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Abstract: Developing an inexpensive, sensitive, and point-of-use biosensor for pesticide detection is
becoming an important area in sensing. Such sensors can be used in food packaging, agricultural
fields, and environmental monitoring of pesticides. The present investigation has developed a zinc
oxide (ZnO)-based biosensor on porous, flexible substrates such as carbon paper and carbon cloth to
detect organophosphates such as paraoxon (OP). Here, the influence of morphology and underlying
substrate on biosensor performance was studied. The biosensors were fabricated by immobilizing the
acetylcholinesterase (AChE) enzyme on ZnO, which is directly grown on the flexible substrates. The
ZnO biosensors fabricated on the carbon cloth demonstrated good performance with the detection
limit of OP in the range of 0.5 nM–5 µM, higher sensitivity, and greater stability.

Keywords: AChE; biosensors; zinc oxide; electrodeposition

1. Introduction

In order to satisfy the growing food demands, greater yields in agriculture have
become imperative. Consequently, the use of pesticides is crucial in agriculture. Pesticides
are widely used worldwide to prevent losses and improve profits in agricultural production.
This has also led to indiscriminate use and mishandling of pesticides. Due to the large usage
of pesticides, the risk of contaminating food, water, and the environment has also increased.
Pesticides such as organophosphates are ubiquitous and need to be monitored regularly.
An organophosphate pesticide such as paraoxon, which is a very toxic chemical, has the
ability to inhibit the enzyme acetylcholinesterase (AChE). This is one of the most important
enzymes in the nervous system of vertebrates, pests, and humans. When exposed to such a
pesticide in large doses or for a prolonged period of time, severe health problems can arise
such as paralysis, heart attack, stroke, cancer, and even death. These health problems are
very prevalent in developing countries, where the agricultural workers are less informed
of the ill effects of pesticides. Thus, testing and monitoring pesticides in food, water, and
their use in the agricultural fields are very important to mitigate the harmful effects of
pesticides [1–7].

Presently, the standard techniques used for the determination of pesticides are chro-
matographic methods. These techniques are expensive and require trained personnel to
operate and analyze the outcomes. Further, these tools are not portable and require specific
operating conditions. Thus, they cannot be utilized as point-of-use devices. The need for a
portable sensing device that can be used in food packaging industries, agricultural fields,
or at home is imperative [8,9]. To that end, optical fiber sensors and electrochemical sensors
are fast becoming appealing tools for sensing and monitoring of such analytes. Many
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researchers have studied and implanted optical fiber sensors. These sensors have been
used in different applications, including the detection of organophosphate compounds,
in aquaculture, and per fluorinated compounds [10–13]. These sensors are small in size,
easy to make, and very sensitive. Other advantages of the biosensor are the simplicity, low
price, compatibility, and light weight [10,13]. Similarly electrochemical sensors are portable,
inexpensive, can be operated by a novice, and provide reliable outcomes [14–18].

Electrochemical sensors have be extensively explored, especially the nanomaterials
used in these devices. These nanomaterials range from noble metals to carbon-based
materials to metal oxides such as CuO [19], and CeO2 [20] and black phosphorus (BP) [17].
There are several metal oxide semiconductors including TiO2, ZnO, CuO, SnO2, WO3,
etc., that exhibit promising properties that can be explored for the biosensing applications.
In the present investigation, metal oxide nanomaterials, specifically zinc oxide (ZnO),
have been used as the biosensing platform. The semiconducting ZnO has been used in
applications, namely, optics, electronics, biomedical devices, wound healing, UV filtration,
solar cells, varistors, piezoelectric systems, antibacterial agents, photonics, gas sensors,
and biosensors [21,22]. It is a wide-band-gap semiconductor, with the conduction band
alignment favorable for easy electron transfer. The isoelectric point of ZnO makes it
a favorable candidate for biosensing applications. Further, the ease of synthesis of the
ZnO nanostructures is very appealing. Moreover, a variety of morphological changes can
be created with the help of chemical agents during the synthesis process. The changes
in concentration of the chemical agents can further produce morphological and density
changes. These advantages over other metal oxides were considered during the process
of investigating ZnO as the nanomaterial candidate for biosensing. Furthermore, the
wide range of applications demonstrates practicality of ZnO due to its useful material
properties [23–33].

In the present investigation, ZnO has been used for the development of a pesticide
biosensor that detects trace amounts of paraoxon. Here, the morphology-controlled ZnO
nanostructure was directly grown on the underlying substrates via electrodeposition in the
presence of morphology-modifying agents. The underlying substrates studied in this work
were carbon paper and carbon cloth. The ZnO nanostructures served as a high surface area
supporting platform as well as a highly reactive surface that facilitated adsorption, such
as AChE enzyme immobilization for pesticide detection. The fabricated ZnO biosensors
were extensively assessed for variations in morphology, variability in substrates, catalytic
activity, and stability. Our findings indicate that the morphology of the ZnO nanostructures
and the underlying substrates significantly influences the biosensor’s inhibition percentage
and detection limit.

