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Pesticide analysis using nanoceria-coated
paper-based devices as a detection platform†
Souksanh Nouanthavong,a,b Duangjai Nacapricha,c Charles S. Henryd and
Yupaporn Sameenoi*a
We report the ﬁrst use of a paper-based device coated with nanoceria as a simple, low-cost and rapid
detection platform for the analysis of organophosphate (OP) pesticides using an enzyme inhibition assay
with acetylcholinesterase (AChE) and choline oxidase (ChOX). In the presence of acetylcholine, AChE and
ChOX catalyze the formation of H2O2, which is detected colorimetrically by a nanoceria-coated device
resulting in the formation of a yellow color. After incubation with OP pesticides, the AChE activity was
inhibited, producing less H2O2, and a reduction in the yellow intensity. The assay is able to analyze OP
pesticides without the use of sophisticated instruments and gives detection limits of 18 ng mL−1 and 5.3
ng mL−1 for methyl-paraoxon and chlorpyrifos-oxon, respectively. The developed method was success-
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fully applied to detect methyl-paraoxon in spiked vegetables (cabbage) and a dried seafood product
(dried green mussel), obtaining ∼95% recovery values for both sample types. The spiked samples were
also analyzed using LC-MS/MS as a comparison to the developed method and similar values were
obtained, indicating that the developed method gives accurate results and is suitable for OP analysis in
real samples.

Introduction
Pesticides are well known human toxins used in agriculture to
protect plants from insects and pests during the production
and post-harvest storage of crops to increase agricultural
yields. As a result of the widespread and long-term use of pesticides, contamination of both environmental1,2 and food
samples3,4 has occurred. Of many types of pesticides, organophosphate (OP) pesticides are among the most common as
they have relatively low persistence under natural conditions
and are highly eﬀective for pest and insect control. However,
these toxic compounds can aﬀect human health when the
parent compound or its residues are present in food5 or
water.1 The toxicity of OP is associated with their capacity to
irreversibly inhibit acetylcholinesterase (AChE) activity in the
central and peripheral nervous systems, causing an accumulation of the neurotransmitter acetylcholine in the body, resulting in organ and nervous system failure and potentially
a
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death.6–9 Therefore, sensitive and selective detection methods
for OP are highly desirable due to the concerns of public safety
and environment protection.
Several methods have been developed for quantitative
analysis of OP pesticides, including high-performance liquid
chromatography (HPLC),10–12 liquid/gas chromatographymass spectrometry (LC-MS/GC-MS),13,14 electrochemical
analysis,15–19 and enzyme-linked immunosorbent assays
(ELISAs).20–22 Although these methods provide eﬀective analysis with high sensitivity and detection limits at the nanomolar
level, they are time-consuming, costly, rely on complicated
instruments, require highly trained personnel, and/or are
diﬃcult to use on-site. Recently, enzyme inhibition assays have
been developed for a simpler detection of OP.23–26 The assay is
based on the inhibition of AChE activity by OP pesticides. The
decrease in AChE activity can be measured by colorimetric,27
fluorescence,28 electrochemistry29–31 and/or chemiluminescence assays29 to determine pesticide concentration.
However, these aforementioned methods still require expensive instruments, long analysis times, and/or large amounts of
reagents and samples32 making them less portable than
desired for on-site analysis.27,33,34 The combination of enzyme
inhibition assays and nanoparticle-based colorimetric assays
have also been introduced for a rapid detection of OP.34
However, this method suﬀered from an uncontrolled aggregation of nanoparticles in real samples, leading to poor
selectivity.
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Paper-based analytical devices (PADs)35,36 are known as an
alternative method for point-of-care diagnostics and chemical
analysis in fields such as urinalysis,37 food safety,38 environmental monitoring,39 and biochemical analysis.40 PADs are
attractive because they are simple, low-cost, lightweight, portable, easy to fabricate and use, disposable and provide timely
results.35,36,41 Recently, PADs in a dipstick format have been
applied for pesticide analysis using an AChE inhibition assay
where the product of AChE-catalyzed hydrolysis was quantified
using chromogenic substrates including indophenyl acetate
(IPA),4 dithiobisnitrobenzoate (DTNB),42 and indoxyl acetate.43
Color development was visualized by both the naked eye for a
yes/no answer and quantitatively analyzed using a handheld
reader or a cell phone.41,43 However, these colorimetric assays
still required a large amount of chromogenic reagent and
enzyme (>0.5–5 unit of AChE per assay).4,42 Furthermore, the
assays required multiple analysis steps and quantification
relied on the color and intensity interpretations that could be
influenced by ambient lighting and device dryness.27,44 In
addition, chromogenic reagents used in previous work (DTNB)
are unstable and light sensitive.45 Finally, these paper dipsticks have not been applied for pesticide analysis in complex
matrix samples such as foods and vegetables.
