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In this study, a nanocomposite based on copper oxide—zinc oxide nanoparticles and Gum Arabic (GAQCuO-
ZnO nanocomposite) was successfully synthesized using green method. Characterization results revealed that
the prepared nanocomposite appeared at the nanoscale level, showed excellent dispersion, and formed stable
colloidal nano-solutions. The bimetallic GA@QCuO-ZnO nanocomposite was evaluated for its anticancer,
antibacterial, and antifungal properties. Cytotoxicity testing of the synthesized GA@CuO-ZnO
nanocomposite against Wi38 and Vero normal cell lines showed ICsq values of 143.3 and 220.9 pg ml™?,
respectively, indicating that the nanocomposite is safe for use. Moreover, the synthesized GA@CuO-ZnO
nanocomposite showed anticancer activity against HepG2 and MCF7 cell lines, with ICsq values of 54.7 and
79.2 ug ml™% respectively. The nanocomposite also showed promising antibacterial activity against
Escherichia coli, Salmonella typhimurium, Staphylococcus aureus, S. epidermis, and Bacillus subtilis, with
MIC values ranging from 31.25 to 62.5 pg ml~. Furthermore, the prepared nanocomposite exhibited

Received 12th June 2024 . L . . . . .
Accepted 26th August 2024 antifungal activity against Candida albicans, Cryptococcus neoformans, Aspergillus fumigatus and A
brasiliensis, with an MIC of 31.25 ug ml™* against all tested fungal strains, except A. fumigatus (MIC 125 pg

DOI: 10.1039/d4ra04312) ml™Y). In conclusion, the synthesized GA@QCUO-ZnO nanocomposite was successfully synthesized, and it
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Introduction

Antimicrobial resistance (AMR) refers to the ability of micro-
organisms to develop resistance to medications that were once
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exhibited promising antibacterial, antifungal and anticancer activities at safe doses.

effective in treating infections. It represents a significant global
health threat as it hampers the efficacy of antimicrobial medi-
cations and complicates the treatment of infections. Multiple
factors contribute to the emergence of antibiotic resistance." A
key factor is the overuse and misuse of antibiotics in human
and animal healthcare, as well as in agriculture. Improper or
unnecessary use of antibiotics can drive the adaptation and
development of resistance mechanisms in bacteria, enabling
their survival. The transfer of resistance can occur among
several bacterial species via mobile genetic components, exac-
erbating the problem.> Antimicrobial resistance presents
substantial obstacles in healthcare, leading to extended and
more intricate treatment regimens, elevated healthcare
expenses, and higher mortality rates.® Infections caused by
antibiotic-resistant bacteria are often associated with extended
periods of hospitalization and increased rates of treatment
failure. Moreover, the development of novel antimicrobial
medications is progressing at a slower rate than the rapid
emergence of resistance, underscoring the urgent need for
responsible and judicious use of antimicrobial agents.*
Cancer is a multifaceted collection of illnesses distinguished
by the unregulated proliferation and dissemination of aberrant
cells. These cells possess the capacity to infiltrate and destroy
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healthy tissues, and they can also disseminate to different
regions of the body via a phenomenon known as metastasis.
Cancer can manifest in any anatomical region and has the
potential to affect various organs and tissues. Cancer formation
typically follows a complex series of genetic alterations that
disrupt the normal control of cell growth and division.> These
mutations can be acquired through exposure to specific risk
factors, such as tobacco smoke, radiation, certain chemicals,
infectious agents, and genetic predisposition, during an indi-
vidual's lifespan. Nevertheless, it is crucial to acknowledge that
not all cancers can be avoided, and certain types may arise
without any identifiable risk factors.®

Traditional anticancer agents, also known as conventional
chemotherapy, encompass a broad range of drugs that have
been used for many years in cancer treatment. These agents are
designed to kill or inhibit the growth of cancer cells by inter-
fering with their ability to divide and multiply.” Cancer is
a significant contributor to global mortality, with rising inci-
dences observed on an annual basis.

