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Abstract
A modern level of nanotechnology allows us to create conceptually new test systems for chemical analyses and to develop sensitive and compact sensors for various types of substances. However, at present, there are very few commercially available compact
sensors for the determination of toxic and carcinogenic substances, such as organic solvents that are used in some construction materials. This article contains an overview of how 3D photonic crystals are used for the creation of a new test system for nonpolar
organic solvents. The morphology and structural parameters of the photonic crystals, based upon a crystalline colloidal array with a
sensing matrix of polydimethylsiloxane, have been determined by using scanning electron microscopy and by the results of specular reflectance spectroscopy based on the Bragg–Snell law. A new approach has been proposed for the application of this sensor in
chemical analysis for the qualitative detection of saturated vapors of volatile organic compounds due to configuration changes of
the photonic bandgap, recorded by diffuse reflectance spectroscopy. The exposure of the sensor to aromatic (benzene, toluene and
p-xylene) and aliphatic (n-pentane, n-heptane, n-octane and n-decane) hydrocarbons has been analyzed. The reconstitution of spectral parameters of the sensor during the periodic detection of saturated vapors of toluene has been evaluated.

Introduction
Photonic crystals (PhCs) used for chemical sensors can be
divided into three groups depending upon their structure, that is,
one-dimensional (1D), two-dimensional (2D), and three-dimen-

sional (3D) [1-10]. 2D and 3D structures used as chemical
sensors are studied in most projects. 2D structures consist of a
monolayer of spherical particles placed on a substrate. 3D struc-
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tures, which appear in the form of a crystalline colloidal array
(CCA), are called opal structures (spherical particles closepacked in an ordered structure). If the structure has been placed
in a matrix and the particles have been removed, then it is an
inverse opal structure [11-13]. A photonic bandgap (PBG)
appears in colloidal crystals due to the periodic modulation of
the refractive index. At the bandgap, selective reflection of light
is observed, which is connected to a low photon density of
states within the materials [14]. Most of the configuration
changes of the photonic bandgap in opal and inverse opal structures occur due to swelling or compression of the polymer
matrix or gel.
To date, four main methods for the modification of photonic
crystals are used for the creation of stimuli-responsive materials: (a) formation of a sensitive polymer matrix, (b) impregnation of the reagent, (c) immobilization of the reagent and (d)
preparation of the sensor elements from molecularly imprinted
polymers.
Organic solvents are usually detected by using polymer matrix
sensors (Table 1) through matrix interaction [7-9,15,16]. The
impregnation and immobilization methods are rather close; they
are used for the determination of inorganic ions (Cu2+, Pb2+,
Hg2+, Ni2+ and Cd2+) [2,11,17-19] and organic molecules of
simple and complex structure (glucose, organophosphates, urea,
creatinine, ciprofloxacin and sarin) [5,6,20-27]. The development of a sensor device with molecularly imprinted polymers
allows for the determination of organic compounds (nicotinamide, sulfonamides, bisphenol A and diethylstilbestrol) with
a more complex structure [12,13,28,29].

The color shift (blueshift or redshift) or the color intensity of
the sensor serves as an analytical signal for such sensors. The
standard method for measuring an analytical signal is specular
reflectance spectroscopy within the visible range; however, the
interaction of a 2D PhC with the analyte is also analyzed by
changing the diameter of the Debye diffraction ring [2,5,6,10].
Currently, very few works are devoted to the study of the mechanism that leads to the shift of the PBG in 2D and 3D photonic
crystals. This is caused by the variety of flow processes in the
structure, which are significantly influenced by the filling of the
structure, the structural heterogeneity within a volume, the presence of foreign chemical substances and the size variation of the
matrix and particles during the chemical analysis process. However, one cannot ignore sensors based on molecularly imprinted
polymers for the selective detection of volatile organic compounds [30-32]. In most cases, the response of such sensors is a
change in mass recorded using a quartz microbalance. A
simpler design and research method made it possible to investigate in more detail the processes occurring during the absorption of solvents. The ability to control selectivity in molecularly imprinted sensors and the simple visual response in
photonic crystal sensors make it promising and even mandatory
to combine these two approaches.
In our previous study, the optimal parameters of polystyrene
(PS) particles for sensor matrices for saturated vapors of volatile organic compounds have been determined [33]. In this
work, we determined the parameters of the sensor structure and
examined online the detection of high concentrations of aromatic and aliphatic hydrocarbon vapors in air. The detection was

Table 1: Some photonic crystal structures for chemical sensing of organic solvents.

Geometry

Material

Response

Analyte

Limit of detection

Ref.

3D PhC (CCA)

polystyrene

redshift (<50 nm)

methanol vapors

5% (Vmethane/V0)

[7]

3D PhC (PCCA)a

polystyrene-Ag/
polydimethylsiloxane

redshift (<50 nm)

chloroform, chlorobenzene, 5 µL (5 nm)
tetrahydrofuran,
dichloromethane and
dimethoxyethane liquids

[8]

3D PhC (CCA)

polystyrene

redshift (<40 nm)

methanol, ethanol,
isopropanol, 1-propanol
and n-butanol vapors

2% (Vethane/V)

[9]

3D PhC (PCCA)

polymethylmethacrylate/
methyl cellulose

redshift (<80 nm)

ethanol, n-propanol,
isopropanol and n-butanol
liquids and vapors

NA

[15]

3D PhC (CCA)

polystyrene

redshift

methanol and ethanol

NA

[16]

3D PhC (PCCA)

polystyrene/
polydimethylsiloxane

redshift (<150 nm)

benzene, toluene,
p-xylene, n-pentane,
n-heptane, n-octane and
n-decane vapors

0.3 mg/m3 (toluene) this
work

aPolymerized

crystalline colloidal array.
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performed by using 3D PhC-based sensors, which are a CCA of
polystyrene submicrometer particles embedded in a polydimethylsiloxane (PDMS) layer. The matrix interaction was responsible for the main mechanism, which was monitored by
configuration changes of the photonic bandgap using diffuse reflectance spectroscopy.

Results and Discussion
Determination of the morphology and the
structural parameters of the sensor
A comparison between the specular reflectance and the diffuse
reflectance spectra tested in the “specular component included
(SCI)” and “specular component excluded (SCE)” modes has
shown (Figure 1a) that the maximum of the diffuse reflectance
spectra of the PhC sensor in the SCI mode coincides with the
maximum of the specular reflection spectra resulting from flat
(111) surfaces at an 8° angle. This applies regardless whether
the sensor has a PDMS layer or not. However, the diffuse reflectance spectra of the sample without a polydimethylsiloxane
layer, measured in the SCE mode, had a significant intensity decrease at the assumed maximum point of the reflection. For a
sensor with a PDMS layer, the spectrum intensity of the specular reflectance component, regarding the diffuse reflectance
spectrum, decreases. This is expressed in the smaller influence
of the viewing angle on the color of the sensor and a simpler
visual registration of the color due to a decrease of the iridescence effect, which is an important requirement for the testing
system.

A reflection peak was approximated by a quadratic function
(y = ax2 + bx + c) to determine the PBG position. The fitted
coefficients of the quadratic function of spectral maxima were
used to determine the dependence of the photonic bandgap position on the exposure time and the incident angle by the analysis
of the diffuse and specular reflectance spectra.
According to the literature data, the structure has a facecentered cubic lattice (FCC), therefore, it can be assumed that
the structure is filled by 74% with PS and that the remaining
volume is filled with air or polydimethylsiloxane [34,35].
Figure 2 shows the surface of a crystalline colloidal array obtained by using scanning electron microscopy.
The investigated samples have an ordered lattice structure similar to crystals; therefore, the Bragg equation has been applied
for the analysis. Since the diameter of particles in the lattice is
in the submicrometer region, diffraction occurs in the visible
spectrum, and it becomes necessary to consider the refraction of
light during propagation through materials with different refractive indices. In the case of the CCA with FCC lattice, the
Bragg–Snell law can be written as follows:
(1)

where m is the order of a diffraction maximum, λ is the wavelength of the reflectance maximum, d111 is the interplanar distance between crystallographic (111) planes, neff is the effec-

Figure 1: Optical characteristics of sensors based on 3D PhC (matrix thickness ≈ 90 µm): (a) diffuse reflectance and specular (8°) reflectance spectra of the sensor before and after the PDMS layer formation (the difference in reflection intensity is caused by different apertures and the area of samples) and (b) dependence of m2λ2 on sin2θ for the sensor with the PDMS layer (red circles) and without (blue circles), where m is the order of the
photonic bandgap, λ is the wavelength of the photonic bandgap, θ is the incident angle. Black lines show the linear correspondence of the experimental data.
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Figure 2: (a) Photo of the sensor and (b) electron microscopy image of a CCA of polystyrene particles without a PDMS layer on a glass substrate
(effective particle size = 201 nm). The data obtained with dynamic light scattering slightly overestimates the diameter in comparison with the data obtained from microphotographs. This may be related to the specificity of the dynamic light scattering (DLS) method (hydrodynamic diameter measurement).

tive refractive index of the CCA, nair is the refractive index of
the medium (in our case air) from which light falls in and θ is
the incidence angle [8,9,36]. The incidence angle was varied
from 8° to 65° in the experiments.
Knowing the volume fraction of particles in the CCA (fp) and
their refractive index (np), as well as the volume fraction of air
or other substances (ff) that fill the spaces between the particles
and the corresponding refractive index (nf), an effective refractive index of the CCA can be calculated by using the following
formula:
(2)

The interplanar distance between crystallographic planes (111)
in a FCC lattice is related to the effective particle diameter D by
the following equation:
(3)

From the linear dependence (Figure 1b) and Equations 1–3, an
average diameter of spherical particles and the effective refractive index of the photonic crystal can be obtained [37,38]. The
effective refractive index of the structure without PDMS is
1.525, with PDMS it is 1.599, and the average diameter of the
particles is 197.5 nm and 201.5 nm, respectively. The obtained
average diameters of the polystyrene particles are consistent
with the SEM results, and the effective refractive indices are
slightly overestimated in comparison with the theoretically
calculated values (without PDMS: 1.477, with PDMS: 1.568)

[39,40]. This may be due to the presence of surfactants in the
interparticle space, defects of the crystal lattice, and a different
ratio of volume fractions.
The use of diffuse reflectance spectrometry in further experiments is necessary to obtain integrated optical characteristics of
the stimuli-responsive matrix as an analogue of visual recordings. This allows one to optimize the development of sensors
with a visual recording of analysis results.

Kinetics of interaction between the sensor
and solvent vapors
Of interest is the use of a 3D PhC-based sensor for online measurements of the concentration of nonpolar solvents and their
vapors. Exposure to saturated solvent vapors allows the analyte
to be delivered more evenly to the surface of the stimuli-responsive matrix than applying a liquid sample to the surface of the
sensitive layer, which is an important feature in studying the
mechanism of interaction. The following analytes were studied:
benzene, toluene, p-xylene (the BTX aromatics), n-pentane,
n-heptane, n-octane and n-decane, which have a high vapor
pressure under normal conditions.
As a result of exposure to aromatic and aliphatic nonpolar solvents, a redshift in the PBG is observed using diffuse reflectance spectroscopy. The diffusion of vapors of organic solvents
into the PDMS layer and the CCA leads to their swelling and, to
a lesser extent, to a change in the effective refractive index of
the structure (Figure 3). Since the experimental observation of
the photonic bandgap shift was more than 100 nm, this would
require a very large change in the effective refractive index.
Consequently, the degree of swelling of polydimethylsiloxane
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predominantly affects the formation of a response when
exposed to hydrocarbons. In this regard, it can be assumed that
the sensor will be able to detect other hydrocarbons leading to a
swelling of PDMS, such as diethyl ether, tetrahydrofuran and
chlorobenzene [41]. Therefore, the main factor can be considered the affinity of solvents to PDMS, namely the polarity and

Figure 3: A mechanism of detecting hydrocarbons with a sensor
based on a 3D PhC: (a, b) swelling of colloidal particles or polymer
matrix, leading to a change in the lattice period d; (c) change in the average refractive index of a periodic structure n.

rate of diffusion of the solvent through the matrix. In addition,
the polydimethylsiloxane matrix protects the polystyrene CCA
from the effects of high concentrations of hydrocarbons, thus, it
acts as a “conductor” and “dispenser” of the analyte.
An analysis of the vapor effects of the analytes was performed
through studying kinetic curves (Figure 4a). It was found that
nonpolar aromatic compounds have some response delay, but a
steeper rise of the S-curve, which is visually expressed as a
more contrasting color change of the sensor matrix. The effect
of vapors of nonpolar aliphatic organic solvents, in contrast,
leads to an instantaneous photonic bandgap shift, but there is no
sharp jump in the kinetic curve. The response time means the
moment when the PBG shift rate is maximum; this parameter is
well determined by the first derivative of the curves from
Figure 4b. This feature allows one to distinguish qualitatively
the analytes. This behavior can be explained by the rapid dissolution of the necks (“bridges”) between neighboring particles
that occur during CCA assembly and hold this array, preventing
it from moving apart due to the swelling of the polydimethylsiloxane layer, whereas when exposed to the test alkanes, this
does not happen so quickly, and the shift of the lower layers is
delayed, resulting in broadening of the photonic bandgap and a
less pronounced color.

Qualitative detection of nonpolar
low-molecular-weight organic compounds
It was found that the response rate increases exponentially
among n-pentane, n-heptane, n-octane and n-decane. This is

Figure 4: Comparison of the PBG shift rate exposed to toluene and n-pentane vapors (matrix thickness about 90 μm): (a) an example of kinetic
curves (the experimental temperature was maintained at 23.1–23.6 °C) and (b) differential curves plotted from the average experimental data (additional curves are given for n-heptane and n-octane).
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consistent with an exponential decrease in vapor pressure and a
decrease in the rate of diffusion of the compounds into the
polymer matrix (Figure 5). The effect of n-decane vapor does
not lead to a significant change in the sensor color, but only
shifts the PBG by just ≈10 nm, nevertheless, the approach proposed here allows one to detect slight changes in the sensor
color.

Effects of organic solvent mixtures on the
sensor
Of particular interest is the detection of analytes in complex
objects. An example is the detection of toluene in the presence
of xylenes. We discovered that the response rate of the composite sensor is affected by the p-xylene/toluene ratio in the
analyzed mixture. The relationship shown in Figure 6, corre-

Aromatic and aliphatic hydrocarbons were screened for the
color change time of the sensor. For the series benzene, toluene,
p-xylene and n-pentane, n-heptane, n-octane and n-decane, an
increase in the response time is observed that is close to exponential. This allows for the detection of the total toxic effect
considering the different analytical response rates and the toxicity of the detected compounds.
Since the absorption of hydrocarbon vapors is responsible for
the delivery of the analyte to the photonic crystal, a change in
the sensor sensitivity is possible by varying the thickness of the
sensitive PDMS layer. In the experiments, sensors with a polydimethylsiloxane layer thickness from 10 μm to 2 mm were investigated for detecting low concentrations of vapors and liquid
hydrocarbons. As the limit of detection depends on the matrix
thickness, the main obstacle to its reduction is the development
of a technique for uniform application of polydimethylsiloxane.
In some experiments, it was possible to detect toluene vapors
with a concentration of ca. 0.3 mg/m3 using a sensor with a
sensitive layer thickness about 20 μm.

Figure 6: The dependence of the sensor response rate on the content
of toluene in p-xylene (matrix thickness about 100 μm).

Figure 5: Response rates of sensor matrices (red) and vapor pressure (blue): (a) response time for aromatic hydrocarbons (matrix thickness about
280 μm) and (b) response time for normal alkanes (matrix thickness about 90 μm).
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lates well (R2 = 0.995) with a 3rd-degree polynomial curve:
t = – 2.0 × 10−5CPhMe3 + 4.8 × 10−3CPhMe2 – 0.49CPhMe + 23.
The rate of sensor response to the mixture increases sharply
even with a low content of toluene. This factor indicates
the possibility of detecting small concentrations of volatile
organic compounds with a higher vapor pressure in
complex objects. The experimental results also show the
possibility of using a sensor to assess the total toxic effect of
BTX vapors.
This approach shows that this sensor can be used for the qualitative analysis of complex matrices such as fossil fuel due to the
different types of kinetic curves, for example, as shown for aliphatic and aromatic hydrocarbons, according to the criteria obtained after processing the kinetic curves using chemometric
methods of analysis.

Reversibility of optical characteristics of the
sensor during cyclic exposure to toluene
After the first cycle of exposure to both aromatic and aliphatic
solvents, the initial color of the sensor changes, associated with
the degradation of the CCA. It should be noted that benzene,
toluene and p-xylene, unlike, for example, n-pentane or
n-heptane, can lead to the irreversible destruction of the stimuliresponsive matrix due to dissolution or adhesion of PS particles.
Therefore, an experiment was carried out with cyclic exposure
to toluene vapor. The sensor matrix was exposed to saturated
toluene vapors for 8 min. Then, the sensor was allowed to stand
for a day to recover the photonic bandgap to its initial position,
although 90% of recovery was reached already after 2 min, and
the experiment was repeated.
From the results presented in Figure 7a, we can conclude that
there is a wide spread in both the initial position of the PBG and

Figure 7: Reversibility of the response to toluene vapor: (a) position of the reflection maximum: green – before exposure to toluene vapor, red – at the
response point, blue – 8 min after the exposure (data obtained with an “eye-one Pro” mini-spectrophotometer). (b, c) The starting position of the
maximum reflection and initial photo images of the sensor before the next cycle of exposure to toluene vapor (data obtained with a “Ci7800” spectrophotometer).
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the final one, but this is explained by the heterogeneity of
the sensor degradation over the surface area and the small
aperture of the mini-spectrophotometer (4.5 mm), which is
smaller than the treated sensor area. Before each experiment,
the diffuse reflectance spectra were recorded using a device
with a larger aperture (10 mm) than the sample size
(Figure 7b,c). Even though a partial degradation of the sensor
occurs after each detection, it is already linear after the second
detection (R2 = 0.988) and can be taken into account accordingly.

corded on a spectrophotometer “Ci7800” (X-Rite, Inc., USA) in
the visible range of the electromagnetic spectrum in SCI and
SCE modes. The studies of kinetics have been carried out using
a mini-spectrophotometer “eye-one Pro” (X-Rite, Inc., USA).
The thickness of the stimuli-responsive layer (PDMS and CCA)
has been measured by using a “Constant K5” thickness gauge
(KONSTANTA LLC, Russia) with an ID2 induction converter.
The SEM images have been obtained at the Centre of Shared
Equipment of IGIC RAS.

Sensors

Conclusion
An approach is proposed for the qualitative determination of aromatic and aliphatic hydrocarbons using stimuli-responsive materials based on 3D photononic crystals. The kinetic regular
interactions of organic nonpolar solvents with a photonic
crystal-based sensor, having a PDMS sensor matrix, were
studied by diffuse reflectance spectroscopy. Vapors of a
p-xylene/toluene mixture containing the components in different proportions were detected. The possibility of determining
the concentration of compounds in a two-component mixture is
confirmed.
It was found that after stopping the exposure, the position of the
photonic bandgap is almost completely recovered. This fact
allows one to perform chemical cycles or online environmental
monitoring. However, when exposed to aromatic solvents,
sensor degradation is observed, but its linear direction should be
noted.

Experimental
Materials
Submicrometer particles from linear polystyrene have been synthesized in the Institute of Fine Chemical Technologies RTU
MIREA [42]. The sensor matrix has been developed from
PDMS “Sylgard 184 silicone elastomer” (Dow Corning, USA).
The following organic solvents have been used as analytes:
benzene “pur.” and toluene “p.a.” (Reakhim, Russia); p-xylene
“pur.”, n-pentane, “puriss.”, n-heptane “puriss. spec.” and
n-decane “pur.” (EKOS-1, Russia); n-octane “pur.” (Acros
Organics, Belgium/US).

Instruments
The average hydrodynamic radius of the PS particles has been
determined by using the DLS method on a “Zetasizer Nano ZS”
(Malvern Panalytical Ltd, UK) device. Microstructures of
sensor matrices have been tested by using the SEM method on
an “NVision 40” (Carl Zeiss, Inc., Germany) device and a
specular reflectance spectrophotometer “Lambda 950”
(PerkinElmer, Inc., USA) in the visible range of the electromagnetic spectrum. The diffuse reflectance spectra have been re-

A composite sensor based on 3D PhC, which has a sandwich
design, has been used for the experiments. The opal structure is
formed on a glass or polymer (polycarbonate or polyethylene
terephthalate) substrate. The structure has a close-packed crystal
lattice, the nodal points of which contain spherical submicrometer particles of polystyrene with a hydrodynamic diameter of
239.5 nm (polydispersity index 0.101), determined by the DLS
method. The CCA has been obtained by self-organization from
a water–ethanol suspension [43]. The formed structure was
covered with a hydrophobic polymer material layer, that is,
polydimethylsiloxane of a specified thickness, which serves as a
sensitive layer and mechanically protects the CCA. Sensors
with a glass carrier have better optical characteristics but are
inferior to polymer regarding material strength.

Method
Figure 8a shows the scheme of the experimental equipment.
It consists of the spectrophotometer “eye-one Pro” and a
peripheral device, which is made of black composite
material based on epoxy resins for visible-light absorption and
to elude backward reflection. The diffuse reflectance spectra
have been recorded automatically by using the standard software “i1Share v1.4” (X-Rite, Incorporated, USA) and a
scripting language program that allowed for receiving data on a
preset periodic base. Temperature, pressure and humidity were
monitored by a BMP280 sensor (Robert Bosch GmbH,
Germany).
A sample of the PhC sensor (Figure 8b) was installed
on a cuvette with an analyte solution and fixed with a clamp
to avoid vapor leakage during the exposure. The sensitive
side of the sample was faced into the cuvette with an
analyte and the diffuse reflectance spectra were recorded
through the optically transparent carrier. A negligible reflection
of the polycarbonate substrate is in the blue spectrum region
(below 420 nm) and does not overlap with the reflection
of the photonic crystal. As a result of the experiment, we obtained spectra measured at a predetermined time interval
(Figure 8c). The color of the sensor changed from green to red
(Figure 8d).
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Figure 8: Key points of the experiments: (a) scheme of the experimental equipment; (b) a photo image of the sensor; (c) redshift upon exposure of
saturated hydrocarbon vapors on the sensor; (d) photo image of the sensor before and during the exposure.
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Abstract
Piezoelectric materials have attracted more attention than other materials in the field of textiles. Piezoelectric materials offer advantages as transducers, sensors, and energy-harvesting devices. Commonly, ceramics and quartz are used in such applications. However, polymeric piezoelectric materials have the advantage that they can be converted into any shape and size. In smart textiles,
polyvinylidene fluoride (PVDF) and other piezoelectric polymers are used in the form of fibers, filaments, and composites. In this
research, PVDF nanofibers were developed and integrated onto a knitted fabric to fabricate a piezoelectric device for human body
angle monitoring. Scanning electron microscopy and X-ray diffraction analyses were used to study the morphology and to confirm
the beta phase in fibers. The results reveal that the nanofibers made from solutions with high concentration were smooth and defectfree, compared to the fibers obtained from solutions with low concentration, and possess high crystallinity as well. Under high
dynamic strain more output voltage is generated than under low dynamic strain. The maximum current density shown by the device
is 172.5 nA/cm2. The developed piezoelectric nanofiber sensor was then integrated into a knitted fabric through stitching to be used
for angle measurement. With increasing bending angle, the output voltage increased. The promising results show that the textilebased piezoelectric sensor developed in this study has a great potential to be used as an angle measuring wearable device for the
human body due to its high current density output and flexibility.
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Introduction
Smart textiles are normally elevated to value-added textile products with improved properties and characteristics [1]. They exhibit properties of a textile with some added characteristics.
Smart textiles are obtaining by combining conventional textile
techniques, such as knitting or weaving, with different technologies of electronics [2]. The world is moving towards intelligent
or smart textiles. In 2012, the size of the smart textile market
was almost $289.5 million and surged to $1,500 million in
2020. The integration of electronically active fibers or yarns in
textile substrates is the basis of smart textiles [3]. Textile-based
sensors and electrodes are composed of conductive fibers,
threads, or fabrics [4]. Their use for physiological and medical
examination has been rising rapidly in the last couple of years.
Textile-based sensors, being flexible, are easy to fit in a
garment and create no barrier to the wearer. Nowadays, wearable sensors based on conductive threads and conductive polymers are capable of measuring vital signs of the human body
[4,5]. Tognetti et al. [6] designed and developed a resistive
strain sensors for movement analysis. They integrated an electrically conductive elastomer into a fabric, which was then able
to detect the posture and the movement of the human body.
Retrieved data from these strain sensors were compared with
conventional motion tracking systems. The results show promising performance for body posture classification and reconstruction. Similarly, for measuring human body angles, piezoresistive sensors were developed and characterized under bending
and stretching regarding the application as strain sensors [7].
Knitted piezoresistive fabrics were used to develop sensors that
were a wearable type of a goniometer. These sensors were then
tested under static and dynamic conditions. For another application, researchers designed and developed a purely textile-based
capacitive pressure sensor to be integrated and embedded into
the garments to monitor and measure human body pressure.
These sensors were beneficial for pressure sore prevention,
rehabilitation, and the detection of movement during activities.
Further, these sensors were comfortable and bendable and were
applied onto the upper portion of an arm to detect the deflection of the forearm during muscle bending [8]. Park et al. [9]
developed a self-powered piezoelectric sensor for monitoring
the pulse rate in real time. A pressure sensor was attached to the
epidermis for monitoring pulse and assessing personal health
status. Traditional sensors for pulse monitoring can detect biosignals of the human body but they have the limitation of power
supply, which will restrict the operation of the wearable devices
for medical purposes. Hence, piezoelectric sensors were used
for monitoring bio-signals of the human body without limitation of power supply. Moreover, Lorussi and co-workers developed a smart textile garment by embedding a strain sensor
into an ordinary garment. For the piezoelectric effect, the
conductive blend was applied onto the fabric, which resulted in

a change in resistance under strain. This phenomenon was used
in gloves, car seats, and leotards for determining body posture,
shape, and gesture. They primarily focused on studying a leg
pad that was able to perceive the knee movement and posture
[10]. Piezoelectric sensors have a wide range of applications including sidewalks or crosswalks that collect energy from vibrations, which can be store in batteries [11]. Moreover, piezoelectric sensors can be used at workplaces and gyms to collect
energy from machine vibrations [12]. These sensors are embedded under the shoes so that the pressure exerted during walking
or running can be converted into energy and can be used for different applications. Piezoelectric sensors can also be used under
mats and floors so the pressure due to footsteps can be utilized
as a source to generate energy [13]. Besides these, piezoelectric
sensors can also be used for sensing human body motion and
monitoring physical health parameters, such as electrocardiograms [14-19]. Polyvinylidene fluoride (PVDF), having a semicrystalline structure, is generally synthesized through polymerization of vinylidene difluoride [20]. It generally has four crystalline phases, namely α, β, ε, and γ. Among them, the beta
phase possesses the highest dipole movements, while the other
phases are usually non-polar as their structural packing is antiparallel [21]. Usually, PVDF is non-reactive towards acids and
bases. It was discovered in 1969 that PVDF can produce electrical signals. Thus, it can be used in various applications of
energy harvesting, in various forms such as fibers, films,
monofilaments, and powder. This material is trending in
textile-based research where different researchers are working
to manufacture smart textiles to generate energy [22,23].
Nanofibers have many technical applications such as in air and
liquid filtration [24,25], tissue engineering [26,27], drug
delivery [28], wound dressings [29], sound adsorption [30],
cosmetics [31], and sensor devices [32-34]. In filtration processes, electrospun nanofibers can be employed for removing
volatile organic compounds (VOCs) from the atmosphere.
To protect people from bacteria, viruses, smog, and dust,
nanofibers are utilized in medical face masks. These masks will
not allow the particles to be inhaled because of the small pore
size of the nanofibrous scaffold, while oxygen molecules are
small enough to pass through these pores. Nanofibers are also
used in other medical applications, for instance, for developing
artificial organs and blood vessels, and in gene and drug
delivery [35]. Monitoring joint angles through wearable systems
enables human posture and gesture to be reconstructed as a
support for physical rehabilitation both in clinics and at the
patients’ home [36]. To date, wearable sensors used for monitoring body movements in the market are battery-based. The
battery needs to be worn all the time. Also, it needs to be
charged or replaced, which makes its application impractical. In
this work, we present a proof of concept for using a nanofi-
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brous-based piezoelectric sensor composed of PVDF, which is
capable of monitoring body angles. This sensor will be able to
replace the battery being used in commonly available products
and is more breathable, lightweight, and flexible. The developed sensor has been characterized through advanced techniques. The current density has been calculated and compared
with the current state of the art. To the best of our knowledge,
the PVDF-based nanofibrous device developed in this study is
superior to previously reported ones.

Experimental
Materials
Polyvinylidene fluoride (PVDF) obtained from Alfa Aesar was
used as a piezoelectric material. Dimethylformamide (DMF)
and acetone from Sigma-Aldrich were used as solvents without
any further purification. A conductive tape was used to make
electrodes. Knitted fabric was used for the integration of the
nanofibrous mesh for human body angle measurement.

