clinical Practice,
vol. 183, Article ID 109118, 2022.

[2] R. C. Ferreira, H. Z. Simons, W. S. Tompson et al., “IL-21
production by CD4+ efector T cells and frequency of cir-
culating follicular helper T cells are increased in type 1 di-
abetes patients,”Diabetologia, vol. 58, no. 4, pp. 781–790, 2015.

[3] N. J. Morrish, S.-L. Wang, L. K. Stevens, J. H. Fuller, and
H. Keen, “Mortality and causes of death in the WHO mul-
tinational study of vascular disease in diabetes,” Diabetologia,
vol. 44, no. 2, 2001.

[4] M. Brownlee, “Biochemistry and molecular cell biology of
diabetic complications,” Nature, vol. 414, no. 6865, pp. 813–
820, 2001.

[5] T. Szkudelski and K. Szkudelska, “Anti-diabetic efects of
resveratrol,” Annals of the New York Academy of Sciences,
vol. 1215, no. 1, pp. 34–39, 2011.

[6] H. Sies, “Biochemistry of oxidative stress,” Angewandte
Chemie International Edition in English, vol. 25, no. 12,
pp. 1058–1071, 1986.

[7] D. A. Patten, M. Germain, M. A. Kelly, and R. S. Slack,
“Reactive oxygen species: stuck in the middle of neuro-
degeneration,” Journal of Alzheimer’s Disease, vol. 20, no. 2,
pp. S357–S367, 2010.

[8] P. T. Gardner, T. A. C. White, D. B. McPhail, and
G. G. Duthie, “Te relative contributions of vitamin C, ca-
rotenoids and phenolics to the antioxidant potential of fruit
juices,” Food Chemistry, vol. 68, no. 4, pp. 471–474, 2000.

[9] J. M. Munita and C. A. Arias, “Mechanisms of antibiotic
resistance,” Microbiology Spectrum, vol. 4, no. 2, pp. 1–24,
2016.

[10] T. Smyth, V. N. Ramachandran, andW. F. Smyth, “A study of
the antimicrobial activity of selected naturally occurring and

Te Scientifc World Journal 9



synthetic coumarins,” International Journal of Antimicrobial
Agents, vol. 33, no. 5, pp. 421–426, 2009.

[11] L. Gautier, “Taxonomy and distribution of a tropical weed,”
Chromolaena odorata (L.) R. King and H. Robinson,” Can-
dollea, vol. 47, no. 2, pp. 645–662, 1992.

[12] D. J. Kriticos, T. Yonow, and R. E. McFadyen, “Te potential
distribution of Chromolaena odorata (Siam weed) in relation
to climate,” Weed Research, vol. 45, no. 4, pp. 246–254, 2005.

[13] L. S. Koutika and H. J. Rainey, “Chromolaena odorata in
diferent ecosystems: weed or fallow plant?” Applied Ecology
and Environmental Research, vol. 8, no. 2, pp. 131–142, 2010.

[14] K. Panyaphu, T. Van On, P. Sirisa-ard, P. Srisa-nga,
S. ChansaKaow, and S. Nathakarnkitkul, “Medicinal plants of
theMien (Yao) in NorthernTailand and their potential value
in the primary healthcare of postpartum women,” Journal of
Ethnopharmacology, vol. 135, no. 2, pp. 226–237, 2011.

[15] D. A. Putri and S. Fatmawati, “A new favanone as a potent
antioxidant isolated from Chromolaena odorata L. leaves,”
Evidence-based Complementary and Alternative Medicine,
vol. 2019, Article ID 1453612, 12 pages, 2019.

[16] T. Boudjeko, R. Megnekou, A. L. Woguia et al., “Antioxidant
and immunomodulatory properties of polysaccharides from
Allanblackia foribunda Oliv stem bark and Chromolaena
odorata (L.) King and H.E. Robins leaves,” BMC Research
Notes, vol. 8, no. 1, pp. 759–9, 2015.

[17] V. B. Owoyele, J. O. Adediji, and A. O. Soladoye, “Anti-
infammatory activity of aqueous leaf extract of Chromolaena
odorata,” Infammopharmacology, vol. 13, no. 5–6, pp. 479–
484, 2005.

[18] P. T. Tang, S. Patrick, L. S. Teik, and C. S. Yung, “Anti-
oxidant efects of the extracts from the leaves of Chromolaena
odorata on human dermal fbroblasts and epidermal kerati-
nocytes against hydrogen peroxide and hypo-
xanthine–xanthine oxidase induced damage,” Burns, vol. 27,
no. 4, pp. 319–327, 2001.