2. Materials and Methods
2.1. Chemicals

The chemicals used in the fabrication process include the zinc precursor, zinc nitrate
hexahydrate (Zn (NO3)2·6H2O,≥98%) purchased from Sigma Aldrich (St. Louis, MO, USA).
The morphology-modifying agents were ammonium fluoride (NH4F, ≥98%), potassium
chloride (KCl), and ethylenediamine (EDA, ≥99%) obtained from Sigma Aldrich (St. Louis,
MO, USA). The substrates used for electrodeposition were carbon cloth (AvCarb Material
Solutions, 1071 HCB) and carbon paper (Toray 060, Wet Proofed), obtained from the Fuel
Cell Shop (College Station, TX, USA). The AChE enzyme (200–1000 units/mg), acetylcholine
chloride (AChCl, ≥99%), paraoxon-ethyl (C10H14NO6P, ≥90%), and phosphate buffer
saline (PBS, pH = 7.4) were used for the development of the biosensor and purchased
from Sigma-Aldrich. For cleaning procedures, acetone (100%, 200 proof), hydrochloric
acid (HCl, 36.5–38.0%), and nitric acid (HNO3, 68.0–70.0%) were used and purchased from
Fisher Scientific. Deionized water (DI) was used to prepare all the precursors; however, the
analyte and enzyme solutions were prepared using the PBS solution.
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2.2. Fabrication of ZnO Nanostructures via Electrodeposition

The fabrication process was initiated by cleaning the underlying substrates. The
substrates were sheared to obtain 1.25 × 2.5 cm2 size pieces. The carbon paper substrate
was sonicated in an acetone bath for 10 min, using a Branson 3800 ultrasonic cleaner. It was
then cleaned using HCl and HNO3 for 1 min each. After each cleaning step, the carbon
paper substrate was rinsed with deionized water. The carbon cloth substrate was cleaned in
three steps. In the first step, the carbon cloth was immersed in acetone for 1 h. It was then
treated to boiling water for 10 min. Finally, it was cleaned in an acetone bath for 10 min
using the sonicator. Similar to the carbon paper, the carbon cloth substrate was rinsed with
deionized water between each cleaning step [34].

The electrodeposition of ZnO nanostructures was performed using a three-electrode
electrochemical cell. Here, the cleaned substrates served as the working electrode. The
reference and counter electrodes were Ag/AgCl wire saturated in 1 M KCl and 2 mm diam-
eter platinum wire, respectively. The zinc precursor was the electrolyte with the addition of
morphology-modifying agents for obtaining morphology-controlled ZnO nanostructures.
The electrodeposition was conducted at −1.0 V applied potential, a temperature of 70 ◦C,
and time of 30 min. The concentration of (Zn (NO3)2·6H2O) aqueous solution was 10 mM.
The NH4F, KCl, and EDA chemical additives had a concentration of 3 mM, 20 mM, and
2 mM, respectively. After the deposition was complete, the working electrode was rinsed
with deionized water, oven dried, and subjected to oxygen plasma treatment (PDC-001,
Harrick Plasma, Ithaca, NY, USA). The operating conditions for the plasma treatment
were medium radio frequency power, pressure of 500 mTorr, and duration of 1 min. This
treatment was performed to improve the wettability of the substrate, which helped in the
fabrication of the biosensor. For the present investigation, four samples were prepared.
One was a control sample, which was abbreviated as ZnO, and the remaining three samples
were prepared in the presence of morphology-modifying agents such as KCl, NH4F, and
EDA. These samples were abbreviated as ZnO + KCl, ZnO + NH4F, and ZnO + EDA.
Henceforth, these samples will be addressed with their abbreviations.

2.3. Fabrication of ZnO-Based Biosensors

The biosensor was fabricated on the ZnO nanostructures directly grown on the flexible
substrates such as carbon paper and carbon cloth. The ZnO nanostructures with high
isoelectric point (IEP 9.5) make it favorable for effective immobilization of biomolecules
such as AChE enzyme with a low IEP of 5.35. The immobilization is carried out by
dissolving 1 mg of AChE in 1 mL of 10 mM PBS solution (pH = 7.4), followed by immersion
of the ZnO nanostructure substrate into the AChE solution for 1 h. The substrate was then
rinsed using PBS solution to remove any undetached polymeric chains of the enzyme. The
ZnO nanostructure substrate with immobilized AChE enzyme was stored in PBS solution
at 4 ◦C overnight for future use.

2.4. Amperometric Measurements on ZnO-Based Biosensors

Upon completion of the biosensor fabrication process, the biosensor was transferred
to the electrochemical cell to perform amperometric measurements. For the amperomet-
ric measurement, the electrochemical cell consisted of working, counter, and reference
electrodes. The electrolyte was the PBS solution at pH = 7.4. The ZnO-based biosensor
served as the working electrode. The Pt wire and Ag/AgCl wire saturated in 1 M KCl
served as the counter and reference electrodes, respectively. Here, AChCl solution was
used as a measure to study the effectiveness of the ZnO-based biosensor. The ampero-
metric measurements were obtained at the oxidation potential of AChCl and were found
to be 0.4 V. Upon the addition of AChCl to the electrolyte, the amperometric current was
measured. The working electrode was then exposed to OP pesticide by immersing the
working electrode in PBS solutions containing different concentrations of OP for 15 min.
Following the OP exposure, the working electrode was transferred to the electrochemical
cell to obtain further amperometric measurements. The difference in the current response
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of the working electrode before and after the OP exposure indicated the detrimental effects
of OP exposure [35]. The inhibition of the AChE enzyme upon OP exposure was calculated
by the following equation.

Inhibtion percentage (%) =

(
ip,control − ip,exp

)
ip,control

× 100

where ip,control and ip,exp. are the peak currents obtained from the biosensors before and
after OP exposure.

