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Abstract: The current research focuses on the silver nano-
particles (AgNPs) synthesis from the Cassia alata aqu-
eous leaf extract. Various production parameters like
pH (4, 5, 6, 7, 8, 9, and 10), metal ion concentration
(1, 2, 3, 4, and 5mM), and substrate (leaf extract) concen-
tration (0.5, 1, 1.5, 2 and 2.5mL)were optimized. UV-visible
spectroscopy was used to identify the production by scan-
ning the wavelength from 200 to 800 nm. Visual color
change from light green to brown was designated as prior
confirmation of the AgNP production. Physical character-
ization of AgNPs was carried out using scanning electron
microscopy, Fourier-transform infrared spectroscopy,
X-ray energy-dispersive spectroscopy, and X-ray diffrac-
tion. Furthermore, the obtained AgNPs show significant
antibacterial activity for Staphylococcus aureus, Pseudomonas
sp.Klebsiella sp.,Proteus sp., andEnterobacter sp.Theantioxidant
potential was determined by α,α-diphenyl-β-picrylhydrazyl

assay and cytotoxicity by (3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide) tetrazolium reduction assay
on human lung cancer cell lines (A549). AgNPs confirmed
potent antibacterial activity against skin infections, demon-
strating their medicinal significance and are therefore crucial
for creating a medicinal formulation with antibacterial
properties.

Keywords: green synthesis, Cassia alata, AgNPs, charac-
terization, antibacterial activity

1 Introduction

Nanotechnology is a combination of nanoscience, engi-
neering, and technology, as well as physics, chemistry,
and biology. Silver nanoparticles (AgNPs) inhibit and inac-
tivate microorganisms [1]. Ionic silver and silver-derived
compounds are recognized to be lethal tomicrobes and are
employed as antibacterial agents [2–4]. Plants can pro-
duce nanoparticles without the need for microbial cell
cultures. Silver dressings, silver nitrate, silver zeolite,
and AgNPs are antibacterial substances that have been
extensively researched [5]. AgNPs produced from plants
and biological sources have exceptional properties in non-
linear optics, intersperse materials for batteries, optical
receptors, chemical reaction catalysts, bio-labeling, and
antimicrobial capabilities [6,7]. Plant-mediated nanopar-
ticle production is easy and fast. For self-assembly and
physiochemical characteristics, size and shape must be
considered in the preparation of AgNPs [8]. Silver and
AgNPs are most important in medicine, such as in topical
ointments, to prevent burn and wound infections [9].
Silver has long inhibited microorganisms in medicinal
and industrial processes. The current physicochemical
procedures produce toxic by-products; hence, there is an
increasing need for ecologically friendly nanomaterial
synthesis protocols [10]. Biological synthesis technologies
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allow “green” nanoparticle creation and improved crystal
growth and stabilization. This has accelerated research on
synthesis directions that increase form and size control for
nanotechnological applications. Synthesizing AgNPs from
ecologically friendly sources like plant extract has many
advantages in pharmacological and biological applications.

C. alata (synonym: Senna alata) is a Leguminosae
subfamily Fabaceae plant used in traditional medicine.
This plant’s roots, leaves, and blossoms are antibacterial,
antifungal, antitumor, expectorant, and useful in treating
urinary tract issues, asthma, bronchitis, constipation,
anti-malarial, asthmatic, diabetic, ringworm, snakebite,
scorpion bite, skin illnesses, impetigo, syphilis sores,
itching, mycosis, herpes, and eczema [11,12]. In addition,
C. alata has been reported to have potential anti-allergic,
anti-inflammatory, antioxidant, anticancer, antidiabetic,
and antifungal properties. Qualitative testing determined
the following phytochemicals in Cassia sp. aqueous leaf
extract: flavones, flavonols, flavonoid glycosides, tannins,
phlobatanins, β-sitosterol-β-D-glucoside, alkaloids, sugars, gly-
cosides, saponins, phenolics, proteins, and amino acids [12,13].
Several studies report only the antibacterial and antioxidant
properties of the synthesized AgNPs from C. alata, and no
report has been recorded against the cancer cells. Hence, the
present study was designed to evaluate synthesized AgNPs
using the aqueous leaf extract from C. alata for their biologi-
cally active compounds that have pharmacologically signifi-
cant therapeutic properties such as antioxidant, free radical
scavenging, and anticancer properties. Since AgNPs are essen-
tial for plant eco-friendly synthesis and have strong chemical
stability and favorable interactions with plant metabolites,
these factors led to the selection of AgNPs.