Fabrication of the nanofibrous mesh and its
characterization
PVDF solutions with varying concentrations (12, 14, and
16 wt %) were prepared in an acetone/DMF mixture (1:2.3 by
volume). PVDF was dissolved in the acetone/DMF mixture at
120 °C in a sealed container under stirring for 4 h followed by
incubating the solutions at room temperature for 24 h before
electrospinning. A conventional electrospinning process was

used to create the piezoelectric electrospun nanofibers. The
polymeric solution was pumped from a metallic syringe needle
of 0.4 mm inner diameter at a flow rate of 3.5 mL/h. The fibers
were collected on a stationary collector placed at a working distance of 15 cm. A constant voltage of 15 kV was used for all the
experiments. The nanofibrous meshs were first dried at room
temperature in the fume hood for 24 h followed by drying in a
vacuum oven until constant weight to ensure the complete evaporation of the solvents. PVDF nanofibers were characterized
through scanning electron microscopy (SEM) and X-ray
diffraction (XRD) to determine morphology and crystalline
structure, respectively.

Sensor development, its embedding, and
testing
The prepared PVDF nanofibrous mesh was folded into a square
shape (4 cm2) with 2 mm thickness for sensor development.
Subsequently, conductive tape was attached to both sides of the
film in a way that it covered the maximum area of the sheet
(Figure 1).
The developed piezoelectric sensor was tested in knee angle
measurements using a digital oscilloscope. The sensor was
exposed to low and high dynamic strains with varying frequencies to examine their effect on the output voltage. Then the developed sensor was integrated and stitched on a knitted fabric to
check the effect of the bending angle on the output voltage.

Figure 1: Illustration representing the scheme for sensor development.
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Staple spun polyester thread was used to stitch the sensor onto
the knitted fabric by using a lockstitch machine. The sensor was
worn on the knee and the bending angle of the knee was
changed from 0° to 45°, 90°, and 120° to check the piezoelectric output with a digital oscilloscope.

Results and Discussion
SEM analysis
SEM was used to study the diameter and morphology of PVDF
nanofibers developed through three different PVDF solutions
(12, 14, and 16 wt %). The secondary electron images, taken at
10,000× and 40,000×, magnifications of prepared PVDF electrospun films from a 12 wt % polymer solution are shown in
Figure 2A. The images show that the nanofibers have a more
bead-on-string-like structure than the nanofibers obtained from
14 wt % solution (Figure 2B) due to incomplete solvent evaporation. The optimum polymer solution concentration is essential to obtain defect-free smooth fibers [14,37]. The nanofibers
obtained from 16 wt % solution were smooth and presented a
bead-free morphology (Figure 2C). Therefore, these fibers were
selected for developing the piezoelectric sensor. The average diameter of the fibers obtained from different solutions is provided in Figure 2D.

XRD analysis
PVDF exhibits four crystalline structures: α, β, γ, and δ [38].
Normally, all phases of PVDF show almost similar peaks with
the exception of unique peaks that are used to identify the crystalline structure. X-ray diffractograms were used to analyze the
crystalline structure [39] of prepared PVDF nanofibrous meshs
obtained from different solutions to identify the beta phase in
the fibers, which is primarily accountable for piezoelectric characteristics. PVDF showed its strongest peak near θ = 20°. The
alpha phase has a peak around 18° [40], the γ phase has its
intense peak at 19.2° [41], while the beta phase exhibits peaks
between 20.04 and 22.03° (Figure 3).
It can be seen that the beta phase is dominant in the fibers
obtained from the 16 wt % solution compared to the solutions
of 12 and 14 wt %. The crystallinity was calculated from the
XRD diffractograms and came out to be 52.3%, 54.6%, and
57.7% for the fibers made from 12, 14, and 16 wt % solutions,
respectively. This phenomenon can be correlated with the
high concentration of polymer solution. During evaporation
of the solvent, polymer chains are more likely to form crystalline structures because they are closer together than in the
solutions with lower concentration Also, when the polymer

Figure 2: SEM images of nanofibers developed from 12 wt % (A), 14 wt % (B), and 16 wt % (C). PVDF solution and average diameter variation of
nanofibers against different solution concentrations (D).
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Figure 3: X-ray diffraction pattern of nanofibers at various concentrations.

amount increases in the solution it increases generation capacity
[37].

The nanofibrous mesh made from the 16 wt % solution was
selected for developing the sensor (Figure 4F). These
nanofibers have a smooth and defect-free morphology with
highly crystalline regions, which indicate the complete evaporation of the solvent and the presence of a large amount of
polymer. To check the piezoelectric output of the developed
sensor, a digital oscilloscope was used and the sensor was
tapped with the fingers. Silicon gloves were used to avoid any
possible static charges influence [42].

output voltage when the sensor was under high dynamic strain.
The result of the piezoelectric output of PVDF nanofibrous
sensor under high dynamic strain is shown in Figure 4D. Under
high dynamic strain, the generated energy is higher than under
low dynamic strain, which shows the direct relation between
pressure and piezoelectric output. To check the impact of the
frequency on the piezoelectric output, the sensor wires were attached to the probes of the digital oscilloscope and a high-frequency dynamic strain was applied onto the sensor by pressing
the sensor with a finger and lifting the finger at high speed.
Figure 4E shows the result of the digital oscilloscope showing
the output voltage of the sensor under dynamic strain at high
frequency.

The sensor was placed on a smooth surface and the wires of the
sensor were connected to the probes of a digital oscilloscope.
Low dynamic strain was applied onto the sensor by pressing the
sensor with a finger and then lifting the finger. The process was
repeated continuously to obtain the effect of low strain on the
piezoelectric output. Figure 4A illustrates the result of the
digital oscilloscope showing output voltage when the sensor
was under to low strain. The graph showing the piezoelectric
output of the PVDF nanofibrous sensor under low dynamic
strain is presented in Figure 4B. It shows that under low
dynamic strain the energy generation is small. To check the
impact of high strain, the previous process was repeated by
pressing the sensor with a high dynamic strain. Figure 4C
demonstrates the result of the digital oscilloscope showing

To show the potential application of the developed sensor, the
relation of the bending angle with the output voltage was established. For this, the sensor was integrated into a knitted fabric
through stitching and a prototype representing a knee medical
pad was developed (Figure 5A). The medical pad was worn
onto a knee, and the knee was moved at different angles to
check the output. The knee was moved from 0° degrees to 120°
(Figure 5B). The effect of the bending angle on the output
voltage was measured. When the bending angle was 45°, the
output voltage was less than the output voltages at 90° and 120°
because, with increasing angle, the sensor was more strained.
Therefore, the bending angle and the output voltage are directly
related. Figure 5C illustrates the voltage change with the change
of the bending angle of the knee. The current density of the

Digital oscilloscope analysis
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Figure 4: Digital oscilloscope graph of the sensor under low dynamic strain (A), the output voltage under low dynamic stress (B), digital oscilloscope
graph of the sensor under high dynamic strain (C), the output voltage under high dynamic stress (D), digital oscilloscope graph of the sensor under
low dynamic strain but with high frequency (E), and a piezoelectric sensor developed from 16 wt % solution (F).

device has been calculated and compared with the current state
of the art (Table 1). Clearly, the highest efficiency is shown by
the device developed in the current study.

Conclusion
An experimental study on a textile-based piezoelectric sensor
for human body angle monitoring has been performed. In this
research, the polymeric material PVDF was used for the development of a piezoelectric nanofibrous sensor. SEM and XRD
analyses were performed to determine morphology and crystalline phases of the developed nanofibers, respectively. The

SEM analysis of nanofibers confirmed smooth, defect-free, and
uniform fibers produced from a solution of high concentration
(16 wt %). Additionally, the highest content of the beta phase
was present in the nanofibrous mesh developed from the highly
concentrated solution. Therefore, these fibers were selected for
developing a piezoelectric sensor for subsequent studies. For
this, the sensor was integrated into a knitted fabric through
stitching to make a wearable textile-based piezoelectric sensor
for human body angle monitoring. The piezoelectric output was
measured by using a digital oscilloscope. The output voltage
was high for high dynamic strain, which was also confirmed by
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Figure 5: Integration of nanofibrous mesh into a knitted fabric for human body angle measurement (A), schematics showing the dressed knee at different bending angles (B), and digital oscilloscope graph at the corresponding angles (C).

Table 1: Comparative study of the current density.

Sr. No.

Functional material

Form

Volts (V)

Current (nA)

Current density (nA/cm2)

Reference

1

PZT

nanotubes

1.00

40.00

—

[43]

2

PZT

single crystal

200.00

8000.00

150.00

[44]

3

PZT

composite

10.00

1300.00

0.20

[45]

4

PVDF-TrFE

thin film

7.00

58.00

0.56

[46]

5

PVDF

nanofiber

2.1

690

172.50

current study

changing the angle of the knee. The higher angle exerts more
strain onto the sensor, which generates a high voltage in return.
The piezoelectric output also increased when the frequency of
the dynamic strain was increased. The textile-based piezoelectric sensor developed in this study has a great potential to be
used as an angle measuring wearable device for the human body
due to its high current density output and flexibility.
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Abstract
This article describes the synthesis of nanostructured copper oxide on copper wires and its application for the detection of hydrogen peroxide. Copper oxide petal nanostructures were obtained by a one-step hydrothermal oxidation method. The resulting coating
is uniform and dense and shows good adhesion to the wire surface. Structure, surface, and composition of the obtained samples
were studied using field-emission scanning electron microscopy along with energy-dispersive spectroscopy and X-ray diffractometry. The resulting nanostructured samples were used for electrochemical determination of the H2O2 content in a 0.1 M NaOH
buffer solution using cyclic voltammetry, differential pulse voltammetry, and i–t measurements. A good linear relationship between the peak current and the concentration of H2O2 in the range from 10 to 1800 μM was obtained. The sensitivity of the obtained CuO electrode is 439.19 μA·mM−1. The calculated limit of detection is 1.34 μM, assuming a signal-to-noise ratio of 3. The
investigation of the system for sensitivity to interference showed that the most common interfering substances, that is, ascorbic
acid, uric acid, dopamine, NaCl, glucose, and acetaminophen, do not affect the electrochemical response. The real milk sample test
showed a high recovery rate (more than 95%). According to the obtained results, this sensor is suitable for practical use for the
qualitative detection of H2O2 in real samples, as well as for the quantitative determination of its concentration.

Introduction
Hydrogen peroxide, a strong oxidant and an essential intermediate product in many biomedical reactions, has recently attracted
widespread research interest. In high concentrations it can cause
serious harm to human health and the environment, despite the

fact that, in living organisms, H2O2 is a by-product of metabolism for a wide range of biological and chemical processes,
occurring under the influence of external stimuli and intracellular processes [1,2]. Disruption of the natural regulation
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process and increasing concentration of H2O2 in the blood can
cause severe diseases such as Alzheimer's and Parkinson's [3],
premature aging of cells [4], death of nerve cells [3,5,6], loss of
brain mass [7], and cancer [8-11]. For this reason, targeted
monitoring of the concentration of H2O2 in body fluids can be
used in the diagnosis of these diseases [12-15]. Rapid and accurate determination and control of H2O2 concentration is an important task in many other areas, including pharmaceuticals [1618], environmental protection [19], and industrial areas (especially food production) [20-25].
Measurement techniques including fluorescence [26,27], luminescence [28], spectrometry [29,30], and electrochemistry [3133] are widely used for H2O2 determination. Currently, the
electrochemical method is most widely used due to its
simplicity, selectivity, and low detection limit. Modified (with
enzymes) and unmodified electrodes are used as working electrodes. In the case of modified electrodes, the surface is functionalized by redox-active enzymes (the most popular being horseradish peroxidase) [34-36], and detection is carried out through
physicochemical processes of interaction between H2O2 and the
enzyme. This type of sensor has high catalytic activity, sensitivity, and selectivity. However, enzyme sensors have a significant disadvantage, namely enzyme instability. Due to the nature
of enzymes, they can be easily damaged thermally and chemically during production, transportation, and use of electrodes. In
addition, enzymes are quite expensive, which significantly increases the production cost and total price of this type of sensor.
Recently, research has focused on the development of nonenzymatic electrochemical sensors for the detection of H2O2
[37-39]. In this type of sensor, H2O2 interacts with the electrode material directly. Certain catalytic processes occurring between H2O2 and the electrode material provide an unambiguous electrochemical response and, as a consequence, the selectivity of the sensor. This type of sensor is characterized by good
reproducibility of measurement, low production cost, fast
response, high sensitivity and selectivity, and chemical and mechanical stability in aggressive environments [40-46]. Nanostructured materials are widely used as the working surface of
the electrode [47-49]. The most common are transition metal
nanoparticles [33,37,50-54], carbon nanotubes [8], metal oxides
[55-64], graphene [32,33], and ordered mesoporous carbon
[38,65,66]. Compared to bulk materials, nanostructures have
higher catalytic activity and a significantly increased surface
area-to-volume ratio, which makes it possible to significantly
increase both sensitivity of the sensor and rate of detection of
H 2 O 2 . Among the nanostructured materials used, the most
promising candidate is copper oxide (CuO) [56,67-71]. It has
selectivity for the determination of H2O2, high catalytic activity,
and a variety of morphologies (e.g., nanoneedles, nanoplates,
and nanorods). Various techniques have been used in the prepa-

ration of nanostructured epitaxial CuO coatings, such as thermal oxidation of copper electrodes in an oxygen atmosphere
[72,73], hydrothermal chemical oxidation of copper surfaces
[56], and hydrothermal synthesis using various precursors containing copper ions [74,75]. Copper oxide nanostructures can
also be obtained as a powder and then applied to electrodes by
dip- or drop-coating techniques, using a porous substrate or
binder polymers [69,76,77]. However, despite the widespread
use and simplicity of this method of electrode preparation, it has
a number of significant disadvantages. First, there is the problem of homogenization of the nanostructured suspension in
solution. Second, nanostructures are distributed randomly
during the process of deposition, which can affect the electrochemical activity of the electrode and reduce the repeatability of
the experiment. Third, the obtained coatings are characterized
by their low adhesion and poor mechanical stability, and can,
thus, be easily damaged during production, storage, and measurement. These disadvantages can be avoided by using an in
situ growth process of CuO nanostructures directly on a copper
substrate, in the presence of certain surfactants or additives.
This method makes it possible to obtain nanostructures with a
large active surface area, which ensures efficient electron
charge transfer between CuO nanostructures and the copper
substrate due to the formation of high-density, single-crystal
nanopetals. Nanostructures are produced in one step, and
can be directly used as sensor electrodes without additional
treatments such as surface modification or enzyme immobilization. This article describes the process of obtaining wire electrodes with nanostructured CuO coatings by a one-step chemical hydrothermal oxidation method and their application in electrochemical measurements for the detection of H 2 O 2 . The
article proves the higher efficiency of nanostructured electrodes
compared to electrodes with less developed surface. The article
shows the influence of the time of hydrothermal synthesis on
the morphology of nanostructures and, as a result, the change in
the sensitivity of the sensor. The most important electrochemical measurements were carried out to determine H2O2 concentration in aqueous solutions using the obtained sensor. It
is shown that the obtained non-enzymatic sensor has high
sensitivity and selectivity toward H 2 O 2 . Experiments were
also carried out to detect H2O2 in real milk and mouthwash
samples.

Materials and Methods
Materials
Ammonium persulfate ((NH4)2S2O8, CAS number: 7727-54-0),
sodium hydroxide (NaOH, CAS number: 1310-73-2),
and hydrogen peroxide solution (H2O2, 30%, CAS number:
7722-84-1) were purchased from Merck. Ascorbic acid
(C 6 H 8 O 6 , CAS number: 50-81-7), uric acid (C 5 H 4 N 4 O 3 ,
CAS number: 69-93-2), dopamine hydrochloride
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((HO)2C6H3CH2CH2NH2HCl, CAS number: 62-31-7), glucose
(C6H12O6, CAS number: 50-99-7), acetaminophen
(CH3CONHC6H4OH, CAS number: 103-90-2), and sodium
chloride (NaCl, CAS number: 7647-14-5) were purchased from
Sigma-Aldrich. All reagents were ≥99.8% pure. Copper wire of
2 mm thickness (99.9% purity) was purchased from SigmaAldrich. Ag/AgCl wire was purchased from A-M Systems,
USA. Printed circuit boards (PCBs) with ENIG (Electroless
Nickel Immersion Gold) surface finish were purchased from
Multi-CB (Germany). Distilled water was obtained in the laboratory.

Electrochemical measurements
The obtained wire samples were cut into 2 cm long pieces, and
at one end were stripped to pure copper over 5 mm length to
provide electrical contact with the equipment. The measurements were carried out using an electrochemical station
(Zanher, Germany), supplemented by a custom-made electrochemical cell (for more details about its structure, see our publication [71]). During the measurement, a three-electrode cell was
used, using oxide-coated copper wire as a working electrode,
0.4 mm diameter Ag/AgCl wire as a reference electrode, and a
6 × 6 mm PCB electrode with ENIG surface finish as a counter
electrode.

CuO layer synthesis on copper wires
A smooth film coating of copper oxide was obtained by
annealing the copper wire in an oxygen atmosphere. Before
annealing, the copper wire was washed several times with water
and ethanol to clean the surface of possible contamination. The
wire was then fixed in a metal holder and placed in a Linn High
Therm (Germany) furnace, where it was gradually heated to
500 °C and held at this temperature for 30 min. Then, the oven
was turned off and left to cool naturally. The result was a wire
with a uniform black coating.
Nanostructured samples were obtained by a one-step chemical
hydrothermal oxidation. For this, copper wire was rinsed with
water and ethanol in order to clean the surface of possible contamination. To prepare the working solution, 10 mL of a 10 M
NaOH solution, 5 mL of a 1 M (NH4)2S2O8 solution and 26 mL
of H2O were combined. The wire samples were immersed in the
resulting solution and then poured into a heat-resistant glass
beaker with a lid. The beaker was placed in an oven preheated
to 90 °C for 3 h, and then left to cool naturally. The obtained
samples, covered with a nanostructured oxide layer, were
repeatedly washed with distilled water in order to get rid of
residual reagents, and then dried in an oven at 90 °C for 3 h in
order to remove moisture.
To compare the dependence of the sensitivity of nanostructured
samples on their morphology, samples were obtained after 1
and 6 h of synthesis time.
The morphology of the surface of the nanostructured CuO samples was studied via field-emission scanning electron microscopy (FESEM, Tescan MAIA 3). The chemical composition analysis was performed via energy-dispersive spectroscopy (EDS,
Inca Synergy) integrated into the FESEM system.
The crystalline structure of the samples was defined using
an X-ray diffractometer (RIGAKU Smart Lab, Cu Kα
[λ = 1.543 Å]) using parallel beam scanning geometry and an
additional Ge(220) × 2 bounce monochromator.

Cyclic voltammetry (CV) was carried out in the range from
−0.8 to 0.1 V vs Ag/AgCl, with Ustart = 0 V vs Ag/AgCl and a
scan rate of 100 mV/s. As buffer solution, 0.1 M NaOH (pH
12.7) was used. For the determination of H2O2, 0.1, 0.25, 0.5,
0.65, 0.85, 1, and 5 mM concentrations were used. Measurements were carried out five times for each of the indicated concentrations, and the curves in the following sections show the
averaged data from all measurements. To determine the optimal
scanning parameters that provide the maximum sensitivity of
the sensor, the dependence of the electrochemical response on
the pH of the buffer solution and on the scanning speed was
studied.
Impedance spectroscopy was carried out in the frequency range
from 1 Hz to 100 kHz at an applied signal voltage of about
0.3V.

Differential pulse voltammetry
Before the measurement, the samples were maintained for 30 s
at U = −0.8 V vs Ag/AgCl. The measurements were carried out
using the following parameters: voltage range from −0.8 V to
0.1 V vs Ag/AgCl, pulse amplitude = 50 mV, pulse step =
3 mV, pulse width = 200 ms, and pulse frequency = 2 Hz. As
buffer solution, 0.1 M NaOH was used. For the determination
of H2O2, 0.033, 0.066, 0.1, 0.17, 0.25, 0.37, and 0.5 mM concentrations were used. The measurements were carried out five
times for each of the indicated concentrations, and the curves in
the following sections show the averaged data from all measurements.
To determine the scanning parameters that provide the
maximum sensitivity of the sensor, the dependence of the
differential pulse voltammetry (DPV) response on the pH of the
buffer solution and on the pulse frequency was studied.

Current response study
For the current response study (i–t measurement), a constant
voltage U = −0.7 V vs Ag/AgCl was applied to the cell
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and the current was measured. 0.1 M NaOH was used as
buffer solution. The measurement was started at 0 µM
concentration, and after 600 s (time required for stabilization)
the first 10 µM portion of H 2 O 2 was added. Subsequent
portions were added every 30 s with the following steps:
10 µM for the concentration range of 0–100 µM, 20 µM
for the concentration range of 120–300 µM, 50 µM
for the concentration range of 350–800 µM, and
100 µM for the concentration range of 900–1800 µM. The measurement was carried out with constant stirring using a magnetic stirrer.

Interference study
A constant voltage U = −0.7 V vs Ag/AgCl was applied to the
cell and the current was measured. As buffer solution
0.1 M NaOH was used. The experiment was started at 0 µM
concentration of H2O2, then every 60 s either H2O2 or an interfering substance at a concentration of 100 µM was added to the
solution, in the following order: H2O2, ascorbic acid, uric acid,
dopamine, NaCl, glucose, and acetaminophen. Then, the whole
cycle was repeated two times. The measurement was carried out
with constant stirring using a magnetic stirrer.

Real sample study
To demonstrate the possibility of practical application of the obtained nanostructured electrodes for the analysis of real samples, samples of ultrahigh-temperature processed (UHT) milk
were investigated. H2O2 is present in milk samples either as a
result of enzymatic activity or as an antibacterial agent [20-22].
For the experiment, we used 3.2% fat milk and Listerine antiseptic mouthwash from a local supermarket. To reduce the sample matrix effect, the samples were diluted in a 1:2 ratio with
0.1 M NaOH buffer solution. The resulting solution was maintained at pH 12.7. The amperometric response method was used
for the analysis with U = −0.7 V vs Ag/AgCl.

Results and Discussion
CuO structure
The morphology of CuO is shown in Figure 1. The SEM image
(Figure 1a,b) shows the surface morphology of a thermally obtained copper oxide film. The resulting film is a homogeneous,
polycrystalline oxide layer consisting of grains of arbitrary
shape. In practice, this layer exhibits poor adhesion to the surface and can be easily damaged mechanically during post-processing.

Figure 1: SEM images of copper oxide samples. (a, b) General view and morphology of a CuO film obtained by thermal oxidation on a copper wire;
(c, d) general view of a copper wire with CuO layer obtained by chemical hydrothermal oxidation; (e) 3D flower-like nanostructured formations on the
surface of the main CuO layer (f).
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Figure 1c–f shows the morphology of the copper oxide layer
obtained by chemical hydrothermal oxidation. The resulting
coating is characterized by a high degree of uniformity, good
adhesion to the copper surface and stability during post-processing. The resulting coating consists of a dense uniform layer of
CuO petals several nanometres thick (Figure 1f). The surface of
the main layer is covered with chaotically distributed,
micrometre-sized 3D flower-like formations assembled from
individual petals (Figure 1d,e).
EDS microanalysis showed that the samples consist of Cu
(58.96 atom %) and O (41.04 atom %), which confirms the high
chemical purity of the samples obtained and the absence of
foreign impurities.
Figure 2 shows the XRD analysis results. The diffractogram
shows only peaks corresponding to CuO and pure Cu (substrate
peaks). Extraneous phases and inclusions were not detected. A
low amorphous background indicates a high degree of crystallinity of the obtained samples. The X-ray diffraction pattern
shows a large number of crystallographic planes corresponding
to the CuO (tenorite) lattice; however, the dominant orientation
corresponds to the direction perpendicular to the (002) and
(111) planes.

(2)

(3)

When NaOH is added to the precursor solution containing
(NH 4 ) 2 S 2 O 8 , Cu 2+ ions are released from Cu into solution,
where they interact with the reagents according to Equation 1.
Reference [56] mentions that at NaOH concentrations below
5 M a thin Cu(OH)2 film is instantly formed on the copper surface. This film serves as a protective layer and blocks all further
reactions, including crystal growth. The same processes are observed in the case when the reaction proceeds at relatively low
temperatures, which explains why it is impossible to obtain the
developed nanostructured CuO surface at room temperature.
However, after increasing the concentration of NaOH to
10–15 M, the dissolution–secondary precipitation mechanism
takes effect: Cu(OH)2 reacts with OH− ions to form the complex ion [Cu(OH)4]2− (Equation 2). These complex ions decompose to CuO with a loss of two hydroxy ions and one water
molecule (Equation 3). As a result of this process, a large number of nuclei are generated and captured by the surface. The
growth of organized, evenly distributed petal-shaped nanostructures over the entire surface of the copper wire is observed.
This process is similar to the conventional hydrothermal growth
of most metal oxides described in previous studies [74,78,79];
however, this work has a fundamental difference: Cu-containing salts are not used in the synthesis process. The copper wire
itself acts as the precursor of Cu ions as well as a substrate for
the nanostructure growth. In this case there is no need to use an
additional seed layer of CuO [74], which greatly simplifies the
electrode manufacturing process and improves the adhesion of
the nanostructured layer to Cu.

Figure 2: XRD pattern of CuO films. The red diffractogram corresponds to the sample obtained by thermal oxidation and the black
diffractogram corresponds to the sample obtained by chemical hydrothermal oxidation.

