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Green conversion of a soft commodity into visible
light-activated N-S doped carbon quantum dots
with antibacterial properties

Yohanz Khor,? Su Sin Chong, ©* A. R. Abdul Aziz, ©° Ching Shya Lee®
and Eugene Ling Wei Hong?

Carbon quantum dots (CQDs), with particle sizes less than 10 nm, have been introduced as a promising
alternative for water antimicrobial applications. In this study, the authors proposed an effective, green,
and sustainable method for producing nature-based nitrogen—sulphur-doped carbon quantum dots (N—
S-CQDs) from sugar and onion through a one-step microwave reaction carbonization process. Results
showed that N-S-CQDs processed optimally with a 7:3 ratio of sugar and onion, at a pH of 7-8,
microwave power of 850 W, and a synthesis time of three minutes, exhibited the best fluorescence
characteristics. The synthesized sample exhibited excitation within the visible region, with particle sizes
of 4 to 6 nm, and amorphous characteristics. Cytotoxicity tests were performed using Hela cells, with
tetracycline as a positive control. Results indicated that the test material exhibits a non-significant
cytotoxic effect on Hela cells, with an IC50 value below 58 mg mL™%. This cytotoxic effect is relatively
low compared to that of carbon dots, which caused significant toxicity at 2 mg mL™%. Zeta potential test
demonstrated good stability of electrical charge on the surface of N-S-CQDs. According to SEM results,
N-S-CQDs caused bacterial cell surface destruction, likely due to changes in the charge balance of the
bacterial surface, leading to membrane disruption in both Gram-negative E. coli and Gram-positive S.
aureus strains. A promising antibacterial effect was observed in Gram-negative E. coli strains,
comparable to those of commercial antibiotics like tetracycline. For further verification of the
antimicrobial effect, Gram-negative bacteria such as Salmonella typhimurium and Vibrio
parahaemolyticus were tested, showing significant zones of inhibition at concentrations of 125 mg mL™,
250 mg mL~% and 500 mg mL™.

This study addresses the urgent need for sustainable antimicrobial solutions in water treatment, which is a critical concern as antibiotic resistance and
waterborne pathogens are increasingly threatening the global health. A green, low-toxicity method is developed to synthesize nitrogen-sulphur-doped carbon
quantum dots using natural precursors—sugar and onion—through a rapid, energy-efficient microwave carbonization process. The conversion method
significantly reduces the environmental impact by eliminating harsh chemicals and energy-intensive synthesis. The prepared carbon quantum dots demon-
strate strong antibacterial efficacy against both Gram-negative and Gram-positive bacteria, with notably low cytotoxicity compared with conventional carbon
dots. This work aligns with several UN Sustainable Development Goals (SDGs), including SDG 3 (good health and well-being) and SDG 12 (responsible
consumption and production), by advancing eco-friendly technologies that support public health and environmental sustainability.

Introduction

Bacteria such as Escherichia coli (E. coli) and Staphylococcus
aureus (S. aureus) have been reported to have evolved resistance

In recent years, the emergence of drug-resistant bacteria has
been worsening the threat of bacterial infections worldwide,
causing the infections to be more problematic to cure."?
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mechanisms towards almost all antibacterial drugs,>* thus
posing a major challenge in preparing alternative antimicrobial
agents that have high antibacterial properties, especially for
bacteria-infected wound healing purposes. In recent years, the
emergence of nanotechnology has contributed to the creation of
non-antibiotic bactericides. Noble metal nanoparticles, such as
Au, Ag, Pd, Ru, and Pt,°** and metallic oxide nanoparticles,
such as ZnO, TiO,, and CuO,""* have been developed as anti-
bacterial substitutes due to their great bacterial cell viability
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inhibition. However, there are limitations, such as high costs,
biosafety concerns, and complex synthesis, and their produc-
tion is not viable to exceed laboratory scale. Carbon-based
nanomaterials, such as carbon quantum dots (CQDs), gra-
phene, and graphene oxide, have also been established to
exhibit excellent antibacterial properties and biocompati-
bility.***> Hence, they are considered a better choice as anti-
bacterial agents.

CQDs are a new class of quantum dots (QDs) that have
attracted attention as fluorescent nanoparticles utilised in
multiple applications.

Differing from their predecessors (QDs), CQDs are 0D carbon
nanoparticles, with sizes below 10 nm and 0.34 nm lattice
parameter corresponding to the graphite (002) d-spacing, and
they are often extracted from natural resources such as lemons
and oranges.'® Furthermore, any carbohydrate can be used to
synthesize CQDs if and only if the C, H, O ratio is 1:2:1."7
Therefore, CQDs are commonly known for being non-toxic and
safe for humans. Moreover, CQDs can be functionalized with
various surface functional groups, resulting in CQDs with
different excellent properties. For example, the oxygen-
containing functional groups (hydroxyl, epoxy, carbonyl,
carboxyl) on the surface of a CQD core resulted in the solubility
of CQDs and stable colloid formation in aqueous and polar
organic solvents.' Surface functional groups also provide
a simple functionalization platform with different species.’® In
addition, the surface functional groups of CQDs improve their
biocompatibility, targeting ability, and optical properties.
Properties such as their high water solubility and biocompati-
bility prove that CQDs have the potential to be applied in
various fields, including drug delivery, gene delivery, and
phototherapy.*®

CQDs exhibit normal photoluminescence or down-converted
photoluminescence, similar to QDs. Nevertheless, CQDs can
also exhibit up-converted photoluminescence, which is favour-
able for applications like photodynamic therapy." Further-
more, the photoluminescence in CQDs ranges from the deep
ultraviolet to near-infrared regions (200-800 nm). This could be
tuned by altering the size, shape, edges, and surface, and
doping with heteroatoms due to the quantum confinement
effect (QCE), surface effect, and edge effect.® In addition, unlike
most of the QDs and organic dyes, CQDs are photo-stable and
resistant to photobleaching and blinking.?® Differing from QDs
that can tune the bandgap and fluorescence via the application
of QCE, which alters the particle size, the fluorescence of CQDs
occurs due to the radiative recombination of holes and elec-
trons, and thus QCE could not be applied to CQDs.'® The size-
dependent optical properties of CQDs may be caused by the
various surface defect sites and surface-to-volume ratio of the
dots.** Despite CQDs seemingly being advantageous over QDs,
CQDs obtained from natural resources have been reported to
exhibit lower emission and quantum yields. Therefore, green
precursors could be used to enhance performance. As an
example, based on the research by Bandi et al., onion biowastes
are found to successfully produce CQDs of high fluorescence
quantum yield (28%) due to their high nitrogen content and in
situ surface passivation by the formation of amide bonds.*
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Identical to graphene quantum dots (GQDs), CQDs are
famous for their core-shell structure. Nevertheless, both GQDs
and CQDs are significantly different in their chemical struc-
tures. For GQD, the core consists of one or multiple layers of
graphene and is connected to chemical groups on the edge,
which form the shell.*® On the other hand, the structure of the
CQDs is a combination of defect states, which is an sp’-
hybridized matrix of surface functional groups, and the
intrinsic states, which form the core.>* CQDs are formed due to
a nucleation process with a gradually growing core and a “self-
passivated” shell.”® Previous studies have proved that the elec-
tronic acceptor levels and optical properties are related to both
the core and shell of the CQDs, whereas the hydrogen bonding
behaviour is manipulated by the chemical nature of the shell.>