The application of nanobiotechnology in pathogen resis-
tance and fighting the cancer pandemic has demonstrated
significant and robust outcomes in the fight against microbial
infections and tumor treatment.*® This is because the tech-
nology allows better attraction to the bacterial, fungal, and
cancer cells and ROS production stimulates their inhibition.*>**
Entire biological components have been included in the scope
of biological methods for nanoparticles and nanocrystal
production.”™* Due to its safety and environmental friendli-
ness, the biological production of metal nanoparticles utilizing
macromolecules, plants, bacteria, and fungi has drawn a lot of
attention recently.®'*>*

Natural polymeric cap agents, such as chitosan and gum
Arabic, are used to regulate the inorganic polymer NPs' particle
size and improve their stability.*®*** Gum Arabic is different
from other macromolecules in biology in that it has a variety of
attractive features that make it a preferred option for the
production of nanomaterials. These crucial attributes are lower
toxicity,  biological = compatibility, affordability, and
availability.>®

Bimetallic nanomaterials are receiving a lot of attention
because of the distinctive chemical, physical, and physiological
characteristics that result from the combination of several
metal elements.?***° Copper oxide-zinc oxide (CuO-ZnO) NPs
are the most well-known bimetallic nanoparticles (NPs) because
of their chemically controllable plasmonic properties and
prospective uses in the detection, catalysis, and combating
microbial plant pathogens.”** Throughout the review
literature,**?¢-2%31-34 the produced bimetallic nanoparticles have
shown encouraging antibacterial and antibiofilm action versus
a particular category of extremely pathogenic and multidrug-
resistant pathogens.

The bimetallic nanoparticles' electrostatic interaction, which
attaches proteins to interfere with homeostasis (disturbing the
chain of electron transport), inhibits signal transduction,
harms the membranes of cells, interferes with enzymes and
proteins, creates reactive oxygen species, also known as ROS,
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and oxidative stress, and causes genotoxicity, may be involved
in the mechanism of action of antimicrobials.*>?*

In addition to their biological properties as antibacterial,
antifungal and anticancer agents, the characterization of the
synthesized bimetallic GA@CuO-ZnO NPs and one of the
environmentally friendly methods for their production are the
main topics of this study. GA@CuO-ZnO NPs may be prepared
using a range of chemical, biological, and physical methods
because of the remarkable progress in nanotechnology.
Therefore, the purpose of this study was to synthesize and
characterize a novel nanocomposite (GA@CuO-ZnO) and to
assess its anticancer, antibacterial and antifungal activities.

Materials and methods
Chemicals and reagents

Analytical-grade chemicals, including gum Arabic (Meron
Company, India), and zinc acetate and copper acetate (Sigma
Aldrich, UK) were used for the production of bimetallic nano-
particles in the study.

Synthesis of GA@CuO-ZnO nanocomposite

The precise amounts of the salts were employed in the
biosynthesis of the nanocomposite. Specifically, 10 ml of (2.0
mM) Zn (CH;COO),(H,0), and 10 ml of (2.0 mM) Cu(CH;-
C0O0), (2.0 mM) were combined at room temperature for half
an hour. After that, they received around 80 milliliters of the
20% gum Arabic that serves as a reducing and stabilizing agent.
After combining the two solutions, the combination's pH was
7.8. To achieve the most effective synthesis of GA@CuO-ZnO
nanocomposite, the reaction conditions were chosen to
include a temperature-controlled incubation at 30 °C and
a reaction duration of 24 h under agitation (500 rpm) in
a shaking incubator, as shown in Scheme 1.%”

According to the literature,® FTIR results revealed peak
absorption values at 3291 cm™" (attributed to ~OH), 2985 cm ™
(symmetric and asymmetric ~CH vibration), 1642 cm ™" (attrib-
uted to -COOH), 1462 cm ' (uronic acid symmetrically
stretched by carboxylic groups), 1066 cm™ " (perhaps due to
arabinogalactan), and 890.0 cm ™" (attributed to galactose 1-4
linkage and mannose 1-6 linkage). The same peaks in the metal
NPs spectra indicate that GA was successful in capping. More-
over, the galactose/mannose peak became less prominent and
the arabinogalactan peak lost its doublet. Additionally, a clear
peak at 715.25 cm ™" was seen, which may be the outcome of
metal NPs interacting and combining with hydroxyl groups to
create metal-0.%

According to the results of El-Batal et al.,* all of the peaks
were in identical wavenumbers, suggesting that the synthesized
NPs were similarly incorporated and/or conjugated through the
primary functional groups of the stabilizer GA. The lack of noise
and additional unidentified peaks indicated the high purity of
the synthesized sample.*

UV-Vis spectroscopy was used to compute the optical density
(OD) of GA@CuO-ZnO nanocomposite at a given wavelength in
order to ascertain the likelihood of the preparation.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Scheme 1 Schematic for the synthesis of GA@QCuUO-ZnO nanocomposite and the possible binding sites in GA.