[19] J. B. Harborne, Phytochemical Methods, Chapman Hall,
London, UK, 1998.

[20] P. B. Mallikharjuna, L. N. Rajanna, Y. N. Seetharam, and
G. K. Sharanabasappa, “Phytochemical studies of Strychnos
potatorum L.f.- A medicinal plant,” E-Journal of Chemistry,
vol. 4, no. 4, pp. 510–518, 2007.

[21] E. A. Ainsworth and K. M. Gillespie, “Estimation of total
phenolic content and other oxidation substrates in plant
tissues using Folin–Ciocalteu reagent,” Nature Protocols,
vol. 2, no. 4, pp. 875–877, 2007.

[22] J. Zhishen, T. Mengcheng, and W. Jianming, “Te de-
termination of favonoid contents in mulberry and their
scavenging efects on superoxide radicals,” Food Chemistry,
vol. 64, no. 4, pp. 555–559, 1999.

[23] N. Cotelle, J. L. Bernier, J. P. Catteau, J. Pommery, J. C.Wallet,
and F. M. Gaydou, “Antioxidant properties of hydroxy-
favones,” Free Radical Biology and Medicine, vol. 20, no. 1,
pp. 35–43, 1996.

[24] H. Fouotsa, A. M. Lannang, C. D. Mbazoa et al., “Xanthones
inhibitors of α-glucosidase and glycation from Garcinia
nobilis,” Phytochemistry Letters, vol. 5, no. 2, pp. 236–239,
2012.

[25] M. Abinaya, B. Vaseeharan, M. Divya et al., “Bacterial exo-
polysaccharide (EPS)-coated ZnO nanoparticles showed high
antibioflm activity and larvicidal toxicity against malaria and
Zika virus vectors,” Journal of Trace Elements in Medicine and
Biology, vol. 45, pp. 93–103, 2018.

[26] B. N. Meyer, N. R. Ferrigni, J. E. Putnam, L. B. Jacobsen,
D. J. Nichols, and J. L. McLaughlin, “Brine shrimp:

a convenient general bioassay for active plant constituents,”
Planta Medica, vol. 45, no. 5, pp. 31–34, 1982.

[27] M. Adewumi Alabi, O. Olusola-Makinde, and M. Kolawole
Oladunmoye, “Evaluation of phytochemical constituents and
antibacterial activity of Chromolaena Odorata L. leaf extract
against selected multidrug resistant bacteria isolated from
wounds,” South Asian Journal of Research in Microbiology,
vol. 5, no. 3, pp. 1–9, 2020.

[28] Y. M. Ying, L. Y. Zhang, X. Zhang et al., “Terpenoids with
alpha-glucosidase inhibitory activity from the submerged
culture of Inonotus obliquus,” Phytochemistry, vol. 108,
pp. 171–176, 2014.

[29] J. Mathew, J. K. Joy, P. Vazhacharickal, and
N. K. Sajeshkumar, “Phytochemical analysis and invitro he-
mostatic activity ofMimosa pudica, Hemigraphis colorata and
Chromolaena odorata leaf extracts,” CIBTech Journal of
Pharmaceutical Sciences, vol. 5, no. 3, pp. 16–34, 2016.

[30] A. C. Akinmoladun, E. M. Obuotor, and E. O. Farombi,
“Evaluation of antioxidant and free radical scavenging ca-
pacities of some Nigerian indigenous medicinal plants,”
Journal of Medicinal Food, vol. 13, no. 2, pp. 444–451, 2010.

[31] K. Vijayaraghavan, J. Rajkumar, and M. A. Seyed, “Phyto-
chemical screening, free radical scavenging and antimicrobial
potential of Chromolaena odorata leaf extracts against
pathogenic bacterium in wound infections– a multispectrum
perspective,” Biocatalysis and Agricultural Biotechnology,
vol. 15, pp. 103–112, 2018.

[32] A. I. Adeyemi, O. I. Vincent, and O. M. Olujenyo, “Phyto-
chemical screening and antifungal activity of Chromolaena
odorata extracts against isolate of Phytophthora megakarya
using agar-well difusion method,” Asian Journal of Medical
and Biological Research, vol. 4, no. 1, pp. 7–13, 2018.

[33] S. A. Van Acker, D. J. Van Den Berg, M. N. Tromp et al.,
“Structural aspects of antioxidant activity of favonoids,” Free
Radical Biology andMedicine, vol. 20, no. 3, pp. 331–342, 1996.

[34] L. Cui and X. Z. Su, “Discovery, mechanisms of action and
combination therapy of artemisinin,” Expert Review of Anti-
infective Terapy, vol. 7, no. 8, pp. 999–1013, 2009.