The surface chemistry of the shell of the CQDs includes the
chemical structure and the functions. In terms of chemical
structure, there are multiple functional groups in the CQD shell,
which depend on the synthesis materials or dopants.>® On the
other hand, in terms of functions, the shell surface chemistry
manipulates the CQDs' stability in aqueous solution. The lower
the zeta potential value of the surface, the weaker the electro-
static repulsion among the CQDs, thus the lower the stability of
the CQDs in aqueous solution.”” Moreover, the CQDs' shell is
also responsible for the extraordinary optical properties, as well
as the electron acceptor or donor behaviour of the CQDs. As an
example, studies have proved that CQDs possess pH-dependent
photoluminescence, where the effects of the surface functional
groups on the optical properties have been studied by moni-
toring the photoluminescence at different pH.*® Furthermore,
the surface moieties can also modulate the surface electronic
acceptor levels, thus affecting the photoluminescence of the
CQDs. Therefore, surface passivation and functionalization are
crucial since the surface character of CQDs is thought to be
substantially responsible for the fluorescence emitted.

Despite CQDs being theoretically able to replace the highly
toxic QDs in the near future, most high-yield CQDs are still
synthesized with the aid of chemicals. For example, CQDs of
28% yield synthesized by Bandi et al. utilised ethylene diamine
(EDA) as one of the precursors.”” Although studies have shown
that CQDs synthesized with chemicals have low toxicity, these
studies have yet to show the impact of CQDs on the human
body, especially when exposed multiple times. Therefore, in
terms of applications where the human body could potentially
be exposed to CQDs, it would be preferable for the products
used to be of zero toxicity. This includes in vivo applications
such as bioimaging and nanomedicines, as well as in vitro
applications such as water monitoring.

Despite the successful synthesis of high-yield CQDs in
multiple studies,>***' the use of toxic chemicals in the
synthesis procedure is still a major limitation for the utilisation
of CQDs in applications associated with human exposure or
health. Furthermore, some studies have shown that the
synthesis procedure is time-consuming, which is not beneficial
on an industrial scale because it leads to a high cost of
synthesis. Moreover, most studies have shown that the synthe-
sized CQDs exhibited excitation maxima in the UV region,
which is not feasible for applications that involve human

© 2025 The Author(s). Published by the Royal Society of Chemistry
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exposure. The requirement of UV light for CQDs to exhibit
emission is unsafe since overexposure to UV radiation could
cause cancer.

Hence, research into nature-based CQDs is important and
has attracted significant attention recently due to their zero-
toxicity and degradable by-products. Despite the multiple
advantages, nature-based CQDs have a disconcerting disad-
vantage, which is the exhibition of lower yields in comparison to
chemical-based CQDs.** To overcome the low yield limitation,
studies on the doping of heteroatoms onto CQDs have been
conducted over the years. CQDs have variable surface states that
correspond to the different energy levels they emit to construct
broad and excitation-dependent emission spectra, as well as
a broad UV-visible absorption band.*® To enhance the fluores-
cence properties, increase quantum yields, as well as achieve
tuneable chemical and electronic properties, CQDs have been
doped with heteroatoms such as nitrogen and sulphur. Due to
the surface passivation by heteroatoms, the surface defects act
as excitation energy traps and affect the photoluminescence of
the CQDs.** In this study, one of the heteroatoms, the sulphur
atom, functions as a catalyst for the oxidation-reduction reac-
tion, which increases the passivated surface defects of the
CQDs, thus increasing the photoluminescence.*® Besides that,
the doping of nitrogen atoms forms the N-state, a new kind of
surface state where trapped electrons could be utilised to
promote radiative recombination with high yield.*® This was
shown when Duan et al. synthesized N-S-doped CQDs using
ethylenediamine as the carbon source and sulfamic acid as the
surface passivation agent, which resulted in 28% quantum
yield.*”

Nevertheless, recent studies have yet to successfully synthe-
size naturally based doped CQDs. Most studies are still heavily
focused on the use of chemicals to produce doped CQDs,
including N-doped CQDs,* S-doped CQDs,***® P-doped CQDs,**
as well as hybrid-doped CQDs.*”** Although the produced CQDs
are of high yield, they are still not feasible for applications
involving human consumption and exposure to the body due to
the use of toxic chemicals for synthesis. Therefore, instead of
using chemicals as the main synthesis materials, doped CQDs
should be synthesized from natural resources to produce non-
toxic, high-yield CQDs for safe utilisation by consumers.

Furthermore, some studies have shown that the synthesis
procedure is time-consuming, which is not beneficial on an
industrial scale because it leads to a high cost of synthesis.
Hence, to favour the purpose of commercialization, CQDs that
could be synthesized in a short amount of time, as well as
requiring low synthesis costs, will be very beneficial. The cheap,
fast, and simple synthesis of the CQDs is very favourable
towards large-scale industries as it vastly reduces the produc-
tion cost and manpower, thus aiding in the commercialization
of the CQDs. Therefore, in this study, green and less time-
consuming methods have been explored to solve this limitation.

CQDs have also been established to exhibit excellent anti-
bacterial properties and biocompatibility. To combat the
emergence of drug-resistant bacteria, CQDs have been studied
to create a better and safer substitute for antibacterial applica-
tions. Despite this being so, few studies have reported the

© 2025 The Author(s). Published by the Royal Society of Chemistry
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antibacterial activity of nature-based CQDs. Roy et al. studied
CQDs synthesized from resorcinol and formaldehyde resins,
which resulted in good antibacterial activity.*> Travlou et al. also
reported significant antibacterial activity of both N-doped CQDs
derived from polyvinylpyrrolidone and S-doped CQDs derived
from poly(sodium-4-styrene sulfonate).*® Chai et al. also derived
P-doped CQDs from m-aminophenol and phosphoric acid,
which showed effective antibacterial activity.** In addition,
some studies showed that CQDs require the addition of H,0,
and light irradiation to form reactive oxygen species (ROS) and
promote antibacterial activity.?>>* Table 1 shows a summary of
previous studies of CQDs in antibacterial applications. Based
on Table 1, it was found that the CQDs synthesized from
previous studies for antibacterial applications are chemical-
based, which drastically limited their application in water
quality control due to the risk of harmful chemicals intoxicating
the consumable water. Although most studies perform cyto-
toxicity analysis on the CQDs synthesized, the concentration
tested was very low, which is impractical for large-scale appli-
cations due to the unknown risk at high concentrations.