2.5. Characterization of ZnO Nanostructures

The crystalline nature and compositional analysis was carried out by performing
X-ray diffraction of the prepared ZnO nanostructures. Here, a Siemens D500 instrument
was used with a Cu Kα radiation (λ = 1.5406 Å), scan range of 25–65◦, and scan step of
0.05◦ at 45 kV and 30 mA. The absorption properties were studied by using UV–visible
(UV–Vis) spectroscopy, using a PerkinElmer Lambda 25 model. The morphologies of the
ZnO nanostructure were studied by scanning electron microscopy (SEM) using an FEI
Quanta-250 SEM instrument working at accelerating voltage of 10 kV. The electrochemical
analyzer (CHI601-CH Instruments) was used to record amperometric responses from the
fabricated ZnO-based biosensors.

3. Results and Discussion
3.1. Crystal Structure, Composition, Absorption, and Morphology Studies of ZnO Nanostructures

The crystal structure and preferred orientation of the fabricated ZnO nanostructures
were analyzed via XRD plots. Figure 1a shows the XRD plots of the four samples under
investigation. The XRD peaks were indexed and matched well with the wurtzite crystal
structure; having JCPDS No. 36-1451 of the powder diffraction pattern [36]. The ZnO
sample displayed random orientation with the peak intensities matching with the powder
diffraction pattern. However, the remaining three samples prepared with morphology-
modifying agents showed preferred orientation along the <0001> direction, with the high-
est peak intensity for (002) plane. Thus, the XRD plots indicate that in the presence of
morphology-modifying agents such as KCl, NH4F, and EDA the samples exhibit a preferred
orientation, which could be attributed to changes in morphology of the prepared ZnO
nanostructures.

XRD data can be used to compute the width of the Bragg peak, which can be used to
determine crystallite size. The crystallite size of ZnO nanoparticles was determined using
the Debye–Scherrer equation [37].

D =
Kλ

βCosθ

where D is the crystallite size (nm), K is the Scherrer constant, λ is the wavelength of Cu
Kα radiation, θ indicates the Bragg peak position, and β is the full width at half maximum
intensity of the peak (FWHM). Origin program was used to obtain the diffraction peak
broadening (β) from the XRD data. Using the Scherrer method, the average crystallite
sizes of ZnO, ZnO + KCl, ZnO + NH4F, and ZnO + EDA were determined to be 33.43 nm,
41.58 nm, 41.59 nm, and 55.44 nm, respectively.

Along with XRD analysis, UV–Vis absorption data was collect from the four samples.
Figure 1b shows the absorption plots of ZnO, ZnO + KCl, ZnO + NH4F, and ZnO + EDA,
with absorption peaks at 358, 354, 360, and 360 nm, respectively. The absorption peaks
indicate the formation of wurtzite crystal structure of ZnO. The slight variation in the
absorption peaks among the samples indicates a change in size and shape of the ZnO
nanostructures in the presence of morphology-modifying agents [38–41].
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Figure 1. (a) XRD plot and (b) UV–Vis absorption spectra of the ZnO nanostructures.

According to the XRD data, there is a change in the preferred orientation of the ZnO
nanostructures in the presence of chemical additives, which could be attributed to morpho-
logical changes. Further, the UV–Vis data suggest changes in shape and size based on the
changes in the absorption peaks for ZnO samples prepared in the presence of chemical addi-
tives. Thus, to confirm these finding of the XRD and UV–Vis data, SEM images were taken
for the four samples under investigation. Figure 2 shows SEM images of the ZnO samples.
From the images, it is clear that in the presence of chemical additives such as KCl, NH4F,
and EDA, there is a change in the morphology of the ZnO nanostructures. Figure 2a shows
the control ZnO sample, which constitutes hexagonal shape in the nanostructures ~1.2 µm
in size. In the presence of KCl, the ZnO nanostructures transform into thin nanosheets or
platelets, with a mixture of small and large sizes that range from 3.5 to 7 µm. The thickness
of these sheets is from ~85 to ~150 nm. The presence of EDA altered the morphology of the
ZnO nanostructures into hexagonal rod-like nanostructures with ~1 µm diameter and a
thickness of ~290 nm. The chemical additive NH4F also exhibited a change in morphology
of ZnO nanostructures into very thin and short nanosheets with an approximate thickness
~50 nm and length ~1 µm. Thus, the changes in the ZnO nanostructure’s shape, size, and
density were evident in the presence of morphology-modifying agents such as KCl, NH4F,
and EDA. The SEM images confirm the findings of XRD and UV–Vis data.

During electrodeposition and in the absence of chemical additives, the zinc ions adsorb
on the basal (0001) hexagonal planes. This leads to the formation of the wurtzite crystal
structure with no preferred orientation. However, in the presence of chemical additives
such as KCl, NH4F, and EDA, the cations in the electrolyte prefer to adsorb on positive
polar faces via electrostatic interactions. More specifically, the Cl−, F−, and NH2− ions
adsorb on the positive polar faces and inhibit the absorption of Zn((OH)4)2− ions on
the polar faces. Due to this preference, an anisotropic growth of ZnO crystals along the
<0001> direction occurs. This leads to change in morphology in the presence of chemical
additives. The morphology can be further modified with varying the concentration of the
chemical additives.
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3.2. Amperometric Response of ZnO Biosensors to AChCl: Influence of ZnO Morphology

For the amperometric measurements, four samples (ZnO, ZnO + KCl, ZnO + NH4F,
ZnO + EDA) were investigated and prepared on carbon paper substrates and served as
the working electrodes. The amperometric responses for these samples were examined
through the successive addition of AChCl. The applied potential for these measurements
was 0.4 V. The electrolyte was PBS solution with a concentration of 10 mM and pH of
7.4. Figure 3 shows amperometric measurements obtained from the aforementioned ZnO
samples. These amperometric responses were obtained before and after the biosensors
were exposed to the pesticide OP.