Nanoceria (ceria nanoparticles, CeO2 NPs) has been used in
a variety of applications such as biomedicine, environmental
monitoring, solid oxide fuel cells, microelectronics, catalysis
and sensing46 because it is auto-catalytic, has free radical
scavenging properties and low toxicity.47 Nanoceria also
has oxidase-like properties in aqueous environments as they
can catalyze the oxidation reaction of H2O2 with peroxidase
substrates.48 Recently, a direct detection of H2O2 using nanoceria as colorimetric agents on a paper-based device was
reported.49 The analysis is based on changing the Ce3+/Ce4+
ratio on the nanoceria surface by H2O2 resulting in the color
change from colorless to yellow.47,50 The amount of H2O2

Analyst

present in the samples can be directly quantified by
nanoceria without the need of peroxidase enzyme and
organic dye substrates. However, only a few applications have
been demonstrated for the use of nanoceria for chemical
analysis.45
Here, a paper-based device for the determination of OP pesticides using enzyme inhibition and nanoceria is reported. It
is the first time that the paper-based device has been applied
for the determination of OP pesticides in complex food sample
matrices. The general procedure for the assay is described in
Scheme 1. AChE and ChOX catalyze the formation of H2O2 in
the presence of acetylcholine. The H2O2 reacts with nanoceria
predeposited on the paper resulting in the formation of a
yellow color that can be observed by the naked eye
(Scheme 1B) and/or quantified using an oﬃce scanner and
image processing software. In the presence of OP pesticides,
the activity of AChE is inhibited leading to a decrease in the
yellow intensity (Scheme 1A). Here, we first evaluated the use
of nanoceria-coated paper-based device for analysis of H2O2.
The results showed that high sensitivity with low detection
limits could be achieved under optimized conditions. The
enzymatic assay was then optimized for AChE, acetylcholine,
ChOX and organic solvent concentration using two standard
OP pesticides, methyl-paraoxon (MPO) and chlorpyrifos-oxon
(CPO). The sensitivity, linear range and detection limit of the
assay against two OP standards were found to depend primarily on the AChE concentration. Finally, to test the assay performance in complex sample matrices, OP spiked cabbage and
dried green mussel samples were analyzed. Similar results
were obtained using the PAD assay and LC-MS/MS indicating
that the enzymatic assay with nanoceria-coated paper can be
applied for a selective determination of OP pesticide in
complex samples. We believe that the paper-based device in
this format provides a cost-eﬀective approach for OP analysis.
For the developed 5 mm diameter single spot test, the total

Scheme 1 Paper-based device for the analysis of OP pesticides using enzymatic assay and nanoceria as colorimetric agents. (A) Upon the addition
of OP pesticides, AChE activity is inhibited resulting in no/less H2O2 and hence less nanoceria color developed. (B) Without the addition of OP pesticides, AChE activity is normally active producing H2O2 that causes the color change of nanoceria.
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cost estimate is approximately $0.0341 including the device
fabrication cost and reagent cost (Tables S1 and S2†).
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added to the device.53 After drying, the nanoceria-coated PADs
were ready for colorimetric detection of OP pesticides.
H2O2 analysis

Experimental
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Chemicals and materials
All chemicals were analytical grade. Acetylcholinesterase
(AChE) (E.C.3.1.1.7), choline oxidase (ChOX) (E.C.1.1.3.17),
acetylcholine chloride (ACh), bovine serum albumin (BSA),
nanoceria solution or cerium(IV) oxide nanoparticles (CeO2
NPs, 20% w/v), polyethylene glycol (PEG, 6000 g mol−1), hydrogen peroxide (H2O2), methanol, methyl-paraoxon and chlorpyrifos-oxon were purchased from Sigma-Aldrich. Tris
(hydroxymethyl) aminomethane was ordered from Omnipur,
China. Toluene was purchased from RCI Labscan, Thailand.