The growth process of nanostructures can be explained as per
the following reactions:

(1)

The spherical shape of the obtained flower-like nanostructures
indicates that their nucleation centre is not located in the plane
of the substrate. The formation of spherical structures can be
explained as follows: the presence of a large number of OH−
ions makes it possible to generate a large number of nucleation
centres in solution in a short time. The particles begin to
agglomerate in order to minimize the total surface energy,
forming spherical seeds, which, according to the mechanism of
dissolution–secondary precipitation [78,80], overgrow with
CuO petals, thereby forming 3D structures in solution. Then,
under the influence of gravity, these structures gradually
descend to the substrate, where they are captured by the surface
and immobilized.
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Electrochemical measurements
Figure 3 shows the CV results for CuO in the solution containing 0.1 M NaOH and H2O2 at various concentrations. The curve
shows a pair of oxidation peaks corresponding to Cu0/Cu+ and

Cu+/Cu2+ transitions, as well as a pair of reduction peaks corresponding to Cu 2+ /Cu + and Cu + /CuO transitions [68,81].
Figure 3a shows that the addition of H2O2 to the buffer solution affects the peak current values. The value of the maximum

Figure 3: (a) CV results for a nanostructured CuO film in 0.1 M NaOH buffer solution (pH 12.7) and in solutions containing 0.1–5 mM H2O2. (b) Comparison of CV results for a pure Cu wire, a CuO film obtained via thermal oxidation (TO), and a nanostructured CuO film obtained by hydrothermal
synthesis (HS). Measurements were carried out in 0.1 M NaOH solution containing 5 mM H2O2. (c) Comparison of CV curves obtained at different pH
values of buffer solution containing 5 mM H2O2. (d) Comparison of CV curves obtained at different scan speeds. Measurements were carried out in
0.1 M NaOH solution containing 5 mM H2O2. (e) Electrode stability study over multiple CV cycles (n = 10). Measurements were carried out in
0.1 M NaOH solution containing 5 mM H2O2. (d) EIS analysis (frequency range from 1 Hz to 100 kHz at an applied signal voltage of about 0.3 V).
Measurements were carried out in 0.1 M NaOH solution containing 0–200 μM H2O2.
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current for all peaks increases with increasing concentration of
added peroxide (from 0 to 5 mM).
The mechanism of electron transfer in the modified electrode
can be explained as follows: In this catalytic process, during the
reduction of H2O2 on the CuO surface, Cu2+ is electrochemically reduced to Cu+ and H2O2 to O2. Then, Cu+ on the electrode
surface is electrooxidized back to Cu2+, and the catalytic cycle
is repeated [55,81,82].
Figure 3b shows CV curves for a pure Cu wire and CuO film
obtained by copper annealing compared to a nanostructured
CuO film obtained by chemical hydrothermal oxidation. All
measurements were carried out in 0.1 M NaOH with the addition of 5 mM H2O2. The baseline shows the CV results for a
buffer solution with no peroxide added. It can be seen that
under identical measurement conditions the electrochemical
response of the hydrothermally obtained film is significantly
higher than the response from the thermally oxidised film,
which indicates a significant contribution of the electrode nanostructuring process to an increase in the sensitivity of the
sensor. This can be explained by the fact that petal-like CuO
nanostructures provide a much larger surface area, with an increased number of active bonds and high-speed paths for
analyte molecule transfer due to the high porosity of the surface, as well as more efficient mass diffusion and electron
transfer processes compared to the less developed film. The
sensitivity of pure CuO wire is significantly inferior to samples
containing CuO.
Figure 3c,d displays the CV curves obtained at various pH
values of buffer solution and various scanning speeds. It can be
seen that the parameters pH 12.7 and v = 100 mV/s provide the
result with maximum sensitivity. Figure 3e displays the electrode stability over multiple CV cycles. It can be seen that
starting from the second scanning cycle the curve takes its characteristic shape. The value of the current peak changes slightly
with time, which indicates that the electrode stabilizes after a
short time. Small differences in the initial scan cycles may be
due to the wetting of nanostructures.
In Figure 3f, the EIS curve and the corresponding equivalent
circuit are presented. The absence of characteristic semicircles
formed by RCs by the circuit elements indicates a low charge
transfer resistance and the predominance of Warburg diffusion
over other processes in the electrochemical system. Figure 3f
shows an unambiguous change in the EIS curves as a reaction
to the addition of small concentrations of H2O2 to the solution.
The active surface area of an electrode can be calculated using
the Randles–Sevcik equation [83-85], which at 25 °C is:

(4)

where Ip represents the redox peak current (A), n is the number
of electrons transferred in the redox reaction, D is the diffusion
coefficient in solution (D = 6.8 × 10−5 cm2·s−1), C* is the concentration (mol·cm−3); v is the scan rate (100 mV·s−1), and A
denotes the effective surface area of the electrode (cm2). The
electrochemically active surface area was calculated to be
6.5 cm2, that is, five times larger than the geometrical surface
area of a bare electrode, which indicates the presence of a welldeveloped nanostructured surface.
Figure 4 displays the dependence of the sensor sensitivity on the
morphology of CuO nanostructures obtained after different
periods of synthesis time. It is shown that as a result of 1 h of
growth, nanopetals are formed with a greater thickness and a
significantly lower height than in the case of 3 h of growth. This
change in aspect ratio leads to a decrease in the active surface
area and, as a result, to a decrease in sensitivity (reduction of
the current peak in the CV curves). An increase in the duration
of hydrothermal synthesis to 6 h also leads to a change in the
morphology of the nanostructures. The SEM picture shows that
the nanoleaves grow together, forming dense spherical formations that are difficult for the solution to penetrate, which also
leads to a decrease in the surface area and a deterioration in
sensitivity (decrease of current peak value). Hence, it can be
concluded that the chosen synthesis time of 3 h is optimal and
provides maximum sensitivity.
Figure 5 shows the DPV results for the nanostructured CuO
electrode. The measurements were carried out in 0.1 M NaOH
buffer solution containing H 2 O 2 at a concentration of
0–500 µM. The lowest considered concentration (33 μM)
provides a noticeable electrochemical response, which indicates that the nanostructured CuO electrode has sufficiently
high sensitivity. Figure 5b shows the dependence of the peak
current values on the concentration of H2O2. The resulting dependence is linear over the entire concentration range.
Figure 5c,d displays the DPV curves at different pH values of
buffer solution and different pulse frequency. It can be seen that
the parameters pH 13 and 2 Hz provide the result with
maximum sensitivity.
Figure 6a and Figure 7a show typical curves of the amperometric response for nanostructured CuO electrodes. After H2O2
injection, a fast, stable, and sensitive amperometric response
was observed. The sharp jump in the current when H2O2 is
added can be explained by a local increase in the H2O2 concen430
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Figure 4: SEM images of CuO nanostructures obtained via hydrothermal oxidation method after (a) 1 h, (b) 3 h, and (c) 6 h. (d) CV curves of the CuO
samples after 1, 3, and 6 h of synthesis time. Measurements were carried out in 0.1 M NaOH solution containing 1 mM H2O2.

tration near the electrode. However, it can be seen that the current reaches a steady-state value after less than 5 s, and then
does not change significantly before the next portion of H2O2 is
added, forming a plateau (Figure 7). Figure 7b shows the calibration curve for the dependence of the catalytic current values
on the concentration of H2O2.
A linear relationship was obtained in the range from 10 to
1800 µM (R = 0.99874). The sensitivity of the obtained CuO
electrode is 439.19 μA·mM−1. The calculated limit of detection
(LOD) is 1.34 μM, assuming signal-to-noise ratio of 3. The
results indicate that the nanostructured CuO electrode can be
used for accurate and precise detection of H2O2. The obtained

results are comparable to several published studies where CuO
nanostructures were used for electrode modification for H2O2
detection (Table 1).
For the successful practical application as a sensor material, a
high selectivity of the obtained coating is of importance. Therefore, the selectivity of the petal-like CuO electrode was evaluated using four different interfering substances, namely ascorbic
acid, uric acid, dopamine, and NaCl. These substances are most
commonly encountered in clinical and pharmaceutical applications together with H2O2. They are also oxidizing agents that
can react with CuO during electrochemical tests, leading to a
false increase in the current signal. The amperometric response
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Figure 5: (a) DPV results for the nanostructured CuO electrode in 0.1 M NaOH buffer solution containing 33–500 μmol H2O2. (b) Dependence of the
amperometric response on the concentration of added peroxide (SD = 3.5%, n = 5). (c) Comparison of DPV curves obtained at different pH values of
buffer solution containing 500 µM H2O2. (d) Comparison of DPV curves obtained at different pulse frequences. Measurements were carried out in
0.1 M NaOH solution containing 500 µM H2O2.

Figure 6: (a) Amperometric response of the nanostructured CuO electrode in 0.1 M NaOH with stepwise addition of H2O2 at concentrations from 10
to 1800 μM and (b) the corresponding calibration curve (SD = 3.5%, n = 5).

after sequential injection of 0.1 mM H2O2 and 0.1 mM interfering substance is shown in Figure 7a. There is an insignificant reaction of the sensor to the above substances, the current

intensity of which is commensurate with the noise level. Thus,
it can be concluded that the CuO petal-like electrode shows
good selectivity for the detection of H2O2.
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Figure 7: (a) Amperometric response of the nanostructured CuO electrode in 0.1 M NaOH with stepwise addition of H2O2 at concentrations from 100
to 300 μM and the most common interfering substances: (1) ascorbic acid, (2) uric acid, (3) dopamine, (4) NaCl, (5) glucose, and (6) acetaminophen.
(b) Stability study and the dependence of the change in the electrochemical signal on the storage time of the samples.

Table 1: Analytical performance of the CuO sensor in this study compared with other reported H2O2 sensors.

Electrode

Morphology of
nanostructured CuO

Linear range (μM)

Sensitivity (μA/mM)

LOD (μM)

Reference

Cu2O/GCE

nanocubes

0.3–7.80

—

64.4

[70]

CuO/APGE

nanoparticles

5–1600

4.75

0.21

[68]

CuO/Cu foil

nanopetals

10–960

5030

2.1

[56]

CuO/GCE

nanograss

10–900

80.4

5.5

[82]

CuO/rGO

nanoparticles

0.05–532

57.6

0.0043

[69]

CuO/PAN

3D nanoflowers

0.5–125

—

0.12

[77]

CuO/CoO

3D nanoleaf

2–4000

6349

1.4

[52]

CuO/SiNWs

nanoparticles

10–13180

22.27

1.6

[67]

CuO/Cu wire

nanopetals

10–1800

439.19

1.34

this work

Table 2 shows the result of an amperometric study of real milk
and mouthwash samples. As the possible amount of H2O2 can
be below the detection limit, the samples were spiked with different amounts of H2O2 above the detection threshold and a

standard sample recovery test was performed. It can be seen
that the electrode has a high recovery rate (over 95% for all
cases) and a low relative standard deviation for three samples of
each spiked concentration not exceeding 5.5%. The results indi-

Table 2: Results of determination of hydrogen peroxide in real samples.

Milk

Mouthwash

Added (μM)

Found (μM)

Recovery (%)

RSD (%)
(n = 3)

Added (μM)

Found (μM)

Recovery (%)

RSD (%)
(n = 3)

0

—

—

—

0

—

—

—

10

9.59

95.9

5.5

10

9.51

95.1

5.5

25

23.88

95.52

5.3

25

23.91

95.6

5.1

50

47.53

95.06

4.8

50

48.01

96.01

5.2

100

97.73

97.73

5.1

100

98.25

98.25

5.4
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cate that this sensor can be successfully used to detect hydrogen peroxide in real samples.
To assess the long-term stability of the sensor, the obtained
samples were stored under ambient conditions for one and four
weeks. Measurements were taken every second day. The stabilities of each sample were assessed by the degree of reduction of
the current peak value in the CV curve. For samples stored
under environmental conditions (20 °C, 40% relative humidity)
for one week, the signal level remained at 95% of the initial
value. For samples stored under environmental conditions for a
month, the signal level remained at 90% of the initial value. The
influence of the environment and degree of sample degradation
can be significantly reduced by ensuring that samples are stored
in a vacuum desiccator. After a week of desiccator storage, the
samples had not lost their original electrochemical properties at
all, and after a month of storage they retained 95% of their
initial values (Figure 7b). After a month of storage, no significant morphological changes were observed, which proves the
stability of the samples. These results show that the nanostructured CuO coating has long-term stability and resistance to
environmental influences, which is another advantage compared to enzyme sensors.

100% of the initial value after one week and at 95% after a
month). Real milk sample and mouthwash analysis demonstrated a high recovery rate (over 95%), which makes this
sensor suitable for qualitative and quantitative detection of
H2O2.
Further research will be aimed at studying this sensor in healthcare to analyse changes in the concentration of H2O2 in biological fluids. Also, a promising option to study more complex
analytes and to significantly increase the sensitivity is the use of
this nanostructured CuO sensor as part of a multisensor system
based on several types of metal oxides (e.g., Co2O3, TiO2, NiO,
and Fe2O3).
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Abstract
Organophosphate-based pesticides (e.g., parathion (PT)) have toxic effects on human health through their residues. Therefore, costeffective and rapid detection strategies need to be developed to ensure the consuming food is free of any organophosphate-residue.
This work proposed the fabrication of a robust, nonenzymatic electrochemical-sensing electrode modified with electrochemically
reduced graphene oxide (ERGO) to detect PT residues in environmental samples (e.g., soil, water) as well as in vegetables and
cereals. The ERGO sensor shows a significantly affected electrocatalytic reduction peak at −0.58 V (vs Ag/AgCl) for rapid quantification of PT due to the amplified electroactive surface area of the modified electrode. At optimized experimental conditions,
square-wave voltammetric analysis exhibits higher sensitivity (50.5 μA·μM−1·cm−2), excellent selectivity, excellent stability
(≈180 days), good reproducibility, and repeatability for interference-free detection of PT residues in actual samples. This electrochemical nanosensor is suitable for point-of-care detection of PT in a wide dynamic range of 3 × 10−11–11 × 10−6 M with a lower
detection limit of 10.9 pM. The performance of the nanosensor was validated by adding PT to natural samples and comparing the
data via absorption spectroscopy. PT detection results encourage the design of easy-to-use nanosensor-based analytical tools for
rapidly monitoring other environmental samples.

Introduction
Crop production is constantly increasing to fulfil the demands
of the growing population. The protection of crops against
insects is a big challenge for our society. Pesticides have indis-

criminately been used in all sectors of agriculture. Among the
various pesticides available for the aforementioned purpose,
organophosphates (OPs) are commonly employed in agricul-
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ture, households, gardens, and veterinary practices. This practice also jeopardizes food safety in all stages of the food supply
chain, even after pesticide use. Due to its high nondegradability,
pesticides can stay more often on the surface of fruits and vegetables; sometimes, it can also penetrate into the peel of vegetables and fruits [1]. Organophosphorus insecticides react with
biomolecules either via deoxyribonucleic acid (DNA) alkylation or acetylcholinesterase (AChE) phosphorylation, involved
in the initiation of the carcinogenic process and acute cholinergic toxicity, respectively [2]. Parathion (PT) is a highly toxic
OP-based insecticide, potentially harmful to human health, and
it may even cause death upon ingestion, inhalation, or dermal
penetration [3,4]. Due to its extreme toxicity, it is necessary that
easy-to-use, cost-effective diagnostic kits for routine screening
of pesticides in fruits and vegetables are developed.
The high-throughput analytical methods such as chromatographic (gas, liquid) and spectroscopic (mass, absorption, fluorescence) techniques are time-consuming, laborious, costy,
require specific and sophisticated instruments and trained
personnel, and most often are not portable to enable on-site
detection [5,6]. Electrochemical nanosensors are one of the
preferred methodologies due of their fast and straightforward
responsive nature, high sensitivity, and selectivity leading to
real-time detection [7]. A combination of a receptor, an analyte,
and a transducer is made up to obtain an electrochemical sensor,
in which the surface of the electrode induces redox characteristics via selective binding with the analyte under a voltage for a
different analyte which results in a quick qualitative signal. This
approach promotes real-time label-free methods, providing
more consistent and reproducible results.
Most of the electrochemical nanobiosensors for the detection of
OPs (e.g., methyl parathion, ethyl parathion, fenitrothion, chlorpyrifos, paraoxon, ethion, and acephate) are based on the inhibition of acetylcholinesterase (AChE) activity (an indirect
method) [8-10]. Some organic molecules and metal cations also
act as an inhibitor of AChE. Thus, interference-free detection of
OP in agricultural samples using enzyme-based nanosensors is
challenging. The stability of bionanosensors also extensively
depends on the viability of the corresponding biomolecule
during the matrix immobilization course [9]. The main drawbacks of using bionanosensors for the selective detection of OP
in actual samples are i) the high cost of the enzyme, ii) low
stability of biomolecules at room temperature, and iii) difficulties in using interference-free selective detection of a specific
OP. However, nonenzymatic electrochemical nanosensors could
easily be employed as rapid, cost-effective, easy-to-handle,
selective, sensitive, and point-of-care (POC) analytical tools for
monitoring environmental pollutants [2,11]. They can also
detect residual OPs based on their electrocatalytic activity and

affinity toward nanomaterials, such as nanoparticles, carbon
nanomaterials, and metal oxides [11]. In a few reports, hybrid
carbon nanomaterials such as ferrocene-thiophene modified by
carbon nanotubes, zinc(II) phthalocyanine-boron dipyrromethene attached single-walled carbon nanotubes were used for
the direct detection of pesticides [12-15]. So far, only limited
electrochemical nanosensors modified by nanomaterials have
been reported to detect PT [16,17]. However, their sensitivity
and detection limit for quantifying trace amounts of PT in environmental samples are improved. The inherent electrochemical
behavior of nitroaromatic OPs (e.g., paraoxon, parathion, and
fenitrothion) exhibit well-defined redox activities at the electrode surface, potentially leading to the fabrication of nonenzymatic electrochemical nanosensors for detecting specific OPs
on the electroactive surface [2,11,17-19]. For example, electrochemical sensing platforms modified with zirconia-embedded
PEDOT membrane, graphene nanoribbons doped with silver
nanoparticles, rGO doped with ZrO2, and CuO–TiO2 hybrid
nanocomposites were proposed to detect methyl parathion [1922]. Rajaji et al. (2019) modified glassy carbon electrodes with
graphene oxide encapsulated 3D porous chalcopyrite (CuFeS2)
nanocomposites to detect methyl paraoxon in vegetables [23].
Recently, Jangid et al. (2021) also described the electrocatalytic
activity of fenitrothion on glassy carbon electrodes modified
with nitrogen and sulfur co-doped activated carbon-coated
multiwalled carbon nanotubes [24]. Nevertheless, the fabrication process of the sensing platform was not cost-effective,
stable, and sensitive in order to develop a robust electrochemical nanosensor for on-site monitoring of organophosphates in
agricultural samples. To date, no reliable sensing system is
available for the rapid quantification of parathion residues in
environmental samples. Thus, the primary goal of this report
was to showcase the fabrication of a more effective, economical, electroactive surface in a simplified way to selectively
detect PT residues in real samples. Thus, a robust sensing
matrix can be used for designing a nonenzymatic POC device
with a low detection limit and long-term stability at room temperature.
Graphene oxide (GO), consisting of a monolayer of sp 2 hybridized carbon atom network, has already been used in electrocatalysis, nanoelectronics, bionanosensors, and sustainable
energy storage systems due to its larger active surface area, enhanced electron transport facility, excellent mechanical, thermal, and electrical stability [11,25-27]. The electronic structure
and surface physicochemistry of graphene are beneficial for
electron transfer. Several graphene-based nanocomposites based
on complex synthesis processes are reported as excellent
sensing matrices for detecting various analytes [11,21-23,28].
The "green synthesis" of graphene via electrochemical reduction is the most economical strategy for the mass production of
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graphene compared to chemical or thermal reduction of GO
[27,29]. Since no hazardous chemicals (e.g., hydrazine) as
reductants or rapid heat treatment at high temperatures are required for the synthesis of electrochemically reduced GO
(ERGO), controlled synthesis of ERGO films could be possible
via optimization of electrochemical parameters. These parameters are the range of the applied voltage, numbers of cycles, the
scan rate of cyclic voltammetry, or reduction time at a fixed
potential in chronoamperometry [30-32].
However, the desired size and thickness of the film can be increased by controlling the amount of precursor GO deposited
onto the electrode surface [31,32]. Optimizing the process parameters is a robust scientific approach to achieving the highest
sensing performance of an electroactive analyte.
In this work, we proposed a simple, robust, and reliable ERGOmodified nonenzymatic electrochemical nanosensor as a good
alternative for a POC-based easy diagnostic platform to monitor
the level of PT residues in environmental samples, such as
water, soil, crops, and vegetables. A straightforward and
economic fabrication process with high sensitivity, selectivity,
and stability with the lowest detection limit is the foremost
advantage emerging from this study for the rapid on-site monitoring of PT. For this purpose, the electrochemical reduction of
GO was tuned using various electrolytic buffers with different
pH values, supporting the variation of the physicochemical
characteristics of ERGO discussed in this work. Besides, this
study highlights the scope of an interference-free nonenzymatic
approach through electrochemical nanosensing which can also
be used in other biosensing applications.

Experimental
Chemicals
The chemicals used in this work are summarized in Supporting
Information File 1, Table S1. Sodium dihydrogen phosphate
was used to prepare phosphate buffer saline (pH 4.6, 7.4, 9).
Acetate buffer (20 mM, pH 4.5), and Britton–Robinson (BR)
buffer (40 mM, pH 4) consisting of phosphoric acid, boric acid,
and acetic acid were also prepared.

Synthesis of graphene oxide
Graphene oxide was synthesized from graphite powder using a
modified Hummer’s method [30,31]. In detail, 100 mg of sodium nitrate (Merck) was added to 250 mg of graphite powder
(Alfa Aesar) and further acidified with ≈5 mL of concentrated
sulfuric acid (Merck) at a temperature range of 0–5 °C followed by vigorous stirring. In the next step, 600 mg of KMnO4
(Merck) was sequentially added to the aforementioned solution,
during which the solution temperature was increased to 35 °C.
After 30 min of the addition of KMnO4, a brownish-grey paste

was obtained. Deionized water (100 mL) was added to the paste
under constant stirring at 90 °C for 30 min, followed by dropwise addition of 30% H 2 O 2 (Merck, India). Finally, a dark
brown solution was filtered and thoroughly washed with
100 mL of distilled water until a neutral pH value was achieved.
The black product obtained after filtration was dispersed in
water and sonicated for 1 h to get a well-dispersed suspension.
Finally, the suspension was centrifuged twice at 3000 rpm for
15 min. The product (GO) was collected and dried at room temperature for further studies.

Fabrication of electrochemically reduced
graphene oxide modified electrodes
Before surface modification of GO, a bare glassy carbon electrode (GCE, φ = 3 mm) was polished in 1.0, 0.3, and
0.05 micron alumina slurry (CHI Instruments) on micro cloth
pads sequentially to a mirror-like finish with fine wet emery
paper (grain size 4000), and rinsed with ultrapure water. Then
the electrode was separately dipped into concentrated NaOH,
nitric acid, and methanol for 120 s, followed by sonication in
alcohol for 2 min, and finally dried in air. The as-prepared GO
colloidal suspension (2 mg·mL−1) was deposited onto the surface of the pretreated GCE and dried at room temperature. The
GO/GCE was submerged in 50 mM PBS, pH 4.6, for the electrochemical reduction of GO by a potentiostat technique at a
potential of −0.9 V for 900 s using an Ag/AgCl reference electrode. The buffer and pH values of the electrolytes were optimized to fabricate electrochemically reduced GO (ERGO)
modified GCE designated as ERGO/GCE.
Cyclic voltammogram (CV) measurements to assess the electrochemical behavior of parathion were performed from +0.5 to
−1.0 V versus Ag/AgCl, with a scan rate of 100 mV·s −1 .
Square-wave voltammetry (SWV) analysis was performed from
−0.3 to +0.9 V versus Ag/AgCl, with pulse amplitude of
100 mV, frequency of 25 Hz, and modulation time of 10 s in
50 mM PBS. The nanosensor was cycled 25 times for signal
stabilization before PT detection.

Preparation of environmental and food
samples for residual parathion analysis
The practical application of the proposed electrochemical
nanosensor was studied by sensing PT in the groundwater, soil,
tomato, and rice samples with different concentrations of PT.
The groundwater and soil were collected from local agricultural land in Kolkata, India. As parathion is highly soluble in
alcoholic compounds, we have used ethanol to extract residual
PT from the collected food and environmental samples. The soil
sample (1 g) was stirred for 1 h in 50% ethanol to disperse all
organic and inorganic soil molecules in the liquid phase.
Tomato as a sample vegetable was purchased from the local
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market in Kolkata, India, and washed with running water before
preparing the sample. The tomato samples (30 g) were smashed
with 30 mL of 50% ethanol, and the juice was collected for
further filtration. Boiled rice (20 g) was also smashed with
20 mL of 50% ethanol. All the samples were stored at 4 °C after
filtration (pore size = 0.45 micron) to remove all the solid impurities. Actual samples were spiked with different concentrations
of PT during electrochemical analysis. Each concentration of
PT was tested five times, and the average value was represented with standard deviation. The results also validate the
standard spectrophotometric analysis.

Quantification of parathion using
spectrophotometry
The ultraviolet–visible (UV–vis) absorption spectroscopic study
was performed to validate the results of the proposed
nanosensor. A stock solution (1 mM) of PT was prepared in
99.9% ethanol (Empura, Merck). A 5 mL volume of working
solutions of 1 to 35 µM was prepared in ethanol for monitoring
the UV spectra in the range of 200–400 nm with a scan rate of
2 nm/s. The absorbance change of PT due to π–π* transition
was noted at 273 nm using ethanol as blank, and a calibration
curve was plotted to compare the results obtained from the proposed nanosensor.

Material characterization
Voltammetric studies were carried out using an IVIUMStat
electrochemical analyzer (Model: A09050, Iviumstat Technologies, USA), which was connected by a three-electrode system,
including a modified and/or unmodified GCE as the working
electrode, a saturated Ag/AgCl as the reference electrode (RE),
and a platinum wire as the counter electrode (CE). The electrochemical impedance spectroscopy (EIS) study of the modified
electrodes was carried out in 5 mM of [Fe(CN) 6 ] 3− and
[Fe(CN)6]4− with 0.1 M KCl within the frequency range from
1 MHz to 0.01 Hz, amplitude of 10 mV, at a fixed potential of
0.28 V.
The UV–visible absorbance spectra were obtained on a
UV–vis–NIR spectrophotometer (SHIMADZU UV-3600).
The Raman spectra of the samples were recorded in the
1000–3500 cm−1 region with a resolution of 1 cm−1 using a
Renishaw via a Reflex micro-Raman spectrometer with an
argon ion (514.6 nm) laser. The X-ray photoemission spectroscopy (XPS) data were obtained from a PHI 5000 Versa probe II
scanning XPS microprobe (ULVAC-PHI, U.S.) with monochromatic Al Kα (hν = 1486.6 eV) radiation, and a beam size of
100 μm. The Fourier transform infrared (FTIR) absorption spectra of GO and ERGO were collected in the 4000–400 cm−1
region on a Perkin Elmer spectrometer as KBr (Sigma-Aldrich,
Germany) pellets. The crystalline phase of GO and RGO was

characterized by X-ray diffraction (XRD) using a X’pertpro
MPD XRD (PAN analytical B.V., the Netherlands) with Cu Kα
radiation (λ = 1.5406 Å).
Scanning electron microscopy (SEM) of the modified electrode
was conducted on a JEOLEVO® 18 special edition (model:
ZEISS EVO-MA 10) at an acceleration voltage of 15 kV. The
morphological characteristics of the electrodeposited ERGO
were obtained by field-emission scanning electron microscopy
(FESEM, model: LEO 430i, Carl Zeiss) and high-resolution
transmission electron microscopy (model: Tecnai G2 30ST,
FEI) operating at 300 kV.

Results and Discussion
Optimization and characterization of electrochemically reduced graphene oxide formation
Figure 1A shows the UV spectra of GO and its change
following the electrochemical reduction of GO. It is observed
that the absorption peak of GO at 223 nm due to the π–π* transition of the C=C bond disappeared in ERGO. The amount of
residual oxygenated functional groups in ERGO films is likely
to vary depending on the experimental conditions, such as
applied potential, reduction times, and the electrolyte used [25].
The process parameters for electrochemical reduction were optimized to develop better functioning electrodes. Raman spectroscopy has been frequently used as a reliable technique to optimize the electrochemical parameters for the synthesis of ERGO
in terms of the intensity ratio of D- (disordered band) to G-band
(graphitic band) (ID/IG). It measures the change in size of the
sp2 ring clusters in a network of sp3- and sp2-bonded carbon
[33]. Previous reports have indicated the possibility of
converting GO to ERGO at different electrochemical parameters, but its effect on the ID/IG value have not been reported
[25,29,33]. In this report, the pH value and buffer composition
of the electrolyte were optimized to increase the deoxygenation
of the GO sheet during ERGO formation. Figure 1B depicts
three significant Raman peaks of GO at 1350 cm−1 for the D
band (associated with defects in the sp2 lattice), 1596 cm−1 for
the G band (due to vibrations of the hexagonal lattice), and
2700 cm−1 for the 2D band (related to numbers of layers in the
graphene sheet). Table 1 shows the values of ID/IG at different
electrolytic buffers during one-step electroreduction of GO at a
constant potential of −0.9 V. The intensity of ID/IG predominantly increased for ERGO compared to the that of the as-prepared GO, which suggests a decrease in size of the sp2 domain
due to extensive deoxygenation of the graphene sheets after
electrochemical reduction. The comparative values of ID/IG
(Table 1) also indicate that a higher defect in the sp2 domain
was observed at acidic pH values of the electrolytic buffer
during electrochemical reduction of GO. The highest value of
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Figure 1: (A) UV–vis spectra of GO and ERGO. (B) Raman spectra for GO to ERGO conversion using different buffers as electrolytes. (C) FTIR spectra and (D) XRD patterns of GO and ERGO (PBS pH 4.5).

Table 1: Experimental sample table showing variation of Raman peak intensity ratio of ERGO using different electrolytes.

Sample in different pH

ID

IG

ID/IG

I2D

I2D/IG

GO

0.975524

1.01748

0.958765

0.43182

0.442654

acetate buffer, pH 4.5

1.00602

0.819277

1.227936

0.21328

0.212004

BR buffer, pH 4

1.01807

0.792169

1.285168

0.225525

0.221522

PBS buffer pH 4.5

1.00301

0.68976

1.454143

0.33042

0.329428

PBS buffer, pH 7

1.03313

0.978915

1.055383

0.29371

0.284291

PBS buffer, pH 9

1.03012

0.942771

1.092651

0.25699

0.249476

ID/IG was found to be 1.454 for the conversion of ERGO using
PBS (pH 4.5), which suggests the formation of higher defects
between the graphene layers during electrochemical reduction
[26,34]. Thus, 50 mM PBS, pH 4.5, has been chosen for an efficient conversion of GO to ERGO.

Figure 1C shows the characteristic FTIR spectra of GO and
ERGO (in PBS, pH 4.5) to identify the change of functional
groups due to electrolytic reduction of GO. The predominant
characteristic absorption peaks of GO include a broad peak at
3426 cm−1 corresponding to the O–H stretching vibration origi-
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nating from carboxyl groups. Besides, an intense peak at
1641 cm−1 was assigned to the C=O stretching of carboxyl and/
or carbonyl groups, a sharp peak at 1387 cm−1 corresponding to
a –OH bend, and a strong peak at 1068 cm−1 ascribed to an
alkoxy and/or epoxy C–O stretching vibration. The significant
reduction of the FTIR signal intensity of ERGO for –OH,
–C=O, and –C–O suggests the successful formation of ERGO
due to the electrochemical deoxygenation of GO, which corroborates the Raman analysis.
Figure 1D depicts a characteristic XRD peak of GO at 2θ = 9.98
(interplanar spacing = 0.843 nm) corresponding to 001 reflections. Two characteristic peaks of ERGO at 2θ = 21.15 (interplanar spacing = 0.413 nm) and 2θ = 29.65 (d-spacing =
0.343 nm) for the reflection of (020) and (200), respectively,
confirm the successful formation of ERGO from GO.
Figure 2 represents the deconvoluted C 1s and O 1s XPS spectra of GO (Figure 2A and Figure 2B) and modified ERGO
(Figure 2C and Figure 2D) electrodes. An asymmetric peak

centered on ≈284.8 eV appeared due to the graphitic nature of
GO and ERGO (Figure 2A and Figure 2B). Four different carbon types are observed from the deconvolution of the peaks
shown in Figure 2A. They show an increase in binding energies
evidencing the presence of C–OH, C–C, C–O–C, and C=O
bonds in GO. The O 1s spectra of synthesized GO can be
deconvoluted into three peaks, corresponding to contributions
from carbonyl and carboxyl-type oxygen (531.4 eV), C–OH
type (532.5 eV), and hydroxyl (533.6 eV). The intensity of the
peaks is significantly reduced in RGO samples (Figure 2C and
Figure 2D) compared to pristine GO, indicating considerable
deoxygenation. The C 1s spectra of RGO (Figure 2C) can also
be deconvoluted into four peaks at 284.7, 285.96, 292.8, and
295.7 eV. However, the relatively intense doublet appeared at
292.8 ± 0.1 eV and beyond 295 eV every time we performed
the scan. Peaks in the range of 290 eV in these types of materials are mainly due to aromatic π–π * transitions. However,
considering the intensity of the peak and our repeated
measurements, we believe that the presence of a welldefined deconvoluted doublet peak beyond 290 eV corresponds

Figure 2: Deconvoluted XPS core-level spectrum of (A) C 1s, (B) O 1s for GO, (C) C 1s, and (D) O 1s for ERGO samples, respectively.
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to K 2p 3/2 and K 2p 1/2 , which may have resulted from the
contribution coming from the potassium salt present in the
buffer during electrochemical conversion. The deconvoluted
analysis of the peaks and the relative atomic percentages of GO
and RGO are summarized in Supporting Information File 1,
Table S2.
Figure 3A–D depicts TEM micrographs of as-prepared GO and
synthesized ERGO at different pH values, indicating that the intensity of the electrons is attenuated by the platelets of graphene
sheets with varying transparencies due to thickness variation
[26,31]. Dark areas of the micrograph suggest thick stacking
layers of GO and/or RGO with intercalated oxygen-containing
functional groups. A few layers of graphene sheet in ERGO (in
PBS, pH 4.5) have areas with higher transparency due to the
exfoliation of stacking layers of GO. This suggests an increased surface area due to delamination of graphene layers
(thickness of about one to a few layers) by electrochemical
reduction. The high-resolution TEM of ERGO shows a
d-spacing of 0.413 nm (Figure 3E), indicating a reduced graphite nature of GO. This confirms that the oxygen functional
groups were removed from the graphene layers by electrochemical reduction of GO, decreasing the interspacing distance between graphene layers which facilitates electron transport.
Thus, the conductivity of ERGO was enhanced compared to
that of GO. The SEM micrograph of ERGO (Figure 3G) also
shows graphene sheet exfoliated layers compared to GO
(Figure 3F). The FESEM image also depicts the flaked nanostructure of RGO (Figure 3H).