Characterization of the synthesized GA@CuO-ZnO
nanocomposite

A UV-Vis spectrophotometer (JASCO V-560) was used to examine
the absorbance and spectral properties of the produced
GA@CuO-ZnO nanocomposite at particular wavelengths. An
extra experiment devoid of any metal ions was offered for Auto-
zero reasons. First, each specimen's optical characteristics were
examined to ascertain the overall number of wavelengths
required to estimate absorbance.

The mean size distribution of the prepared GA@CuO-ZnO
nanocomposite was determined using the dynamic light

© 2025 The Author(s). Published by the Royal Society of Chemistry

scattering measurements on a DLS-PSS-NICOMP 380-ZLS
particle-sized system (St. Barbara, California, USA). A tiny
cuvette was used to contain 100 pL of the tested GA@CuO-ZnO
nanocomposite. Following 2 min of equilibrium at 25.0 + 2 °C
ambient temperature, five procedures were carried out.

The generated GA@CuO-ZnO nanocomposite was further
evaluated through a high-resolution transmission electron
microscope (HR-TEM, JEM2100, JEOL, Japan) to determine
their size, shape, and overall appearance. Furthermore, it was
possible to examine the crystallization, crystallite diameters,
and/or morphology of the generated GA@CuUO-ZnO
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nanocomposite by using the XRD-6000 instrument (Shimadzu
equipment, and SSI, Japan). The produced GA@CuO-ZnO
nanocomposite surrounding GA was analyzed utilizing a scan-
ning electron microscope (SEM, ZEISS, EVO-MA10, Germany) to
assess their surface form and arrangement. Finally, the surface
charges of the produced GA@CuO-ZnO nanocomposite were
informally evaluated at the pH of preparation using a zeta
potential analyzer from Malvern Device, UK.*

Antibacterial and antifungal activity

Antibacterial activity of the synthesized GA@CuO-ZnO nano-
composite was evaluated toward Escherichia coli ATCC 25922,
Salmonella typhimurium ATCC 14028, Staphylococcus aureus
ATCC 25923, S. epidermis ATCC 14990 and Bacillus subtilis ATCC
6051. Furthermore, antifungal activity was assessed against
Candida albicans ATCC 90028, Cryptococcus neoformans
ATCC14116, Aspergillus fumigatus ATCC 204305 and A. brasi-
liensis ATCC 16404. All steps of the agar well diffusion method
were performed in strict adherence to CLSI document M51-A2.**

100 pL of the synthesized GA@CuO-ZnO nanocomposite,
zinc acetate, copper acetate, standard antibiotic (ampicillin/
sulbactam; SAM 20), and antifungal drug (amphotericin B)
were placed in agar wells (7 mm) seeded with bacterial and
fungal strains separately, and then incubating at 37 °C for 24 h
for bacterial and unicellular fungal strains, and at 30 °C for 72 h
for filamentous fungal strains. After the incubation process, the
inhibition zone for each treatment was measured,**** and MIC
was determined using the microdilution method.**”

Cytotoxicity and anticancer activity

Cytotoxicity of the synthesized GA@CuO-ZnO nanocomposite
was evaluated according to the MTT protocol.**** To check the
biosafety of the synthesized GA@CuO-ZnO nanocomposite,
a Wi38 normal cell line was used. Moreover, both MCF7 and
HepG2 cancerous cell lines were used to assess the anticancer
activity of the synthesized GA@CuO-ZnO nanocomposite. The
optical density was measured at 560 nm. To determine cell
viability, the following formula was used (1), and to determine
cell inhibition, eqn (2) was applied:

test OD

S
Viability% = “ontrol OD X

100 (1)

Inhibition% = 100 — viability% @

Results and discussion

Synthesis and characterization of the synthesized GA@CuO-
ZnO nanocomposite

Gum Arabic's ability to create GA@CuO-ZnO nanocomposite as
a capping and reducing agent was assessed. When the bime-
tallic GA@CuO-ZnO nanocomposite was produced, the result-
ing solution's initially pale-yellow color was turned into a brown
hue. The resulting brown color was attributed to the activation
of the surface plasmon resonance that occurs within the
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Fig. 1 UV-Vis spectra of copper acetate, zinc acetate, and the
synthesized GA@QCuUO-ZnO nanocomposite.