Furthermore, some studies do not provide a detailed evalu-
ation of the antibacterial mechanism behind the CQDs.
Although CQDs are known to exhibit antibacterial properties,
many factors could influence the inhibition result, such as
surface charge and surface functional groups. Hence, the anti-
bacterial mechanism involved by the CQDs should be evaluated
in detail to prove that the CQDs are the main reason for the
inhibition.

Most previous studies have performed inhibition on only
one bacterial species for both Gram-positive and Gram-negative
bacteria. However, this could only prove their inhibition
towards the specific bacterial species and not the whole bacte-
rial group. Pandiyan et al.*® proved that the CQDs synthesized in
their studies exhibited inhibition of various Gram-positive and
Gram-negative bacteria, thus indirectly proving that the CQDs
synthesized exhibited inhibition of both bacteria groups. In
addition, most previous studies do not perform time-dependent
inhibition analysis, which can indirectly prove the stability of
the antibacterial capabilities of the CQDs. Chali et al.* reported
that the CQDs synthesized in their study showed long-term
inhibition at high concentration, which is beneficial for
commercialization against conventional antibiotics, which
mostly exhibit inhibition for 8 to 12 hours.

One of the most encouraging approaches in combating MDR
pathogens involves utilizing the photodynamic inactivation of
bacteria facilitated by photosensitizers. This approach is
dependent on the light-induced creation of highly reactive
oxygen species (ROS) capable of deactivating bacterial cells
through various mechanisms, such as damaging membranes
and causing irreversible harm to proteins and DNA.**®° A
fundamental aspect of photodynamic therapies is the estab-
lishment of a localized physicochemical environment that is
detrimental to bacterial cells, achieved through ROS generation
or elevation in temperature (referred to as photothermal (PTT)
effects), which poses challenges for developing resistance.’**
Within the array of photosensitizers available, carbon dots
(CDs) have emerged as a promising category of nanomaterials
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for the precise identification and deactivation of diverse
bacterial strains.**** Carbon dots (CDs) constitute a category of
quasi-spherical, carbon-based fluorescent materials. Previous
studies have confirmed that the functional groups on the
surface of carbon quantum dots (CQDs) are also a factor influ-
encing their antibacterial properties.®® The presence of hydroxyl
and carboxylate groups on the CQD surfaces provides negative
surface charges to effectively interact with Gram-positive
bacteria, thus inhibiting their growth. By doping with hetero-
atoms, the presence of the sulphoxide group on the surface of
CQDs further enhances the negative charge, which increases
the inhibition efficiency on Gram-positive bacteria, whereas the
presence of amine groups on the CQD surface creates a positive
surface charge that conversely attracts Gram-negative bacteria,
thus causing growth inhibition. Hence, based on previous
studies, CQDs are suitable candidates as antibacterial alterna-
tives. Nevertheless, there are limited studies on the antibacte-
rial capabilities of nature-based CQDs, as proven in Table 1.

Although chemical-based CQDs are efficient in inhibiting
bacterial growth, the toxic nature of chemicals is still a risk when
applied in water quality control, especially in water for
consumption. Therefore, the application of nature-based CQDs
for antibacterial purposes should be studied to evaluate the
efficiency of the CQDs on bacteria inhibition, thus creating a safe
and non-toxic antibacterial alternative for water quality control.

In this study, to synthesize chemical-free CQDs for human
applications, pure onion juice is selected to synthesize bio-based
CQDs. Onion juice is selected due to its nitrogen and sulphur
compound contents, which are found to be efficient in
enhancing the fluorescent properties of CQDs.*® The synthesis
method, precursors employed, as well as other synthetic
parameters, including volume, pH, and temperature, can affect
the properties of the CQDs, such as their structure, fluorescence,
and solubility. Thus, CQDs with diverse features can be synthe-
sized by altering the aforementioned parameters, making them
useful in applications, such as biosensors and bioimaging. Most
CQDs can only be excited within the UV region, which limits the
practicability in most applications due to the harmful nature of
UV light. To enhance their feasibility for antibacterial applica-
tions, CQDs need to be doped with functional groups that will
red-shift the excitation region to the visible region.

The stability of the CQDs is one of the prerequisites for their
practical applications. Previous studies did not perform
stability tests on the synthesized CQDs, which calls into ques-
tion their viability in practical applications, since stability tests
need to be conducted to determine their shelf life. Due to the
lack of antibacterial studies using nature-based CQDs, as
a green alternative to antibiotics, the antibacterial properties of
the optimized CQD sample have been analysed by applying
them to E. coli and S. aureus strains, which represent Gram-
negative and Gram-positive bacteria, respectively.

Experimental methodology

Yellow onions, lemons, and fine granulated sugar were
purchased from a local supermarket in Puchong, Selangor for
the synthesis of CQDs. The yellow onions were sliced and

© 2025 The Author(s). Published by the Royal Society of Chemistry
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blended with the skin. Pure onion juice was then obtained from
the blended onions. The lemons were also sliced and blended
with the skin to obtain the pure lemon juice. Fine granulated
sugar was weighed using an analytical weighing balance (A&D
Company Limited, Model HR-250AZ, Japan). After preparing the
required mixtures, CQDs were then subjected to either the
hydrothermal process or the microwave irradiation process.

Preparation, synthesis, and purification of CQDs

For the initial hydrothermal method test, 50 mL of pure onion
juice was prepared and transferred into a Teflon-lined vessel,
which was then placed into a polytetrafluoroethylene-equipped
stainless-steel autoclave. The autoclave was then subjected to
the hydrothermal process at 120 °C for 3 hours using a scientific
vacuum oven (MEMMERT GmbH + Co.KG, model VO200, Ger-
many). The process is shown in Fig. 1. Subsequently, the
resulting solution was centrifuged at 10 000 rpm for 3 minutes
(YingTai, model TG16, China) to separate any large particles.
For further purification, the centrifuged solution was filtered
through filter paper. A 0.22 um syringe filter was then used to
further remove any unwanted large residues from the product.
The mixture was then further dialyzed using a 1 kDa membrane
for 12 hours. Fig. 1 shows an illustration of the purification
process.