Electrochemical characterization of the
modified electrode
The electronic properties of graphene materials depend on the
number of layers and the distance between the layers, which can
be changed by a variation of the synthesis protocol to achieve a
higher electroactive surface area and electrical conductivity.
Figure 4A displays a higher oxidation/reduction peak current of
Fe2+/3+ redox couple for the synthesized ERGO in PBS pH 4.5.
It forms the highest electroactive surface area compared to other
electrolytic buffers and pH values to prepare ERGO/GCE. To
confirm the increase in the electroactive surface area of ERGO/
GCE in comparison to bare GCE, CV was performed at different scan rates (10–300 mV/s) in 1.0 mM K3Fe(CN)6 as a redox
probe (Supporting Information File 1, Figure S1). The electroactive surface areas were calculated according to
Randles–Sevcik equation (Equation 1) [28,32]:
(1)

where Ip is the peak current (A), ν is the scan rate (V s−1), n is
the number of electrons transferred (n = 1), Ac is the electrode
active area (cm2), Dr is the diffusion coefficient
(7.6 × 10−6 cm2·s−1), and C0 is the concentration of K3Fe(CN)6
(mol·cm−3). From the slope of the plot of Ip vs ν1/2, the effective surface area for bare GCE and ERGO/GCE was calculated
to be 0.0707 and 0.121 cm2, respectively, which indicates that
the effective electroactive surface area of ERGO has been improved by ≈71.14% due to exfoliation of graphene sheets.

Figure 3: (A) TEM images of as-synthesized GO, ERGO synthesized in different electrolytes: (B) PBS pH 4.5, (C) pH 7, and (D) pH 9.6. (E) HRTEM
image of ERGO in PBS pH 4.5. (F) SEM micrographs of as-synthesized GO, (G) ERGO in PBS pH 4.5 and (H) FESEM of ERGO in PBS pH 4.5 at different magnifications.
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Figure 4: (A) Cyclic voltammograms of GO and ERGO using different electrolytic buffers: Acetate buffer pH 4.7, PBS pH 4.6, PBS pH 6, PBS pH 7.4,
PBS pH 9. (B) Nyquist plot of bare GCE, GO/GCE, and ERGO/GCE in the presence of 1 mM [Fe(CN)6]4−/3− containing 0.1 M KCl.

Electrochemical impedance spectroscopy was performed to investigate the electron transfer capability of ERGO (Figure 4B).
Supporting Information File 1, Table S3 depicts the values of
charge-transfer resistance (Rct), capacitance (Cdl), and Warburg
impedance (W) of bare GCE, GO/GCE, and ERGO/GCE. The
Nyquist plot of the bare GCE electrode depicts a semicircle
with Rct of 4.692 Ω. A nearly straight line for ERGO with a
negligible Rct (1.618 Ω) value suggests opened porous microstructures of ERGO, which makes the graphene sheets more

accessible to the electrolyte. It also facilitates electron transfer
and diffusion of ions during the electrochemical process
[28,34].

Electrochemical behavior of parathion at
modified nanosensors
Figure 5A depicts the CVs (first cycle) of bare GCE, GO/GCE,
and ERGO/GCE in PBS (0.05 M, pH 7) in 10 μM PT. The CV
of PT on bare GCE (inset of Figure 5A), shows a reduction

Figure 5: (A) Cyclic voltammograms of PT (10 mM) with bare GCE (a), GO/GCE (b), and ERGO/GCE (c). (B) Electrochemical behavior of PT at
ERGO/GCE. (C) Schematic diagram of the proposed electrochemical reaction of parathion at ERGO/GCE.
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peak at −0.65V and a little anodic peak due to autocatalysis of
PT. A robust cathodic peak at −0.56 V and an anodic peak at
+0.015 V were mainly observed on GO/GCE due to the absorption of PT through π stacking interaction between aromatic
moieties of GO and the benzene ring of PT. In comparison, the
highest cathodic/anodic peak was obtained at −0.58 and
−0.05 V, respectively, for the electro-reduction/oxidation of PT
on ERGO/GCE. The oxidation/reduction potentials of PT on
ERGO/GCE were shifted to less positive values, effectively inhibiting the surface fouling caused by the reaction products,
making ERGO-modified GCE more suitable for determining
PT. The electrocatalytic ability of PT (10 µM) on the modified
ERGO/GCE was investigated in PBS (pH 7) (Figure 5B) in the
potential range from +0.2 to −1.0 V with a scan rate of
100 mV·s−1 and compared with the control group (bare GCE
and GO/GCE). It is in good agreement with the literature
reports that a sharp cathodic peak (Epc1) at −0.58 V was observed in the first cycle due to the reduction of the nitro group
of PT (NO 2 –PT) to form its hydroxylamine derivatives
(NHOH–PT) involving a four electron-transfer process as
shown in Figure 5C [16-18,35]. An anodic peak appeared at

−0.05 V in the backward segment of the first cycle, which is
related to the oxidation of NHOH–PT to a nitroso group
(NO–PT). This reversible two-electron-transfer process further
generated a reduction peak (Epc1) at −0.11 V during the second
potential scan of CV (Figure 5C). Nitroaromatic OPs such as
parathion, methyl parathion, ethyl parathion, and fenitrothion,
paraoxon exhibit this kind of electrocatalytic behavior, which is
consistent with previous reports [21,23,24]. In this study, we
chose the irreversible reduction peak of PT (NO 2 –PT to
NHOH–PT) of the first cycle due to its suitability for important
measurements in nanosensor applications.
The amount of exfoliated GO dispersed on bare GCE is vital in
optimizing the sensing matrix. Figure 6A depicts the CVs using
a variation of deposited GO on bare GCE to prepare ERGO/
GCE to measure the reduction and oxidation peak current for
10 μM PT in PBS, pH 7. Figure 6B shows that the highest
reduction peak for 10 μM PT was obtained using 8 μL of GO to
prepare modified ERGO/GCE. As the autocatalytic response for
the electrochemical oxidation/reduction process is an absorption process, the accumulation time is another vital parameter to

Figure 6: (A) Cyclic voltammograms of 10 μM PT in PBS, pH 7, with different amounts of GO deposited on bare GCE for the preparation of modified
ERGO/GCE. (B) Peak current of cyclic voltammetry using 10 μM PT with different amounts of GO deposited on bare GCE for preparation of modified
ERGO/GCE. (C) Peak response of 10 μM PT with variation of the accumulation time before voltammetric measurements.
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achieve the highest response for monitoring the amount of
parathion residue in samples [35,36]. It has been shown in
Figure 6 that as the immersion time of the modified electrode in
a PT solution increased, the accumulation of PT on the electrode surface also enhanced. It was found that the highest peak
current for 10 μM PT was obtained after immersion for 240 s in
the PT solution. A further increase in the accumulation time
was unaffected as the active area of the electrode surface was
saturated (Figure 6C).

The reduction peak potential was shifted towards a more
negative potential by increasing the scan rate. A linear
equation of E p as a function of log ν was represented as
Ep = −0.088log ν − 0.694, with a correlation coefficient of (R²)
0.992. From the Laviron’s equation (Equation 2) for an irreversible reaction, Ep could be represented as

Effect of scan rate and pH values on the
electrolyte

where ∝ is the transfer coefficient; n is the number of electron
transfers; and R, T, F represent constants (R = 8.314 J·K−1,
T = 298 K, F = 96480 C·mol −1). The standard redox potential
(E°’) was found to be −0.523 V from the linear plot of Ep as a
function of ν (Ep = −0.908ν − 0.523), at a scan rate 0 Vs−1. The
standard heterogeneous rate constant (k°) for electrocatalysis of
PT was 38.81 s−1. The value of ∝n was calculated to be 0.672,
and the n value was found to be 0.954 (i.e., one-electron
transfer process [37]).

The effect of scan rate on the reduction of PT at ERGO/GCE
was investigated by applying different scan rates from 10 to
250 mV·s−1 (Figure 7A). The linear peak current increase with
the scan rate suggests a surface-confined diffusion-controlled
electrocatalytic process [21]. The slope of log Ipc as a function
of log ν is 0.611 (>0.5), which confirms an adsorption-based
reduction of PT on the modified electrode surface (Figure 7B).

(2)

Figure 7: (A) Cyclic voltammograms of ERGO/GCE under different scanning rates (10, 25, 40, 50, 65, 80, 100, 125, 150, 200, 250 mV·s−1) in PBS,
pH 7, containing 10 μM PT. (B) Plot of the logarithm value of the reduction peak current as a function of the scanning rate (log Ipc as a function of
log ν). (C) Plot of the reduction peak current of PT as a function of electrolyte pH. (D) Plot for the reduction (a) and oxidation (b) peak potential of PT
(40 μM PT) as a function of the electrochemical cell pH, scan rate: 100 mV·s−1.
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The protonation reaction influences the electrochemical reaction. Figure 7C shows the effect of pH on the electroreduction
of PT (40 μM) by varying the pH values of PBS from 4.6 to 9.
The irreversible reduction potential of PT was shifted towards a
more negative potential as the pH values of the electrolyte
varied from 4.5 to 9 (Figure 7D). The slope of the reduction
peak (Epc) and oxidation peak (Epa) potential of PT as a function of pH is near −59 mV, which suggests that the same number of e− and H+ is involved in the reaction [38,39].

Optimization of square-wave voltammetry
parameters
Square-wave voltammetry analysis is more accurate compared
to an electrochemical method such as cyclic voltammetry and
differential pulse voltammetry. It can minimize background current to obtain an intense, sharp, and well-defined peak of the
targeted analyte at a particular potential. To obtain the
maximum peak current, the parameters of SWV were optimized using 10 μM PT in PBS (pH 7). The variation of reduction peak current with accumulation potential (A), starting

potential of scan (B), frequency (C), and pulse amplitude (D)
are shown Figure 8A–D.

Analytical performance and selectivity of the
proposed nanosensor
Figure 9A represents SWV curves obtained from the ERGO
modified electrode for sequential additions of PT into phosphate buffer (pH 7). A sharp increase in the reduction peak current was observed for each addition after dipping the electrode
into a particular solution for 240 s at an applied potential of
−0.1 V (i.e., deposition potential). The peak was shifted to a
negative potential as the concentration of PT enhanced, indicating a diffusion-controlled process [40]. The concentration-dependent linear plot depicts good linearity (Figure 9B,
Figure 9C) with a calibration equation of Ip (μA) = 3.5735 [PT]
+ 12.018 (R² = 0.9871) for the range of 0.1–11 μM,
Ip (μA) = 0.2916 [PT] + 3.7526 (R² = 0.9936) for 3–15 nM,
I p (μA) = 19.176 [PT] + 4.2723 (R² = 0.9367) for
0.03–0.15 nM. The corresponding sensitivity was found to be
50.5 μA·μM−1·cm−2 with a wide linear range for quantification

Figure 8: Relationship of stripping peak current in SWV measurements of 10 μM PT as a function of accumulation potential (A), starting potential of
scan (B), frequency (C), and pulse amplitude (D). The optimized parameters for PT detection in SWV are: pulse amplitude: 100 mV, starting potential:
0.3 V, frequency: 25 Hz, accumulation potential: −0.1 V, and accumulation time: 240 s.
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Figure 9: (A) SWV response of ERGO/GCE electrode in electrolytes (PBS, 0.05 M, pH 7) with different concentrations of PT ranging from 0.1 to
3 μM. (B) Calibration plot of peak current as a function of PT concentration for a wide range (i.e., 3 × 10−5 to 11 µM, inset: linear regression curve for
0.1 to 11 µM) and (C) 0.03–0.15 nM. (D) Selectivity studies of PT (10 μM) detection with probable interfering substances such as Na+, K+, Fe2+, Fe3+,
Cd2+, Ni2+, Mg2+, Mn2+, NH4+, Cl−, NO3−, CO32−, SO4−, CH3COO−, 4-nitrophenol, 2,4-dinitrophenol, acephate, chlorpyrifos, dicofol, and lindane, respectively using SWV and keeping all other parameters constant. Experimental conditions: pulse amplitude: 100 mV, SWV frequency: 25 Hz, starting
potential: 0.3 V, accumulation potential: −0.1 V, and accumulation time: 240 s.

of PT. The limit of detection (LOD = [(3 * standard deviation of
blank)/slope of the lowest range of linear curve (i.e.,
0.03–0.15 nM)] and limit of quantification (LOQ = [(10 * SD of
blank)/slope]) were calculated as 10.9 pM and 36.5 pM, respectively, from the lower calibration equation [39,41].

PT sensing in environmental samples. Other interfering OP
(acephate, chlorpyrifos) and organochloride (dicofol, lindane)
pesticides also did not significantly affect the response current
of PT reduction as they have different redox potential and
adsorption potential on the modified electrode surface.

The selectivity of the proposed ERGO/GCE modified
nanosensor (Figure 9D) was investigated in the presence of
other possible substances in water and soil samples. Squarewave voltammetry measurements were performed in PBS
(50 mM, pH 7.0) containing 10 μM PT along with some inorganic ions (e.g., Na+, K+, Fe2+, Fe3+, Cd2+, Ni2+, Mg2+, Mn2+,
NH 4 + , Cl − , NO 3 − , CO 3 2− , SO 4 − , CH 3 COO - ), nitroaromatic
compounds (e.g., 4-nitrophenol, 2,4-dinitrophenol), and other
pesticides, such as acephate, chlorpyrifos, dicofol, lindane. As
shown in Figure 9D, the modified electrode showed almost the
same peak current when PT coexists with other substances. This
indicates that the added substances have no significant effect on

Reproducibility, repeatability, and stability are essential parameters for practical applications of electrochemical nanosensors.
Inter-assay measurements of 10 μM PT using five independent
ERGO/GCE were performed, and a 3.4% relative standard deviation (RSD) was obtained for five replicate scans, indicating
good reproducibility of the proposed nanosensor. Similarly, a
single modified electrode exhibits good repeatability with an
RSD of 1.81% for five repeated measurements performed in
PBS (50 mM, pH 7.0) containing 10 μM PT.
The analytical performance of the ERGO/GCE, such as detection limit and linear range, are compared with previously re-
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ported modified electrodes for the detection of PT (Table 2)
[16-18,36,42-44]. The proposed electrode showed better
stability, sensitivity, and the lowest detection limit in comparison to previous reports [16-18,36,42-44]. As ERGO showed
thermal and mechanical stability, ERGO/GCE could be a suitable electrode material for rapid screening of PT in actual samples.
To determine the storage stability, the electrocatalytic response
of 10 μM PT was monitored in seven-day intervals for the first
two months, and it retained about 96.17 ± 0.2% of its initial
response. It was shown a consistent response to PT sensing
during two months of storage. After that, the response was
measured in intervals of 10 days, and 90.53 ± 0.3% of the initial
response was retained after six months. This indicates good
stability of the modified electrode at room temperature (Supporting Information File 1, Figure S2A). The feasibility of the
proposed robust sensing platform was demonstrated by quantifying environmental samples such as groundwater and a soil
sample from an agricultural land. Food (e.g., boiled rice) and
vegetable (e.g., tomato collected from local market) samples
were also analysed. As the concentration of PT in the collected
samples was negligible, a specific amount of PT was spiked
from the standard PT solution (1 mM). Supporting Information
File 1, Figure S2B depicts the SWV response of groundwater
spiked with 1.5, 2.5, and 5 μM PT, and detailed experimental
results are shown in Table 3. The amount of spiked [PT] was
monitored by the SWV response, and the results were validated
using standard UV results. The UV spectra with increasing PT
concentration (1–35 µM) are shown in Supporting Information

File 1, Figure S3A. The concentration of PT in real samples was
further calculated from the standard calibration curve obtained
from UV spectra at 273 nm (Supporting Information File 1,
Figure S3B). The quantitative spiked recoveries of PT ranged
from 97.0–102.4%, with an RSD of 0.998–1.62%. In addition,
the proposed method also depicts satisfactory relative error
(1.53–3.96%) with standard absorption results for the quantification of PT in environmental samples.

Conclusion
A newly developed inexpensive and environmentally friendly
techique, using an interference-free nonenzymatic approach was
developed to fabricate a nonenzymatic electrochemical
nanosensor based on ERGO for rapid detection of PT. The
electrochemical parameters were optimized to achieve the
highest performance of the ERGO-modified electrode, and
the structure was characterized by Raman, XRD, XPS, TEM,
FESEM, and EIS techniques. Square-wave voltammetry
was performed to achieve excellent nanosensor performance,
such as higher sensitivity, low detection limit (10.9 pM),
linear response range (3 × 10 −11 –11 × 10 −6 M), and fast
response time. The proposed ERGO/GCE nanosensor exhibits
excellent electrocatalytic activity, long-term storage stability,
reproducibility, repeatability, low-cost fabrication, and strong
anti-interference ability to quantify PT residues in real
samples. The low RSD value (0.998–1.62%) and relative error
(1.9–3.9%) obtained from UV data confirmed the accuracy of
this method, showing that the electrochemical nanosensor
has good reliability for PT detection in real samples. It
can be concluded that the feasible nonenzymatic electrochemi-

Table 2: Experimental sample table for a comparative analytical performance of the proposed nanosensor with the reported nonenzymatic
nanosensor.

Modified electrode

Method

Molecule

Linear range
(μM)

LOD
(nM)

pH

Samples

Ref

NanoTiO2-SAM/GCE

DPV

PT

0.05–10

10

PBS 5

cucumber,
cabbage

[17]

NanoAg/Naf ion/GCE

DPV

PT

0.103–0.62

80

[16]

0.300–1.444

0.0874

BR buffer,
pH 2.56

water

MP
ZrO2/MAS/Au

SWV

PT

0.017–3.4

2.8

pH 6, 0.1 M KCl

vegetables,
water

[43]

SPAN(sulfonated
Pani)/GCE

DPV

PT

0.01–10

1.5

BR buffer 2.5

urine sample

[42]

ordered mesoporous
carbon/GCE

DPV

PT

0.015–0.5

3.4

PBS 6

–

[44]

NiO-SPE

DPV

PT

0.1–30

24

0.05 M BR
buffer, pH 6.0

urine, tomato

[18]

Al-doped mesoporous
cellular foam (Al-MCF)

SWV

PT

0.01–1 mg/L

17.16

0.1 M KCl,
pH 6.0

cabbage

[36]

ERGO/GCE

SWV

PT

3 × 10−5–11

10.9 × 10−3

PBS, pH 7

groundwater,
soil, tomato,
rice

present
work
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Table 3: Experimental sample table for recovery studies of spiked PT in actual samples.

Real samples

Added
(μM)

Detected
(μM)

Detected by
UV–vis

Recovery
(%)

Relative error
(%)

RSD
(%)

ground water

1.5

1.46

1.52

97.33

3.947

0.998

2.5

2.48

2.52

99.20

1.587

1.518

5

5.12

5.2

102.4

1.538

1.369

1

0.97

1.01

97.00

3.961

1.620

3

2.95

3.07

98.33

3.909

1.114

5

4.96

5.04

99.20

1.587

1.240

1

0.96

0.99

96.00

3.030

1.120

3

2.9

3.04

96.67

4.605

0.992

7

7.07

7.18

101.00

1.532

1.060

0.5

0.51

0.58

102.00

12.06

1.119

5

5.12

5.16

102.40

0.775

0.991

10

10.11

10.25

101.10

1.366

1.230

soil

tomato

rice

cal nanosensor could be a good alternative for on-site monitoring of PT usage in agricultural fields. The robust and straightforward electrochemical-sensing platform could also be a promising path for selective and sensitive analysis of other pesticides and environmental pollutants based on electrocatalytic activity.
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Abstract
Carbon dots (CDs) show extensive potential in various fields such as sensing, bioimaging, catalysis, medicine, optoelectronics, and
drug delivery due to their unique properties, that is, low cytotoxicity, cytocompatibility, water-solubility, multicolor wavelength
tuned emission, photo-stability, easy modification, strong chemical inertness, etc. This review article especially focuses on the
recent advancement (2015–2022) in the green synthesis of CDs, their application in metal ions sensing and microbial bioimaging,
detection, and viability studies as well as their applications in pathogenic control and plant growth promotion.

Introduction
Carbon dots (CDs) are a carbon-based nanomaterial with a few
nanometers feature sizes. CDs consist of a carbon core, the surface of which is functionalized with various groups. Xu et al.
accidentally discovered fluorescent carbon nanoparticles during
electrophoretic purification of single-walled carbon nanotubes
[1]. Sun et al. synthesized fluorescent carbon particles smaller
than 10 nm, which were named “carbon dots” for the first time
in 2006 [2]. Due to its significant fluorescent properties, this

class of carbon nanomaterials has proved to be useful for applications in a variety of disciplines, including chemical or biological sensing, bioimaging, drug delivery, photodynamic therapy,
electrocatalysis, and photocatalysis, with advantages over commonly used semiconductor dots or conventional fluorescent
probes such as organic dyes. Moreover, CDs have unparalleled
extraordinary properties, including cell compatibility, chemical
inertness, emission at tunable wavelengths, low cost, high quan-
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tum yield (QY), water dispersibility, small size, tunability, high
biocompatibility, strong photostability (resistance to photobleaching), and efficient photoluminescence. CDs have a broad
spectrum of applications in the analytical, medical, biotechnology, biology, and theranostics domains [3,4]. The typical
photoluminescence yield of CDs is less than 10%. Surfacepassivating chemicals are used to improve the photoluminescence. Surface passivation with different functional groups
generates surface defects, which produces fluorescence and also
generates new active sites for modification for specific applications. CDs can be chemically modified by many heteroatoms,
including N, P, and S, and many other chemicals that increase
their functional properties [5,6]. These exceptional optical and
physicochemical properties make them ideal for transdisciplinary research. Fluorescent CDs can be manufactured using
inexpensive, naturally rich carbon sources in an environmentally friendly manner. By adjusting the surface chemistry of CDs,
the solubility and QY can be improved. The size of CDs and
chemical functionality present on their surface can be discreetly
tuned to change the electronic structure for their luminous features.
Various molecular precursors have been used earlier for the
production of CDs, including ethylene glycol [6], phytic acid
[7], phenylenediamine [8], ammonium citrate [9], citric acid
[10], ethylene diamine tetra acetic acid [11], carbon nanotubes
[12], and graphite [13]. Additionally, graphite, nanodiamonds,
and activated carbon can be applied as precursor for the fabrication of CDs [14]. Meanwhile, a variety of green carbon precursors have been utilized for generating CDs, including fruits,
their juices and peels [15-17], animal and animal-derived materials, such as milk and hair [18-20], and vegetables [21],
flowers [22], and leaves [23]. The use of green, sustainable or
waste materials for the production of CDs is congruous with the
objectives of a sustainable development strategy. Owing to the
recycling and re-use of organic waste products, environmental
friendliness, and low-cost, green synthesis of CDs is preferred
over other conventional methods.
There are, in general, two synthetic pathways for the formation
of CDs, that is, “top-down” and “bottom-up” methods. In the
top-down method, large carbon structures (such as carbon nanotubes or graphite) are decomposed into CDs. The top-down
methods include arc discharge, laser abrasion [24], chemical
and electrochemical oxidation, and ultrasonic synthesis. In the
bottom-up methods, CDs are formed from molecular precursors by various techniques such as hydrothermal treatment [2529], microwave synthesis [30], and pyrolysis [31].
A tremendous amount of work has been done regarding the synthesis and different techniques for improving synthesis, charac-

terization, yield, and applications of CDs There are several outstanding review articles on different applications, such as photochemical and electrochemical applications [32], photocatalysis [33], optoelectronics [34], wastewater treatment [35], food
safety applications [36], tumor marker detection [37], bioanalytical studies [38], biomedical [39,40] and biotechnological applications [3], biosensing and bioimaging [31,32], and fluorescence [41] and photoluminescence processes [42]. Many
reviews about CDs obtained from natural resources have been
published. Sharma et al. reported an excellent review article on
the green synthesis of CDs in 2017 [43]. Recently, Tejwan et al.
[44] and Lin et al. [45] also reported review articles about synthesis and applications of CDs obtained from green precursors.
Meng et al. reviewed CDs made from biomass and their applications [46]. A study on recent advancements in the synthesis of
CDs from natural resources and their applications in biomedicine and multisensing platforms was also published by Bag and
co-workers [47]. The review presented here is focused on the
latest progress in the field since 2015. It describes the synthesis
of CDs, the effects of surface states on optical properties, the
characterization of CDs, metal ion sensing, and biological and
agricultural applications of CDs, that is, microbial bioimaging,
detection, and viability studies, pathogen control, and plant
growth promotion (Figure 1).

Review
Green synthesis of carbon dots
Green synthesis of CDs mainly utilizes biomass. Biomass synthesis makes use of natural raw materials (organisms, waste material, protein products, or natural polymers), instead of reaction precursors usually used in the traditional methods, and also
requires external energy supply. Using diverse raw materials,
CDs with different structures and properties can be obtained.
Usually, a temperature of 100–200 °C is required, which is
much lower than that required in the traditional methods, and
the synthesis is carried out in aqueous media. Generally, hydrothermal or solvothermal treatments, ultrasonication, microwave
irradiations, and microwave-assisted hydrothermal/pyrolysis are
used in the green synthesis of CDs [41]. Hydrothermal methods
convert the raw material into carbonized matter. Although relatively simple, the procedure takes several hours. Microwave irradiation, in contrast, provides homogenous and effective
heating and speed up the reaction to merely a few minutes.
Hence, this approach is considered the fastest and simplest
amongst the synthesis methodologies and has become widely
used.
The fluorescence emissions of CDs are usually blue and green
(i.e., in the low-wavelength region). Since biomass is abundant
in carbon and oxygen, the resulting CDs have carbonyl groups
on their surface. Excited electrons resulting from n–π* transi-
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Figure 1: Illustration of the environmentally friendly sources employed for the synthesis of CDs and their applications from 2015–2022.

tions emit blue fluorescence on radiative recombination. In
general, blue fluorescence arise as a result of π–π* transition of
the carbon core, whereas, green fluorescence may correspond to
n–π* transitions of the edge states [48,49].
The “top-down” approach involves breaking down bulky carbonaceous materials, such as carbon fibers, carbohydrates, proteins, and carbon soot, through chemical or physical methods.
The carbon containing material is oxidized and broken down
into CDs using oxidants such as sulfuric acid and nitric acid. As
green methods are limited regarding the raw materials, the “topdown” method is not very common in green approaches [3,50].
The “bottom-up” method consist of carbonization of smaller
organic molecules. This method basically involves four phases,
that is, condensation of the molecules followed by polymerization, carbonization, and passivation. Small molecules are
condensed into intermediate chains and then polymerized into
clusters of carbonaceous material. Carbonization of this material at elevated temperatures leads to the formation of carbon
cores. The residual groups on the surface act as surface-passivating agents and can be manipulated to ameliorate surface luminescence properties [38]. Biomass is rich in small organic
compounds suitable for carbonization at elevated temperature
and, hence, “bottom-up” approaches are extensively used for
the green synthesis of CDs.

In this review, CDs have been classified into various categories
based on their precursor materials, including plant sources,
animal extracts, and food materials. We focus on the CDs obtained using various green precursors and their modification
with or without different surface passivizing agents.