Before the exposure to OP, the ZnO-based biosensor (Figure 3a) showed a steady
increase in current upon the addition, of 50 µL, of AChCl to the PBS electrolyte. A steady-
state current was achieved within 2 s of AChCl addition. The observation of a current
response was due to the reaction between AChCl and AChE enzyme leading to the forma-
tion of thiocholine, which undergoes oxidation to release protons. The chain of reactions is
summarized in the following equations.

Acetylthiocholine + H2O AChE
===⇒ thiocholine + acetic acid

2thiocholine− 2e− → dithio− bis− choline + 2H+

Since these reactions occur on the electrode surface, the properties of the surface play
a vital role. Thus, morphology-controlled ZnO nanostructures were used and the influence
of morphology change on the biosensor’s performance was studied. The remaining ZnO
samples were analyzed for their amperometric response to AChCl. It was observed that the
overall current for the remaining samples was greater than the control ZnO sample. This
overall increase in current was attributed to the increase in the surface area and an increase
in the total number active reaction sites on the surface of the ZnO nanostructures.

Upon exposing the ZnO-based biosensors to the pesticide OP, the current response
decreased. This decrease in current was greater with increase in the OP concentration, from
0.001 µM to 5 µM with a detection limit of 0.5 nM. The decrease in the current response
was due to the inhibition of AChE enzyme upon exposure to OP. When the ZnO biosensor
interacts with OP, the immobilized AChE on the ZnO surface is no longer available to
catalyze the hydrolysis reaction of AChCl to thiocholine. This leads to lowering the reaction
rate and producing fewer protons upon completion of the reaction. With increase in the
OP concentration, the percent inhibition increased, as seen in Figure 8a. However, the
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percent inhibition values are lower for morphology-controlled ZnO nanostructure samples
compared to the control ZnO sample. The ZnO + EDA sample showed the lowest inhibition
percentage of 26%. This variation in percent inhibition for morphology-controlled ZnO
samples was attributed to the high surface area and greater active reaction sites on the
surface. Figure 4 shows the mechanism adopted by the ZnO-based biosensors for the
detection of pesticides such as paraoxon.
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Along with amperometric responses, electron impedance (EIS) measurements were
performed on the ZnO samples. Here, an electrochemical cell with three electrodes was
used. The samples served as the working electrodes. The counter and reference electrodes
remained unchanged. The reaction area, on the working electrode, was 1 cm × 1 cm.
The electrolyte used for these measurements was PBS with a pH of 7.4. Impedance was
measured over a frequency range of 0.1 Hz to 100,000 Hz at 0 V with an amplitude of 5 mV.

Figure 5 shows the EIS plots for all four ZnO samples on carbon paper. These plots
were obtained at every stage in the detection process. Figure 5a shows the EIS plot for the
control ZnO sample. Upon immobilization of AChE enzyme on the ZnO nanostructure
surface, the second EIS measurement was obtained. Following immobilization, the ZnO-
based biosensor was treated with AChCl, which was added to the PBS electrolyte, and
another EIS measurement was obtained. The biosensor was then exposed to the pesticide
OP, by immersing the biosensor in an OP solution of desired concentration for 15 min. In
the next step, the biosensor was placed back into the electrochemical cell to obtain the last
EIS measurement, after the addition of AChCl. From Figure 5a, it was observed that there
were two distinct features in the plot. The kinetic controlled region was represented by a
semicircle, the diameter of which includes the charge transfer resistance (Rct), while the
remaining feature in the plot represented the diffusion-controlled behavior. There was a
successive increase in the Rct value after each subsequent step in the detection process.
Further, there was greater increase in the Rct value following the exposure to the pesticide
OP. This trend was observed in all four ZnO nanostructures.

The value of Rct was attributed to the reaction surface area and the number of ac-
tive sites on this surface. Thus, the treatment of the biosensor with various substances,
namely, AChE, AChCl, and OP, indicates the interaction of these active sites with either
the substances or the reaction products of these substances. In the first step, the active
sites on the ZnO surface electrostatically interact with the AChE enzyme, which leads to
increase in the Rct value. Further, the immobilized AChE catalyzes the hydrolysis reaction
of AChCl. This reaction occurs at the AChE site that is electrostatically adsorbed on the
active sites of ZnO nanostructures, which leads to further increase in Rct value. Later,
when the AChE-immobilized ZnO biosensor is exposed to pesticide OP, the Rct value
shows a large increase. This is due to the interaction of OP with AChE, which makes AChE
unavailable to catalyze AChCl. Thus, there are fewer active sites on the ZnO surface, with
immobilized AChE available to catalyze the hydrolysis reaction of AChCl.
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However, when Rct values for morphology-controlled ZnO samples were compared
to the control ZnO sample, a decrease in Rct was observed. This decrease in Rct values
was attributed to larger surface area and more active sites on the nanostructure’s surface.
Table 1 shows the Rct values for the four ZnO samples on carbon paper, at different stages
of the detection process.

Table 1. Rct values obtained from EIS measurements for ZnO samples on carbon paper.