Dispersive solid phase extraction (SPE) devices with a total
volume of 2 mL (5982–4921) were ordered from Agilent
Technologies. Polystyrene was purchased from a local stationary shop, Chon Buri, Thailand. Whatman no. 4 filter paper
was purchased from Whatman International Ltd, China. The
patterned screen was obtained from a local screen-printing
shop, Chon Buri, Thailand. Deionized water (DI) prepared by
the Barnstead™ e-pure™ ultrapure water purification system
was used throughout the experiments.
The solutions including nanoceria, 10 mM of Tris buﬀer
pH 7.4 and 10 mg mL−1 of PEG were prepared in DI water and
stored at 2–8 °C until use. Stock solutions of 50 mg mL−1 of
methyl-paraoxon and 10 mg mL−1 of chlorpyrifos-oxon were
dissolved in methanol and stored at 2–8 °C until use. Working
pesticide solutions were prepared daily by a dilution of the
stock solution using 4% (v/v) methanol in water. BSA
(10 mg mL−1) and acetylcholine (100 mM) stock solutions were
prepared in Tris buﬀer ( pH 7.4) and stored at 2–8 °C until use.
Stock solutions of 1000 U mL−1 of AChE and 100 U mL−1 of
ChOX were prepared in the BSA solution and stored at −20 °C
until use. Working solutions of acetylcholine, AChE and ChOX
were daily prepared by a dilution of the stock solution using
BSA solution.
Fabrication of nanoceria-coated paper-based device
Paper-based devices were fabricated using a previously
reported polymer screen-printing method.51 Briefly, polystyrene solution (25% w/v in toluene) was applied onto a
patterned screen placed on top of a Whatman #4 filter paper
as the hydrophobic barrier. The solution passed through the
patterned screen and penetrated through the paper to create a
hydrophobic barrier with a circular test zone of a 5 mm diameter (Fig. S1†). A clear packing tape was adhered on the back
side of the device to prevent leaking.52 The patterned paper
devices were then coated with nanoceria by depositing 5 μL of
3% w/v colloidal nanoceria solution onto test zones and
allowed to dry. Unfortunately, nanoceria particles were hydrophobic after drying, preventing wetting in the detection zone
as shown in our previous work.51 To increase hydrophilicity of
the detection zone, 5 μL of 10 mg mL−1 PEG solution was
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The performance of nanoceria-coated PADs for the analysis of
H2O2 obtained from the pesticide assay was evaluated. H2O2 in
the range of 0–100 mM was measured by dropping 5 μL of
H2O2 onto nanoceria-coated PADs and the yellow color developed. The device was allowed to dry and the color intensity
quantified by scanning the device using a desktop scanner
(Canon CanoScan LiDE 110). The yellow color intensity was
analyzed using ImageJ software (National Institute of Health,
USA) using the previously described methods.51
Assay for OP pesticide analysis
The general procedure for the PAD-based OP pesticide analysis
is shown in Scheme 1. The control where no pesticide was
added was carried out by mixing 5 μL of 0.5 U mL−1 AChE with
5 μL DI water in a microcentrifuge tube followed by incubation
for 15 min. Then, 5 μL of 5 U mL−1 ChOX and 5 μL of 3 mM
acetylcholine were added to the tube. The solution was incubated for another 15 min. Finally, 20 μL of the mixture was
dropped onto nanoceria-coated PAD and allowed to react for
20 min. After drying using a hair dryer, the device was scanned
and the image was analyzed with ImageJ. For OP pesticide
analysis, the assay was performed in a similar manner except
that the pesticide samples were mixed with an AChE solution.
The presence of an OP pesticide inhibited the AChE activity
and produced less H2O2 resulting in a lower color intensity on
nanoceria-coated PADs. In this work, two OP pesticides including methyl-paraoxon and chlorpyrifos-oxon were used as
model OP pesticide standards.
Assay optimization
Studies of AChE, ChOX, acetylcholine and methanol concentrations as well as the reaction time were optimized on the
PAD. All optimization experiments were performed at room
temperature (28 ± 2 °C) without the addition of OP pesticides.