Plant sources
Synthesis of CDs from plant-based sources has the potential to
be scaled up and comes with a number of benefits, including
reduced chemical exposure, cost-effectiveness, renewability of
sources, waste reduction, and ample source availability. It is
thus environmentally friendly and advantageous [51,52]. Plant
parts such as roots, stem, leaves, fruits, flowers, and seeds have
been used for the production of CDs. Several low-value plant
materials can also be converted into functional materials with
excellent biocompatibility by manufacturing CDs from these
plant components. Plant-based precursors that contain
heteroatoms (nitrogen and sulfur) are preferred over carbon
sources that demand supplementary heteroatoms for the synthesis of CDs [53].
Without surface-passivating agent: Plants are rich in biomolecules such as carbohydrates and proteins, which makes them a
better option based on the fact that surface functionality of CDs
can be achieved without adding extra substances for doping,
modification and surface passivation [54]. A summary of CDs
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synthesized from carbon-rich plant extract without surfacepassivating agents and their quantum yield is provided in
Table 1. Liu et al. used grass as a natural carbon source for the
first time to prepare CDs [55]. Bhamore and co-workers reported fluorescent CDs without any surface-passivating agent
by using a green precursor Pyrus pyrifolia fruit through a
simple hydrothermal method at 180 °C for a period of 6 h [56].
Gynostemma has been used to prepare fluorescent CDs through
a simple calcination method without any harmful substances or
any surface modification [57].

A new method to recycle biomass was used by Wang et al.
They synthesized CDs via simple hydrothermal methods by
using ordinary biomass waste as carbon source, namely orange
peel, ginkgo leaves, paulownia leaves, and magnolia flowers
[58]. Water-soluble CDs using Manilkara zapota fruit as a
natural source of carbon were reported where sulfuric acid and
phosphoric acid were used to regulate the emission of CDs, producing CDs with blue, green, and yellow emission. For the blue,
green, and yellow emitting CDs, the obtained QY values were
5.7%, 7.9%, and 5.2%, respectively. The reported average size

Table 1: Summary of CDs synthesized from carbon-rich plant extracts without surface-passivating agents with their quantum yield.

S. No

Precursor of CDs

Synthetic Method

Size (nm)

QY (%)

Ref

1

biomass waste

hydrothermal method at 200 °C for 8 h

2.60

8.13

[58]

2

Manilkara zapota

ultrasonication at 100 °C for 60 min

1.9 ± 0.3, 2.9 ± 0.7
and 4.5 ± 1.25

5.7, 7.9, 5.2

[48]

3

Abelmoschus manihot

hydrothermal at 220 °C for 4 h

9

30.8

[22]

4

Prosopis juliflora

hydrothermal method at 200 °C for 1 h

5.8

5

[23]

5

Pyrus pyrifolia

hydrothermal method at 180 °C for 6 h

2.0 ± 1.0

10.8

[56]

6

Gynostemma

calcination method at 400 °C for 4 h

2.5

—

[57]

7

Borassus flabellifer

thermal pyrolysis at 300 °C for 2 h

3 to 8 ±1

13.97

[59]

8

lemon juice/orange juice

hydrothermal method at 280 °C for 12 h

3–5

14.8 to 24.8

[60]

9

lychee waste

solvothermal at 180 °C for 5 h

3.13

23.5

[61]

10

spices

hydrothermal method at 200 °C for 12 h

3.5 ± 0.1

43.6

[62]

11

pseudo-stem of banana

hydrothermal treatment at 180 °C for 2 h

1–3

48

[63]

12

Cotton linter

microwave-assisted hydrothermal process in
5 min

10.14

—

[64]

13

Brassica compestris

hydrothermal reaction at 240 °C for 20 h

1.9

21

[65]

14

Setcreasea purpurea
boom

pyrolysis at 300 °C for 2 h

3.9

18

[66]

15

Aloe Vera

pyrolysis method (160–250 °C) and time
(10–30 min)

6–8

12.3

[67]

16

date palm fronds

one step carbonization method 300 °C

35

33.7

[68]

17

whey

pyrolysis at 220 °C

4

≈11.4

[69]

18

Nigella sativa seeds

hydrothermal method at 120 °C for 12 h

4

—

[18]

19

palmyra palm leaf

hydrothermal method at 180 °C for 12 h

5–10

—

[70]

20

guava leaf

hydrothermal method at 160 °C for 1 h

4–7

34

[71]

21

Murraya koenigii (curry
leaves)

hydrothermal method at 180 °C for 4 h

2–8

5.4

[72]

22

roasted gram

pyrolysis at 200 °C (C-1) and 450 °C (C-2)
for 8 h

5.5 and 2

—

[73]

23

rice fried Codonopsis
pilosula (CP)

Ultrasonic-assisted solvent extraction at
room temp for 4 h

9.60 and 11.54

12.8

[74]

24

rose pigments

hydrothermal method at 200 °C for 2 h

32

48

[75]

25

milk

hydrothermal treatment at 180 °C for 4 h

10

10

[76]

26

crop biomasses

hydrothermal process at 140 °C

2–5

—

[77]

27

corn stalk shell

hydrothermal process in NCW at 270 °C,
pressure of 5 MPa for 10 min

1.2 to 3.2

16

[78]

28

banana peel

hydrothermal process at 200 °C for 24 h

5

20

[79]

29

Calotropis gigantea

microwave at 900 W

2.7 to 10.4

4.24

[80]

30

Morus nigra

hydrothermal process at 200 °C for 24 h

4.5

24

[81]

31

ginkgo kernels

hydrothermal process at 220 °C for 12 h

2.7

37.8

[82]
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was 1.9 ± 0.3 nm for the blue emitting CDs, 2.9 ± 0.7 nm for
the green emitting CDs, and 4.5 ± 1.25 nm for the yellow emitting CDs [48]. A new type of fluorescent CDs from the flowers
of Borassus flabellifer (male tree) through a green thermal pyrolysis method without adding any chemicals was synthesized
[59]. A high QY of up to 13.97% was obtained at an optimized
temperature of 300 °C. Hoan et al. used lemon juice to produce
highly luminous CDs via a simple, low-cost hydrothermal route.
This novel study explained how hydrothermal time and source
type affects the luminescence of CDs [60]. To study the effect
of citric acid on the precursors, different precursors (such as
ripe lemon juice, fresh lemon juice, and orange juice) were
tested. It was found that the photoluminescence (PL) intensity
of citric acid was higher than that of lemon juice, which, in turn,
was higher than that of orange juice. This outcome is the result
of lemon juice having a greater citric acid concentration than
orange juice. Compared to ripe lemon juice, fresh lemon juice
had a higher PL intensity (Figure 2). Because in the case of the
ripe lemon juice, a significant reduction in the quality of the
components occurred, which might have led to reduced PL
emission. It was also found that longer hydrothermal times
could lead to more carbonization. Apart from this, as the temperature increased from 150 to 280 °C, QY was found to
increase from 14.86 to 24.89%. These outcomes might be explained by the efficient carbonization of naturally occurring
acidic components as the hydrothermal temperature of the reaction rises [60]. The resulting CDs showed a direct relationship
between PL intensity and heating temperature and time. These
CDs had good green emission. The maximum emission wave-

Figure 2: Luminescence of CDs synthesized from citric acid and
various green sources. Figure 2 was reproduced from [60] (© 2020
B. T. Hoan et al., published by Hindawi, distributed under the terms of
the Creative Commons Attribution 4.0 International License, https://
creativecommons.org/licenses/by/4.0).

length clearly depends on the excitation wavelength at low temperatures. However, at high hydrothermal temperature, the
luminous peak was almost completely independent of the excitation wavelength. The irregular size of the particles at low temperatures is the first reason. CDs of different sizes have different bandgaps. Particles of the same size will prioritize the emission when light of a particular wavelength is projected into
CDs. Different sized particles will emit radiation when different wavelengths are projected. However, at high hydrothermal
temperatures, uniformity of the particle size of the CD prevents
the wavelength from being influenced by the excitation wavelength. The surface states are another factor. It is well known
that surface functional groups, such as carbonyl and carboxylic
groups, can produce their own energy levels. Hence, there will
be a variety of routes for electrons to move from the excited
state to the ground state of photon emission. Numerous functional groups can be found on the surface of CDs at low temperatures, but at high temperatures, the COOH, C–H, and C–O–C
groups are eliminated and the C=O group takes their place. This
explains why CDs generated at high hydrothermal temperatures
exhibit excitation-independent luminescence.
Sahoo et al. used the bark of lychee, without any other chemical, to synthesize CDs with a QY of 23.5% and the reported
CDs were employed as a sensing probe for Fe3+ ions [61]. Devi
et al. utilized Carica papaya waste as a natural source for a
simple pyrolysis route and obtained a good QY of 23.7%. The
reported CDs have a chromium sensitivity of 0.708 ppb in water
[83]. Recently, a further increase in QY was obtained up to
30.8% by using Abelmoschus manihot flowers. It was found
that 2,4,6-trinitrophenol (TNP) can quickly and sensitively
quench the fluorescence intensity of these CDs. The linear
response of TNP ranges from 25 nM to 40 μM and the LOD
was 5 nM [22]. A good increase in QY was also obtained by
Vasimalai et al. using various spices, such as cinnamon, red
chili, turmeric, and black pepper, for a simple hydrothermal
method. They found that black pepper yields CDs with the
highest QY up to 43.6% [62].
Vandarkuzhali et al. also obtained a very high quantum yield of
48% using pseudo-stem of banana [63]. The source used here
consists of cellulose, hemicellulose, and lignin, and hydrothermal treatment was carried out. Li et al. reported a very new approach to synthesize two types of CDs with different selectivities from Hongcaitai (Brassica compestris L. var. Purpurea
Bailey) [65]. The two types were obtained based on the difference in solubility in ethanol. The ones that were soluble in
ethanol were called “CDs-A” and the insoluble ones were called
“CDs-B”. Different characterizations were carried out that
revealed that the surfaces of these two CDs have different functional groups resulting in different selectivity. CDs-A and CDs-
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B were utilized to detect ClO− and Hg2+ in tap water and river
water, respectively.
Using cotton linters as a green source, water-dispersed fluorescent CDs were reported, obtained through a microwave-assisted
hydrothermal method. This method provides CDs for fast, lowcost, and convenient cancer imaging applications. The particle
size of the CDs was 10.14 nm as calculated by TEM [64].
Zhai et al. compared different synthetic methods to find the
most suitable route to obtain fluorescent CDs from the green
precursor Setcreasea purpurea boom [66]. The different
methods used were hydrothermal method, and pyrolysis in a
vacuum tube furnace or a muffle furnace. Due to incomplete
carbonization and oxidation in the hydrothermal method and
pyrolysis in the muffle furnace, respectively, pyrolysis in a
vacuum tube furnace was selected as a suitable synthesis
method to prevent over-oxidation of CDs. It was found that blue
fluorescent CDs with high QY were obtained at 300 °C with 2 h
reaction time. Increased temperatures, however, may cause a
complete carbonization process as well as small CDs, which can
lead to higher QY.
A simple and easy preparatory method that does not require
complex post-chemical and ultrafiltration treatments, dialysis,
and centrifugation was reported using table sugar. The resulting
CDs aggregate and scatter light and help to visually detect Pb2+
ions by the turbidimetry method. It was found that there is a
direct linear relationship between the concentration of Pb2+ ions
and the turbidity [84].
Aloe vera extract, without any other chemical reagent, was used
to prepare CDs using a one-step pyrolysis method by Devi et al.
Different characterization results demonstrated that the CDs
displayed excitation-independent behavior and had surface
groups such as carboxyl and hydroxy groups. Aloe vera has
intrinsic antimicrobial properties, so the bactericidal activity of
these CDs was investigated by the agar well diffusion method,
and the sensing ability towards Fe3+ was also reported [67].
Kavitha et al. used date palm fronds with no other chemical
reagent. The lignin content of the leaves and shafts of date palm
leaves is 25 g/100 g, which helped to obtain mesoporous CDs of
high quality having high storage and photostability [68]. Leaves
of Prosopis juliflora as a natural and inexpensive precursor
yielded CDs that acted as a dual fluorescence sensor for both
Hg2+ ions and chemet drugs [23].
An acid oxidation approach was applied to synthesize nanosized fluorescent CDs of various colors by using Ananas
comosus without any passivating agent by Gupta et al. The synthesized CDs showed three emission peaks at 438, 516, and

543 nm when excited at 325, 417, and 425 nm, respectively.
Their selectivity for various metal ions indicated that only Fe3+
ions significantly quenched the emission intensity at 438 nm
and the CDs were used as fluorescence sensors to detect Fe3+
ions [85]. Devi et al. adopted an eco-friendly, simple, and green
synthesis strategy to prepare CDs by using whey (a major dairy
waste). NMR analysis showed that during pyrolysis, polymerization of lactose, which is the main component of the green
source used, takes place [69].
Sharma et al. reported Nigella sativa seeds for the preparation
of CDs that act as a dual sensor for tetracycline and ʟ-lysine.
The fluorescence of CDs is quenched by adding tetracycline
and regained by introducing ʟ-lysine [18].
Palmyra leaves were utilized by Athinarayanan et al. for the
production of CDs. The cellular toxicity of the CDs was
analyzed, and the CDs were found to have excellent biocompatibility with cells [70].
Ramanarayanan and Swaminathan utilized guava leaves to
prepare CDs, which were then utilized for the synthesis of a
CD-TiO2 nanocomposite. The CD-TiO2 nanocomposite possesses good photocatalytic ability to degrade methylene blue
dye [71].
White pepper as a natural precursor was reported by Long et al.
to prepare CDs via refluxing in anhydrous alcohol for 24 h. The
prepared CDs exhibit dual emission at 520 and 668 nm by using
the same excitation wavelength of 420 nm. The red emission
around 668 nm was hardly affected by metal ions and amino
acids and acts as a reference while the green emission around
520 nm was quenched by Cu 2+ ions and enhanced by CoA
(Figure 3). The reported CDs were used as an “off–on” ratiometric fluorescence nanosensor for the detection of CoA [86].
Another green precursor, Murraya koenigii (curry leaves), was
used to synthesize CDs via hydrothermal route. The reported
CDs showed good selectivity for Cd2+ ions with a wide linear
range and limit of detection of 0.01–8 μM and 0.29 nM, respectively [72].
Chaudhary et al. reported CDs using roasted gram as a green
precursor, which act as a humidity sensor. Two different
carbonization temperatures (200 and 450 °C) were used to
prepare CDs, namely C-1 and C-2, respectively, via pyrolysis.
To examine the interaction of functional groups present on the
CDs with water vapor, theoretical modeling was also carried out
by using the DFT-based B3LYP hybrid functional at 6–31G
diffused and polarized basis sets. An excellent agreement was
found between theoretical data and experimental results [73].
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Figure 3: Strategy for the synthesis of ratiometric CDs obtained from white pepper. Figure 3 was reprinted from [86], Food Chemistry, vol. 315, by
R. Long; Y. Guo; L. Xie; S. Shi; J. Xu; C. Tong; Q. Lin; T. Li, “White pepper-derived ratiometric carbon dots for highly selective detection and imaging
of coenzyme A”, article no. 126171, Copyright Elsevier (2020), with permission from Elsevier. This content is not subject to CC BY 4.0.

An ultrasonic-assisted solvent extraction approach was employed to synthesize CDs from rice fried Codonopsis pilosula
(CP). The CP-CDs possess good sensitivity and selectivity
towards the detection of Cr6+ ions. Linear range and limit of
detection obtained were 0.03−50 μM and 15 nM, respectively
[74].
Shekarbeygi et al. synthesized CDs from aqueous and alcoholic
extracts of blue, yellow, and red rose flowers through a hydrothermal approach. They also studied the outcome of different
synthesis methodologies on the optical properties of the prepared CDs. The CDs obtained from the alcoholic extract of
yellow petals were more stable and had a high quantum yield.
The reported CDs were efficiently employed for the detection
of diazinon [75].
Flax straw was recently used for the synthesis of CDs via a
hydrothermal method. The obtained CDs acted as fluorescence
on-off-on sensors for the detection of Co2+ or Cr6+ ions and
ascorbic acid, respectively [87]. Using a hydrothermal process,
a new form of CD material was produced from common crop
wastes, such as corn straw, wheat straw, and rice straw by Ding
et al. These CDs were utilized to detect Fe3+, which could be
useful in areas of environmental remediation and medical diagnosis [77]. A hydrothermal technique employing near-critical
water has been utilized recently to develop a simple, cost-effective, and environmentally friendly synthetic route for CDs from
corn stalk shell [78]. This process transformed biomass, which
was previously thought to be waste material, into carbon nano-

materials with tremendous potential. Another method for the
synthesis of biocompatible fluorescent CDs from the extract of
leaves of the medicinal plant Calotropis gigantea, also known
as crown flower was developed. The resulting CDs were
applied as a fluorescent probe for bioimaging [80].
With surface-passivating agents: To obtain CDs with increased electron density, fluorescent properties, and QY,
researchers are focusing on synthesizing CDs containing surfactants that contain nitrogen, phosphorus, or sulfur [16,88].
Usually, CDs synthesized from a single precursor without any
doping agent have low QYs and are inadequate for bioimaging
and other applications. Numerous researches claim that
co-doping, or the simultaneous doping of two or more distinct
atoms, can mitigate the drawbacks of CDs. The optical characteristics and applications of CDs may be enhanced by doping
them with nitrogen, sulfur, and other elements. Due to the
synergistic interaction between the doped heteroatoms in CDs,
the co-doping with heteroatoms has started to attract greater
attention since it can produce novel electronic structures. The
electronic structure of CDs can be modified to produce n-type
or p-type carriers by adding atomic impurities, such as nitrogen,
boron, sulfur, or phosphorus. The QY of CDs could also be
considerably enhanced by heteroatom doping, according to current research.
Xie et al. used ethylenediamine (EDA) as a surface-passivating
agent to obtain hydrophilic N-CDs via a facile hydrothermal
method from highland barley. The reaction was maintained at
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200 °C for 24 h. A high QY of 14.4% was obtained by using an
optimal amount of 1.33 mL of EDA. Because nitrogen-containing groups could passivate the surface-active sites of the CDs, a
greater QY was obtained. Thus, the PL characteristics of the
N-CDs were improved, and as a result, the QY of N-CDs was
greater than that of the majority of N-CDs derived from
biomass [89].

A very good QY up to 53% was obtained by using glutathione,
as a dopant for both S and N, and a green source of celery
leaves to synthesize CDs. Low-cost celery leaves containing
folic acid with many –COOH and –NH2 groups contribute to
high QYs. The reported CDs were novel fluorescent paper
sensors and showed remarkable sensitivity and selectivity in the
detection of nitrophenol [4].

Bandi et al. reported N-CDs synthesized via a hydrothermal
method by using Lantana camara berries and EDA as carbon
and nitrogen source, respectively. The synthesis consisted of
many steps, including hydrolysis, dehydration, and decomposition, through which carbohydrates and glycosides are converted into small molecules. The obtained molecules were then
converted into N-CDs by passing through polymerization,
aromatization, and carbonization processes. Optimized conditions of 180 °C, 3 h time, and 80 μL EDA yielded N-CDs with a
QY up to 33.15% [90].

Varisco et al. reported CDs from wine lees via combustion and
used two extraction procedures, namely ultrasonication and
microwave-assisted extraction, from the black mass. The wine
lees consist of different compounds that can act as reactants for
the preparation of CDs, that is, easily degradable organic compounds to make the CD core and long-chain carboxylic acids to
act as passivating agents. To increase the number of carboxylic
acids and amine-containing molecules on the CD surface, oxidation in HNO 3 and reaction with SOCl 2 were performed
(Figure 4). The carboxylic groups react with EDA to increase

Figure 4: Graphical illustration of the procedure followed with wine lees. Figure 4 was reproduced from [91] (© 2017 M. Varisco et al., published by
the Royal Society, distributed under the terms of the Creative Commons Attribution 4.0 International License, https://creativecommons.org/licenses/
by/4.0).
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the QY and with dodecyl amine (DDA) to obtain CDs
dispersible in polar solvents [91].
CDs doped with nitrogen and sulfur (N,S-CDs) were synthesized using rose petals as a natural precursor, and ʟ-cysteine and
EDA as N and S dopants, respectively, by Sharma et al.
Cysteine and EDA help in hydrolysis and dehydration, respectively, which are part of the bottom-up approach. After completion of aromatization, the N,S-doped CDs are made from
nuclear bursts [5]. Pal et al. used branched-chain PEI (bPEI) as
a surface passivator and curcumin as a green precursor to
synthesize hydrophilic CDs [92]. Aqueous ammonia was used
as a nitrogen dopant for many natural source materials such as
Hylocereus undatus (H. undatus), Chionanthus retusus
(C. retusus), Phyllanthus emblica (P. emblica), and Phyllanthus acidus (P. acidus) to obtain N-CDs [93,96]. A good QY up
to 31.7% was obtained by using EDA as N-dopant with orange
juice as carbon source to give N-CDs via hydrothermal decomposition [17].
Das et al. have adopted a new strategy using κ-carrageenan as
the carbon source and lemon juice as the sulfur source. Surface
quaternization was performed with benzalkonium chloride to
synthesize luminescent CDs. The surface functionalities were
determined using small-angle neutron scattering, in which incident neutrons interact elastically with the specimen and give
information about the surface and mass of the specimen [14].
Empty fruit bunch carboxymethylcellulose as carbon source and
EDA as nitrogen dopant to synthesize N-CDs via one-pot
hydrothermal carbonization approach have been used. Three
different operating parameters, that is, synthesis temperature
(230–270 °C), synthesis time (2–6 h), and EDA mass
(10%–23.3%) were studied using response surface methodology. The highest values of temperature, time, and EDA mass
were found satisfactory to get high QY values up to 22.9%. The
factor that has the greatest influence on the QY was found to be
the optimized temperature, followed by time and EDA mass
[97]. Linear polyethyleneimines (LPEI) were used by the same
group instead of EDA to synthesize fluorescent N-CDs and got
an increase in QY up to 47% [98].
Blue luminous CDs, based on carrots and aqueous trisodium
phosphate (TSP) as precursors, were prepared by a convenient
reflux method. The obtained CDs were globular and about
3–8 nm in size as revealed by transmission electron microscopy
[21].
Cassava peels as a natural carbon precursor and poly(ethylene
glycol) (PEG) as a surface passivizing agent was used by Putro
et al. to prepare CDs via the hydrothermal method [99]. Tu et

al. used non-toxic fungal biomass Ganoderma lucidum along
with EDA and diammonium hydrogen phosphate to synthesize
water-soluble CDs and N,P-CDs through a facile hydrothermal
method. The reported CDs and N,P-CDs presented high sensitivity and selectivity toward 2,4-dinitrophenol and 4-nitrophenol. The obtained QY for CDs and N,P-CDs were 3.54%
and 11.41%, respectively [100].
Surendran et al. used honey, garlic, and ammonia as green
source, sulfur source, and nitrogen source, respectively to
prepare N,S-CDs via a simple hydrothermal technique. The
Z-scan methodology was used for non-linear optical characterization and the agar well diffusion methodology was used to
explore the antimicrobial performance of CDs against foodborne pathogens [101].
Recently, a hydrothermal technique to build effective CDs
using ginkgo kernels has been employed [82]. A unique technique was used to evaluate nitrites in corn sausage, ham
sausage, preserved Szechuan pickle, and hot dog samples,
yielding good results. In addition, the CDs had high water solubility, fluorescence stability, decreased cytotoxicity, and excellent biocompatibility with MCF7 cells, so they were also successful in bioimaging MCF7 cells. Xu et al. reported red emitting CDs using spinach as a natural source. PEI was used for the
modification of the surface of CDs. They observed the change
in PL characteristics of CDs during a period of one to four
weeks and concluded that when amino-rich CDs come in contact with oxygen in the air, agglomeration of CDs is induced,
and, hence, luminescence changes slowly from red to green
color (Figure 5) [102]. A summary of CDs synthesized from
carbon-rich plant extracts with different surface-passivating
agents and their quantum yield is provided in Table 2.
The majority of CDs have a low QY, which are insufficient for
bioimaging and other applications. Heteroatom doping has been
suggested as a way to enhance the fluorescence characteristics
of CDs. Mostly, surface-passivating agents are used to dope
CDs with nitrogen and phosphorus to increase their QY.
Various plant extracts rich in such ingredients have been used.
A list of the reported heteroatom-doped CDs made from natural
materials is shown in Table 3. It can be categorized into three
groups based on the distinct doped atoms: nitrogen, nitrogen/
sulfur, and nitrogen/phosphorus. Hydrothermal treatment as
well as pyrolysis, microwave heating, and acid oxidation have
been extensively used to synthesize the heteroatom-doped CDs.
Nitrogen-doped CDs have been found to have high QY because
nitrogen atom doping helps to stabilize the surface defects of
CDs and enhances fluorescence emission. Moreover, owing to
its five valence electrons and an atomic size that is similar to
carbon, nitrogen is a common dopant and the most frequently
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Figure 5: Schematic representation of the whole process. Figure 5 was reprinted from [102], Journal of Luminescence, vol. 227, by X. Xu; L. Cai;
G. Hu; L. Mo; Y. Zheng; C. Hu; B. Lei; X. Zhang; Y. Liu; J. Zhuang, “Red-emissive carbon dots from spinach: Characterization and application in
visual detection of time”, article no. 117534, Copyright Elsevier (2020), with permission from Elsevier. This content is not subject to CC BY 4.0.

Table 2: Summary of CDs synthesized from carbon-rich plant extracts with different surface-passivating agents and their quantum yields.

S. No

Precursor of CDs

Synthetic method

Surface-passivating agent Size (nm)

QY (%)

Ref

1

celery leaves

hydrothermal method at 200 °C for glutathione
4h

2.08

53

[4]

2

Rosa indica

hydrothermal treatment at 180 °C
for 5 h

EDA and ʟ-cysteine.

4.51–1.46

—

[5]

3

edible carrot

4

Carica papaya

reflux

TSP

3–8

—

[21]

pyrolysis

EDTA

7

23.7

5

[83]

table sugar

microwave assisted synthesis at
120 °C for 3 min

ammonia solution

3.5

2.5

[84]

6

white pepper

reflux method at 75 °C for 4 h

H2N-PEG-NH2

6.3

10.4

[86]

7

flax straw

hydrothermal method at 160 °C for EDA
10 h

2.2

20.7

[87]

8

Lantana camara
berries

hydrothermal 180 °C for 3 h

EDA

5±3

33.15

[90]

9

curcumin

hydrothermal synthesis at 200 °C
temp for 12 h

branched PEI (bPEI)

4–5

—

[92]

10

Hylocereus undatus hydrothermal at 180 °C for 12 h

aqueous ammonia

2.5

—

[93]

11

Phyllanthus emblica hydrothermal method at 180 °C for aqueous NH3
12 h

4.08

—

[95]

12

Phyllanthus acidus

hydrothermal method at 180 °C for aqueous ammonia
8h

4.5 ± 1

14

[96]

13

orange juice

hydrothermal decomposition
method at 200 °C for 4 h

EDA

0.5–3.0

31.7

[17]

14

oil palms empty fruit hydrothermal treatment at 260 °C
bunch
for 2 h

polyethyleneimines
(LPEI)

3.4

47

[97]
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Table 2: Summary of CDs synthesized from carbon-rich plant extracts with different surface-passivating agents and their quantum yields. (continued)

15

oil palms empty fruit hydrothermal treatment at 270 °C
bunch
for 6 h

EDA

4.7

22.9

[98]

16

Cassava peels

17

Ganoderma lucidum hydrothermal treatment at 200 °C
for 6 h

PEG

—

—

[99]

diammonium hydrogen
phosphate and EDA

2.95 and
3.12

3.54 and
11.41

[100]

18

natural honey

hydrothermal method at 200 °C for ammonia
6h

8.29

≈4.192

[101]

19

spinach

hydrothermally method at 140 °C
for 4 h

polyethylenimine (PEI)

3

—

[102]

20

Lycii fructus

hydrothermal treatment at 200 °C
for 5 h

ammonia solution

3.3

17.2

[29]

21

Chionanthus
retusus

hydrothermal-carbonization
method at 180°C for 6 h

ammonia solution

5±2

9

[94]

hydrothermal at 160°C for 4 h

Table 3: Summary of doped CDs synthesized from plant extracts with their quantum yield.