Sample (S) ZnO (Ω) ZnO + KCl (Ω) ZnO + NH4F (Ω) ZnO + EDA (Ω)

S 9.35 ± 1.28 4.27 ± 0.69 3.56 ± 0.66 2.90 ± 0.61

S + AChE 9.56 ± 2.30 10.73 ± 0.81 9.85 ± 1.21 9.42 ± 0.39

S + AChE + ATCl 11.36 ± 1.54 10.55 ± 0.83 10.52 ± 1.37 9.60 ± 0.44

S + AChE + OP + ATCl 18.77 ± 2.47 15.24 ± 2.67 13.88 ± 2.38 11.4 ± 0.69

3.3. Amperometric Response of ZnO Biosensors to AChCl: Influence of Underlying Substrate

In this part of the investigation, the influence of the underlying substrate on the
biosensor’s performance was studied. Here, carbon cloth was used as a substrate. For this
study, the same four ZnO samples, namely, ZnO, ZnO + KCl, ZnO + NH4F, and ZnO + EDA,
were grown directly on the carbon cloth. Figure 6 shows amperometric measurements
obtained from the aforementioned samples before and after the OP exposure. Here, similar
trends were observed, as seen in Figure 3. The overall current greatly increased for all
samples compared to their carbon paper counterparts. Since carbon cloth constitutes many
interwoven carbon fibers forming a three dimensional structure, it greatly increases the
reaction surface area and the active sites on the surface. Here, the limit of detection was
0.4 nM and the linear range for detection was found to be 0.001 µM to 5 µM. There was a
slight increase in sensitivity for carbon cloth samples. This small increase was attributed to
greater surface area and more exposed active sites present on the reaction surface. Among
the four ZnO samples, ZnO + EDA samples demonstrated the highest current response
and sensitivity.

Interference studies were investigated by another group [42] in the presence of nu-
merous common interfering species to characterize the anti-interference and selectivity of
the AChE biosensor. The current signal was measured in the presence of various chem-
ical species and in the presence of harmful chemicals such as methyl parathion (MP),
deltamethrin (DM), and Pb2+. The biosensors showed no significant change in the current
values in the presence of glucose, NO3

−, PO4
3−, SO4

2−, etc. However, in the presence of
other pesticides, such as MP and DM, the biosensor showed changes in the current values.
Thus, the studied biosensors withstood interference tests effectively and demonstrated good
selectivity for the pesticides that were investigated. Our future investigation will perform
similar experiments to study interference and selectivity of the prepared biosensors.

Along with amperometric measurements, EIS studies were carried out on ZnO samples
grown directly on carbon cloth substrates. Figure 7 shows the Nyquist plots of ZnO control
sample, ZnO + KCl, ZnO + NH4F, and ZnO + EDA samples. Similar experimental steps
were performed to obtain these EIS plots. From these plots, it is clear that the resistance
values increased after the ZnO biosensor was exposed to pesticide OP. Similar trends were
observed to those seen in Figure 5. However, a comparison of Rct showed lower values
for carbon cloth samples (Table 2). These lower values were attributed to a higher three-
dimensional underlying substrate, which increased the reaction surface area. This led to
increased number of active reaction cites on the ZnO nanostructures. Further, by virtue of
the three-dimensional substrate and the nanomaterial morphology, the path length for the
charge carriers was drastically reduced, thus reducing recombination losses and increasing
electrical conductivity.
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Table 2. Rct values obtained from EIS measurements for ZnO samples on carbon cloth.

Sample (S) ZnO (Ω) ZnO + KCl (Ω) ZnO + NH4F (Ω) ZnO + EDA (Ω)

S 3.67 ± 0.67 2.20 ± 0.37 2.51 ± 0.42 1.10 ± 0.18

S + AChE 10.65 ± 0.29 8.42 ± 0.42 9.09 ± 0.32 8.74 ± 0.18

S + AChE + ATCl 10.38 ± 0.27 8.23 ± 0.64 10.99 ± 0.33 9.90 ± 0.11

S + AChE + OP + ATCl 14.96 ± 1.27 12.3 ± 1.29 12.81 ± 5.69 10.08 ± 0.84

The percent inhibition of the AChE enzyme was plotted as a function of pesticide
concentration for ZnO samples fabricated on carbon paper and cloth. Figure 8 show the
calibration curves for both carbon paper (Figure 8a) and cloth (Figure 8b) substrates. For
carbon paper substrates, the percent inhibition decreased with changes in morphology of
ZnO in the following order: ZnO > ZnO + NH4F > ZnO + KCl > ZnO + EDA. The sample
ZnO + EDA showed 27% inhibition at a pesticide concentration of 1 µM. Similarly, for
carbon cloth substrates, the percent inhibition decreased with changes in morphology. The
lowest percent inhibition was obtained for ZnO + EDA sample, which was 26% at 1 µM
pesticide concentration of OP. It was observed that 1 µM concentration of OP, all ZnO
samples fabricated on carbon cloth exhibited lower percent inhibition compared to their
carbon paper counterparts. This decrease in percent inhibition was attributed to increased
surface area and increased number of active reaction cites on the biosensor’s surface.
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3.4. Performance Evaluation of ZnO-Based Biosensors for Detection of OP in Real Samples

For this part of the investigation, ZnO + EDA sample fabricated on carbon cloth was
used. Here, the biosensor was evaluated in the presence of real sample, which consists of
various complex ions. A fresh biosensor sample of ZnO + EDA was prepared on carbon
cloth substrate. Amperometric measurements were recorded for this biosensor before and
after pesticide OP (5 µM) exposure. For the first experiment, apple juice was used as the
electrolyte and ZnO + EDA sample served as the working electrode. An amperometric
response was recorded for successive addition of AChCl in apple juice. In the next step, the
apple juice was spiked with OP, and amperometric response of the biosensor was recorded.
Figure 9a shows the biosensor performance before and after OP exposure. Here, the current
values decreased upon OP exposure. This indicated the presence of OP in the apple juice.