GA@CuO-ZnO nanocomposite, and the change in particle size
which provides a reliable spectroscopic indicator of their
presence.*

The detected absorbance of 2.23 created the experimental
peak in the spectra (Fig. 1), and the UV-Vis studies showed that
the generated GA@CuO-ZnO nanocomposite was small and
had a visible absorption peak at 420 nm. Conversely, Fig. 1
shows the UV-Vis spectra of the initial precursors, zinc acetate
and copper acetate, which had distinct wavelengths; zinc
acetate at 290 nm (ref. 51) and copper acetate at 210 nm.** It
must be emphasized that a noted peak at 245 nm in the
synthesized GA@CuO-ZnO nanocomposite spectrum corre-
sponds to the GA spectrum.”

The intensity of the brown hue correlated with the ability for
the biosynthesis of CuO-ZnO NPs that were generated.> Surface
Plasmon resonance (SPR) is often influenced by the intensity,
size, morphology, structure, and dielectric characteristics of any
produced nanoparticles.>>*¢

The peak spectra generated for the synthesized GA@CuO-
ZnO nanocomposite are broad, ranging from 270 to 500 nm,
this is due to the formation of poly-dispersed GA@CuO-ZnO
nanocomposite and other factors such as particle size distri-
bution, and polydispersity index (PDI) (according to the result of
DLS), surface defects (SEM result), particle size variation
(HRTEM result), or the nature of the bimetallic interaction
(Scheme 1).

The synthesized GA@CuO-ZnO nanocomposite was char-
acterized by its hydrodynamic diameter, particle size disper-
sion, and polydispersity index (PDI) using Dynamic Light
Scattering (DLS) analysis. By comparing the collected data with
HR-TEM investigations, we were able to establish the average
size of the created nanoparticles.>”

The HR-TEM image in Fig. 2a demonstrated that the
produced GA@CuO-ZnO nanocomposite was bound to stabi-
lizing gum Arabic and had a semi-spherical shape. Fig. 2b
shows that the particles’ sizes ranged from 18.34 nm to
90.45 nm, with a median diameter of 50.28 + 1.5 nm. The
produced gum Arabic filtrate was rich in active functional

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 HR-TEM images of the synthesized GA@CuO-ZnO nanocomposite (a), and their corresponding magnification (b).

groups and the supplied polydispersed NPs acted as capping
agents, stabilizing, and reducing the concentration of these
groups.”® Zn and Cu may concurrently diminish due to the
radical multilocation of gum Arabic, as elucidated and con-
trasted in our work. The HR-TEM image (Fig. 2b) demonstrated
the uniform line spacing, which resulted in a single-grade
system and copper was equally distributed throughout the
zinc matrix, resulting in a unique alloy.**

Upon comparison with literature on average particle size and
shape, our GA@CuO-ZnO nanocomposite was discovered to be
polydispersed, with varying sizes and a preponderance of
spherical particles. The NPs that were created had a spherical or
orbicular shape, although the asymmetrical form could be due
to the fact that they were created from green extract, which
could have resulted in a variety of morphologies. Polydisplayed
NPs are a long-term solution since we used gum Arabic, the

(a)
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Fig. 3 Particle size distribution, and surface charge of the synthesized
GA@CuUO-ZnO nanocomposite: (a) DLS analysis, and (b) zeta
potential.