2 Materials and methods

2.1 Chemical and media

All the solvents and chemicals used were of analytical
grade and were obtained from SRL India. Microbiological
mediawasobtained fromHi-media (Mumbai, India). Tetracycline
was used as the reference antibiotics.

2.2 Collection and preparation of aqueous
leaf extract

Healthy and matured leaf samples of C. alata were col-
lected in and around Enathur village (latitude, 12.84°N;

longitude, 79.73°E) in Kanchipuram, Tamil Nadu, India,
in January 2022. All the samples were identified using the
morphological characters encrypted in the monograph.
The C. alata leaves were cut into small pieces using sterile
scissors, followed by washing. About 50 g of leaves were
soaked in 100mL of distilled water and boiled in a
500mL beaker to extract the phytoconstituents using a
heating mantle for 30min at 100°C. Later, the extract was
cooled and filtered. This extract is freshly prepared for
each experiment.

2.3 Phytochemical screening of C. alata leaf
extracts

The extracts were screened for phytochemical content to
detect the presence of flavonoids, phenols, cardiac glyco-
sides, terpenoids, glycosides, anthraquinones, and qui-
nones. The mixture contained 1 mL of extract, 2 mL of
distilled water, and a few drops of 10% aqueous FeCl3.
The presence of flavonoids is indicated by the presence of
a brown color, whereas the presence of phenols is indi-
cated by the presence of a blue or green color. After com-
bining 5 mL of the extract, 2 mL of chloroform, and 3mL
of strong sulfuric acid, a reddish-brown color at the inter-
face indicated the presence of terpenoids. After com-
bining 1 mL of the extract with 1 mL of glacial acetic
acid, the mixture was allowed to cool before adding
2–3 drops of ferric chloride. Then 2mL of concentratedH2SO4

was added. The presence of glycosides can be identified at
the point where two layers meet by the formation of a red-
dish-brown ring. Following the addition of 2mL of hydro-
chloric acid to 1mL of the extract, the resulting liquid was
heated in a water bath for 15min before cooling and filtering.
After treating the filtrate with a 10% solution of potassium
hydroxide, the aqueous layer turned pinkish-red, indicating
the presence of anthraquinones. Chloroform was added to
the filtrate. A red tint was produced after adding 1mL of
strong sulfuric acid to 1mL of extract, indicating the pre-
sence of quinones [14].

2.4 Production optimization of AgNPs

To synthesize AgNPs, 1 mL of 0.1 mM silver nitrate solu-
tion and 9mL of C. alata aqueous leaf extract were thor-
oughly mixed at room temperature. By using a UV-visible
(UV-Vis) spectrophotometer to measure the absorption
spectra in the 200–800 nm region, the bio-reduction of
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silver ions in the solution was periodically monitored.
The pH was changed to 4, 5, 6, 7, 8, 9, and 10 by adding
1.0 mL of the extract and 9.0 mL of 0.1 mM silver nitrate to
maximize the pH. To find the ideal concentration, a wave-
length scan was performed with the metal ion concentra-
tions set to 1, 2, 3, 4, and 5mM at pH 9.0. To check the
ideal extract concentration for the formation of AgNPs,
extracts of 0.5, 1, 1.5, 2, and 2.5 mL were utilized with the
ideal pH and metal ion concentration. AgNPs were pro-
duced in large quantities under ideal circumstances.
Following mass production, AgNPs were purified by repe-
titively centrifuging at 12,000 rpm for 30min. The pellet
was employed for characterization after being dried in a
hot air oven [15,16].