Similar measurements were performed using soil. A measured amount of soil (50 g)
was taken and washed with deionized water. This water served as the electrolyte for the
amperometric measurement that was carried out on freshly prepared ZnO + EDA sample.
In the next step, OP was added to the soil and mixed thoroughly. The soil was then washed
with deionized water and used as the electrolyte. The amperometric measurement was
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recorded after the OP was added to the soil. Figure 9b shows the biosensor performance
before and after OP exposure. Upon exposure to OP, the current values of the biosensor
reduced greatly, indicating AChE inhibition. From both the amperometric measurements it
was clear that the fabricated ZnO-based biosensor was capable of detecting OP in liquid
food and in water that passed through OP-contaminated soil. These measurements were
promising, and further detailed studies are warranted.
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Figure 9. Amperometric response from ZnO + EDA sample on carbon cloth using real samples.

The performance of biosensors in the present work was compared with biosensors
studied by other researchers in the field. Table 3 shows important performance parameters
of the biosensors studied in the present investigation along with other biosensors from
literature. The LOD values of ZnO + EDA samples show promising results. The linear range
values were comparable to literature values. This indicates that the fabricated biosensors,
especially using carbon cloth substrates, showed promising results and can pave the way
for using carbon cloth substrates to improve sensitivity of the biosensor.

Table 3. Performance comparison of present work biosensors with literature values.

Working Electrode LOD (nM) Linear Range (µM) Reference

ZnO + EDA/AChE (Paper) 0.5 0.001–1.0 Present work

ZnO + EDA/AChE (Cloth) 0.4 0.001–1.0 Present work

Pt/ZnO/AChE/Chitosan 0.24 —— [43]

ZnO NPs-CGR-NF/GCE 100 0.2–30.0 [44]

ZnO/CHI/AChE 10 1.75–10.0 [45]

AChE/AuNRs/GCE 0.7 0.001–5.0 [46]

AChE-Carbon Paste/CuE 3.1 0.0–0.12 [47]

Pt/ZnO/AChE 107 0.05–25.0 [48]

Au–PPy–rGO 0.5 0.001–5.0 [49]

4. Conclusions

In summary, a comprehensive investigation was carried out to study the influence
of ZnO nanostructure morphology and the nature of the underlying substrate to the
biosensing performance. This work successfully fabricated morphology-controlled ZnO
nanostructures on carbon paper and carbon cloth substrates. The biosensors were prepared
by immobilizing AChE on ZnO nanostructures for the detection of pesticides such as OP.
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The amperometric and EIS measurements demonstrated an overall increase in the current
values and decreasing Rct values with increase in the reaction surface area. This indicated
a strong influence of nanostructure morphology on the biosensor performance. Further,
the carbon-cloth-based biosensors showed better performance, including higher overall
current values, higher sensitivity, and lower LOD values, compared to their carbon paper
counterparts. These studies showed a greater influence of underlying substrate on the
biosensor performance. The biosensors were also capable of detecting OP in complex
electrolytes such as apple juice and water passed through OP-contaminated soil.
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16. Kanoun, O.; Lazarević-Pašti, T.; Pašti, I.; Nasraoui, S.; Talbi, M.; Brahem, A.; Adiraju, A.; Sheremet, E.; Rodriguez, R.D.; Ben Ali,
M. A review of nanocomposite-modified electrochemical sensors for water quality monitoring. Sensors 2021, 21, 4131. [CrossRef]

17. Li, Q.; Wu, J.-T.; Liu, Y.; Qi, X.-M.; Jin, H.-G.; Yang, C.; Liu, J.; Li, G.-L.; He, Q.-G. Recent advances in black phosphorus-based
electrochemical sensors: A review. Anal. Chim. Acta 2021, 1170, 338480. [CrossRef]

http://doi.org/10.1051/matecconf/201824511003
http://doi.org/10.3389/fpubh.2016.00148
http://doi.org/10.1002/fes3.108
http://doi.org/10.5958/2230-732X.2017.00083.3
http://doi.org/10.1016/j.aca.2016.07.023
http://doi.org/10.1016/j.chroma.2016.01.045
http://doi.org/10.1016/j.snb.2017.04.121
http://doi.org/10.1364/OE.457958
http://doi.org/10.1016/j.talanta.2017.10.034
http://doi.org/10.1016/j.btre.2021.e00587
http://doi.org/10.1016/j.trac.2020.116041
http://doi.org/10.1007/s10311-020-01070-1
http://doi.org/10.3390/s21124131
http://doi.org/10.1016/j.aca.2021.338480


Sensors 2022, 22, 3522 14 of 15

18. Li, G.; Qi, X.; Zhang, G.; Wang, S.; Li, K.; Wu, J.; Wan, X.; Liu, Y.; Li, Q. Low-cost Voltammetric Sensors for Robust Determination of
Toxic Cd (II) and Pb (II) in Environment and Food Based on Shuttle-like α-Fe2O3 Nanoparticles Decorated β-Bi2O3 Microspheres.
Microchem. J. 2022, 179, 107515. [CrossRef]

19. Ahmad, R.; Khan, M.; Mishra, P.; Jahan, N.; Ahsan, M.A.; Ahmad, I.; Khan, M.R.; Watanabe, Y.; Syed, M.A.; Furukawa, H.
Engineered hierarchical CuO nanoleaves based electrochemical nonenzymatic biosensor for glucose detection. J. Electrochem. Soc.
2021, 168, 017501. [CrossRef]

20. Ge, C.; Ramachandran, R.; Wang, F. CeO2-Based Two-Dimensional Layered Nanocomposites Derived from a Metal–Organic
Framework for Selective Electrochemical Dopamine Sensors. Sensors 2020, 20, 4880. [CrossRef]