© 2025 The Author(s). Published by the Royal Society of Chemistry

most practicable reducing and covering agent, in our
investigation.>

As shown in Fig. 3a, the usual size of the particle's dispersion
for GA@CuO-ZnO nanocomposite, which was produced using
gum Arabic, was determined using the DLS technique to be
80.34 nm. Samples are considered monodisperse according to
the International Standards Organizations (ISOs) when the
polydispersity index (PDI) readings are less than 0.05.
Conversely, when PDI findings are more than 0.7, particles with
a variable distribution are expected to be generated.® The PDI
values of the GA®@CuO-ZnO nanocomposite were 0.91,
according to our findings. The prepared nanocomposite
exhibited an acceptable polymorphism range according to the
current values. Results demonstrated that HR-TEM imaging
showed smaller particle estimations than the average and
predominant sizes obtained by DLS analysis. According to the
following citation,* the major factors contributing to the
nanocomposite's enormous size are its internal hydrodynamic
radius and the water layers immediately surrounding it. Fig. 3b
shows the results of analyzing the GA@CuO-ZnO nano-
composite's zeta potential at a pH of 7.8 in the preparation. This
study shows that the zeta potential of the fabricated GA@CuO-
ZnO nanocomposite remains negative at the investigated
material's pH. Because gum Arabic has a negative electrical
charge, the preparation's zeta potential in the neutral medium
(pH 7.8) was —30.5 mV, as shown in Fig. 3b.

Using scanning electron microscopy (SEM) the surface form
and characteristics of the synthesized nanoparticles can be
analyzed. Fig. 4a shows that the synthesized GA@CuO-ZnO
nanocomposite surfaces seem clear when viewed in conjunc-
tion with the gum Arabic SEM data, and the generated gum
Arabic also had the corresponding bright spherical particles.
Gum Arabic, which resembles fused and capped illuminated
NPs, successfully partitioned the GA@CuO-ZnO nano-
composite into its spheroidal particle component (Fig. 4b).

In contrast to previous studies on the topic of morphological
form, the synthesized GA@CuO-ZnO nanocomposite developed
in this work exhibited uniform distribution, controlled size, and
exact spherical shape. Mohsin et al.®* synthesized bimetallic

RSC Adv, 2025, 15, 513-523 | 517


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4ra04312j

Open Access Article. Published on 06 January 2025. Downloaded on 12/6/2025 12:28:09 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

EHT=1000kV  Sigy
Mag= 350KX

View Article Online

Paper

ZEISS

Fig. 4 SEM images of the synthesized GA@QCuUO-ZnO nanocomposite at different magnifications (a and b).
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Fig. 5 XRD of the synthesized GA@QCuO-ZnO nanocomposite, CuO
NPs, and ZnO NPs.

silver and gold core-shell NPs by varying the pH and tempera-
ture settings of the citrate reduction process. The synthetic
process is heavily dependent on pH and temperature because
the approved morphological shape and border size specifica-
tions stipulate that the particles should appear spheroidal and
maintain a size range of 50 to 65 nm.

Fig. 5 shows the results of XRD analyses conducted on
a synthetic GA@CuO-ZnO nanocomposite. Both amorphous
and crystalline structures are present in the final nano-
composite. In order to quickly identify the distinctive properties
of the manufactured GA@CuO-ZnO nanocomposite, we analyze
the XRD data of our newly produced ZnO NPs and CuO NPs as
separate patterns (Fig. 5). It must be noted that 26 represent the
gum Arabic was in the exact range, which ranged from 5° to
21°.* Fig. 5 displays the XRD results of the produced bimetallic
CuO-ZnO NPs and draws attention to the XRD diffraction peaks
of the ZnO NPs. Using the standard card JCPDS number 36-
1451, these peaks at 26 = 27.40°, 31.22°, 45.54°, 56.56°, 67.17°,
and 75.56° correspond to Bragg's reflections at angles (002),
(101), (102), (110), (103), and (201), respectively.*

Along with the typical card JCPDS number 89-2531, they
additionally include the CuO NP diffraction peaks at 20 =
30.22°, 36.11°, 40.75°, 52.72°, 58.27°, 67.83°, and 71.45°; these
peaks match Bragg's reflections at degrees (110), (002), (200),
(202), (020), (022), and (220),** respectively. There was

518 | RSC Adv, 2025, 15, 513-523

crystallization in the synthesized GA@CuO-ZnO nano-
composite, and the XRD data that was available showed that it
had a face-centered cubic (fcc) crystal structure (Fig. 5). The
production of highly crystalline bimetallic nanoparticles and
their linking with amorphous gum Arabic, as confirmed from
the XRD data, improved their dispersion in the solution and
their potential use.®

Ultimately, the midway crystallite size of bimetallic CuO-
ZnO NPs was determined using the Williamson-Hall (W-H)
equation,®*®®” and it was found to be 29.46 nm.