To produce dried CQDs, the purified liquid CQDs were then
poured into a covered sample cup and placed in a vacuum oven.
The CQDs were heated at 160 °C for 12 hours under vacuum
conditions. To prevent any spilling or any loss due to evapora-
tion, the sample cup was covered and sealed shut before heat-
ing. Inspired by He et al.,”” the microwave irradiation process
was utilized as an alternative green synthesis method to the
hydrothermal method. Due to both methods being
temperature-assisted reactions, the microwave irradiation
method was also reported to have successfully synthesized
CQDs. However, there had not been any studies comparing both
synthesis methods, which resulted in nature-based CQDs.
Hence, as a comparison, for the initial microwave irradiation
test, a similar volume of pure onion juice was prepared, then
transferred into a beaker and placed into a commercial micro-
wave oven (Samsung, model MS28F303TFK/SM, Malaysia). The
sample was heated at 850 W for 3 minutes. Fig. 1 illustrates the
procedure for the microwave irradiation method. Similar to the
previous purification process, the resulting solution from the
microwave irradiation process was centrifuged at 10 000 rpm for
3 minutes. Filter paper and a 0.22 um syringe were then used to
filter and further purify the CQDs, as shown in Fig. 1.

To determine the quantum yields of the CQDs, an optimi-
zation study was done, which included manipulating both the
surface passivation and synthesis conditions. The surface
passivation optimization study was performed to determine the
best mixture, as well as the best ratio, to produce CQDs with the
best yield. For the surface passivation of the CQDs, pure lemon
juice and sugar were mixed with pure onion juice to enhance
the quantum yield. For a better comparison, the synthesis
conditions were maintained similar to the initial test, including
the synthesis temperature, time, and volume. In this part of the
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Fig. 1 Preparation, synthesis, and purification of CQDs.

Table 2 Summarized conditions, results, and limitations of CQDs in
antibacterial applications

e of mixture Ratio
p

Onion-sugar mixture Ratio of onion : sugar

Onion-lemon mixture Ratio of onion : lemon

N O G W
w1

Onion-lemon-sugar mixture Ratio of onion : lemon : sugar

3:7:7

N G
[SSIN NS e}
[SSIN"NINY) e

study, different ratios of three different types of mixtures were
prepared in the same volume of 50 mL, as shown in Table 2. All
the mixtures were synthesized via both the hydrothermal and
microwave irradiation methods for further comparison. The
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ratios were kept the same for all three types of mixtures for
a clear comparison of the results.

Characterization of CQDs

Based on previous studies,****®* CQDs are known to be amor-
phous nanoparticles smaller than 10 nm that fluoresce when
excited. Nitrogen and sulphur-based functional groups are
known to be located on the surface of N,S-CQDs.*® Therefore, to
verify that the synthesized product is CQD, an array of charac-
terization processes was done, including physical and chemical
property characterization. For physical properties, fluorescence
spectroscopy, high-resolution transmission electron micros-
copy (HRTEM), X-ray diffraction (XRD), and zeta potential
measurements were performed to determine the optical prop-
erties, size, crystallinity, as well as surface charge of the CQDs.
On the other hand, Fourier transform infrared (FTIR) spec-
troscopy and MTT (3-(4, 5-dimethylthiazolyl-2)-2, 5-di-
phenyltetrazolium bromide) assay were conducted to
characterize the chemical properties of the CQDs, namely the
functional groups and cytotoxicity of the CQDs.

Physical property characterization

Fluorescence measurements were carried out using a fluores-
cence spectrophotometer (Jasco, model FP8300, Japan)

© 2025 The Author(s). Published by the Royal Society of Chemistry
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equipped with a quartz cuvette. Here, 3-D measurements were
conducted to determine the presence of fluorescence from the
sample when it is excited. The 3-D measurement, or more
precisely, the 3-D fluorescence spectrum, is an excitation-
emission matrix (EEM). Using both excitation and emission
monochromators successively, emission spectra for different
excitation wavelengths can be measured. Therefore, at different
excitation wavelengths, a collection of emission spectra is ob-
tained at the same time. Therefore, the measurement obtained
will include two dimensions: emission wavelength and excita-
tion wavelength. The measurement also provides a fluorescence
map of all the fluorophores in the mixture, thus enabling their
concomitant characterization.®

Using a dropper, 3 mL of the sample was inserted into
a cuvette, then placed carefully into the integrating sphere of
the fluorescence spectrophotometer. The approximate wave-
length of both the excitation and emission peaks was deter-
mined from the 3-D measurement. This was done by locating
the highest fluorescence intensity in the spectrum based on the
intensity level chart provided next to the spectrum.

The emission spectrum reflects the probability distribution
of the various transitions from the lowest vibrational level, S;, to
the various vibrational levels, S,. Therefore, it is almost similar
to a variation of the luminescence light emission intensity as
a function of constant excitation wavelength.>

Using the excitation peak obtained from the 3-D measure-
ment, emission spectra were obtained using spectral analysis
via a fluorescence spectrophotometer. An empty cuvette was
placed into the integrating sphere to carry out the analysis
before inserting the cuvettes containing 3 mL of sample. This is
because air was used as a reference for the analysis. Emission
spectra were then plotted from the data recorded. Using the
data, the external quantum efficiency or quantum yield
percentage was determined using eqn (1).*°

External quantum efficiency(%) =

absorptance(%o)

100% x internal quantum efficiency(%) (1)

Meanwhile, HRTEM images were obtained using a high-
resolution transmission electron microscope (JEOL, model
JEM-2100F, Japan, accelerating voltage of 200 kV) to determine
the size and morphology of the CQD sample. The CQD samples
in the liquid phase were drop-cast onto a Formvar copper grid,
and the grid was air-dried at room temperature for HRTEM
analysis. HRTEM (a mode of Transmission Electron Microscopy
(TEM) imaging) enables the visualization of the crystallographic
arrangement of a specimen at the atomic scale. In contrast to
traditional microscopy techniques, this approach does not rely
on absorption mechanisms to generate images; instead, image
formation is based on interference effects in the image plane.
Electrons interact with the specimen independently, traversing
the imaging system where phase shifts occur and interference
takes place. The resulting image does not directly depict the
structural features of the specimen. This technique serves as
a crucial instrument for investigating the nanoscale
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characteristics of materials owing to its exceptional spatial
resolution.®* The capability of imaging crystal structures,*
crystal defects, and even individual atoms® is achievable due to
this remarkable level of resolution.

XRD studies were conducted using an X-ray diffractometer
(Malvern Panalytical, model EMPYREAN, United Kingdom) at
a scanning rate of 5° min . between 10° and 60° (26). XRD
analysis was done to determine the crystallinity of the sample.
XRD serves as a crucial method in the study of both amorphous
and semi-crystalline polymers.®*® It enables the comprehensive
analysis of various features of the material's microstructure,
such as lattice parameters, presence of defects, crystallographic
orientations (texture), and level of crystallinity.