S. No

Precursor

Synthesis method

Size (nm)

Doped atom

QY (%)

Ref

1

Magnolia liliiﬂora

hydrothermal treatment at 240 °C for 12 h

4±1

nitrogen

11

[103]

2

Bauhinia flower

microwave, 1000 W for 10 min

3.4

nitrogen

27

[104]

3

Prunus cerasifera

hydrothermal method at 200 °C for 20 h

3–5

nitrogen

—

[49]

4

seaweed (Sargassum
fluitans)

hydrothermal method at 180 °C for 5 h

2–8

nitrogen

18.2

[105]

5

watermelon juice

hydrothermal at 180 °C for 3 h

3–7

nitrogen

10.6

[16]

6

Azadirachta indica

hydrothermal treatment at 150 °C temp for 4 h 3.2

nitrogen

27.2

[106]

7

grass

hydrothermal at 180 °C for 3 h

3 to 5

nitrogen

4.2

[55]

8

banana peel waste

24 h at 200 °C

5

nitrogen

20

[79]

9

Lonicera maackii

hydrothermal process at 230 °C for 5 h

2–3

nitrogen

10.6

[107]

10

lily bulbs

microwave treatment for 6 min

3.15

nitrogen,
phosphorus

17.6

[108]

11

Dunaliella salina

hydrothermal synthesis at 200 °C for 3 h

4.7

nitrogen,
phosphorus

8

[109]

12

ginkgo leaves

hydrothermal treatment at 180 °C for 12 h

2.22

nitrogen,
sulfur

—

[82]

13

Allium fistulosum

hydrothermal treatment at 220 °C for 3 h

4.22

nitrogen,
sulfur

10.48

[110]

14

gardenia fruit

hydrothermal method at 180 °C for 5 h

2.1

nitrogen,
sulfur

10.7

[53]

employed method of enhancing PL properties of CDs. By introducing electrons into CDs and altering the internal electronic
states, nitrogen atoms significantly enhance the fluorescence
characteristics of these molecules. The N-CDs produced
perform exceptionally well in biomedical applications, including bioimaging and biosensing. A huge number of synthesis
procedures have been investigated in order to produce CDs
from environmentally friendly materials that contain nitrogen
and carbon. Magnolia liliiﬂora was used to obtain N-CDs via an
easy hydrothermal approach by Atchudan et al. The hydrothermal temperature and time used were 240 °C and 12 h, respectively. The obtained size was about 4 ± 1 nm and the quantum
yield was up to 11% [103]. Huang et al. achieved an increase in

QY up to 27% by using a bauhinia flower to synthesize N-CDs
via a facile microwave method, without any further surface
passivation or modification [104]. Prunus cerasifera fruit was
used to synthesize highly luminescent CDs via a hydrothermal
method. The reaction temperature and time used were 200 °C
and 20 h, respectively. Characterization techniques such as
TEM, FTIR, and XPS were used to study the CDs which were
almost spherical and had high nitrogen content [49].
Godavarthi et al. used seaweed (Sargassum fluitans) to synthesize N-CDs. 1 H NMR and 13 C NMR were used to analyze
Sargassum fluitans and showed that amino acids acted as a
nitrogen source, for the preparation of N-CDs. The reported
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N-CDs were used as a fluorescence probe to detect DNA, and
gel electrophoresis was used to compare its efficiency with
some traditional organic fluorophores [105]. Lycii fructus was
used by Sun et al. to develop an efficient method to prepare
CDs by using a hydrothermal approach. The reported CDs
showed good water solubility and excellent bio-compatibility,
and the obtained QY was 17.2% [29]. Grass was used as a
natural source to prepare immensely photoluminescent N-CDs
through a hydrothermal method. Six different dyes, that is, acid
blue, acid red, eosin Y, eriochrome black T, methyl orange, and
methylene blue underwent degradation in the presence of radiation, which confirmed the catalytic activity of the product.
Adsorption of heavy ions from water samples was investigated
to find the activity on the surface of the product, and it was
found that the mentioned CDs can remove Cd2+ ions by 37%
and Pb 2+ ion by 75% from the water sample [111]. Watermelon juice-based N-CDs with a calculated fluorescence QY of
10.6% were also reported, which were found to selectively
detect Fe3+ ions. These N-CDs/Fe3+ systems could be used to
sense cysteine, based on fluorescence “turn on” effects (see
below Figure 9). The reported N-CDs showed temperature-dependent fluorescence behavior and were investigated to be used
as a nanoscale thermometer for determining the intracellular
temperature [16]. Numerous research groups have been actively
examining co-doped N,S-CDs. Because the sulfur atom can
supply energy or emissive trap states for photostimulated electron capture, which alters the electronic structure of CDs, N,SCDs have drawn more interest in recent years. Li et al. reported
a simple and economical one-pot hydrothermal carbonization
route to prepare N,S-CDs by using ginkgo leaves as a natural
precursor. XPS results demonstrated that the reported CDs were
having elemental contents of 1.2% S, 60.4% C, 34.6% O, and
3.8% N [112]. Wei et al. reported N,S-CDs using Allium fistulosum as a green precursor. The prepared CDs revealed a diameter of about 4.22 nm by TEM and the QY obtained was up to
10.48% [110]. Azadirachta indica leaves was used to prepare
fluorescent N-CDs by Yadav et al. The QYs obtained were as
high as 27.2% [106]. Sun et al. used gardenia fruit as a green
source to prepare N,S-CDs. The fluorescence intensity of the
N,S-CDs was quenched by adding Hg2+ ions and recovered
when cysteine was introduced to the system. Hence, an
"on–off–on" sensor was developed that could detect Hg2+ and
cysteine in a linear range of 2–20 μM and 0.1–2.0 μM for Hg2+
and Cys, respectively [53]. When compared to un-doped CDs,
CDs co-doped with nitrogen and phosphorus (N,P-CDs) display
novel and surprising features. After doping with N, the CDs
become n-type semiconductors. In contrast to nitrogen, phosphorus atoms are larger than carbon atoms. As a result, it has
the potential to act as an n-type donor and create substitutional
defects in the carbon cluster, changing the electronic and optical
characteristics of CDs with great impact on polarizability, quan-

tum yield, and electrochemical properties. Lily bulbs as a green
source to synthesize N,P-CDs via a facile, fast, and eco-friendly
one-pot microwave-assisted method was reported by Gu et al.
Lily bulbs rich in carbohydrates, proteins, lipids, and amino
acids, can be easily used to prepare such CDs [108]. The
microalgae Dunaliella salina was used to prepared low-cost
N,P-CDs without any external agent. The algal biomass consists
of amino acids and proteins, and XPS revealed that the CDs
contain pyrrolic nitrogen and phosphate groups showing that
these molecules were doped into the lattice of N,P-CDs [109].
Using banana peel waste as carbon and nitrogen source, novel
CDs have been prepared using a simple hydrothermal
carbonization technique in an ecofriendly approach by
Atchudan et al. [79]. Their excitation-dependent fluorescence
characteristics have been used successfully as a fluorescent
probe in multicolor imaging applications of nematodes. Bi et al.
described the synthesis of green fluorescent N-CDs from
Lonicera maackii fruits using a one-step hydrothermal technique. The CDs could not only detect Fe3+ but also overcome
the limitations of short-wavelength fluorescence CDs from
natural materials, providing a basis for future applications in
other disciplines [107]. Atchudan et al. reported a hydrothermal
synthesis technique that yields CDs from Morus nigra (black
mulberry) fruit juice [81]. This low-cost synthesis approach
provides an effective, robust, and eco-friendly nanoscale sensor
for the measurement of Fe3+. The CDs were also found to be
appropriate FL probes for imaging human colon cancer (HTC116) cells. Recently, Lin et al. proposed a unique antimicrobial
compound for the preservation of Atlantic mackerel by synthesizing antimicrobial CDs through a hydrothermal synthesis approach using food materials as the precursor, including onion,
ginger, garlic, and mackerel [113]. The sulfur content of the
CDs based on onion and garlic was higher than that of the CDs
derived from ginger and fish. Surprisingly, the onion-based CDs
had the best antibacterial efficacy against Pseudomonas fragi,
as well as good pH stability.

Animal extract
Dehvari et al. converted seafood waste into valuable materials
by using crab shell as a natural precursor to form highly fluorescent N-CDs by a sono-chemical approach. A N-CDs/folic acid
nanoprobe was synthesized by conjugating N-CDs with folic
acid, which could be used to target folate-receptor cancer cells
[114]. Pork-based CDs without any surface-passivating agent
were synthesized. Pork meat, itself, is composed of many
organic molecules that can provide multiple heteroatoms in the
CDs. The resulting CDs have excellent advantages such as a
high QY of 17.3% and good stability to chemicals [115]. Zhang
et al. obtained urine-based CDs through a simple sephadex
filtration approach and a via a hydrothermal route (Figure 6).
Different characterization techniques revealed that both types of
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Figure 6: Graphical illustration for the synthesis of CDs from human urine and their application for bioimaging. Figure 6 was reprinted from [116],
Methods, vol. 168, by X. Zhang; J. Li; J. Niu; X. Bao; H. Zhao; M. Tan, “Fluorescent carbon dots derived from urine and their application for bioimaging”, pages 84-93, Copyright Elsevier (2019), with permission from Elsevier. This content is not subject to CC BY 4.0.

CDs consisted of carbon and oxygen and indicated the existence of different functional groups such as amino, carboxylate,
carbonyl, and hydroxy groups. The cytotoxicity study showed
good biocompatibility and applicability in both in vitro and in
vivo imaging [116].
Recently, milk was used by Al-Hashimi et al. as a natural precursor to synthesize N-CDs via a solvothermal method. These
nanodots served as fluorophore in the inner filter effect (IFE)
sensing platform to detect tetracycline in pharmaceutical doses
[76]. Highly water-soluble and blue emitting CDs were synthesized from hemoglobin by Chakraborty et al., which can be
used to detect H2O2 [117].

Food materials
Different food materials such as beans are also a good source of
carbohydrates, which can be easily used to synthesize CDs.
Hydrochar was produced from food waste via hydrothermal
carbonization and utilized to synthesize CDs by Zhou et al. Specific temperatures (195, 225, and 255 °C) were used for 12 h,
followed by the use of vacuum filtration to separate the hydrothermal product. The hydrochar was refluxed in nitric and
sulfuric acid, and dialysis membranes of different sizes were
used to get CDs emitting four different colors, that is, blue,
green, yellow, and red (Figure 7A,B) [118]. EDTA was used in
a solution containing different ions for quenching iron ions
specifically.

Researchers have employed different beans to synthesize highquality CDs. Jia et al. used black soya beans as a natural
resource to prepare N-CDs by a one-step pyrolysis method. The
obtained N-CDs had good photoluminescence characteristics.
The reported QY was as high as 38.7 ± 0.64% [119]. Kaur et al.
obtained a very high QY up to 58% by using EDA as nitrogen
source with Vigna radiata (mung bean) to produce N-CDs. The
reaction conditions EDA concentration and time were optimized to increase the QY. The concentration of EDA used per
10 mL of Vigna radiata extract ranged from 200 to 2000 μL,
and the time range was from 5 to 36 h. A direct relationship between the concentration of EDA and the fluorescence intensity
was found [120]. Khan et al. used red lentils as a carbon source
in a simple, one-step, inexpensive preparation of water-soluble
N-CDs. The reported N-CDs showed bright blue fluorescence
under an ultraviolet lamp with a wavelength of 365 nm, and the
QY was up to 13.2% [121].
Sesame as a natural source was also used to synthesize highly
efficient CDs naturally doped with N, P and Ca ions by Yu et
al. The reported CDs have a good QY up to 48.5% and emit
strong blue fluorescence [122]. Soni et al. synthesized CDs,
co-doped with nitrogen and sulfur, from palm shell powder as a
natural precursor with trifilic acid. The obtained CDs had a
graphite-like structure, a narrow size distribution, and showed
intense green fluorescence. These CDs had fluorescence characteristics independent of the excitation wavelength and were
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Figure 7: (A) Flow chart of multicolor CDs production. (B) Carbon distribution in gas, liquid, and solid phase from the new precursor production
process. Figure 7 was reproduced from [118] (“Multicolor carbon nanodots from food waste and their heavy metal ion detection application“, © 2018
Y. Zhou et al., published by The Royal Society of Chemistry, distributed under the terms of the Creative Commons Attribution Noncommercial 3.0
Unported License, https://creativecommons.org/licenses/by-nc/3.0/). This content is not subject to CC BY 4.0.

used as fluorescent probes with LOD values of 0.079, 0.165,
and 0.082 μM for 4-nitrophenol, 2,4-dinitrophenol and 2,4,6trinitrophenol, respectively [123]. CDs synthesized from animal
extracts and food materials, are summarized in Table 4.

Natural polymer-based CDs
Numerous natural polymers, including proteins and polysaccharides, have been used to obtain CDs (Table 5). Chen and
co-workers used starch as a source to synthesize graphene quantum dots (CDs) via a one-pot hydrothermal method. They also
described the reaction mechanism, which involves hydrolyzation of starch to form glucose, and then glucose is condensed to

form CDs by ring-closure condensation. These CDs have been
effectively used in bioimaging of cervical cancer cells as a suitable PL probe [124]. Wen et al. have created an incredibly ecofriendly and cost-effective method for creating highly luminous
CDs from cotton by pyrolysis and microwave treatments. The
CDs exhibit high fluorescence QY, great biocompatibility, low
toxicity, and adequate stability. The CDs have found applications in various fields, including multicolor imaging, patterning,
and sensing, as a result of their advantageous characteristics
[125]. Han and co-workers extracted cow milk-derived CDs
(CM-CDs) from aqueous solution using ethyl acetate to create
amphiphilic CM-CDs (ACMCDs). A unique ACMCD-Ag/poly-

Table 4: Summary of CDs synthesized from animals extracts and food materials, with their quantum yields.

S. No

Precursor

Synthetic method

Size (nm)

QY (%)

Ref

1

pork

hydrothermal method at 200 °C for 10 h

3.5

17.3

[115]

2

crab shells

ultra sonicationat 70 °C for 12 h

8

14.5

[114]

3

urine

urine based CDs (sephadex filtration method)

2.5

4.8%

[116]

urine based CDs (hydrothermal method) 200 °C for 8 h 5.5

17.8%

4

hemoglobin

muffle furnace 120 °C for 1 h

≈4.0

≈73

[117]

5

black soya beans

pyrolysis at 200 °C for 4 h

5.16 ± 0.30

38.7 ± 0.64

[119]

6

Vigna radiate

hydrothermal at 180 °C for 24 h

<10

58

[120]

7

red lentils

hydrothermal at 200 °C for 5 h

6

13.2

[121]

8

sesame

hydrothermal process at 150 to 200 °C for 1–5 h

25

48.5

[122]

9

palm shell

hydrothermal method at 150 °C for 10 h

4–10

—

[123]
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Table 5: Summary of CDs synthesized from various polymers, with their quantum yields and applications.

S. No.

Precursor of
CDs

Synthetic method

Size (nm)

QY (%)

Application

Ref

1

starch

hydrothermal, 190 °C, 120 min

2.50–2.75

—

bioimaging

[124]

2

cotton

pyrolysis, 300 °C for 2 h

4.9 ± 0.10

14.8

multicolor imaging, patterning,
and Fe3+ detection

[125]

3

cow milk

hydrothermal, 180 °C, 12 h

1–5

—

antimicrobial

[28]

4

egg white

hydrothermal, 220 °C, 48 h

2.1

61

Fe3+ detection bioimaging,
optical devices

[126]

5

lignin

hydrothermal, 180 °C, 40 min

2 to 10

—

bioimaging

[127]

6

peanut shells

pyrolysis, 400 °C, 4 h

3.3

10.6

Cu2+ detection

[128]

7

raw cashew
gum

microwave (800 W), 30–40 min

9±3

8.7

—

[129]

8

Schisandra
chinensis

hydrothermal, 200 °C, 8 h

2.31

—

Fe3+ detection

[130]

methylmethacrylate antibacterial film was produced utilizing
the solvent casting process after the ACMCDs were supported
by silver nanoparticles, employing them as both a reducing
agent and a template. The nanocomposite antibacterial film is
anticipated to have a lot of potential applications such as food
packaging, water purification, and disinfecting sanitary equipment because of its superior antibacterial, light-admitting, and
flexible features [28]. In another report, CDs were prepared
from egg white using a one-step hydrothermal method.
Carbonization, N-doping, and surface functionalization all
occurred simultaneously during the hydrothermal reaction. The
CDs were employed as probes for detecting metal ions and in
live-cell imaging, and they had a high quantum yield of 61%
[126]. Chen et al. proposed a quick method for producing
highly luminous CDs by hydrothermally treating lignin with
H2O2. It is well recognized that under the photoassisted catalysis of Fe3+/Fe2+ in water, H2O2 can be split into hydroxyl radicals, and the ensuing radical is an incredibly potent oxidizing
species. The treatment time lasted from 10 to 60 min, with
40 min yielding the highest CD luminescence. The resulting
CDs (2–10 nm) have excellent penetration into HeLa cells,
minimal cytotoxicity, high water solubility and photostability
[127]. Fiber-rich peanut shells were used to produce fluorescent CDs (1.8–4.2 nm) that had a QY of 10.6% and better
photostability than rhodamine B. The CDs were produced using
a straightforward one-pot pyrolysis procedure at 400 °C for 4 h,
and they were effectively used for Cu2+ detection, which was
attributed to the fluorescence quenching effect of the ions [128].
A unique and quick microwave-assisted method that requires
two steps was reported by Pires for the synthesis of CDs with an
average size of 9 nm from an aqueous solution of a polysaccharide, that is, raw cashew gum. Through the autohydrolysis of
cashew gum, some monomer units are produced in the first
phase (partial depolymerization in solution), and a trace amount

of 5-hydroxymethyl furfural can be produced. The formation of
a polyfuranic structure through polycondensation and polymerization is followed by aromatization, carbonization, and nuclear
fusion in the second phase. As a result, a composite of partially
depolymerized cashew gum and CDs was produced [129]. Wu
and co-workers used Schisandra chinensis polysaccharide as
carbon source that also has a naturally nitrogen-containing
structure for endogenous nitrogen-doping in a green synthesis
of CD-based room-temperature phosphorescent (RTP) materials. The materials had lifetimes of up to 271.2 ms with a lower
energy gap and 350 nm of excitation (0.32 eV). Furthermore,
when iron ions (Fe3+) were introduced, they displayed appropriate quenching. Additionally, the generated CD-based RTP
materials have extremely stable optical and physical characteristics, opening up a new avenue for using them as low-cost, environmentally friendly luminescent sensors for Fe3+ detection
[130].

Surface state effects on the optical features
of CDs
The surface state of CDs, which is closely linked to their fluorescence emission and serves as the most commonly acknowledged luminescence mechanism until now, includes the level of
surface functional groups, surface oxidation, and molecular
fluorescence.
Surface oxidation level: Numerous investigations have demonstrated that the level of surface oxidation in CDs is what causes
their luminescence. The amount of oxygen on the surface of
CDs directly influences its redshifted emission. The number of
surface defects increases with the surface oxidation level. The
surface defects trap excitons, and the radiation from the recombination of trapped excitons causes the redshifted emission. Liu
et al. reported the synthesis of highly photoluminescent CDs,
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which were then further separated into yellow emitting crystalline graphene quantum dots and green emitting amorphous
carbon nanodots using a silica gel column. Even though they
have the same chemical surface groups and particle size distribution, they both have varying levels of surface oxidation. The
emission wavelength moved from 518 to 543 nm as the degree
of surface oxidation increased, which gives an indication about
the reduction of band gap between LUMO and HOMO [50].
Surface functional groups: A correlation between the surface
states and the functional groups found on the surface of CDs
has been established by many researchers. Functional groups
such as C=O and C=N are strongly associated with the fluorescence of CDs. Diverse fluorophores or energy levels can be
introduced into CDs by different surface functional groups.
Wang et al. demonstrated that by adjusting the functional
groups on the surface of CDs, the emission wavelength could be
dramatically altered. In some unique edge states, which were
made up of many carbon atoms and functional groups (such as
carbonyl) on the edge of the carbon backbone, the emission
centers of CDs were equally distributed. Therefore, by affecting
the emission centers, the functional groups on the surface of
CDs may ultimately alter the fluorescence [131].

Molecular fluorescence: According to recent research, most of
the emission from CDs is caused by fluorescent impurities,
which are produced during the bottom-up chemical synthesis, or
molecular fluorescence. Yang et al. proved that 1,2,3,5-tetrahydro-5-oxo-imidazol[1,2-a]pyridine-7-carboxylic acid (IPCA),
which is a fluorescent molecule, was responsible for the bright
blue fluorescence of CDs synthesized using citric acid and
EDA. It has been established that the CDs are a mixture of
IPCA, polymers, and carbon cores [132]. Essner and
co-workers carried out the synthesis of CDs using citric acid
(paired with urea or ethylenediamine as a nitrogen source).
They showed that luminous impurities formed as byproducts
during the synthesis of CDs mostly contribute to fluorescence
emission by eliminating the molecular fluorophores [133]. By
using fluorescence correlation spectroscopy and time-resolved
electron paramagnetic resonance spectroscopy, Righetto and
co-workers proved that free molecules are the source of the
fluorescence in CDs. In the excitation range from 320 to
450 nm, CDs were produced by the emission of small fluorescent molecules dispersed in solution. In contrast, poorly
emitting carbon cores predominate in the emission at excitation
levels above 480 nm. Since small organic molecules are
free in solution, it follows that even when carbon cores do exist,

Figure 8: Structural characterization techniques used to study CDs.

1083

Beilstein J. Nanotechnol. 2022, 13, 1068–1107.

the origin of the fluorescence is attributed to these molecules
[134].

degree of surface passivation can be assessed using FTIR analysis.

Characterization of CDs

Ultraviolet–visible spectroscopy

There are several published analytical methods for characterization, illustrating physical characteristics, demonstrating
the crystalline structure, and determining type and sufficiency
of functionalization groups attached on the surface of
the CDs (Figure 8). A brief description is provided in this
review.

CDs made using a variety of procedures often exhibit strong
UV absorption. However, the positions of the UV absorption
peaks change significantly depending on the synthesis method.
In general, CDs show strong optical absorbance in the UV
range between 260 and 320 nm, with a tail that extends into the
visible spectrum. Pure CDs often contain two absorption peaks,
that is, one for the n–π* transition of surface functional groups
such as carbonyl, hydroxy, ester, and carboxyl groups, and one
for the π–π* transition of aromatic sp2 domains [38]. However,
surface groups and synthetic process have a significant impact
on where the absorption peaks are located. Doping heteroatoms
or incorporating them into a composite material has a significant impact on the absorption wavelength of CDs because of the
change in the π–π* energy level [136]. The commonly occurring broad absorption spectra of CDs are caused by the surface
defects.

Transmission electron microscopy
Because of its great resolution of 0.1–0.2 nm, TEM can be used
to determine the morphology of CDs. Since CDs have a particle size of less than 10 nm, high-resolution techniques such as
TEM are frequently used to investigate the morphology and the
particle size distribution. High-resolution TEM (HR-TEM) can
also be utilized to examine the intricate structure of the CDs.
HR-TEM can reveal the fine structure of CDs and whether they
are crystalline or amorphous. Additional morphological data
can be obtained using SAED patterns. The phrase “interlayer
spacing” is used to describe lattice fringes produced through
HRTEM analysis with a fringe width spacing around 0.34 nm,
whereas the term “in-plane lattice spacing” is used for a fringe
width of 0.24 nm.

Photoluminescence
Due to the vast range of applications, photoluminescence,
which results from the quantum confinement effect, is now
regarded as the most intriguing aspect of CDs. Because of their
unique optical characteristics, CDs may be able to reflect
impacts from particles of different sizes, shapes, internal structures, and compositions. CDs also has a variety of emissive sites
spread across the surface. The emission spectrum of CDs typically ranges from the visible to the near-infrared region, with a
characteristic red shift as the excitation wavelength increases,
which is regarded as a remarkable characteristic of the PL of
CDs. Despite a lot of research in this area, the precise mechanism of PL emission in CDs is still unknown.

Fourier-transform infrared spectroscopy
FTIR spectroscopy is a method for determining the presence of
functional groups on the surface of CDs that is based on the
detection of electromagnetic radiation absorption at wavelengths between 4000 and 400 cm−1. The majority of the CD
surfaces are rich in hydroxy, carbonyl, ether, and carboxylic
acid groups because the synthesis process involves partial oxidation of the carbon source [135]. Therefore, exploration of
functional groups is essential for characterization. Using
elemental doping and composite fabrication, the structure of
CDs has been modified to enhance analytical performance. The

X-ray photoelectron spectroscopy
For surface chemical investigation and characterization of nanoscale materials, X-ray photoelectron spectroscopy is an effective analytical tool. The electrical structure, elemental composition, and oxidation states of the elements in a material can all be
determined using this method, which depends on the photoelectric effect [137]. Surface chemical modification, core–shell
topologies, and various components of CDs can all be investigated using XPS.

Raman spectroscopy
Raman analysis is frequently used to measure the vibrational
modes and provide structural data about molecules. Raman
analysis can be used to assess the optical and electrical characteristics, crystalline or amorphous nature, and other characteristics of CDs. Usually, CDs exhibit two distinctive Raman peaks
called the D band and the G band. Owing to the oscillations of
vastly disordered sp2-hybridized graphitic dangling bonds on
the termination plane, the D band is typically detected at a
wavelength of about 1352 cm−1. The E2g mode of the 2D hexagonal lattice of graphite correlates to the vibrations of the sp2linked carbon atoms that cause the G band, which is visible at
about 1585 cm−1 [27].

Applications as metal ion sensors
As CDs possess unique photoluminescence and excitationbased emissions, quenching and reversal of quenching processes can be used as an analytical tool for detection of certain
analytes. CDs have been widely used as sensors for metal ions
such as Fe 3 + [49,59,85,138-141], Fe 2 + [25], Hg 2 +
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[109,142,143], Cu 2+ [86,108,144-146], Cd 2+ [147], Cr 6+
[52,148-152], Co2+ [153], Au3+ [154], As3+ [155,156], Pb2+
[157], and Ag+ [158]. This sensing application is based on the
principle that fluorescence is either quenched or increases when
the functional groups on the surface of the CDs interact with the
metal ions creating new electron–hole pairs via energy transfer.
Different sensing/quenching mechanisms include inner filter
effect (IFE), fluorescence resonance energy transfer (FRET),
electron transfer (ET), static quenching effect (SQE), dynamic
quenching effect (DQE), aggregation-induced emission enhancement (AIEE) effect, and aggregation-induced emission
quenching (AIEQ) effect.
Static quenching occurs when fluorophore/CDs interact with
the quencher and form a ground non-fluorescent complex
[54,94,119].
Dynamic quenching occurs when an excited state of CDs
returns to ground state by energy/charge transfer between the
quencher and the CDs. This quenching only affects excited
states, and, hence, no difference is observed in the absorption
spectra of CDs [89,97,104].
Fluorescence resonance energy transfer (FRET) is a process
where photonic energy of a fluorophore/CDs is transferred to
another fluorophore/CDs, which then transmits it. FRET occurs
between CDs and quencher in their excited and ground state, respectively, when the emission spectrum of CDs overlap with the
absorption spectrum of the quencher [19].
The inner filter effect (IFE) occurs when there is a good spectral overlap between the absorption spectrum of the quencher
and the excitation/emission band of the fluorophore/CDs
[113,120].
Electron transfer (ET) may cause quenching when metal ions
combine with various functional groups on the surface of CDs
and lead to electron transfer from CDs to the ions. CDs act as
electron source and generate excited electrons on irradiation,
which are then transferred to the electron-deficient metal ions,
and, hence, quenching occurs [109].
Aggregation-induced emission enhancement effect (AIEE)
may arise as a result of aggregation of CDs. The aggregation increases the π conjugation and hinders the rotational vibration of
the functional groups, which enhances the radiative rate and
lowers the non-radiative rate.
Aggregation-induced emission quenching effect (AIEQ)
occurs when fluorescent CDs aggregate and the energy of the
excited fluorophores is transferred to the ground-state fluoro-

phores without radiative transition, leading to a decrease or
even complete quenching of fluorescence [154].
Detection of metal ions and efficient monitoring of their concentrations in aqueous and various biological samples is important because of their biological role and the toxicity, above
certain thresholds, to the environment, human health, plants,
and animals. Detection through CDs is advantageous because of
the ease of operation, and high selectivity and sensitivity.

Fe3+ ion sensing
Fe3+ ions are one of the most abundant metal ions and play a
vital role in biological systems as well in environmental
systems. Fe3+ ions participate in biological processes such as
metabolism, electron transfer systems, and oxygen supply of
hemoglobin. They accumulate in the form of ferritin in liver and
spleen. Both, deficiency and excess of the ions lead to serious
disorders, such as certain kind of cancers or anemia. Hence, it is
essential to monitor the Fe3+ levels in the environment and in
biological systems. Various CDs are sensitive and selective
towards Fe3+ ions [97-99].
Highly stable and water-soluble CDs, prepared from Boswellia
ovalifoliolata by hydrothermal carbonization, exhibited high
selectivity towards Fe3+ ions through quenching, with a LOD of
0.41 µM, in addition to useful applications such as free radical
scavenging and bioimaging. The quenching is believed to
proceed through a dynamic quenching mechanism. Groups such
as –OH and –COOH on the surface of CDs facilitate complexation with Fe3+ ions, electron transfer occurs from the excited
state of the CDs to unoccupied orbitals of Fe3+ and, hence,
quenching occurs [138].
Citrus limetta-based CDs synthesized through pyrolysis, were
found to have a wide range of applications. The CDs performed
well in sensing Fe3+ ions with a LOD of 19.8 ppb. Fluorescence quenching was observed, which was explained based on
the presence of –COOH groups on the CDs having a high
affinity for the metal ions, which leads to static quenching.
Composites of these nanoscale lights or CDs with TiO 2
nanofibers were found to be efficient for water splitting application. They also exhibited fast catalytic degradation of
methylene blue, bactericidal behavior, and their general nontoxicity makes them good candidates for bioimaging as well
[139].
Fluorescent CDs synthesized from betel leaves exhibit selective
detection of Fe3+ ions with a LOD of 50–150 nM leading to the
quenching of their fluorescence activity. The quenching process
was explained based on charge transfer of –COOH on the CDs
to the ferric ion (Figure 9) [140].
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ions. Fe3+ have a 3d5 electron configuration. Thus, excited-state
electrons of CDs can move to the half-filled 3d orbital of Fe3+
ions via coordination interaction resulting in non-radiative electron/hole recombination and fluorescence quenching [59].