2.5 Characterization of synthesized AgNPs

A UV-Vis spectrophotometer was used to characterize the
bio-reduced AgNPs that were synthesized, and the results
were based on an investigation of the pH, substrate, and
silver nitrate concentrations at wavelengths between 200
and 800 nm [14]. The biomolecules of the synthesized
AgNPs using the aqueous leaf extract of C. alata were
identified by Fourier transform infrared (FTIR) spectro-
scopy. The 500–4,000 cm−1 range of the spectrum was
used to capture the FTIR. A distinct functional group might
be identified by cataloging and categorizing themany vibra-
tional modes that were seen in AgNPs [15]. Transmission
electron microscopy (TEM), utilizing a JEOL JEM-2100 at a
200 kV acceleration voltage, was used to determine the size
and shape of AgNPs. The elemental composition of the
synthesized AgNPs was determined using an energy-disper-
sive X-ray spectroscopy (EDX) spectrum. The analysis of
X-ray diffraction (XRD) patterns revealed the crystalline
nature as well as the size and phase identification of the
green AgNPs produced from the C. alata leaf extract [17].

2.6 Antibacterial activity of AgNPs

To evaluate the antibacterial activity of AgNPs, the disk diffu-
sionmethodwas employedwith slightmodification. Bacterial
pathogens, including Staphylococcus aureus, Pseudomonas
sp., Klebsiella sp., Proteus sp., and Enterobacter sp., were
grown in the Muller–Hinton broth (MHB) overnight at 37°C
and adjusted to 0.5 McFarland standards. All of the bacterial
strains mentioned above were obtained from the Department
of Microbiology at Sri Sankara Arts and Science College in

Enathur, Kanchipuram. Each pathogenic strain was plated
in sterile environments using the spread method, and
0.1mL of Muller–Hinton agar. In the sterile empty disk,
the synthesized AgNPs were loaded in different concentra-
tions (50 and 100 µL). The sterile disk was loaded with the
same concentration of aqueous leaf extract. Using forceps,
the disk was gently placed in the culture plates. The plates
were incubated for 24 h at 37°C, and the zone of inhibition
was measured after the incubation period [18].

2.7 Minimum inhibitory concentration (MIC)

The minimum concentration (MIC) of the synthesized
AgNPs and leaf extract was calculated by measuring the
quantity necessary to inhibit the growth of the tested patho-
gens. To determine the MIC, 96-well microtiter plates were
utilized. Initially, the MHB with different concentrations of
AgNPs and leaf extracts ranging from 0 to 5mg·mL−1 were
prepared. The MHB well and antibiotic control were then
injected with the test pathogens (107 CFU·mL−1) at a volume
of 100 µg·mL−1. The test was run in triplicate, and the out-
comes were observed after a 24 h incubation period at
37°C [19].

2.8 Antioxidant activity

The α,α-diphenyl-β-picrylhydrazyl (DPPH) free radical
scavenging capability of AgNPs and the aqueous leaf
extract was investigated using a modified version of the
usual approach [20]. Just before the experiment, DPPH
(0.1 M), AgNPs (25–400 µg·mL−1), and the aqueous leaf
extract (25–400 µg·mL−1) were dissolved in methanol.
About 1 mL of each concentration was combined with
1 mL of DPPH in a separate test tube. The prepared test
tubes were then incubated for 30min in the dark. A total
of 200 µL of the reaction mixture was removed from each
test tube and placed into a 96-well microtiter plate as the
last step. The absorbance was measured at 517 nm using a
multi-leader. AgNPs and the aqueous leaf extract were used
in this triplicate test. The negative and positive controls
were DPPH and ascorbic acid, respectively. Methanol was
used as a blank for the experiment at the same time. The
activity of radical scavenging was computed as follows:

( )

( )

( )
=

−

×

Free radical scavenging activity %
Control Abs Test sample Abs

Control Abs
100

(1)
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2.9 In vitro cytotoxicity studies