[35] E. S. Omoregie, K. Oriakhi, E. I. Oikeh, O. T. Okugbo, and
D. Akpobire, “Comparative study of phenolic content and
antioxidant activity of leaf extracts of Alstonia boonei and
Eupatorium odoratum,” Nigerian Journal of Basic and Applied
Sciences, vol. 22, no. 3–4, pp. 91–97, 2014.

[36] K. P. Melinda, X. Rathinam, K. Marimuthu et al., “A com-
parative study on the antioxidant activity of methanolic leaf
extracts of Ficus religiosa L, Chromolaena odorata (L.) King
and Rabinson, Cynodon dactylon (L.) Pers. and Tridax pro-
cumbens L,” Asian Pacifc Journal of Tropical Medicine, vol. 3,
no. 5, pp. 348–350, 2010.

[37] A. Sirinthipaporn, K. Jiraungkoorskul, and
W. Jiraungkoorskul, “Artemia salina lethality and histo-
pathological studies of Siam weed, Chromolaena odorata,”
Journal of Natural Remedies, vol. 16, no. 4, pp. 131–136, 2016.

[38] M. Hossain, N. Mohammad, M. E. Kobir et al., “Character-
ization of chemical groups and determination of antioxidant,
cytotoxic and anthelmintic activities of Chromolaena odorata
plant growing in Bangladesh,” Discovery Phytomedicine,
vol. 6, pp. 119–125, 2019.

[39] N. Bibi, M. H. Shah, N. Khan et al., “Variations in total
phenolic, total favonoid contents, and free radicals’ scav-
enging potential of onion varieties planted under diverse
environmental conditions,” Plants, vol. 11, no. 7, p. 950, 2022.

[40] T.-T. Phan, L. Wang, P. See, R. J. Grayer, S.-Y. Chan, and
S. T. Lee, “Phenolic compounds of Chromolaena odorata

10 Te Scientifc World Journal



protect cultured skin cells from oxidative damage: implication
for cutaneous wound healing,” Biological and Pharmaceutical
Bulletin, vol. 24, no. 12, pp. 1373–1379, 2001.

[41] H. Li, R. Tsao, and Z. Deng, “Factors afecting the antioxidant
potential and health benefts of plant foods,” Canadian
Journal of Plant Science, vol. 92, no. 6, pp. 1101–1111, 2012.

[42] S. Bajaj and A. Khan, “Antioxidants and diabetes,” Indian
Journal of Endocrinology and Metabolism, vol. 16, no. 8,
p. s267, 2012.

[43] G. Choudhir, S. Sharma, and P. Hariprasad, “A combinatorial
approach to screen structurally diverse acetylcholinesterase
inhibitory plant secondary metabolites targeting Alzheimer’s
disease,” Journal of Biomolecular Structure and Dynamics,
vol. 40, no. 22, pp. 11705–11718, 2022.

[44] A. Swain, G. Choudhir, D. Prabakaran, and P. Hariprasad,
“Molecular docking, dynamics simulation and pharmacoki-
netic studies of Cyperus articulatus essential oil metabolites as
inhibitors of Staphylococcus aureus,” Journal of Biomolecular
Structure and Dynamics, pp. 1–11, 2022.

[45] S. E. Natheer, C. Sekar, P. Amurtharaj, M. S. A. Rahman, and
K. F. Khan, “Evaluation of the antibacterial activity of Mor-
inda citrifolia, Vitex trifolia and Chromolaena odorata,” Af-
rican Journal of Pharmacy and Pharmacology, vol. 6, no. 11,
pp. 783–788, 2012.

[46] T. T. Cushnie and A. J. Lamb, “Recent advances in un-
derstanding the antibacterial properties of favonoids,” In-
ternational Journal of Antimicrobial Agents, vol. 38, no. 2,
pp. 99–107, 2011.

[47] R. N. Asomugha, A. Ezejiofor, P. N. Okafor, and I. I. Ijeh,
“Acute and cytotoxicity studies of aqueous and ethanolic leaf
extracts of Chromolaena odorata,” Pakistan Journal of Bi-
ological Sciences, vol. 18, no. 1, pp. 46–49, 2014.

[48] H. R. Juliani, “Physical and chemical properties, composition,
and biological activity of essential oils of Philippine medicinal
plants,” Journal of Medicinally Active Plants, vol. 5, no. 2,
pp. 28–35, 2017.

[49] Y. Zhang, M. Lan, J.-P. Lü et al., “Antioxidant, anti-in-
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