During a typical X-ray diffraction experiment, the sample
undergoes exposure to X-ray radiation, a type of short-
wavelength (A = 0.1 nm) electromagnetic radiation. Typically,
the X-ray radiation is generated by bombarding a metal target
with high-speed electrons within a vacuum tube. This genera-
tion process often results in two components of radiation:
a continuous spectrum of white radiation and a superimposed
line spectrum with a frequency contingent on the bombarded
metal. As the X-ray beam traverses the sample, its intensity
diminishes exponentially: I = I, exp(—ux), where I, represents
the initial intensity and u signifies a linear absorption constant.
Consequently, the depth of X-ray penetration is influenced by
both the material properties and the X-ray source's energy.*®

The incident X-ray beam experiences partial absorption,
partial scattering, and the remaining portion transmits through
the specimen without alteration. Scattering arises from the
interaction between the incident X-rays and the material's
electrons, while the diffracted X-rays further interact to produce
diffraction patterns that are dependent on the incident beam's
angle relative to the specimen's orientation. Notably, the terms
scattering and diffraction are often used interchangeably in this
context. X-ray diffraction also proves valuable in the examina-
tion of amorphous polymers. The diffraction patterns observed
in amorphous polymers lack the distinct peaks characteristic of
crystals, instead displaying broader features. A quantitative
analysis of diffraction patterns from amorphous polymers can
yield critical insights into the local atomic structure, encom-
passing details such as bond lengths, morphology, and radial
distribution information.®®

For zeta potential measurement, the CQD samples were
loaded into folded capillary zeta cells (DTS1070, Malvern
Instruments, Worcestershire, UK). The surface charge charac-
teristics of the samples were analyzed at 25 °C with a Zetasizer
Nano ZS (Malvern Instruments, Worcestershire, UK) equipped
with a 633 nm laser.

Chemical properties characterization

FTIR spectroscopy was conducted using an FTIR spectropho-
tometer (PerkinElmer, Model Frontier, Massachusetts, USA) in
ATR mode on scanning frequencies ranging from 4000 cm ™' to
650 cm ™, to determine the surface functional groups of the
CQD sample. Infrared (IR) spectroscopy involves the measure-
ment of infrared light interacting with a molecule. It is normally
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used to determine the functional groups in molecules by
measuring the vibrations of atoms within the molecules. Light
atoms and stronger bonds tend to vibrate at a high stretching
wavenumber or frequency.”” Fourier-transform infrared (FTIR)
analysis measures the wavelength range in the IR region absor-
bed by a material by applying IR radiation to a sample of the
material. The absorbance of the sample is then used to deter-
mine the molecular structure and composition of the material.®®

Before obtaining IR Spectra, a background scan was per-
formed to remove any surrounding noises that, if not removed,
would cover up some functional groups during analysis. After the
background scan was done, one drop of the sample was placed
onto the diamond cell on the Attenuated Total Reflectance (ATR)
plate using a dropper. After the clamp was screwed down, IR
spectral analysis was performed. It was suggested that after every
analysis, ethanol and Kimwipes could be used to carefully clean
the sensor. IR spectra were then plotted from the data recorded.
To determine the functional groups in the samples, the IR
spectrum table was referred to; it lists the IR spectroscopy
frequency ranges, the appearance of the vibrations, and the
absorptions of functional groups. The frequency was found in the
first column of the table, then the corresponding absorption,
appearance, group, and compound class were determined.*

For cytotoxicity, the MTT assay was performed on HeLa cells.
The HelLa cells (5 x 10* cells per well) were seeded into 96-well
plates and incubated in a humidified CO, incubator at 37 °C,
and supplemented with 5% CO,  The spent medium was aspi-
rated from each well and washed with 100 pL of phosphate-
buffered saline (pH 7.4). CQDs of varying concentrations were
transferred to each well and allowed to incubate for 24 hours in
a humidified CO, incubator at 37 °C, supplemented with 5%
CO,. The spent medium was aspirated from each well and
washed with 100 pL of phosphate-buffered saline (pH 7.4). Next,
100 pL of fresh media was added to each well, followed by 20 pL
of 5 mg mL ™" MTT solution. The plate was shaken gently and
further incubated for 4 hours at 37 °C. After incubation, the
spent medium was fully aspirated, and the purple formazan
crystals were solubilized with 100 uL of DMSO. The plates were
incubated at room temperature with gentle shaking for 10
minutes, and the absorbance was taken with an ELISA plate
reader at 570 nm wavelength.

Stability of CQDs

Due to the lack of stability determination in previous studies,
a stability test was conducted via fluorescence measurements to
determine the “shelf-life” of the CQDs synthesized. The fluo-
rescence measurements were carried out in a fluorescence
spectrophotometer (Jasco, model FP8300, Japan) equipped with
a quartz cuvette. After every measurement, the sample was
stored in a fridge until the next measurement. The 3-D fluo-
rescence spectra and external quantum efficiency were
measured daily for a period of 180 days.

Antibacterial activity of CQDs

Wild-type strains of E. coli (ATCC25922) and S. aureus
(ATCC25923) were utilized throughout the experiment,
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including the minimal inhibitory concentration (MIC) test and
zeta potential analysis. The bacteria were grown in Mueller-
Hinton broth media at 37 °C.

The minimum inhibitory concentration (MIC) is a standard-
ized method used to determine the precise concentration of an
antimicrobial agent required to inhibit microbial growth.” The
authors consider this technique particularly relevant to the
current study, as it enables the identification of the lowest
concentration of optimized carbon quantum dots (CQDs) that
effectively suppresses visible bacterial growth. For the MIC test,
S. aureus (ATCC 25923) and E. coli (ATCC 25922) were cultured
overnight in tryptic soy broth (TSB) at 37 °C with agitation at
180 rpm. Bacterial concentrations were adjusted to an optical
density (OD595) of 0.11 to obtain 1.5 x 10® CFU mL™" of
bacterial suspension. In a 96-well cell culture plate, 50 pL of
bacterial cell suspension was added to each well, followed by
the addition of 50 pL of various concentrations of CQD,
resulting in a final volume of 100 uL per well. As a positive
control, 50 pL of tetracycline (250 ug mL~") was added to a well
containing bacterial cell suspension, while a well with bacterial
suspension in TSB without CQD served as the control. The plate
was then incubated at 37 °C with agitation at 180 rpm for 48
hours. Bacterial concentrations were measured at 595 nm at
two-hour intervals for the first 24 hours and every four hours
between 24-48 hours. This experiment was performed in
triplicate.

Evaluation of the antibacterial mechanism

To evaluate the antibacterial mechanism of the CQDs, the zeta
potentials of the bacteria before and after treatment with CQDs
were analysed. The zeta potential or electrokinetic potential™
was ascertained through the collective electrical charge of
molecules exposed on the surface, representing an indirect
approach for evaluating the surface potential of bacteria. This
fundamental attribute is crucial for upholding the optimal
functionality of cells. Additionally, it exerts a significant influ-
ence on the attachment of bacteria to substrates and their
interaction with various environmental factors.