The (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazo-
lium bromide) tetrazolium reduction (MTT) assay is a
non-radioactive colorimetric assay that measures cytotoxi-
city and the number of live cells by observing the increase
in the tetrazolium salt metabolism. After seeding lung
cancer cells (A549) into 96-well plates at a density of
1 × 106 cells·mL−1, the plates were placed in an incubator
for 24 h. Following that, the cells were exposed to a range
of drug formulation doses ranging from 25 to 400 µg·mL−1.
The cells were then kept at 37°C for 24 h while being
exposed to 5% carbon dioxide. Following incubation,
0.5mg·mL−1 MTT was applied to the incubated cells. The
cells were then cultured for another 4 h. Following incuba-
tion, 0.5mg·mL−1 MTT was applied to the incubated cells.
The cells were then cultured for another 4 h. Following that,
100 µL of dimethyl sulfoxide was added to each well, and
the contents were thoroughly mixed. Additionally, cells
were treated with doxorubicin (50 µg·mL−1 [100 µL·well−1])
as a positive control and complete medium (100 µL·well−1)
as a negative control. A multimode reader was used to
measure the absorbance at a wavelength of 570 nm [21].

2.10 Statistical analysis

All assays were carried out in triplicate on each occasion.
The data were presented as mean ± standard deviation
(SD) from three separate trials.

3 Results and discussion

3.1 Production and optimization of AgNPs

The presence of flavonoids, phenols, cardiac glycosides,
terpenoids, glycosides, anthraquinones, and quinones
(Table 1) was observed in the aqueous extract of C. alata
leaf. A similar result was observed in the same plant,
C. alata, which is one of the most important species of
the genus Cassia, which is rich in anthraquinones and
polyphenols. The leaves of C. alata have been qualita-
tively analyzed for the presence of primarily five pharma-
cologically active anthraquinones: rhein, aloe emodin,
chrysophanol, emodin, and physcion, as well as the fla-
vonoid, kaempferol [12]. The collection of C. alata leaves,
extract preparation, and the production of AgNPs are
shown in Figure 1.

As a result of the surface plasmon resonance phenom-
enon, the reduction of silver ions into AgNPs during expo-
sure to plant extracts is followed by a gradual increase in
color development from clear reddish brown. pH influ-
ences the synthesis of nanoparticles at various pH levels
ranging from 2 to 10; the light green color changes into
brown color when the pH increases. Stability andmaximum
synthesis of AgNPs were obtained at pH 9.0 (Figure 2a). To
optimize the metal ions, various concentrations of AgNO3

ranging from 100 to 500mM were used for the synthesis of
the nanoparticle. Among them, 0.3M showed a maximum
synthesis of AgNPs (Figure 2b), which is more similar to
the findings of the previous study. Similarly, substrate
concentrations were optimized by using the leaf extract
at various levels ranging between 0.5 and 2.5 mL. High
stability and maximum synthesis of nanoparticles were
obtained at 2 mL with a dark brown color (Figure 2c) and
the absorption peak at 460 nm indicated the biosynthesis
of silver nanoparticles. The absorbance was measured
between 300 and 800 nm wavelength using a UV-Vis
spectrophotometer [22].

3.2 Characterization of the synthesized
AgNPs

The UV-Vis spectra confirmed the reduction of AgNPs in
the silver complex’s aqueous solution during the reaction
with Cassia sp. leaf extracts. After incubation, the max-
imum absorption of AgNPs was measured. The absorp-
tion of reddish-brown colloids was significant at 420 nm,
indicating the presence of solitary spherical AgNPs. At
wavelengths between 200 and 800 nm, the optical den-
sity was recorded, and the results were analyzed. To pin-
point the functional groups of the produced AgNPs and
proteins that surround them as stabilizing agents, FTIR
measurements were made on AgNPs, and the results
reveal various bond strains at various peaks [23]. The
synthesized AgNPs exhibited adsorption peaks at 845,

Table 1: Phytochemical analysis of the C. alata leaf extract

Test Results

Flavonoids +
Phenols +
Cardiac glycosides +
Terpenoids +
Glycosides +
Anthraquinones +
Quinones +
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Figure 1: UV-Vis absorption spectra and color change (inset) for AgNP formation using the C. alata leaf extract.