21. Li, F.; Ni, B.; Zheng, Y.; Huang, Y.; Li, G. A simple and efficient voltammetric sensor for dopamine determination based on ZnO
nanorods/electro-reduced graphene oxide composite. Surf. Interfaces 2021, 26, 101375. [CrossRef]

22. Cheng, Z.; Song, H.; Zhang, X.; Cheng, X.; Xu, Y.; Zhao, H.; Gao, S.; Huo, L. Morphology control of ZnO by adjusting the
solvent and non-enzymatic nitrite ions electrochemical sensor constructed with stir bar-shaped ZnO/Nafion nanocomposite.
Sens. Actuators B Chem. 2021, 346, 130525. [CrossRef]

23. Mirzaei, H.; Darroudi, M. Zinc oxide nanoparticles: Biological synthesis and biomedical applications. Ceram. Int. 2017, 43,
907–914. [CrossRef]

24. Prasad, K.; Jha, A.K. ZnO nanoparticles: Synthesis and adsorption study. Nat. Sci. 2009, 1, 129. [CrossRef]
25. Gunalan, S.; Sivaraj, R.; Rajendran, V. Green synthesized ZnO nanoparticles against bacterial and fungal pathogens. Prog. Nat.

Sci. Mater. Int. 2012, 22, 693–700. [CrossRef]
26. Vanathi, P.; Rajiv, P.; Narendhran, S.; Rajeshwari, S.; Rahman, P.K.; Venckatesh, R. Biosynthesis and characterization of phyto

mediated zinc oxide nanoparticles: A green chemistry approach. Mater. Lett. 2014, 134, 13–15. [CrossRef]
27. Sundrarajan, M.; Ambika, S.; Bharathi, K. Plant-extract mediated synthesis of ZnO nanoparticles using Pongamia pinnata and

their activity against pathogenic bacteria. Adv. Powder Technol. 2015, 26, 1294–1299. [CrossRef]
28. Jayaseelan, C.; Rahuman, A.A.; Kirthi, A.V.; Marimuthu, S.; Santhoshkumar, T.; Bagavan, A.; Gaurav, K.; Karthik, L.; Rao, K.B.

Novel microbial route to synthesize ZnO nanoparticles using Aeromonas hydrophila and their activity against pathogenic
bacteria and fungi. Spectrochim. Acta Part A Mol. Biomol. Spectrosc. 2012, 90, 78–84. [CrossRef]

29. Stan, M.; Popa, A.; Toloman, D.; Dehelean, A.; Lung, I.; Katona, G. Enhanced photocatalytic degradation properties of zinc oxide
nanoparticles synthesized by using plant extracts. Mater. Sci. Semicond. Process. 2015, 39, 23–29. [CrossRef]

30. Liewhiran, C.; Phanichphant, S. Improvement of flame-made ZnO nanoparticulate thick film morphology for ethanol sensing.
Sensors 2007, 7, 650–675. [CrossRef]

31. Yakimova, R.; Selegård, L.; Khranovskyy, V.; Pearce, R.; Lloyd Spetz, A.; Uvdal, K. ZnO materials and surface tailoring for
biosensing. Front. Biosci. 2012, 4, 254–278. [CrossRef]

32. Mulchandani, A.; Chen, W.; Mulchandani, P.; Wang, J.; Rogers, K.R. Biosensors for direct determination of organophosphate
pesticides. Biosens. Bioelectron. 2001, 16, 225–230. [CrossRef]

33. Dhull, V.; Gahlaut, A.; Dilbaghi, N.; Hooda, V. Acetylcholinesterase biosensors for electrochemical detection of organophosphorus
compounds: A review. Biochem. Res. Int. 2013, 2013, 731501. [CrossRef]

34. Zhang, Z.-Z.; Su, F.-H.; Wang, K.; Jiang, W.; Men, X.-H.; Liu, W.-M. Study on the friction and wear properties of carbon fabric
composites reinforced with micro-and nano-particles. Mater. Sci. Eng. A 2005, 404, 251–258. [CrossRef]

35. Padalkar, S.; Schroeder, K.; Won, Y.; Jang, H.; Stanciu, L. Biotemplated silica and titania nanowires: Synthesis, characterization
and potential applications. J. Nanosci. Nanotechnol. 2012, 12, 227–235. [CrossRef]

36. Bel Hadj Tahar, N.; Bel Hadj Tahar, R.; Ben Salah, A.; Savall, A. Effects of individual layer thickness on the microstructure and
optoelectronic properties of sol–gel-derived zinc oxide thin films. J. Am. Ceram. Soc. 2008, 91, 846–851. [CrossRef]

37. Rogers, K.; Daniels, P. An X-ray diffraction study of the effects of heat treatment on bone mineral microstructure. Biomaterials
2002, 23, 2577–2585. [CrossRef]

38. Asakuma, N.; Hirashima, H.; Imai, H.; Fukui, T.; Toki, M. Crystallization and Reduction of Sol-Gel-Derived Zinc Oxide Films by
Irradiation with Ultraviolet Lamp. J. Sol-Gel Sci. Technol. 2003, 26, 181–184. [CrossRef]

39. Sakthivel, S.; Neppolian, B.; Shankar, M.; Arabindoo, B.; Palanichamy, M.; Murugesan, V. Solar photocatalytic degradation of azo
dye: Comparison of photocatalytic efficiency of ZnO and TiO2. Sol. Energy Mater. Sol. Cells 2003, 77, 65–82. [CrossRef]

40. Becheri, A.; Dürr, M.; Lo Nostro, P.; Baglioni, P. Synthesis and characterization of zinc oxide nanoparticles: Application to textiles
as UV-absorbers. J. Nanoparticle Res. 2008, 10, 679–689. [CrossRef]