Figure 9: The proposed quenching mechanism of CDs prepared from
betel leaves. Figure 9 was reprinted from [140], Materials Today:
Proceedings, vol. 34, by D. Raja; D. Sundaramurthy, “Facile synthesis
of fluorescent carbon quantum dots from Betel leafs (Piper betle) for
Fe3+ sensing”, pages 488-492, Copyright Elsevier (2021), with permission from Elsevier. This content is not subject to CC BY 4.0.

CDs and doped CDs (phosphorus and nitrogen) have been obtained from Miscanthus grass, where the N-doped CDs have the
potential to selectively detect Fe3+ ions in the presence of other
ions, with a LOD of 20 nM. Blue fluorescence was observed
under UV, which was quenched when Fe3+ is added, and was
explained based on a strong affinity of the metal ions to coordinate with amino and –COOH groups of the N-doped CDs. All
CDs and doped CDs were found to exhibit excitation-dependent emission in addition to fluorescence [141].
Gupta et al. synthesized CDs from pine apple (Ananas comosus)
through an acid oxidation approach. The reported CDs exhibited three colors under UV light, that is, blue (B-CDs), green
(G-CDs), and yellow (Y-CDs). It was found that only B-CDs
were sensitive to Fe3+ ions. The functional groups present on
the B-CD surface coordinates with Fe 3+ ions resulting in
dramatic changes in the morphology and size of the B-CDs.
From analyzing HR-TEM images and fluorescence spectra, it
was concluded that fluorescence detection of Fe 3+ occurs
because of aggregation of B-CDs and the IFE [85].
Huang et al. used bauhinia flowers to synthesize N-CDs, which
acted as a turn-off/on fluorescence sensor for the detection of
Fe3+ and adenosine triphosphate (ATP), respectively. They described that the fluorescence quenching (turn-off) in case of
Fe3+ ions occurs due to coordination of Fe3+ with surface functional groups of N-CDs, which resulted in non-radiative electron/hole recombination. Recovery of the fluorescence intensity
(turn-on) by ATP is due its interaction with Fe3+ via Fe–O–P
bonds [104]. The same mechanism for Fe3+ ion detection was
also described by Ma et al. for CDs prepared via a hydrothermal route using Prunus cerasifera fruit as a carbon source [49].
Murugan and Sundramoorthy used Borassus flabellifer (male
tree) as raw material to obtain CDs and used them to detect Fe3+

The N-CDs prepared from water melon juice by Lu et al., acted
as fluorescence turn-off/on sensor to detect Fe3+ and cysteine,
respectively. The selectivity concerning Fe3+ was assigned to
coordination of Fe3+ ions with hydroxy, amine, and carboxyl
functional groups present on the N-CD surface resulting in
interruption of radiative transition and fluorescence quenching.
They used the N-CDs/Fe3+ system to sense cysteine because
cysteine can compete with N-CDs regarding Fe3+ ions and lead
to their removal and, hence, recovery of the fluorescence [16].
CDs derived from grapes and onions, which were found to have
a reducing ability, were reported and employed for the determination of Fe3+. The CDs reduce Fe3+ ions to Fe2+ and, hence,
provide a colorimetric approach for Fe 3+ detection. The
reducing ability of grape-based CDs was better than that of the
onion-derived CDs [159].
Starch fermentation wastewater was used for the synthesis of
S,N-CDs that showed selectivity towards Fe3+. It was investigated that the fluorescence of the S,N-CDs was quenched
mainly because Fe3+ is a strong electron acceptor and, therefore, captures the excited electrons from the CDs with surface
functional groups. The fluorescence quenching was reversed
through the addition of phosphate at pH 7 [160].
Devi et al. prepared Aloe vera-derived CDs with Fe3+ sensing
ability. Their selectivity towards Fe3+ is due to the presence of
–COOH and –OH groups on the surface of the CDs. The fluorescence quenching was observed to decrease with increasing
Fe3+ concentrations linearly [67].
Fluorescent N-CDs were synthesized by Atchudan et al. using
Magnolia liliiflora as a carbon source, which exhibited excellent sensing towards Fe3+. The N-CDs were investigated to
have a high number of nitrogen- and oxygen-containing functional groups. The sensing of Fe3+ was attributed to a mechanism where N-CDs get complexed with Fe3+ through functional groups, quenching the fluorescence [103].
Arumugham et al. developed carbon quantum dots using leaves
of white Catharanthus roseus through a one-pot hydrothermal
method, without employing any oxidizing agents and surface
passivation. These water-soluble carbon quantum dots were
sensitive towards Al3+ and Fe3+ ions. Quenching occurs when
electrons are transferred from the excited CD to the empty
orbitals of Fe3+, leading to non-radiative electron–hole recombi-
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nation. With Al3+, the fluorescence increases as the ions coordinate with the CDs forming aggregates leading to aggregationbased high photoluminescence emission [161]. Antioxidant
potential against 2,2-diphenyl-1-picrylhydrazyl was also
measured and was found to improve with increasing concentration of the CDs. MCF-7 cells were treated with CDs and in vitro
bioimaging was carried out using fluorescence microscopy
under UV excitation. However, no significant cell decline was
observed. In addition, they demonstrated non-toxicity towards
both breast cancer cell lines and normal breast epithelial cells.
Bi et al. synthesized green fluorescent CDs from Lonicera
maackii fruit through a hydrothermal process, which were efficient in Fe3+ detection in actual water samples with a LOD of
0.1–10 µM. The short fluorescence time indicated rapid electron transfer from the excited state to the empty d orbitals of
Fe 3+ causing quenching. Besides, the CDs have phenolic
hydroxy groups containing lone pairs of electrons, which, on
reaction with Fe3+, get transferred to its empty d orbitals resulting in non-radiative electrons/hole recombination. This process
causes a further decrease in fluorescence [107]. Similarly, Ding
et al. prepared CDs from typical crop waste such as wheat
straw, corn straw, and rice straw using hydrothermal methods
for the detection of Fe3+, displaying similar properties [77].

Fe2+ ion sensing
Shi et al. used cornstalk as a green precursor to prepared CDs
for the detection of both Fe2+ ions and H2O2. They observed no
change in fluorescence intensity when Fe2+ and H2O2 were
added to an aqueous solution of CDs indicating that there was

no effect on either Fe2+ or H2O2 alone. A significant decrease
in fluorescence intensity was only observed when both were
added together. The surface of prepared CDs is composed of
plenty of hydroxy and oxygen functional groups. Thus, the
reduction in fluorescence of CD was mainly attributed to the
formation of metal hydroxide complexes on the CD surface
with quenching probably occurring via electron or energy
transfer with surface of CDs. They designed a CD–H 2 O 2
system for Fe2+ ion detection and a CD–Fe2+ system for H2O2
detection and obtained LOD values of 0.18 and 0.21 μM for
Fe2+ and H2O2, respectively [25].

Hg2+ ion sensing
Mercury is a heavy metal and highly toxic to humans and the
environment. High levels of Hg2+ severely damage the central
nervous system and other vital organs, and even lead to death.
Mercury appears in Hg2+ form in water. Besides, elemental and
organic mercury compounds are also found in polluted waters.
The allowed level in drinking water is 1 µg/L. Liu et al. reported highly fluorescent CDs from China grass carp scales
using a one-step hydrothermal method, which showed high
sensitivity towards Hg 2+ ions owing to the presence of
sulfhydryl groups. The Hg 2+ strongly coordinates with the
sulfur atoms of the cysteine in the CDs, forming a hairpin structure S–Hg 2+ –S and, thus, quenching their fluorescence
(Figure 10). A linear decrease in fluorescence intensity was observed with increased concentration of mercury ions with a
LOD of 0.014 µmol/L. The low cytotoxicity and enhanced cellpermeability of the CDs make them sensible probes for Hg2+
detection in environmental and biological systems [142].

Figure 10: Detection mechanism of Hg2+ by using the CGCS-CDs as fluorescence probe. Figure 10 was reprinted from [142], Microchemical Journal,
vol. 145, by G. Liu; H. Jia; N. Li; X. Li; Z. Yu; J. Wang; Y. Song, “High-fluorescent carbon dots (CDs) originated from China grass carp scales (CGCS)
for effective detection of Hg(II) ions”, pages 718-728, Copyright Elsevier (2019), with permission from Elsevier. This content is not subject to CC BY
4.0.
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Highly stable, fluorescent, nitrogen-doped CDs obtained from
citrus lemon juice were reported by Tadesse et al. The CDs
were prepared via a hydrothermal method and showed high
sensitivity and high selectivity towards Hg2+ ions with a LOD
of 5.3 nM. The presence of oxygen- and nitrogen-containing
groups on the surface of CDs facilitates coordination to Hg2+ by
donating electron pairs to the metal ion, quenching the fluorescence of CDs. The quenching was ascribed to non-radiative
electron–hole annihilation. Besides, human breast adenocarcinoma cells were tested for biocompatibility with these CDs.
Very low cytotoxicity values were observed and, hence, the
CDs could be used for bioimaging applications [143].
Pourreza et al. used Prosopis juliﬂora leaves to prepare CDs,
which act as an off-on fluorescence sensor for Hg2+ ions and
chemet detection, respectively. The addition of Hg 2+ ions
caused fluorescence quenching because of electrostatic interaction and non-radiative recombination of excitations via the
transfer of electron between Hg2+ ions and oxygen-carrying
groups present on the CD surface. When the Hg–CD system
was treated with chemet, the fluorescence intensity of CDs was

regained because of the strong interaction of Hg2+ ion with
chemet (Figure 11) [23].
Li et al. reported the synthesis of N-CDs by using orange juice
as a green source and EDA as a surface-passivating agent and
used the CDs to detect Hg2+ ions. When the concentration of
Hg2+ ions was increased, a decline in fluorescence intensity of
N-CDs occurred and the full width at half maximum of the
N-CDs emission peak slowly broadened because a complex
formed between Hg2+ and carboxyl groups on the surface of the
N-CDs [17].
Singh et al. used Dunaliella salina to synthesize N,P-CDs,
which acted as a sensor for both Hg 2+ and Cr 6+ ions. The
quenching through Hg2+ and Cr6+ occurred through dynamic
quenching and IFE + dynamic quenching mechanisms, respectively [109].
Li et al. used Hongcaitai (Brassica compestris L. var. purpurea
Bailey) to prepare CDs that were categorized into two parts
because of solubility differences. The one that was soluble in

Figure 11: Schematic representation of off-on ﬂuorescence of CDs prepared from Prosopis juliflora. Figure 11 was reprinted from [23], Materials
Science and Engineering: C, vol. 98, by N. Pourreza; M. Ghomi, “Green synthesized carbon quantum dots from Prosopis juliflora leaves as a dual offon fluorescence probe for sensing mercury (II) and chemet drug”, pages 887-896, Copyright Elsevier (2019), with permission from Elsevier. This
content is not subject to CC BY 4.0.
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ethanol was named “CDs-A” and was used for ClO− detection.
The ethanol-insoluble CDs were named “CDs-B” and were used
for Hg2+ detection. At pH 3, the strong oxidant HClO is mainly
present, resulting in significant fluorescence quenching because
of the oxidation of hydroxy groups present on the surface of the
CDs. With the increase of pH, the concentration of ClO−, with
lower oxidation strength as HClO, increased, which led to a decrease in fluorescence quenching. The fluorescence quenching
by Hg2+ was assigned to its interaction with sulfur-containing
functional groups on the surface of CDs-B, which resulted in
non-radiative electron transfer [65].
Highland barley-derived N-CDs were produced via a hydrothermal process, where EDA was used for N-doping. The fluorescence intensity of the N-CDs diminished with increased concentration of Hg2+, which is likely due to a strong chelation of the
metal ions by the –COOH groups on the surface of N-CDs
causing static quenching [89].
Fluorescent N,S-CDs derived from gardenia fruit by Sun et al.
via a hydrothermal method were highly stable in a wide pH
range, high concentrations of sodium chloride, and under ultraviolet radiation. N,S-CDs exhibited on/off response towards
cysteine and Hg2+. The fluorescence quenching was credited to
the formation of Hg2+–S bonds, leading to a static quenching
mechanism. Addition of cysteine resulted in a reversal of the
quenching phenomenon because the interaction of the metal
ions with sulfhydryl of the cysteine is stronger [53].

Cu2+ ion sensing
Copper is an essential trace element with different biological
roles. However, high concentrations above a normal level of
100–150 μg/dL (15.7–23.6 μM) may cause toxicity causing
Menkes and Wilsons diseases, gastrointestinal damage, and
certain neurodegenerative diseases. Copper may enter the
human body through drinking water polluted with Cu2+ ions
above the permissible levels of 1.3 ppm. Many researchers have
investigated CDs for efficient and easy-to-use Cu2+ sensing,
suitable for use in aqueous and biological environments.
Polyolefin residues, resulting from pyrolytic degradation of
waste plastic, are rich in carbon, and devoid of other
heteroatoms, hence, a potential carbon source to be used for the
preparation of CDs. Waste polyolefin residues, as a precursor,
are advantageous in terms of reduced production cost. CDs as a
probe for Cu2+ ions have been investigated. Kumari et al. obtained green fluorescent CDs from the pyrolytic residues of
polyolefins via chemical oxidation without using any surfacepassivating agents. The CDs exhibited green emission under
UV light at 365 nm. These CDs exhibited high selectivity for
Cu2+ ions in the presence of many other ions, under normal

room temperature, with a detection limit of 1–8 µM/L. These
CDs could also be used for a visual detection of Cu2+ ions, as a
color change under UV light from a darker shade of green to a
lighter one occurred upon addition of Cu2+ ions. Similarly, fluorescence quenching was detected with increased Cu2+ addition
in tap water and mineral water samples, despite the presence of
interfering minerals. The quenching was suggested to occur
through a dynamic quenching mechanism, where Cu2+ ions coordinate to the carbonyl groups on the surface of the CDs [144].
These CDs also proved to be promising probes for breast cancer
cell imaging (MDA-MB 468), owing to their significant cell
permeability and reduced cytotoxicity.
Banana juice is rich in carbohydrates and, hence, a precursor for
CDs. Chaudhary et al. reported on N,S-CDs prepared from
banana juice via a hydrothermal method, exhibiting high fluorescence (blue emission) at pH 6. A decrease in fluorescence
was observed below pH 6 and above 8. The N,S-CDs had high
solubility in aqueous media with a wide range of detection for
copper ions (1–800 µg/mL), observed in the form of fluorescence quenching. The N,S-CDs have a net negative charge and
functional groups, such as hydroxy, carboxylic, and carbonyl
groups, which assist in binding to Cu2+ ions, leading to formation of coordination bonds. This leads to a decrease in fluorescence activity, showing up as a redshift in the emission spectrum [162].
Biocompatible and highly stable blue CDs, derived from radish,
were prepared through a hydrothermal method. The CDs were
used for sensing of Cu2+ in water samples and vapors of acetic
acid through an opto-electronic nose with CDs as sensing material. On addition of Cu2+ ions, fluorescence quenching was observed with a LOD of 0.16 µM. Owing to their high electrondonating ability, the –COOH groups on the CDs undergo complexation with Cu2+ ions, resulting in fluorescence quenching.
A filter paper-based sensor incorporated with CDs was prepared with an improved detection limit of 6.8 µM. A measurement of the acetic acid concentration in a series of acetic acid/
methanol mixtures was performed, with a limit of detection of
around 15%. Vinegar samples were also tested accurately. A
cytotoxicity assay of the CDs against MCF-7 breast cancer cells
showed their biocompatibility with high cell viability,
suggesting prospective applications in cell-imaging, biosensing, and drug delivery [145].
Eleusine coracana-derived green CDs were investigated as
turn-off sensor for Cu2+. The strong affinity and selectivity of
the CDs towards the metal ions were attributed to the presence
of oxygen-rich functional groups, mainly –COOH, –NH, and
–OH, on the surface of CDs. The Cu2+ ions are good electron
acceptors and coordinate to the functional groups. Moreover,
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the paramagnetic Cu2+ ions adsorb in a relatively facile way on
aromatic C=C bonds of the CDs, causing effective quenching
[146].
Lily bulbs were used by Gu et al. to prepared N,P-CDs. The
synthesized CDs were used to detect Cu2+ ions due to their
dynamic affinity for different functional groups present on CDs
surface, that is–COOH, –OH, and –NH2. A LB–CD complex is
formed, which promises to boost charge shift and inhibits radiative recombination of excitons, resulting in a unique fluorescence quenching effect [108].
White pepper has been used as a green precursor for dual-emission CDs, which exhibited high selectivity towards coenzyme
A. Emission at 520 nm (green) turned on the Cu 2+ -aided
sensing, keeping the red emission at 668 nm as a reference. The
fluorescence activity reduced slowly with an increase in the ion
concentration from 0 to 65 µM. However, no significant decrease was observed when the concentration increased from
65 µM to 80 µM. When 65 µM Cu2+ were added to CDs, the
absorption wavelength did not change, but intensity and fluorescence lifetime dropped. This indicated an interaction between
the surface functional groups of the CDs and Cu2+. With the ad-

dition of CoA, fluorescence was restored, which was attributed
to a strong conjugation between the phosphate and amino
groups of CoA and Cu2+. The intensity of the fluorescence was
observed to vary linearly with the concentration of coenzyme A
[86].
Highly fluorescent CDs from coconut coir synthesized by a
hydrothermal method demonstrated strong biocompatibility
towards bacteria, various fungal strains, aquatic animals, and
some plants when in low concentration. A sensor based on the
synthesized CDs showed selectivity towards Cd2+ ions with a
LOD of 0.18 nM (turn on) and Cu2+ ions (turn off) with a LOD
of 0.28 nM in different media including sewage and groundwater systems. The fluorescence quenching in the presence of
Cu2+ occurs due to a strong affinity of the metal ion for the
hydroxy, carboxyl, and amino groups on the CDs, which leads
to complex formation and non-radiative charge–hole annihilation. The emission intensity increased in the presence of Cd2+
ions, which was attributed to the induction of an intrinsic
radiative recombination of the CDs (Figure 12). Furthermore,
the chemical interaction between the surface of CDs and
the Cd2+ ions also has an influence on the excitation of CDs
[51].

Figure 12: Schematic illustration of the sensing mechanism of CDs in the presence of Cd2+ and Cu2+ ions. Figure 12 was reprinted from [51], Materials Today Chemistry, vol. 16, by P. Chauhan; S. Dogra; S. Chaudhary; R. Kumar, “Usage of coconut coir for sustainable production of high-valued
carbon dots with discriminatory sensing aptitude toward metal ions”, article no. 100247, Copyright Elsevier (2020), with permission from Elsevier. This
content is not subject to CC BY 4.0.
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Cd2+ ion sensing
Cadmium ions are highly poisonous heavy metal ions used for
dying, electroplating, and in the semiconductor industries. The
Cd2+ ions are toxic to animals and human beings and mainly
affect liver, kidneys, lungs, and central nervous system.
Cadmium poisoning manifests itself in the form of breath
shortage, general weakness, pneumonia, and death in extreme
cases. According to WHO, the permissible level of Cd2+ ions in
drinking water is 3 ppb.
Murraya koenigii, commonly known as curry leaves were used
for the synthesis of CDs by Pandey et al., which exhibited
quenching with Cd2+ ions (LOD = 0.29 nM). The Cd2+ ions
have vacant d orbitals, which bond with the –COOH and amino
groups on the CDs through LMCT, leading fluorescence
quenching. High selectivity for Cd 2+ ions was exhibited
even in the presence of other interfering metal ions such as Zn2+
[72].
Rice husk-based CDs prepared by Zainal Abidin et al. were
functionalized with amino and carboxyl groups using EDA and
ascorbic acid and denoted as N-CD and C-CDs, respectively.
The PL of the C-CDs is reduced/quenched when an increased
amount of ascorbic acid is added, which causes protonation of
the CDs. Lowering of PL with increasing ascorbic acid concentration indicates reduced recombination of holes and electrons
on the surface of the CDs. An increase in emission wavelength
is observed, which is due to increased protonation of the negative CDs, leading to extensive electrostatic interactions among
the CDs and agglomeration. A reverse trend was observed with
the N-CDs and EDA. Both N-CDs and C-CDs exhibit a linear
response to Cd2+, that is, a decrease in PL activity with increase
in Cd2+ concentration. The quenching was thought to be due to
electrostatic interactions between the metal cations and the

negatively charged CDs, which are rich in oxygen-containing
groups, leading to agglomeration. Moreover, electron transfer
between the CDs and Cd2+ may result in reducing the latter to
Cd. The quenching due to –COOH groups is stronger than that
due to amino groups, because of high electronegativity
of–COOH [147].

Pb2+ ion sensing
Lead is a heavy metal and is hazardous to human health. Lead
poisoning causes serious damage to nervous system, kidneys,
brains, and other vital organs. Pb2+ ions from water pipes containing lead enter into water when corrosion occurs due to
acidic water. According to WHO, the upper limit of lead in
drinking water is 0.05 mg·L −1 . Boobalan et al. used oyster
mushrooms (Pleurotus species) as a green precursor to prepare
CDs for the detection of Pb 2+ ions. They reported that
quenching of CDs is because of the formation of a complex between Pb2+ ions and hydroxy and carboxyl groups present on
the surface of the CDs (Figure 13) [157].
Ocimum sanctum (Tulsi leaves)-based fluorescent CDs were
found to detect Pb2+ ions with excellent sensitivity and selectivity. The amine groups on the surface of CDs have great
binding affinity with the vacant d orbital of the metal ion. Donation of an electron pair from the nitrogen of the functional
groups to the empty d orbital of Pb2+ takes place and results in
quenching of the fluorescence of CDs [163].
Table sugar-based CDs were reported, which acted as an efficient naked-eye sensor for lead ions. Small concentrations of
Pb2+ ions, even at ppb levels turned the CD solutions turbid,
which was explained by the formation of aggregates. Large
aggregates scatter light and, hence, appear turbid. No other ions
exhibited such behavior with these CDs [84].

Figure 13: Schematic representation of Pb2+ ion sensing using oyster mushroom-derived CDs. Reprinted with permission from [157], Copyright 2020
American Chemical Society. This content is not subject to CC BY 4.0.
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Cr6+ ion sensing
Chromium has great importance in metallurgy, textile, dyes and
leather tanning. However, it is highly toxic and carcinogenic.
Two oxidation states, Cr(VI) and Cr(III) are more common and
possess entirely different properties. The Cr(VI) compounds,
due to their high solubility cause adverse effects in living organisms, whereas, the Cr(III) species are less toxic and important
micronutrients. The permissible limit of the chromate(VI)
(CrO 4 2− ), according to WHO, is 0.05 mg·L −1 .
Athika et al. synthesized CDs from denatured milk by a hydrothermal method, which demonstrated sensitivity towards Cr6+
with a detection limit of 14 mM in various water samples. Fluorescence quenching of the CDs was observed on adding Cr6+
mainly due to the inner filter effect. The CD electrode was
found to exhibit a capacitance of 95 F·g−1 and stability over
1000 cycles [148]. Hibiscus sabadariffa-derived CDs prepared
through a hydrothermal method were found to be suitable for
bioimaging of breast cancer cells in addition to sensing Cr6+
ions [52].
CDs and N-CDs originated from groundnuts synthesized
through a hydrothermal method showed remarkable selectivity
towards certain metal ions. The CDs showed selective detection of Hg2+, Fe3+, and Cr6+, whereas the N-CDs sensed Cr6+
ions with a LOD of 0.1 mg/L. The fluorescence excitation/emission spectra showed that Cr6+ blocks the excitation wavelength
of the N-CDs and also absorbs the emission intensity of CDs.
Non-radiative electron–hole annihilation is also possible. The
quenching mechanism in N-CDs was reversed with humic acid
and glutathione. Humic acid and glutathione reduce Cr6+ to
Cr3+, which reverses quenching as the N-CDs are not reactive
towards Cr3+. The CDs were biocompatible with low cytotoxicity values, making them suitable for bioimaging of MCF-7 cells
[149].
Das et al. proposed a sustainable way to use jute caddies to
synthesize CDs by a sonochemical approach. The CDs modified with benzalkonium chloride were reported to detect Cr6+
by luminescence quenching and selectively restore its fluorescence to detect ascorbic acid (Figure 14). The IFE was proposed to be a possible quenching mechanism because a significant spectral overlap between the absorption band of Cr6+ and
the excitation and emission spectra of the CDs occurs when AA
was introduced into the CD/Cr6+ system. AA reduces Cr6+ to
Cr3+ or some lower oxidation state, which helped to eliminate
the IFE and to restore the fluorescence intensity. Thus, a fluorescence turn-off/on sensor was developed [150].
Luo et al. used luffa sponge to synthesize CDs by a chemical
oxidation approach. The fluorescence quenching effect of Cr6+

on the CDs was studied. The results showed that the addition of
Cr6+ changed the intensity of the characteristic absorption peaks
of CDs and led to the static quenching of the fluorescence. The
IFE was used to explain the fluorescence quenching. The Cr6+
ions show absorption at 260, 360, and 440 nm. The excitation
spectra of CDs exhibit prominent excitation and emission bands
at 360 and 473 nm, respectively. There is an obvious overlap in
the 360 nm excitation spectra, which indicates that Cr6+ can
shield the excitation light of CD. Therefore, an increase in Cr6+
concentration may result in a stronger fluorescence quenching
of CD [151]. The same mechanism was also proposed by
Shreya Bhatt et al. to detect Cr6+. They used tulsi leaves to
synthesize CDs and reported a LOD and linear range of 4.5 ppb
and 1.6 to 50 μM, respectively [152].
Recently, Hu used flax straw as a green source to synthesize
CDs by a hydrothermal method. The reported CDs possess “onoff” fluorescence behavior in the presence of Co2+ or Cr6+ ions,
which is further protracted to “on-off-on” behavior for ascorbic
acid detection (Figure 15). The “on-off” fluorescence behavior
is based on static quenching and the IFE and “on-off-on” fluorescence behavior occurs because ascorbic acid can reduce Cr6+
to Cr3+ due to which the IFE weakens and fluorescence of CDs
recovers [87].
CDs prepared from dried rice fried Codonopsis pilosula by Qiu
et al. were found to be highly selective and sensitive towards
Cr6+ in water bodies and industrial affluents. The absorption
band of Cr6+ overlapped with the excitation band of the CDs
pointing to an IFE process [74].
CDs synthesized from Carica papaya waste via pyrolysis were
utilized for detecting the content of Cr6+ and Cr3+ in water.
Functional groups, such as carbonyl and carboxylic groups, on
the CDs help in their modification with EDTA, producing
EDTA-functionalized CDs (fCDs). The fCDs, then coordinate
with the chromium ions through oxygen and nitrogen of the
functionalized ethylene diamine (Figure 16) [83].

Co2+ ion sensing
Cobalt is an essential trace metal, which controls the production of red blood cells and also regulates many other vital processes involving the catalytic activity of some important enzymes. Besides, it is an important component of vitamin B12.
Excessive levels of cobalt give rise to low blood pressure,
asthma, dermatitis, and myocardial infarction. The permissible
levels of cobalt in water for irrigation and livestock are 0.05 and
1 mg·L−1, respectively.
Kelp-based CDs with ethylenediamine as nitrogen dopant prepared via microwave irradiation were found to be highly pH
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Figure 14: Fluorescence quenching and restoration of jute caddies based modified CDs, in the presence of Cr6+ and AA. Reprinted with permission
from [150], Copyright 2020 American Chemical Society. This content is not subject to CC BY 4.0.

Figure 15: Schematic illustration of the CD synthesis from flax straw and the detection of Co2+, Cr6+, and AA. Figure 15 was reprinted from [87],
Journal of Colloid and Interface Science, vol. 579, by G. Hu; L. Ge; Y. Li; M. Mukhtar; B. Shen; D. Yang; J. Li, “Carbon dots derived from flax straw for
highly sensitive and selective detections of cobalt, chromium, and ascorbic acid”, pages 96-108, Copyright Elsevier (2020), with permission from Elsevier. This content is not subject to CC BY 4.0.
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Figure 16: Proposed mechanism of chromium sensing with f-CDs. Figure 16 was reprinted from [83], Sensors and Actuators B: Chemical, vol. 283,
by P. D.; L. Singh; A. Thakur; P. Kumar, “Green synthesis of glowing carbon dots from Carica papaya waste pulp and their application as a labelfreechemo probe for chromium detection in water”, pages 363-372, Copyright Elsevier (2019), with permission from Elsevier. This content is not
subject to CC BY 4.0.

sensitive. High pH values resulted in decreased fluorescence,
with a linear pattern in the range of 3–8. They also showed
selectivity and sensitivity towards Co 2+ ions (LOD =
0.39 µmol·L−1) with an immediate color change from transparent to yellowish-brown. The fluorescence was found to be
quenched linearly with increasing concentration of Co2+ ions. A
good spectral overlap of the absorption spectra of the metal ions
and emission spectra of the CDs suggested IFE or FRET to be
in action. However, the fluorescence lifetime decay data was the
same with and without metal ions, which suggested that the
FRET mechanism was not possible. Thus, IFE was the predicted mechanism for the quenching process [153].