Figure 2: Effect of pH (a), metal ion concentration (b), and substrate concentration (c) on AgNP synthesis by C. alata leaf extract. The inset
image shows the reaction.
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1,008, 1,388, 1,635, and 3,465 cm−1 (Figure 3a). The band,
which was visible at 3,465 cm−1, was caused by H–OH
stretching of phenols and the band’s absorption was at
1,635 cm−1. The C]O stretching of aldehydes and ketones
is indicated by the absorption of the band at 1,635 cm−1.
The N]O bending of nitro groups correlates with the peak
at 1,388 cm−1. The C–O stretching of esters is represented by
the band that was seen at 1,008 cm−1. The 845 cm−1 peaks are
caused by the C–H stretching of alkenes. Additionally, the
reduction of silver metal ions to AgNPs is initiated by the
redox reaction of the reducing sugar molecules [24].

The high-density AgNPs synthesized from C. alata, as
seen in the TEM image (Figure 3b), supported the emer-
gence of the silver nanostructure. The scanning electron
microscopy images of AgNPs revealed that they are evenly
distributed in solution, 20 nm in size, and spherically
formed. The EDX spectrum displays (Figure 3c) peaks
that correspond to the constituent parts of the sample itself

[25]. The presence of silver is confirmed by the elemental
profile of produced nanoparticles, which displays the lar-
gest X-ray energy peak at 3 keV due to silver. XRD exam-
ination also supported that the green AgNPs produced
from the C. alata leaf extract were crystal-like and repre-
sented the XRD pattern obtained for AgNPs that were pro-
duced utilizing the C. alata aqueous leaf extract. The size,
phase, and crystal structure of AgNPs were all determined
by the XRD examination [26]. It displayed strong and dis-
tinct peaks at 2θ = 32.05°, 37.96°, 46.27°, 55.25°, 57.39°, and
68.51°. The XRD pattern revealed four diffraction peaks
that may be indexed to the 111, 200, 220, and 311 planes
of the face-centered cubic crystalline silver, respectively,
at 32.05°, 46.27°, 55.25°, and 57.39° [27]. By calculating the
full width at half-maximum of the Bragg reflection corre-
sponding to the (111) crystalline plane of AgNPs, the
average size of AgNPs was estimated using the Debye–
Schreyer equation (Figure 3d).

Figure 3: (a) FTIR absorption spectrum obtained from AgNPs by the reduction with AgNO3 ions using the C. alata leaf extract. (b) XRD pattern
of synthesized AgNPs using the C. alata leaf extract. (c) TEM images illustrating the formation of AgNPs (20 nm), synthesized using the
C. alata leaf extract. (d) EDS spectrum of AgNPs with 1 mM AgNO3.
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3.3 Antibacterial activity

The efficacy of the synthesized AgNPs mediated by
C. alata leaf extract against S. aureus, Pseudomonas sp.,
Klebsiella sp., Proteus sp., and Enterobacter sp. was
examined. The resulting AgNPs’ antibacterial efficacy
was evaluated by measuring the diameter of the inhibi-
tory zone. In comparison to other test strains, S. aureus
(10 ± 0.98mm) and Enterobacter sp. (10 ± 0.43mm)
showed minimal inhibition followed by Klebsiella sp.
(16 ± 0.35 mm), Pseudomonas sp. (10 ± 0.24mm), and
Proteus sp. (17 ± 0.95mm) at a minimum (50 µg·mL−1)
concentration level. A maximum zone of inhibition was
obtained for Pseudomonas sp. (21 ± 0.67mm), followed

by Proteus sp. (20 ± 0.89mm), Klebsiella sp. (17 ± 0.48mm),
S. aureus (11 ± 0.43mm), and Enterobacter sp. (11 ± 0.62mm)
at a higher concentration (100µg·mL−1) (Figure 4). In this
work, the microdilution method was used to assess the
minimal inhibitory concentration (MIC) of AgNPs and leaf
extract against tested pathogens and was found to be effec-
tive against a variety of organisms, and the positive control
was tetracycline at 25 µg·mL−1 (Table 2).

With all the examined bacteria, the C. alata leaf
extract showed a very small zone of inhibition. The silver
nitrate act as an inhibiting growth agent for all tested
bacteria. The zone of inhibition depends on the concen-
tration of the AgNPs used. The adhesion of AgNPs to
bacterial cell walls is often what causes their bactericidal
activity [28]. As a result, this connection promotes the
accumulation of the envelope protein precursor, which
results in protein denaturation, proton motivation force
reduction, and ultimately cell death. The antibacterial
activity of NPs is significantly influenced by their size.
The bacterial cell membranes canmore readily absorb smaller
nanoparticles. This is because tiny particles havemore surface
area for interacting with microbes and releasing Ag+ through
oxidation. This quickens the production of reactive oxidant
species, which further compromises the cellular structure and
ultimately leads to cell death. Therefore, the AgNPs of the
C. alata leaf extract have been able to enter the cell freely
and cause harm due to their small size [29–31].