41. Marie, M.; Mandal, S.; Manasreh, O. An Electrochemical Glucose Sensor Based on Zinc Oxide Nanorods. Sensors 2015, 15,
18714–18723. [CrossRef]

42. Bao, J.; Huang, T.; Wang, Z.; Yang, H.; Geng, X.; Xu, G.; Samalo, M.; Sakinati, M.; Huo, D.; Hou, C. 3D graphene/copper oxide
nano-flowers based acetylcholinesterase biosensor for sensitive detection of organophosphate pesticides. Sens. Actuators B Chem.
2019, 279, 95–101. [CrossRef]

43. Nesakumar, N.; Sethuraman, S.; Krishnan, U.M.; Rayappan, J.B.B. Electrochemical acetylcholinesterase biosensor based on
ZnO nanocuboids modified platinum electrode for the detection of carbosulfan in rice. Biosens. Bioelectron. 2016, 77, 1070–1077.
[CrossRef] [PubMed]

44. Wang, G.; Tan, X.; Zhou, Q.; Liu, Y.; Wang, M.; Yang, L. Synthesis of highly dispersed zinc oxide nanoparticles on carboxylic
graphene for development a sensitive acetylcholinesterase biosensor. Sens. Actuators B Chem. 2014, 190, 730–736. [CrossRef]

http://doi.org/10.1016/j.microc.2022.107515
http://doi.org/10.1149/1945-7111/abd515
http://doi.org/10.3390/s20174880
http://doi.org/10.1016/j.surfin.2021.101375
http://doi.org/10.1016/j.snb.2021.130525
http://doi.org/10.1016/j.ceramint.2016.10.051
http://doi.org/10.4236/ns.2009.12016
http://doi.org/10.1016/j.pnsc.2012.11.015
http://doi.org/10.1016/j.matlet.2014.07.029
http://doi.org/10.1016/j.apt.2015.07.001
http://doi.org/10.1016/j.saa.2012.01.006
http://doi.org/10.1016/j.mssp.2015.04.038
http://doi.org/10.3390/s7050650
http://doi.org/10.2741/e374
http://doi.org/10.1016/S0956-5663(01)00126-9
http://doi.org/10.1155/2013/731501
http://doi.org/10.1016/j.msea.2005.05.084
http://doi.org/10.1166/jnn.2012.5128
http://doi.org/10.1111/j.1551-2916.2007.02221.x
http://doi.org/10.1016/S0142-9612(01)00395-7
http://doi.org/10.1023/A:1020782511960
http://doi.org/10.1016/S0927-0248(02)00255-6
http://doi.org/10.1007/s11051-007-9318-3
http://doi.org/10.3390/s150818714
http://doi.org/10.1016/j.snb.2018.09.118
http://doi.org/10.1016/j.bios.2015.11.010
http://www.ncbi.nlm.nih.gov/pubmed/26562329
http://doi.org/10.1016/j.snb.2013.09.042


Sensors 2022, 22, 3522 15 of 15

45. Guan, H.; Jiang, J.; Chen, D.; Wang, W.; Wang, Y.; Xin, J. Acetylcholinesterase biosensor based on chitosan/ZnO nanocomposites
modified electrode for amperometric detection of pesticides. In Proceedings of the International Conference on Materials,
Environmental and Biological Engineering, Guilin, China, 28–30 March 2015; Atlantis Press: Amsterdam, The Netherlands, 2015.

46. Lang, Q.; Han, L.; Hou, C.; Wang, F.; Liu, A. A sensitive acetylcholinesterase biosensor based on gold nanorods modified electrode
for detection of organophosphate pesticide. Talanta 2016, 156–157, 34–41. [CrossRef]

47. Di Tuoro, D.; Portaccio, M.; Lepore, M.; Arduini, F.; Moscone, D.; Bencivenga, U.; Mita, D. An acetylcholinesterase biosensor for
determination of low concentrations of Paraoxon and Dichlorvos. New Biotechnol. 2011, 29, 132–138. [CrossRef]

48. Nesakumar, N.; Sethuraman, S.; Krishnan, U.M.; Rayappan, J.B.B. Cyclic voltammetric acetylcholinesterase biosensor for the
detection of captan in apple samples with the aid of chemometrics. Anal. Bioanal. Chem. 2015, 407, 4863–4868. [CrossRef]

49. Yang, Y.; Asiri, A.M.; Du, D.; Lin, Y. Acetylcholinesterase biosensor based on a gold nanoparticle–polypyrrole–reduced graphene
oxide nanocomposite modified electrode for the amperometric detection of organophosphorus pesticides. Analyst 2014, 139,
3055–3060. [CrossRef]

http://doi.org/10.1016/j.talanta.2016.05.002
http://doi.org/10.1016/j.nbt.2011.04.011
http://doi.org/10.1007/s00216-015-8687-1
http://doi.org/10.1039/c4an00068d

	Introduction 
	Materials and Methods 
	Chemicals 
	Fabrication of ZnO Nanostructures via Electrodeposition 
	Fabrication of ZnO-Based Biosensors 
	Amperometric Measurements on ZnO-Based Biosensors 
	Characterization of ZnO Nanostructures 

	Results and Discussion 
	Crystal Structure, Composition, Absorption, and Morphology Studies of ZnO Nanostructures 
	Amperometric Response of ZnO Biosensors to AChCl: Influence of ZnO Morphology 
	Amperometric Response of ZnO Biosensors to AChCl: Influence of Underlying Substrate 
	Performance Evaluation of ZnO-Based Biosensors for Detection of OP in Real Samples 

	Conclusions 
	References