Hence, to test the antibacterial effect of charged CQDs
towards bacteria, zeta potential analysis was performed to
measure the surface charge of the bacteria before and after the
interaction between the bacteria and CQDs. Based on the MIC
test, the CQD samples were prepared at optimal concentrations
in water. Both S. aureus (ATCC 25923) and E. coli (ATCC 25922)
were cultured overnight in tryptic soy broth (TSB) at 37 °C with
agitation at 180 rpm. Bacterial concentrations were adjusted to
an optical density (OD595) of 0.11 to obtain 1.5 x 10° CFU mL "
of bacterial suspension and incubated with the CQD samples
(1:1 v/v) in a 96-well microtiter plate for 36 hours. The samples
were loaded into folded capillary zeta cells (DTS1070, Malvern
Instruments, Worcestershire, UK). The surface charge charac-
teristics of the samples were determined at 25 °C with a Zeta-
sizer Nano ZS (Malvern Instruments, Worcestershire, UK)
equipped with a 633 nm laser.

To further verify the antibacterial effect of the CQDs against
the bacteria, SEM was performed to observe the morphology or
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shape of the bacteria before and after treatment with CQDs. The
utilization of scanning electron microscopy (SEM) represents
a robust methodology specifically crafted for the analysis of the
surface characteristics of various materials.”” Within the SEM
framework, a high-energy electron beam is meticulously directed
towards the material specimen, often reaching acceleration
voltages of around 30 kV, as outlined by Inkson.” This process
instigates a series of interactions between the electron beam and
the specimen, resulting in the emission of signals from the
material, subsequently captured by specialized detectors.

To perform SEM, a bacterial culture was prepared by inocu-
lating 10 mL of TSB with a single E. coli colony and incubating at
37 °C with shaking until OD600 = 0.6. The bacterial culture was
then pelleted at 4000xg for 5 min and resuspended with 500 mg
mL ™ CQD diluted in TSB for 2 hours. The procedures were
repeated by replacing E. coli with S. aureus. After treatment, the
bacteria were centrifuged and washed twice with 5 mL of PBS
solution. The samples were then fixed in 4% glutaraldehyde
solution for 6 hours at 4 °C, then centrifuged and washed with
0.1 M sodium cacodylate buffer (three times, 10 minutes each).
The bacterial pellet was then subjected to postfixation treatment
by incubation in 1% osmium tetroxide for 2 hours at 4 °C and
subsequent washing with 0.1 M sodium cacodylate buffer (three
times, 10 min each). Subsequently, the fixed samples were
dehydrated by washing with a series of acetone solutions and the
resulting samples were transferred to an aluminum foil (1 cm?)
precoated with albumin solution and subjected to critical point
drying for 1.5 hours. The samples were mounted on a metal stub
and coated with gold in a sputter coater (Bal-Tec, model SCD005,
Liechtenstein). The samples were observed under the scanning
electron microscope (JEOL Ltd, model JSM-IT100, Japan).

To further prove that the CQDs possess antibacterial proper-
ties, an isotype test was carried out with two other bacterial
strains, namely S. ser. Typhimurium (ATCC 13311) and V. para-
haemolyticus (ATCC 17802). In this test, the Kirby-Bauer disk
diffusion method was used to quickly determine the antibacterial
properties of the CQDs against the above-mentioned bacterial
strains. A single isolated colony of S. ser. Typhimurium was
chosen and inoculated into 5 mL of TSB medium and grown
overnight at 37 °C with shaking at 180 rpm. Subsequently, 50 pL
of each diluted sample was applied to a filter paper disk and
allowed to dry in a laminar air stream. Subsequently, 150 uL of
the bacterial culture was spread evenly onto tryptic soy agar (TSA)
using a sterile cotton swab, while excess liquid on the agar was
allowed to dry under a laminar hood. Filter paper discs in which
test samples were embedded were then placed on the TSA with
sufficient space between the discs. The procedures were repeated
using S. ser. Typhimurium replaced with V. parahaemolyticus. The
plates were finally incubated at 37 °C for 8 hours, and the
resulting zone of inhibition was measured.

Results
Excitation and emission peak determination

CQDs synthesized via the hydrothermal method were subjected
to 3-D measurements to obtain both excitation and emission
peaks.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 3-D measurement of the excitation wavelength and emission
wavelength for CQDs produced via the hydrothermal method. Inset
shows the corresponding emission spectrum.

Excitation and emission peaks are the points in the wave-
length where the maximum fluorescence intensity is detected
from the sample. This means that when the sample is excited at
the excitation peak wavelength, the highest fluorescence
intensity can be detected at the emission peak wavelength. This
is important for determining the optimum wavelength to excite
the sample and its emission wavelength.

Fig. 2 shows that CQDs synthesized via the hydrothermal
method exhibit an excitation peak of 480 nm and an emission
peak of 494.5 nm, which indicates that the emission peak is in
the blue region; therefore, CQDs synthesized under the hydro-
thermal method emit blue light when excited.

Based on the emission spectrum attached in Fig. 2, when the
CQD sample is excited at 480 nm, emission peak is found at
494.5 nm, thus proving the findings of the 3-D measurement.
Hence, at the excitation wavelength of 480 nm, the sample has
the strongest absorption. Using the excitation peak obtained
from 3-D measurement, the emission spectrum can then be
plotted as shown in the inset figure of Fig. 2.

The microwave irradiation method was selected to produce
results for comparison with those obtained from the hydro-
thermal method since it is also a green synthesis method.
Moreover, at the industrial scale, microwave irradiation is more
cost-effective compared to the hydrothermal method due to its
high-volume production.

After the CQDs were synthesized via the microwave irradia-
tion method, they were sent for 3-D measurements. In Fig. 3, it
is shown that CQDs synthesized via the microwave irradiation
method exhibit an excitation peak of 480 nm and an emission
peak of 493 nm, which indicates that the emission peak is also
found in the blue region. Therefore, the CQDs synthesized via
the hydrothermal method emit blue light when excited.
Furthermore, Fig. 3 shows that when 480 nm light hits the
sample, the sample will become excited and emit light with an
emission peak at 493 nm. Using the excitation peak obtained
from the 3-D measurement, the emission spectrum can then be
obtained for quantum yield calculation.

Based on the emission spectrum attached in Fig. 3, when the
CQD sample is excited at 480 nm, an emission peak is found at
493 nm, thus proving the findings of the 3-D measurement.
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Fig. 3 3-D measurement of the excitation wavelength and the
emission wavelength for CQDs produced via the microwave irradia-
tion method. Inset shows the corresponding emission spectrum.