Table 2: MIC of the C. alata leaf extract and synthesized AgNPs
against bacterial pathogens

Pathogens MIC (mg·mL−1) Tetracycline
(µg·mL−1)

AgNPs Leaf
extract

S. aureus 5.18 6.08 25
Pseudomonas sp. 3.16 4.25 25
Klebsiella sp. 4.26 5.89 25
Proteus sp. 4.16 5.32 25
Enterobacter sp. 6.86 7.43 25

Figure 4: Antibacterial activity of the C. alata leaf extract and synthesized AgNPs.
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3.4 Antioxidant activity

Antioxidants are substances that scavenge free radicals
and protect against diseases that cause degeneration,

such as cancer, Parkinson’s disease, Alzheimer’s disease,
and atherosclerosis, which are due to oxidative stress
(excess production of free radicals) [20]. The role of phe-
nolic compounds, such as phenolic acids and flavonoids,

Figure 6: MTT assay using the lung cancer cell line A549.

Figure 5: DPPH free radical scavenging activity of the C. alata leaf extract and synthesized AgNPs.
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present in medicinal plants is to give their hydrogen atom
and scavenge free radicals (ROS) [32]. The findings of the
current study showed that AgNPs have antioxidant prop-
erties at various concentrations (25–400 µg·mL−1) as deter-
mined using DPPH assay. The results demonstrated that
the percentage inhibition increased as the concentrations

of AgNPs, leaf extract, and ascorbic acid increased from 25
to 400 µg·mL−1 (Figure 5). Higher concentrations of AgNPs
and ascorbic acid were used in the DPPH experiment to
measure the antioxidant activity. The higher polyphenolic
content of the leaf extract that is capped on AgNPs may
be the reason for the improved antioxidant capacity [33].

Figure 7: Microscopic images show morphological changes observed in the cells during the MTT assay.
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By effectively reducing the reactive oxygen species, AgNPs
showed a broad spectrum of antioxidant activity in each of
these studies [34].

3.5 In vitro cytotoxicity

Using the A549 cell line, the cytotoxicity of the produced
AgNPs was evaluated in vitro. For 24 h, several concen-
trations of AgNPs (ranging from 25 to 400 µg·mL−1) were
applied to the cell line, and the results were compared to
the control DMEM. The cellular oxidoreductase enzyme
causes MTT and other chemicals to turn yellow based on
the metabolic processes taking place inside the cell [35].
The cells’ viability was drastically decreased, with an IC50
value of 50 ± 4.9 µg·mL−1 and the positive control doxor-
ubicin exhibits an IC50 value of 40 ± 2.4 µg·mL−1. According
to the cell line results, compared to other concentrations,
the low concentration of AgNPs demonstrated 98% cell via-
bility (Figure 6). High density was shown to have altered
morphology due to the elevated cytotoxic effect (Figure 7).

4 Conclusion

The extract of C. alata aqueous leaves has been effectively
used for the synthesis of AgNPs, and the efficacy of
C. alata leaves was demonstrated as a natural, renew-
able, and low-cost bioreduction agent of silver and
capping agents. Characterization of the synthesized
nanoparticles using UV-visible, FTIR, TEM, EDX, and
XRD studies revealed the formation of AgNPs and con-
firmed the functional groups of the extract; the mean
size of AgNPs was found to be 13.54 nm, with a spherical
shape as obtained from the cubic crystal structure, respec-
tively. AgNPs demonstrated potent antibacterial activity
against skin infections, demonstrating their medicinal sig-
nificance. AgNPs are therefore crucial for the biomedical or
pharmaceutical sector’s production of antibacterial skin
ointments. The photosynthesis of AgNPs raises the possi-
bility of creating a medicinal formulation with antibac-
terial properties.
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