Bcosd = DH + 4esing (3)

W-H

Antibacterial activity

In the current study, GA@CuO-ZnO nanocomposite and their
starting materials were evaluated for antibacterial activity
toward some pathogenic strains as shown in Table 1 and Fig. 6.
Results revealed that GA@CuO-ZnO nanocomposite exhibited
outstanding antibacterial activity against all tested bacterial
strains. Table 1 illustrates the antibacterial activity of
GA@CuO-ZnO nanocomposite where results showed that
GA@CuO-ZnO nanocomposite exhibited antibacterial activity
against E. coli and S. typhimurium as Gram-negative bacteria
where inhibition zones were 21 4+ 1.0 and 25.3 £+ 1.52 mm,
respectively, at a concentration of 1000 pg ml™'. Also,
GA@CuO-ZnO nanocomposite showed antibacterial activity
toward B. subtilis, S. aureus and S. epidermis as Gram-positive
bacteria where inhibition zones were 21.4 + 1.53, 23.5 + 1.80
and 24.4 + 0.57 mm, respectively, at a concentration 1000 pg
ml . Standard antibiotic SAM 20 exhibited weak antibacterial
activity toward and S. typhimurium and S. aureus only, but did
not show any activity on other bacterial strains. Also, copper
acetate and zinc acetate did not exhibit antibacterial activity
toward all tested bacterial strains as the tested strains are
multidrug-resistant (Fig. 6).

Furthermore, MICs of the GA@CuO-ZnO nanocomposite
against all tested bacterial strains were evaluated, where the
results revealed that the MIC of bimetallic CuO-ZnO NPs
toward all strains was 62.5 pg ml~" except for S. typhimurium it
was 31.25 pg ml ', Turabik et al.*® reported that bimetallic Cu/
Zn NPs showed antibacterial activity where MIC was in the
range of 16 and 256 ug ml~". Additionally, Cissus quadrangularis

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Inhibition zones and MICs of GA@QCuO-ZnO nanocomposite against bacterial strains

GA@CuO-ZnO nanocomposite

Cu acetate 1Z Zn acetate 1Z 1Z MIC SAM 20 1Z
Bacterial strain (mm) (mm) (mm) (ug ml™) (mm)
E. coli ND ND 21 + 1.0° 62.5 ND
S. typhi ND ND 25.3 + 1.52° 31.25 16.0 + 060*
B. subtilis ND ND 21.4 + 1.53° 62.5 ND
S. aureus ND ND 23.5+1.80 % 62.5 14.13 + 0.32°
S. epidermis ND ND 24.4 + 0.57 % 62.5 ND

Data within the groups are analyzed using a one-way analysis of variance (ANOVA) followed by *° Duncan’s multiple range test (DMRT).

Fig. 6 Antibacterial activity of GA@QCuO-ZnO nanocomposite (1), copper acetate (2), zinc acetate (3) and SAM 20 (4) toward E. coli (A), S.

typhimurium (B), B. subtilis (C), S. aureus (D), and S. epidermis (E).

stem was used for the synthesis of bimetallic Cu-Zn NPs, where
results illustrate that it exhibited antibacterial activity against E.
coli (MTCC-5704), P. aeruginosa (MTCC-2295), B. subtilis (MTCC-
121), S. aureus (MTCC-3160) and Streptococcus mutans (MTCC-
497).%° Furthermore, in other study, bimetallic Zn-CuO NPs
based nanocomposite was prepared, and exhibited high anti-
bacterial activity toward E. coli, S. aureus and B. subtilis with
MICs measured as 7.81 and 62.5 pg ml ™', respectively.*®

When GA@CuO-ZnO nanocomposite interacts with cells,
they can engage in electrostatic interactions with the cell
membrane. This can lead to damage to the cell membrane,
compromising its integrity and functionality. Disruption of the
cell membrane can result in the leakage of the cellular
components and ions, which can have detrimental effects on
cellular processes. Moreover, the GA@CuO-ZnO nano-
composite can disrupt proteins and enzymes within the cells.
Proteins play critical roles in various cellular processes, and
their disruption can lead to malfunctioning of these processes.
Enzymes, in particular, are essential for catalyzing biochemical
reactions, and their disruption can interfere with metabolic
pathways.