Hence, at the excitation peak wavelength of 480 nm, the sample
has the strongest absorption. The emission spectrum was then
plotted by using the excitation peak obtained from the 3-D
measurement, as shown in the inset figure of Fig. 3.

Based on the 3D measurements in Fig. 2 and 3, it was found
that the excitation peaks for both methods are similar at
480 nm. However, the emission peak for the hydrothermal
CQDs was found at 494.5 nm, while for the microwave irradia-
tion CQDs, the emission peak was at 493 nm. This indicates that
CQDs obtained via microwave irradiation exhibited a smaller
Stokes shift. The Stokes shift is commonly defined as the
wavelength difference between the peaks of the excitation and
emission spectra.” The overlap between both spectra is defined
as the reabsorption region or reabsorption loss, where emitted
photons from the sample are reabsorbed to excite the remain-
ing unexcited particles.” The smaller the Stokes shift, the larger
the reabsorption region, thus the lower the amount of emitted
photons detected, and the lower the external quantum effi-
ciency, which is also known as quantum yield percentage. The
Stokes shift was calculated using eqn (2).

Stokes shift = emission peak — excitation peak 2

In this case, since the CQDs obtained by microwave irradiation
exhibited a smaller Stokes shift in comparison to hydrothermal
CQDs, the microwave irradiation method may result in a lower
quantum yield percentage.

Quantum yield determination

To calculate the quantum yield of the CQD sample, distilled
water was used as a reference. Using the Spectra Manager
spectroscopy software, the external quantum efficiency of the
CQD sample from the hydrothermal method was found to be
0.218%. This states that for every 10°> photons absorbed by the
sample, only 218 photons are emitted by the sample. Therefore,
by determining the quantum yield, it can be determined that
the efficiency of this CQD sample is 0.223%.

For the CQD sample that had undergone microwave irradi-
ation, the external quantum efficiency was found to be 0.144%.
This states that for every 10°> photons absorbed by the sample,
only 144 photons are emitted by the sample.
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Therefore, by determining the quantum yield, it can be
determined that the efficiency of this CQD sample is 0.144%.

As explained in the previous section, the smaller the Stokes
shift, the lower the external quantum efficiency. The microwave
irradiation CQDs exhibited a smaller Stokes shift in comparison
to the hydrothermal CQDs, resulting in a lower quantum yield
percentage. The smaller Stokes shift may be due to the different
synthesis methods. It was discovered in previous studies that
onion CQDs exhibited a higher quantum yield percentage for
the hydrothermal method,*” which was proven in the results in
the first section.

However, the optimum synthesis method may be different
when some parameters, such as volume and type of mixtures,
are altered. To test this, and also to determine the optimized
conditions for synthesizing CQDs of the highest quantum yield,
CQDs were synthesized according to a series of parameters and
then tested for their quantum yield percentages. The parame-
ters include the type of enhancement materials and the ratio of
mixture, volume, and pH.

Surface passivation of CQDs

For this part, lemon juice and sugar were selected as enhance-
ment materials to increase the quantum yield percentage of the
CQDs. Based on Table 2, CQDs were synthesized and subjected
to 3-D measurements as well as quantum yield calculations.
Fig. 4 shows the highest quantum yield percentage results
based on the mixtures and synthesis methods. According to the
results shown in Fig. 4, it was found that for both synthesis
methods, the addition of sugar and lemon increased the
quantum yield of the CQDs. This proves that surface passivation
was successful in enhancing the yield of CQDs, especially for the
microwave irradiation method, which showed a significant
increase in comparison to the yield of CQDs produced from
pure onion juice. Moreover, an onion-sugar mixture with a ratio
of 3:7 has surpassed the other mixtures in terms of quantum
yield percentage in both synthesis methods. This proves that in
comparison to pure lemon juice, sugar would be a better
material for the surface passivation of onion-based CQDs. In
terms of the type of mixtures, although lemon juice is a good
source of citric acid, its low pH drastically reduced the fluo-
rescence of the CQDs produced. The optimum pH for highest

Highest quantum yield percentage based on mixtures and synthesis methods
Microwave Irradiation

Hydrothermal Method Method

08

Quantum Yield Percentage (%)

ONION SUGAR (3:7) ONION LEMON
(3:7) SUGAR (3:7:7) (3:7)
Type of Mixture (Ratio)

ONIONLEMON ONIONSUGAR(3:7) ONION LEMON ONION LEMON

SUGAR (3:7:7)

Fig. 4 Highest quantum yield percentages of CQDs based on
mixtures and synthesis methods.
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fluorescence was previously reported to be at pH 7.0; any
increase or decrease in pH would reduce the fluorescence.”®
Therefore, in this case, the onion-sugar mixture produced the
highest quantum yield in comparison to both the onion-lemon
and onion-lemon-sugar mixtures. In terms of ratio, it was
found that when the onion ratio increased, the quantum yield
percentage decreased. This may be due to the decrease in sugar,
which is the main carbohydrate source of the CQDs. However,
when the onion ratio was further decreased, the quantum yield
percentage also decreased, which contradicts the previous
statement. This is due to the S-doping of the CQDs by the
sulphur-containing onion juice. A previous study by Lu et al.**
had proven that the introduction of S-dopants into CQDs would
cause a red-shift of the maximum emission wavelength. The
corresponding red-shift would cause an increase in the Stokes
shift, thus reducing the reabsorption loss and increasing the
quantum yield percentage of the CQDs. Therefore, in this case,
the reduction in onion juice resulted in the decrease in S-
dopants, and thus the quantum yield percentage was inadver-
tently reduced. As a result, an optimum onion-sugar ratio of 3 :
7 was discovered to synthesize CQDs of the highest quantum
yield percentage compared with the other ratios.

Nevertheless, it was found that in terms of synthesis method,
due to the addition of the enhancement materials, microwave-
irradiation-treated CQDs exhibited a higher quantum yield
percentage (0.630%) than the hydrothermal-treated CQDs
(0.536%). In amorphous carbon quantum dots (CQDs), the lack
of long-range structural order means that surface defects and
functional groups such as -OH, -COOH, and -NH; play
a dominant role in photoluminescence. As a result, the emis-
sion behavior tends to be highly excitation-dependent, which
correlates with a very low quantum yield.”” Based on the results,
the optimized mixture was determined to be an onion-sugar
ratio of 3:7 under the microwave irradiation method. To
further study the quantum yield extent of the surface-passivated
CQDs, the synthesis conditions were manipulated to determine
the optimized conditions for CQD synthesis.