Au3+ ion sensing
Gold is a widely used noble metal in catalysis and medicine.
However, it induces harmful effects in the human body and
other biological systems owing to its strong affinity and reactivity towards DNA and some enzymes. The adverse effects
include deterioration of the peripheral nervous system, nephrotoxicity, and liver damage [114,115].
Arumugam et al. reported CDs synthesized from denatured sour
milk and used them to detect gold ions by simply mixing the
aqueous dispersion of CDs with ascorbic acid (AA). The addition of Au3+ did not disturb the fluorescence intensity of CD,
which ruled out the possibility of reduced electron transfer or
metal ion-induced aggregation. In the current case, the CD/AA
system fluorescence quenching can be attributed to the
AA-mediated reduction of Au3+ to AuNPs and ensuing IFE or

FRET. The LOD obtained by the said system was approximately 0.95 μM [19].
Ramanan et al. also designed a sensor for Au3+ from waste
expanded polystyrene (EPS). A detailed exploration suggests
that PL quenching is because of “coordination-induced aggregation” (Figure 17). The LOD and linear range obtained were
53 nM and 0 to 35 µM, respectively [154].

As3+ ion sensing
Arsenic toxicity manifests itself by disrupting cellular energy
pathways, where arsenic deactivates enzymes. It also adversely
affects DNA synthesis and repair. Arsenic poisoning is associated with nausea, vomiting, and diarrhea. The allowed limit of
Ar3+ in drinking water is 10 µg·L−1, as recommended by WHO.
Prickly pear cactus-based surface-passivated CDs were reported by Radhakrishnan et al. using a hydrothermal method.
The synthesized CDs exhibited a turn-off response to As3+ and
ClO−. Glutathione was used a surface-passivating agent that
contains various functional groups. The resulting CDs have a
negative charge due to the presence of –COOH, –C=O, and
–OH groups and, hence, efficiently chelate the As 3+ ions,
quenching fluorescence through IFE (Figure 18) [156].
Ramezani et al. synthesized CDs to detect As3+ by using quince
fruit (Cydonia oblonga) as a green source. Determination of
As3+ is based on its oxidation by MnO4−. Oxidants, such as
KMnO4, are reported to generate holes in CD. This process
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Figure 17: Highly luminescent, multi-functionalized, cell-viable CDs were prepared from waste expanded polystyrene and demonstrated as an efficient probe for Au3+ sensing. Reprinted with permission from [154], Copyright 2020 American Chemical Society. This content is not subject to CC BY
4.0.

Figure 18: Schematic illustration of the design and working principle of prickly pear cactus-based CDs. Reproduced from [156] (“Green synthesis of
surface-passivated carbon dots from the prickly pear cactus as a fluorescent probe for the dual detection of arsenic(iii) and hypochlorite ions from
drinking water “, © 2018 K. Radhakrishnan et al., published by The Royal Society of Chemistry, distributed under the terms of the Creative Commons
Attribution 3.0 Unported License, https://creativecommons.org/licenses/by/3.0/).
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rises the number of holes in the CDs and increases
electron–hole annihilation. As a result, the energy release in the
form of chemiluminescence (CL) emission and fluorescence
quenching at the maximum emission wavelength of CDs was
obtained. Adding As3+ to MnO4− before mixing with CD increases photoluminescence compared to solely permanganate.
This increase was linear with As3+ concentration in the range of
0.1 to 2 μg·L−1 [155].

Ag+ ion sensing
Cryptococcus podzolicus-based blue fluorescent CDs exhibited
remarkable selectivity and sensitivity towards Ag+, 2,4-dinitrophenol, and 4-nitrophenol. It was established that a static
quenching mechanism dominated when Ag+ was added to the
fluorescent CDs, whereas IFE dominated with 2,4-dinitrophenol and 4-nitrophenol. The absorption spectra of the CDs
were different with and without Ag+, indicating the formation
of a new compound. Hence, static quenching could be predicted. No change was detected in the absorption spectra of
CDs with or without 2,4-dinitrophenol and 4-nitrophenol, and,
hence, no SQ could occur. The absorption bands of the nitro-

phenols overlapping with the excitation spectra condoned the
inference that IFE might be the possible quenching mechanism
[158]. Table 6 shows the color of various green source-derived
CDs, their fluorescence under UV light, LOD, linear range, and
sensing strategies for different metal ions.

Applications in bioimaging, detection,
sensing, and viability studies
Agriculture is a backbone of various industries and aimed to
feed people and animals. Plant pathogens result in huge
economic losses by deteriorating the quality and quantity of the
produce. To devise the best disease management strategies
under greenhouse and open field conditions, accurate and rapid
identification of plant pathogens is the first important step.
Traditional disease diagnostic methods and a few latest technologies, such as quantitative polymerase chain reaction (Q-PCR),
are expensive, time-consuming, and lack high sensitivity. In
recent years, engineered nanoparticles are getting more attention due to their wide application spectra [164]. CDs, due to
their smaller size, non-toxicity, biocompatibility, water-solubility [165], synthesized from organic waste matter are exten-

Table 6: Green CDs used for sensing metal ions, against their limit of detection, linear ranges, and sensing strategy.

No.

Source

Color
under UV
light

Sensing

Source of
analyte

1

Boswellia
ovalifoliolata

blue

Fe3+

2

Citrus limetta

blue

3

betel leaves

4

LOD

Linear range

Sensing
strategy

Ref

simulated water 0.41 µM
sample

up to 500 μM

ﬂuorometry

[138]

Fe3+

simulated water 19.8 ppb
sample

50–100 ppb

fluorometry

[139]

blue

Fe3+

simulated water 50 nM
sample

50–150 nM

fluorometry

[140]

Miscanthus
grass

blue

Fe3+

simulated water 20 nM
sample

0.02 to 2000 mM

fluorometry

[141]

5

Ananas
comosus

blue/green/ Fe3+
yellow

urine, drugs,
and plasma

0.03 μM

0.05–500 μM

ﬂuorometry

[85]

6

Bauhinia flower

blue

Fe3+/ATP

tap water and
human serum

0.01 μM/
0.005 μM

10–350 μM/
0.01 to 450 μM

ﬂuorometry

[104]

7

Prunus
cerasifera

blue

Fe3+

simulated water —
sample

0–0.5 mM

ﬂuorometry

[49]

8

Borassus
flabellifer

blue

Fe3+

simulated water 10 nM
sample

0 to 30 nM

ﬂuorometry

[59]

9

watermelon
juice

blue

Fe3+/cys

simulated water 0.16 μM/
sample
0.27 μM

0–300 μM/
0–250 μM

ﬂuorometry

[16]

10

grape and
onion

–

Fe3+

tap water and
river water

4.6–160 mM

colorimetry

[159]

11

starch

green

Fe3+

waste water
3.2 nM
treatment plant,
lake water and
tap water

0.01 to 16 µM

ﬂuorometry

[160]

12

Aloe vera

blue

Fe3+

simulated water 33 ppb
sample

70 ppb–10 ppm

ﬂuorometry

[67]

13

Magnolia
liliiflora

blue

Fe3+

simulated water 1.2 μM
sample

1–1000 μM

ﬂuorometry

[103]

0.1 mM
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Table 6: Green CDs used for sensing metal ions, against their limit of detection, linear ranges, and sensing strategy. (continued)

14

Catharanthus
roseus

green

Fe3+

simulated water —
sample

0 to 0.4 μg·L−1

ﬂuorometry

[161]

15

Lonicera
maackii

green

Fe3+

tap water and
urine samples

0.08 μM

0.1–10 μM

fluorometry

[107]

16

crop biomass

blue

Fe3+

—

—

0–500 μM

fluorometry

[77]

17

cornstalk

blue

Fe2+ and
H2O2

simulated water 0.18 μM and
sample
0.21 μM

0 to 18.0 μM
(Fe3+)

ﬂuorometry

[25]

18

china grass
carp scales

blue

Hg2+

lake water

0.014 μM

0.014–30 μM

ﬂuorometry

[142]

19

citrus lemon
juice

blue

Hg2+

tap water and
packed water
sample

5.3 nM

0.01 to 0.05 mM

ﬂuorometry

[143]

20

Prosopis
juliﬂora

blue

Hg2+/chemet river, waste
water samples
from
saponification
company and
petrochemical
company, and
serum samples

1.26 ng·mL−1/
1.4 ng·mL−1

5–500 ng·mL−1
and
2.5–22.5 ng·mL−1

ﬂuorometry

[23]

21

orange juice

blue

Hg2+

tap water

—

0.0–32.0 μM

ﬂuorometry

[17]

22

Dunaliella
salina

blue

Hg2+/Cr2+

distilled water

0.018 μM

0.03–0.20 μM/
0.03–0.18 μM)

ﬂuorometry

[109]

23

Hongcaitai

blue

Hg2+/ClO−

tap water, river
water

0.06 μM/
0.015 μM

0.2–15 μM/
0.05–15 μM

ﬂuorometry

[65]

24

highland barley

blue

Hg2+

simulated water 0.48 µM
sample

10–160 µM

ﬂuorometry

[89]

25

Gardenia fruit

blue

Hg2+/Cys

simulated water 320 nM/
sample
271 nM

2–20 μM/
0.1–2.0 μM

ﬂuorometry

[53]

26

polyolefin
residues

green

Cu2+

bottled mineral
water and tap
water

1–8.0 M

fluorometry

[144]

26

banana juice

blue

Cu2+

simulated water 0.3 μg·mL−1
sample

1–800 μg·mL−1

fluorometry

[162]

27

radish

blue

Cu2+, acetic
acid vapors

tap water and
river water

0.16 μM/
15.5%

—

fluorometry,
optical
electronic
nose

[145]

28

Eleusine
coracana

blue

Cu2+

tap and river
water

10 nM

0 to 100 μM

ﬂuorometry

[146]

29

lily bulbs

blue

Cu2+

tap water and
lake water

12.8 nM

0.05–2.0 μM

ﬂuorometry

[108]

30

white pepper

green

coenzyme A, pig liver
Cu2+
samples

8.75 nM

0–150 µM

ﬂuorometry

[86]

31

coconut coir

blue

Cu2+, Cd2+

deionized
water, tap
water, sewage
water, and
ground water

0.28 nM/
0.18 nM

0.28–0.93 nM/
0.18–0.61 nM

fluorometry

[51]

32

Murraya
koenigii

blue

Cd2+

tap water and
pond water

0.29 nM

0.01–8 μM

ﬂuorometry

[72]

33

rice husks

green

Cd2+

simulated water —
sample

—

ﬂuorometry

[147]

34

oyster
mushroom
(Pleurotus
species)

green

Pb2+

simulated water 58.63 μM
sample

10–200 μM

colorimetry

[157]

35

Ocimum
sanctum

green

Pb2+

pond water, tap
water and
mineral water

0.01–1.0 M

ﬂuorometry

[163]

6.33 nM

0.59 nM
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Table 6: Green CDs used for sensing metal ions, against their limit of detection, linear ranges, and sensing strategy. (continued)

36

table sugar

blue

Pb2+

tap water, well
water and lake

67 nM

—

turbidimetry

[84]

37

denatured milk

blue

Cr6+

drinking water

14 µM

—

fluorometry

[148]

38

Hibiscus
sabadariffa

blue

Cr6+

simulated water —
sample

—

fluorometry

[52]

39

Groundnuts

—

Cr6+

simulated water 0.1 ppm
sample
(1.9 μM)

—

ﬂuorometry

[149]

40

jute caddies

blue

Cr6+/AA

tap water

0.03 μM

1–140 μM

ﬂuorometry

[150]

41

luffa sponge

green

Cr6+

tap water

—

—

ﬂuorometry

[151]

42

tulsi leaves

blue

Cr6+

tap water

4.5 ppb

1.6 to 50 μM

ﬂuorometry

[152]

43

flax straw

blue

Co2+/Cr6+/
AA

tap water, river
water

0.38/0.19/
0.35 μM

0–500/0.5–80/
0–200 μM

ﬂuorometry

[87]

44

rice fried
Codonopsis
pilosula (CP)

blue

Cr6+

river, tap and
lake water

15 nM

0.03–50 μM

ﬂuorometry

[74]

45

Carica papaya

blue

Cr3+, Cr6+

ground, tap and 0.708 ppb
well water

10–1000 ppb

ﬂuorometry

[83]

46

kelp

blue

Co2+

river water

0.39 μM

1–200 μM

fluorometry

[153]

47

denatured sour
milk

blue

Au3+

drinking water

0.95 μM

10–150 μM

ﬂuorometry

[19]

48

waste
expanded
polystyrene

blue

Au3+

mineral water,
53 nM
tap water, pond,
lake and sea
water

0 to 35 µM

ﬂuorometry

[154]

49

prickly pear
cactus

blue

As3+/ClO−

pond, river and
industrial waste
water

2.3 nM/
0.016 μM

2–25 nM/
10–200 μM

fluorometry

[156]

50

quince fruit
(Cydoniaoblon)

blue

As3+

tap water

0.04 μg·mL−1

0.1 to 2 μg·L−1

ﬂuorometry

[155]

51

Cryptococcus
Podzolicus

blue

Ag+/
(2,4-DNP)/
(4-NP)

tap water, river
water and
waste water

113.57 nM/
73.36 nM/
86.47 nM

0–15 μM/
0–30 μM/
0–37.5 μM

ﬂuorometry

[158]

sively applied in different sectors such as wastewater sensors,
switches, agro-fertilizers [166], as bactericides, fungicides, and
nanoscale fertilizers [167]. Anand et al. published a mini-review
in which they highlighted the utilization and potential of CDs in
biosensing, nanomedicine, photo-catalysis, bioimaging, and as
antimicrobial agents [168].
Recent reports on the utilization of CDs in bioimaging [26,123],
sensing [57,106], and catalysis [27,96] have gained the attention of the scientific community. The use of fluorescence techniques in imagining microorganisms has gained much popularity to study the structure and state of microorganisms. This
study is helpful for microbial quantification, viability testing,
and Gram-type identification of microorganisms [43]. Various
recent reports are available on the successful utilization of green
CDs in bioimaging of bacterial strains such as Escherichia coli,
Staphylococcus aureus [169], Pseudomonas aeruginosa and
fungal cells of Fusarium avenaceum [170], Bacillus subtilis and
fungus Aspergillus aculeatus [171], and other fungal agents
such as Fomitopsis spp. [48] and yeast cells [94].

Kasibabu et al. [170] prepared fluorescent CDs from
pomegranate fruits and successfully used them in bioimaging of
P. aeruginosa and F. avenaceum. In a similar study, Atchudan
et al. [94] synthesized N-CDs from Chionanthus retusus fruit
extract and used them as a biological probe to study Candida
albicans and Cryptococcus neoformans under a fluorescence
microscope. Wang et al. [15] synthesized CDs from papaya and
used them as a probe for fluorescence sensing of Escherichia
coli bacteria. Amphiphilic CDs are used for microbial monitoring. A research study [172] successfully manipulated these CDs
for the detection of bacteria.
Microbial viability testing is carried out in microbial monitoring, detection, and antibiotic development. Usually, the plate
count method is employed, which is laborious and timeconsuming. Newly developed technologies such as surface-enhanced Raman scattering [173] and Fourier-transform infrared
spectroscopy [174] are more accurate than conventional plate
counting. However, they are costly, time-consuming, and
require more expertise. In contrast, the use of CDs as probes for
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microbial viability testing has opened new research dimensions.
Bacteria-derived and yeast extract-based CDs probes have been
successfully employed in microbial viability testing, which
has broadened their applications in bio-medical sciences
[141,142].
Gram staining is a very basic technique used to identify the bacterial types Gram-positive and Gram-negative. This is important to choose which type of antibiotics can be used to treat a
bacterial infection. The traditional Gram staining procedure is
laborious and can also produce false-positive results [175,176].
The use of fluorescent CDs in Gram-type identification is more
accurate and rapid. In a study, vancomycin-conjugated CDs
were employed to identify Gram-positive S. aureus and many
other bacteria [177].
Atchudan et al. [94] utilized the hydrothermal carbonization
technique to prepare N-CDs from the fruit extract of Chionanthus retusus. The N-CDs showed strong fluorescence properties and low cytotoxicity and were used in metal ion detection.
The prepared N-CDs, due to their water solubility, cell permeability, high fluorescence, and low cytotoxicity, were employed
in various biomedical applications. Furthermore, these N-CDs
were used as biological probes to obtain fluorescent microscopy images of yeast infection in living samples. Bhamore et al.
[48] obtained multicolor emitting CDs from Manilkara zapota
fruits. Due to no cytotoxicity and strong biocompatibility, these
CDs were effectively employed in the bioimaging of various
bacterial and fungal cells.
In a similar study, Pal et al. [92] prepared surface-passivated
CDs (CDPs) from the curcumin plant. Due to their smaller
cytotoxicity, these CDP were successfully used in the
biolabeling of cancer cells. The prepared CDPs were
also applied in the bioimaging of Zebrafish embryos.
Fluorescent N-CDs were prepared from the extracts of
Hylocereus undatus and were characterized by using different
methods [93]. The prepared N-CDs displayed less cytotoxicity
and good biocompatibility on L-929 and MCF-7 cells
and showed promising catalytic potential towards the
reduction of methylene blue. Luminous CDs displaying
less cytotoxicity and strong biocompatibility were prepared
from apple juice and were successfully employed in the bioimaging of various bacterial and fungal cells [178]. In another
study of Zhang et al. [116], urine-based CDs (UCDs) and
hydrothermally treated urine CDs (HUCDs) were synthesized
by utilizing a simple sephadex filtration procedure and a hydrothermal reaction approach. The prepared UCDs and HUCDs
were used for in vivo and in vitro bioimaging of cells and
displayed good biocompatibility and no toxicity to normal rat
kidney cells.

CDs have become an attractive materials class for killing pathogenic microbes, including bacteria [179-181], and viruses [182].
Positively charged CDs interact with the negatively charged
surface of bacteria, resulting in bacterial cell death by damaging
the bacterial cell surface. In addition to these CDs, antimicrobial cationic CDs and negatively charged CDs also showed antibacterial potential [144]. Fungus-derived photosensitizer-conjugated CDs such as MCDs were successfully employed to kill
bacterial agents [138].
Despite great potential, only a few reports are available on the
extensive application of nanoscale carbon materials in plant
disease control. In a research study by Han et al. [28], cow
milk-derived CDs were synthesized, which showed promising
antibacterial efficacy against Staphylococcus aureus and E. coli
bacteria. Surendran et al. [101] prepared fluorescent CDs from
natural honey by using a hydrothermal method. The spherical
shape of the CDs was determined by XRD and HRTEM, while
the presence of nitrogen and sulfur atoms was confirmed using
FTIR and XPS analysis. For the first time, self-defocusing nonlinearity and strong nonlinear characteristics were identified by
using the Z-scan. These CDs showed antimicrobial potential
against foodborne pathogens in vitro. Similarly, CdS CDs were
prepared from the leaf extract of Camellia sinensis and found to
possess strong antibacterial potential against different bacterial
strains [183]. These CdS-CDs also showed cytotoxicity against
A549 cancer cells and the results were comparable to those of
the standard drug cisplatin. These CDs inhibited the cancer cell
growth by encountering with the cells during the S phase of the
cell cycle and they also produced high-contrast fluorescence
images of A549 cancer cells.
Recently, Das et al. [14] utilized jute industry waste to prepare
fluorescent surface-quaternized CDs (JB-CDs) with high water
solubility and photostability. These were successfully used in
the biosensing of chromium ions in water. Furthermore, JB-CDs
displayed significant growth inhibition of E. coli and S. aureus.
These JB-CDs also exhibited a pH-responsive release of
ciprofloxacin at pH 7.4. In another study of Boobalan et al.
[157], fluorescent blue/green CDs were synthesized from Pleurotus species and were reported to display the potential of metal
ion detection. These CDs showed promising applications as a
fluorescent probe for DNA detection and showed effective antibacterial potential against S. aureus, K. pneumoniae, and P.
aeruginosa. These CDs also displayed anticancer potential
against breast cancer cells.
In a similar study, CDs were prepared from Lawsonia inermis
plant by employing a low-cost hydrothermal method and these
were found to be effective antibacterial agents against various
Gram-positive and Gram-negative bacterial strains [184]. In
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another study of Yallappa et al. [185], nanoscale carbons (NCs)
with strong fluorescent potential and biocompatibility were prepared from the waste groundnut shells. The biocidal potential of
these NCs was tested against Escherichia coli, Chromobacterium violaceum, and Bacillus cereus. The NCs were found to
possess strong antibacterial potential. Another study highlighted the promising bioimaging and antibacterial potential of
fluorescent CDs [186]. CDs were prepared from sugarcane
bagasse and were characterized by employing various techniques. The findings showed excellent antibacterial efficacy of
the CDs against numerous Gram-positive and Gram-negative
bacterial strains.
Das et al. [14] prepared CDs (KLB-CDs) from seaweed-derived
κ-carrageenan and lemon juice, which showed promising water
solubility, upconversion photoluminescence, and photostability.
These KLB-CDs were successfully used as a biosensor for the
detection of chromium and showed antibacterial potential
against E. coli. Devi et al. [67] employed a one-step pyrolysis
approach for the preparation of CDs from Aloe vera. The CDs
displayed excellent biosensing and antibacterial potential. CDs
derived from Artemisia argyi leaves showed selective antibacterial efficacy [187]. These CDs showed remarkable biocidal activity against Gram-negative bacteria by disturbing the bacterial enzymatic secondary structures and activities of cell wallrelated enzymes, whereas they were less effective against
Gram-positive bacteria.

Applications in controlling phytopathogens
and plant growth promotion
CDs with high hydrophilicity and high cell permeability are
frequently applied in various biological applications. The antimicrobial application of CDs from green synthesis is less
explored. Recently, CDs prepared from pomegranate and watermelon peel were evaluated against Fusarium oxysporum,
Staphylococcus aureus, Pseudomonas aeruginosa, Bacillus
subtilis, and Escherichia coli. The pomegranate-based CDs
showed antibacterial and antifungal potential [188]. In another
relevant study of Wang et al. [189], N-CDs synthesized from
the roots of Moringa oleifera showed inhibitory effects against
Corynespora cassiicola and Phytophtora nicotianae. In recent
years, antimicrobial potential of CDs prepared from green synthesis were reported by many other researchers [190-192]. This
could reduce the dependency on toxic synthetic compounds to
control the pathogens [79].
CDs have been successfully employed in agriculture to enhance plant growth and produce of the crop. It was revealed that
CDs being structurally similar to plant-hormones increased the
activity of RuBisCO and liberated CO2. The CDs served as a
fuel for anabolic photosynthetic pathways in rice plants [193]. It

was revealed that the application of carbon-based nanomaterials enhanced the cell culture growth in tobacco and increase
seed germination and plant growth in tomato seedlings [194].
In a similar study, the effect of water-soluble CDs on wheat
plants was tested both under dark and light conditions. The application of these CDs supports the uptake of nutrients and
water and significantly enhances the root and shoot growth
[195]. Growth promotion behavior of CDs was also studied well
in Rome lettuce [196], Morus alba [197], soybeans (Glycine
max), and tomatoes (Solanum lycopersicum). The CDs have a
wide application window and low toxicity effects and, hence,
can be employed to get better crop production. The role of
nanomaterials in microbial bioimaging, detection, sensing,
viability testing, microbial control, and plant growth promotion
is presented in Table 7.

Critical appraisal, future perspectives, and
challenges
(1) Inconsistencies were observed in different synthesis procedures for CDs regarding size distribution and PL properties.
Furthermore, low yield and prolonged purification restraint the
applications. Effective synthesis strategies need to be devised to
elevate the quantum yields with small size distribution. A
further investigation into the non-uniformity of physical properties of CDs is required to unveil their true nature and explore
their potentiality.
(2) The synthesis and purification methods are time-consuming,
and the CDs exhibit rather high detection limits and low sensitivity, which need to be addressed. Some of the functional
groups on the surface of CDs interfere with their sensitivity
towards various metal ions and, hence, may show response
towards more than one metal ion, rendering them less sensitive
towards a specific metal ion.
(3) A complete understanding of the PL phenomena (multiphoton emissions) calls for attention, which would pave way for
multifaceted applications. The PL quenching mechanisms are
not clear and have been assigned mostly based on assumptions
and hypotheses due to incomplete information. An approach
based on theoretical calculations coupled with experimental
results could help in getting a clearer picture of the actual phenomena.
(4) Efforts are required to tune the PL emissions to higher
wavelengths than green and blue. So far, mostly blue and green
emissions in green source-derived CDs have been reported.
(5) To promote stability and in attempt to achieve emission at
longer wavelengths, doping with various reagents is performed.
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Table 7: Green sources, methods of preparation, and applications of CDs synthesized from different sources.

S. No

Source

Method of preparation

Application

Ref

1

Escherichia coli

hydrothermal synthesis
process

imaging and detection of p-nitrophenol

[198]

2

tulsi leaves

one step hydrothermal
process

Cr sensor, bioimaging and as a patterning agent

[152]

3

apple juice

one step hydrothermal
process

bioimaging of mycobacterium and fungal cells

[178]

4

Cannabis sativa

one-step pyrolysis method

antibacterial activity

[199]

5

wheat straw

hydrothermal treatment

labeling, imaging, and sensing

[200]

6

Lycii fructus

one step hydrothermal
process

detection of phoxim in environmental and fruit
samples

[201]

7

cow milk

hydrothermal treatment

antibacterial activity

[28]

8

coriander leaves

one-step hydrothermal
treatment

antioxidants, biosensors and bioimaging

[26]

9

tamarind and calf
thymus DNA

–

antimicrobial potential, cytotoxicity, and DNA
binding

[202]

10

rapeseed pollen

one-step hydrothermal
treatment

bioimaging and plant growth promotion

[196]

11

natural honey

hydrothermal treatment

photonic and antibacterial activity

[101]

12

Chionanthus retusus

hydrothermal-carbonization
method

metal ion sensing and biological activities

[94]

13

mushroom

hydrothermal-carbonization
method

metal ion detection, antibacterial and anticancer
activities

[157]

14

nitrogenase extracted
from Azotobacter

–

improvements in nitrogen fixation ability of
Azotobacter chroococcum

[203]

15

Actinidia deliciosa

one-step hydrothermal
treatment

catalytic activity and cytotoxicity applications

[204]

16

chicken egg whites

one-step heating reaction

sensing of bacteria and curcumin

[169]

This increases cytotoxicity and compromises the biocompatibility, rendering the CDs less suitable for biological applications.
Alternative ways to achieve the aforementioned objectives need
to be investigated.
(6) Green synthesis of CDs has opened many ways to explore
their application in a variety of fields. So far, these green source
CDs, due to their cost-effectiveness, biocompatibility, and low
toxicity, are extensively employed in the detection of metal
ions, biosensing, bioimaging, and as antibacterial and antifungal agents in biomedical sciences. In other major sectors
such as agriculture, the potential role of green CDs has not yet
been explored and only a few studies are available. Crops are
attacked by various notorious phytopathogens including viruses,
bacteria, fungi, and nematodes. These phytopathogens could
result in devastating crop yield and economic losses. The extensive application of synthetic pesticides is a major threat to
humans, animals, and the environment. Extensive testing and
utilization of green source CDs in phytopathogen detection, bioimaging, and as biocontrol agents could provide an environmentally friendly alternative to synthetic agrochemicals.

(7) Very limited information is available on the interaction
mechanisms and impact of CDs on the soilborne microbes
beneficial for plants. A few reports have highlighted the positive impact of CDs on the soil microbiome. However, exposure
to CDs may also harm the beneficial microbes and their nutrient
recycling activities. However, the mechanism of toxicity is not
well elaborated. It is important to explore the fate and effects of
CDs under the relevant environmental conditions to incorporate
them into agricultural systems.
(8) Easy, efficient, inexpensive, and sustainable strategies need
to be explored with main focus on biocompatibility and low
cytotoxicity for biomedical diagnostics and therapeutic applications.
(9) Structural characteristics of the CDs need to be unfolded to
fully understand and exploit their applications in bioimaging
and other biological applications.
(10) CDs derived from green sources mostly have low cytotoxicity. Therefore, their potential applications in areas such as
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drug delivery, radiation prevention, and early detection of
illnesses need to be extensively investigated, as there is little to
no work available. Similarly, no work is reported on the use of
CDs in photodynamic and photothermal therapy.
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Sharma, V.; Singh, S. K.; Mobin, S. M. Nanoscale Adv. 2019, 1,
1290–1296. doi:10.1039/c8na00105g

6.
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48, 407–409. doi:10.1039/c1cc15988g
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applications, because of their distinctive and tunable physicochemical, optical, and electronic properties. We have attempted
to review the recent advances in the field focusing on the synthesis of CDs from various green sources, their applications as
sensing probes, in addition to their biological applications. Carbon dots prepared through green synthesis processes display
multifaceted characters and broad-spectrum applications. Due
to inexpensiveness and the low toxicity, CDs are widely employed in sensing and various biological applications, such as
microbial bioimaging, detection, and viability studies as well as
in pathogen inhibition and plant growth promotion. Their features make CDs ideal to be used in biological and other disciplines such as bioimaging, cancer therapy, gene and drug
delivery, sensors and biosensors, catalysts, and energy applications. Regarding the green synthesis of CDs, there is a dire need
to improve and standardize the synthesis mechanisms to obtain
a high yield of CDs. Also mechanisms of quenching need to be
investigated more. So far, applications of CDs in
phytopathology are very limited. Wide experimental testing and
research is needed to explore their natural potential in controlling notorious plant pathogens and plant growth promotion.
Moreover, in medical science, there is a broad window to
improve their efficiency and utilization in the early detection of
diseases and in maintaining public health.
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