© 2025 The Author(s). Published by the Royal Society of Chemistry

The formation of reactive oxygen species (ROS) is yet another
effect that occurs as a result of the interaction between the
GA@CuO-ZnO nanocomposite and different types of cells. ROS
are chemicals that are extremely reactive and have the potential
to contribute to oxidative stress within cells. There is a possi-
bility that oxidative stress will cause damage to cellular
components such as DNA, proteins, and lipids, which may
ultimately result in cellular malfunction or even cell death.
Furthermore, GA@CuO-ZnO nanocomposite has the ability to
bind to proteins. This binding can disturb cellular homeostasis
by interfering with normal protein functions. One example is
the disruption of the electron transport chain, which is a crucial
process for generating energy in cells. Interference with the
electron transport chain can impair cellular respiration and
overall energy production.**>®

Antifungal activity

The antifungal activity of GA@CuO-ZnO nanocomposite
against both unicellular and multicellular fungi was assessed,
as shown in Fig. 7. Results revealed that GA@CuO-ZnO
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Fig. 7 Antifungal activity of GA@CuUO-ZnO nanocomposite (1),
copper acetate (2), zinc acetate (3) and amphotericin B (4) toward C.
albicans (A), C. neoformans (B), A. niger (C) and A. fumigatus (D).

nanocomposite showed antifungal activity toward all tested
fungal strains. Moreover, the GA@CuO-ZnO nanocomposite
showed antifungal activity toward C. albicans, C. neoformans
and A. niger with inhibition zones of 23.86 + 1.60, 21.96 + 1.05
and 21.16 £ 1.25 mm, respectively, but showed weak antifungal
activity toward A. fumigatus where inhibition zone was 15.3 +
1.27 mm (Table 2).

Furthermore, MICs of GA®@CuO-ZnO nanocomposite
against all tested fungal strains were tested. Results in Table 2
illustrated that the MIC of GA@CuO-ZnO nanocomposite
toward all tested fungal strains was 31.25 pg ml~* except for A.
fumigatus it was 125 pg ml~'. In a previous study, bimetallic
copper-zinc nanoparticles exhibited significant antifungal
activity toward C. parapsilosis and C. tropicalis with MICs of 32
and 64 pg ml*, respectively.*® Also, the nanocomposite based
on bimetallic zinc-copper oxide nanoparticles showed weak
antifungal activity with MIC 250 pg ml™~ " against C. neoformans
and C. albicans.®

Gaber et al.** synthesized bimetallic CuO-ZnO NPs using
Aspergillus fumigatus where it exhibited antifungal activity

View Article Online
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toward Fusarium oxysporum with MIC of 125 pg ml™'. Gaber
et al.*® examined the impact of bimetallic ZnO-CuO on F. oxy-
sporum using TEM ultrastructure analysis. They observed
a complete destruction of all cellular components, disintegra-
tion of the cell wall, and damage to the plasma membrane.
Furthermore, the nucleus exhibited a diminutive size and
a distorted shape, while the chromatin components were
dispersed throughout the cytoplasm, accompanied by many
intensely pigmented bodies.

Cytotoxicity and anticancer activity

In order to assess the safety of the produced compounds, it is
essential to evaluate their cytotoxicity towards normal cell lines.
The present work evaluated the cytotoxic effect of GA@CuO-
ZnO nanocomposite on the normal cell lines Wi38 and Vero, as
depicted in Fig. 8A. Results revealed that the IC5, of GA@CuO-
ZnO nanocomposite toward Wi38 was 143.3 pug ml ', Cell
viability of Wi38 at concentrations 31.25 and 62.5 ug ml~ ' were
99.28 and 88.49% respectively. Moreover, the ICs, of the
GA@CuO-ZnO nanocomposite toward the Vero normal cell line
was 220.9 pug ml ', Therefore, the prepared GA@CuO-ZnO
nanocomposite in this study can be considered safe for use, as it
exhibits a non-cytotoxic classification when the ICs, value
exceeds 90 ug ml~ 1.7

Fig. 8B shows that the GA@CuO-ZnO nanocomposite
exhibited promising anticancer activity toward MCF7 and
HepG2 and the activity against HepG2 was greater than that
against the MCF7 cell line. The GA@CuO-ZnO nanocomposite
showed ICsos of 54.7 and 79.2 pg ml™" toward HepG2 and
MCF7, respectively.