Synthesis condition optimization

To start, we investigated the effects of volume on quantum yield
percentage. Based on previous results, the mixture with the highest
quantum yield percentage was used, which is the onion-sugar
mixture ratio of 3 :7 under the microwave irradiation method. In
this part, the CQDs were synthesized as reported previously.
However, instead of 50 mL, the volume was increased to 100 mL,
150 mL, 200 mL, and 250 mL. Fig. 5 shows the quantum yield
percentage of the CQDs based on the volume of the mixture.

Based on the results in Fig. 5, the higher the volume of the
onion-sugar mixture, the higher the quantum yield percentage
of the synthesized CQDs. At 250 mL, the CQDs achieved 1.4
times the quantum yield percentage in comparison to the initial
50 mL mixture.

This is perhaps due to the increase in fluorophore concen-
tration. When the volume is increased, more CQDs will be
synthesized from the larger mixture volume, thus resulting in
a higher fluorophore concentration. The increase in the
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Quantum Yield Percentage of CQDs based on the volume of onion-
sugar mixture
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Fig. 5 Quantum yield percentages of CQDs based on the volume of
the onion—sugar mixture.

fluorophore concentration results in a higher number of
molecules within the detection volume and eventually leads to
a higher quantum yield percentage. This also proves that the
CQDs are suitable for industrial-scale production and not
necessarily just for lab experiments.

The effect of pH on the quantum yield percentage of the
CQDs was also studied. Before the pH manipulation, the pH of
the produced CQD solution was 4.6. The effects of the pH
manipulation on the quantum yield percentage are shown in
Fig. 6. Here, the quantum yield percentage increases as the pH
increases until it reaches pH 7.6, beyond which it decreases
even as the pH increases. This means that at pH 7-8, the CQDs
exhibit the highest quantum yield percentage. Thus, the
optimal pH would be between pH 7 and 8.

This result corresponds with the previous statement on the
optimum pH discovered, which is pH 7.7® This shows that the
CQDs synthesized in this study work less efficiently in both
acidic and alkaline conditions, which is a desirable outcome for
consumer applications. If the CQDs work effectively in either
acidic or alkaline conditions, then chemicals would be required
to maintain the pH condition of the CQDs, which in turn may be
harmful to consumers if not carefully implemented.

Verification of optimized CQD sample

Based on the current available results, the optimal conditions
are as follows: CQDs at pH 7-8, produced from a 250 mL onion-

Quantum yield percentage of CQDs at different pH
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Fig. 6 Quantum yield percentage of CQDs at different pH values.
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sugar mixture, with a ratio of 3 : 7 via the microwave irradiation
method. Based on the CHNS analysis, the synthesized CQDs
consist of 43.2% carbon, 6.6% hydrogen, and 0.6% nitrogen.
The 3-D spectrum, as well as the emission spectrum of the
optimum CQDs, is shown in Fig. 7, and the quantum yield
percentage is 2.101%.

Based on the results, in terms of quantum yield calculation,
the optimized CQDs are 9.4 times higher than the yield of the
synthesized CQDs of the initial hydrothermal method, and 14.6
times higher than the yield of the initial microwave irradiation
method. This proves that the optimization was a complete
success. Furthermore, based on the results in the 3-D spectrum,
the excitation peak was found at 470 nm, while the emission
peak was at 541 nm. This proves that visible light can be used to
excite the CQDs. Fig. 8 shows the photo of the CQDs under
normal light and UV light.

After synthesizing CQDs under the optimal conditions, the
quantum yield percentage was significantly higher than the
yield from the initial onion CQDs. This proves that the
enhancements and optimum conditions imposed on the initial
onion CQDs were successful in improving the yield. Further-
more, as shown in Fig. 7, the optimum CQDs had a larger Stokes
shift, which is one of the reasons that led to the increase in
quantum yield percentage. Other than the red-shift of the
emission peak, a blue-shift in the excitation peak was also
observed; this was due to the enhancements and optimal
conditions. The fluorescence of the CQDs is reportedly prone to
manipulation via the tuning of a variety of parameters, such as
size, pH, and type of materials.” In this study, by tuning the
type of materials, pH, and volume, the fluorescence of the CQDs
displayed significantly different results, thus proving the theory.
The CQD sample was also subjected to UV light exposure under
dark conditions to verify the fluorescence of the sample. Despite
the excitation maxima in the visible light region and not the UV
region, the fluorescence could not be seen clearly under visible
light, as fluorescence makes little difference to the light used to
excite the nanoparticles. Thus, by using UV light, the nano-
particles would have emitted visible light fluorescence, which
could cause a big difference to be seen by the naked eye. As
shown in Fig. 8, under UV light, the colour of the CQDs changed
from brown-orange to green, thus proving that the CQDs exhibit
fluorescence when excited.
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Fig. 7 3-D Plot of the fluorescence spectra of the optimized CQDs.
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Fig. 8 CQDs under normal light (left) and under UV light (right).

Fig. 9 HRTEM image of the optimized CQDs on a layer of Formvar
sheet within a copper grid at a magnification of 120 000; the inset
shows a magnification of 200 000.

Particle size and morphology determination

After the optimized CQDs were produced, they were subjected to
HRTEM to determine the size and morphology of the CQDs.
Fig. 9 shows the HRTEM images of the optimized CQDs at
magnifications of 120000 and 200 000. Fig. 10 shows the
particle size distribution chart of the optimized CQDs. Fig. 9
and 10 are proof of the presence of uniform, spherical particles
with average sizes ranging from 4-6 nm.

As shown in Fig. 9, the nanoparticles are spherical, and the
average particle size was between 4 and 6 nm, as shown in the
histogram in Fig. 10. This has further proven that the nano-
particles synthesized are considered CQDs due to the nano-
particles being spherical and the particle size being smaller
than 10 nm, as defined by Oliveira and Alves.”” The HR-TEM
image demonstrates aggregate layers due to the amorphous
nature of the synthesized CQDs, as confirmed by XRD analysis;
they lack the short-range structural order necessary to produce
visible lattice fringes.

Amorphous structure determination

To determine the crystallinity of the CQD sample, the optimized
CQDs were sent for XRD analysis. Fig. 11 shows the XRD crys-
tallinity graph of the optimized CQDs. The XRD pattern of the

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 10 Particle size distribution chart for the optimized CQDs.
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Fig. 11 XRD crystallinity graph of the optimized CQDs.

CQDs showed a broad peak at approximately 26 = 9.5°, and the
interlayer spacing (d) of the CQDs (0.93 nm) was higher than the
graphitic interlayer spacing (0.33 nm); this is proof that the
CQDs synthesized are amorphous.

Unlike crystalline-structured CQDs, amorphous variants are
known to be water-soluble and bio-compatible.*® These char-
acteristics are beneficial for in vivo applications, such as nano-
antibiotics and bioimaging. Previous studies concluded that
properties exhibited by amorphous variants are similar to those
of the crystalline variants. Cao et al® had proven that the
spectroscopic properties of the photoluminescence