When leaf extract of Artemisia abyssinica was used for
biosynthesis of bimetallic Zn-Cu NPs, and evaluated for anti-
cancer activity, it was found that the Zn-Cu NPs had anticancer
activity 89% at 500 pg ml~* with an ICj, value of 33.12 pg ml™*
toward MCF7 cell line.” Another study’> demonstrated the
successful synthesis of Ag-ZnO nanoparticles using an extract
derived from Chonemorpha grandiflora leaves, the efficacy of
these nanoparticles was evaluated on MCF7, HCT116, and A549
cell lines. Previously, laser ablation was utilized to synthesize
ZnO-Ag nanoparticles”™ and their anticancer capabilities were
evaluated against HCT116 and HeLa cancer cell lines. In their
study, Pandiyan et al.”* (2019) found that the nanocomposite
(Ag-Au/ZnO) exhibited promising anticancer properties against
HelLa cells, which are human cervical cancer cells.

Table 2 Antifungal activity of GA@QCuO-ZnO nanocomposite against unicellular and multicellular fungi

GA@CuO-ZnO nanocomposite

Cu acetate 1Z Zn acetate 1Z 1z MIC Amphotericin
Fungal strain (mm) (mm) (mm) (ng ml™Y) B IZ (mm)
C. albicans ND ND 23.86 + 1.60% 31.25 ND
C. neoformans ND ND 21.96 + 1.05% 31.25 ND
A. niger ND ND 21.16 + 1.25% 31.25 ND
A. fumigatus ND ND 15.3 + 1.27° 125 ND

Data within the groups are analyzed using a one-way analysis of variance (ANOVA) followed by * Duncan’s multiple range test (DMRT).
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Fig. 8 Cytotoxicity of GA@QCuO-ZnO nanocomposite against Wi38
and Vero normal cell lines (A), and anticancer activity against MCF7 and
HepG2 cancerous cell lines (B).

Bimetallic nanoparticles can exhibit synergistic effects,
where the combination of two metals enhances their individual
anticancer activities. For example, the presence of multiple
metals can lead to increased reactive oxygen species (ROS)
generation, which can induce oxidative stress and subsequent
cancer cell death. Also, bimetallic nanoparticles often possess
improved stability and biocompatibility compared to individual
metal nanoparticles. This allows for their effective delivery and
interaction with cancer cells, leading to enhanced therapeutic
efficacy.”

Conclusions

In the current study, GA@CuO-ZnO nanocomposite was
successfully synthesized through an eco-friendly green method.
Characterization results revealed that the synthesized
GA@CuO-ZnO nanocomposite showed a UV absorption peak at
420 nm, and was semi-spherical in shape with an average
diameter of 50.28 £ 1.5 nm. Antibacterial and antifungal
activities were evaluated toward different microbial strains. The
GA@CuO-ZnO nanocomposite showed significant antibacterial
efficacy against both Gram-positive and Gram-negative bacteria.
In addition, the GA@CuO-ZnO nanocomposite demonstrated
antifungal properties against both single-celled and multi-

© 2025 The Author(s). Published by the Royal Society of Chemistry
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celled fungi. Furthermore, the safety of the GA@CuO-ZnO
nanocomposite was established on the Wi38 normal cell line
through cytotoxicity data. The ICs, value, which indicates the
concentration at which 50% of the cells are affected, was found
to be 143.3 ug ml~'. In addition, the GA@CuO-ZnO nano-
composite demonstrated significant potential in inhibiting the
growth of MCF7 and HepG2 cancer cell lines, with ICs, values of
54.7 and 79.2 pg ml~', respectively. Finally, the synthesized
GA@CuO-ZnO nanocomposite using gum Arabic showed
promising different biological activities, thus it can be used for
combating pathogenic microbes and cancer in the medical field
after extensive in vivo studies. One of the limitations of our work
is that optimizing the synthetic process for NP synthesis was
necessary to create extremely concentrated, small-sized bime-
tallic NPs. Our next work to validate the production of bime-
tallic CuO-ZnO NPs must involve numerous confirmations,
including XPS and EDX analysis. This is necessary to establish
the composition and assure repeatability of the synthesis
procedure.
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