For AChE optimization, diﬀerent concentrations of AChE (0.1
to 15 U mL−1, 5 μL) were mixed with acetylcholine (5 mM,
5 μL) and ChOX (20 U mL−1, 5 μL) in a microcentrifuge tube
and allowed to react for 15 min. The mixture was dropped
onto nanoceria-coated paper-based devices and analyzed using
the method described above. For ChOX and acetylcholine
optimization, the experiments were carried out in a similar
manner as AChE. For ChOX study, various concentrations of
ChOX (0.1–20 U mL−1) were evaluated where the concentration
of acetylcholine and AChE were fixed at 5 mM and 1 U mL−1,
respectively. For acetylcholine optimization, acetylcholine in
the range of 1–10 mM was studied while the concentrations of
ChOX and AChE were kept at 5 U mL−1 and 1 U mL−1, respectively. For studying the eﬀect of methanol used to dissolve the
pesticides, 0–10% v/v methanol was evaluated. Methanol solutions (0–10% v/v, 5 μL) and AChE (1 U mL−1, 5 μL) were incubated in a microcentrifuge tube for 15 min followed by ChOX
(5 U mL−1, 5 μL) and acetylcholine (3 mM, 5 μL) and allowed
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to react for 15 min prior to analysis. The mixture was pipetted
onto the device and quantified by the method described
above. To study the reaction time, the mixture of acetylcholine
(3 mM, 5 μL), AChE (1 U mL−1, 5 μL) and ChOX (5 U mL−1,
5 μL) was allowed to react for 15, 20 or 30 min at room temperature. After reacting, the mixtures were dropped onto devices
and analyzed using the procedure described above.
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Sample preparation
To test the method accuracy, analysis of OP pesticides in
spiked samples was performed using the PAD assay and a
traditional LC-MS/MS method.54 Cabbage and green mussel
dried seafood samples spiked with MPO were employed for the
study. Cabbage was taken from a supermarket and dried
seafood samples were purchased from a local market in Chonburi province, Thailand. The samples were homogenized using
a blender. 5 g of each sample was put into a 50 mL centrifuge
tube and spiked with an OP pesticide standard MPO
(100 μg mL−1, 40 μL). The mixture was vortexed for 1 min and
left in the dark for 15 min to create homogeneous samples.
20 mL of methanol was added to the mixture and then mixed
for 30 min using a vortex mixer for extraction. The sample
tubes were then centrifuged at 4000 rpm for 10 min. A 1.5 mL
of supernatant was added into a 2 mL micro-centrifuge tube of
dispersive SPE containing 25 mg of C18 and 150 mg MgSO4
used for sample clean up and to remove the residual water.
The mixture was vortexed for 30 min and centrifuged for
10 min at 4000 rpm and the supernatant was collected and
dried in the hood. Finally, the extracted residue was redissolved in 1 mL of 4% methanol and 100% methanol for the
analysis using the developed paper-based device assay and
LC-MS/MS, respectively. The final concentration of MPO in the
sample prior to analysis was 0.2 μg mL−1 in both samples. The
traditional method, LC-MS/MS, was performed by Central
Laboratory (Thailand) Co., Ltd Chachoengsao branch. The
LC-MS/MS operating conditions were as follows: the HPLC
WATERS, 269 model equipped with the MS/MS (Micromass,
Quattro Ultima FS) was used with C18 2.0 × 150 mm, 3 μm
column. Injection volume was 10 μL. Isocratic elution was
used with a mobile phase mixture of 0.1% formic acid in H2O
and acetonitrile in the ratio of 40 : 60 with the flow rate of
0.2 mL min−1. The mass selective detector was operated in
electrospray ionization (ES) mode with the source and desolvation temperatures of 120 °C and 350 °C, respectively. The
cone and desolvation gas flow were performed at 55–60 and
550–600 L h−1, respectively.

Results and discussion
Organophosphate pesticides are well-known as the irreversible
inhibitors of AChE in the central and peripheral nervous
system of both insects and humans, causing a variety of toxicological eﬀects on human health.55 The assay principle used
here is based on the enzymatic inhibition of AChE by the pesticides using nanoceria as a colorimetric agent as described in
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reactions (1) through (3). Normally, acetylcholine is catalyzed
by AChE to form choline (reaction (1)) which is then oxidized
by ChOX to generate H2O2 (reaction (2)).56 The amount of
H2O2 produced is measured colorimetrically by nanoceria
when Ce3+ is oxidized to Ce4+ in the presence of H2O2 resulting
in the color change from colorless to yellow.47 While this is the
most likely mechanism, other mechanisms for nanoceria color
change upon the addition of H2O2 have been proposed.47,57
The yellow intensity developed by the nanoceria is directly proportional to H2O2 yield. In the presence of OP pesticides, AChE
activity is inhibited and hence produces less H2O2 yielding
lower yellow color intensity for the nanoceria. The nanoceria
as a colorimetric agent here was coated on paper-based device
to allow for easy, inexpensive and portable detection of OP
pesticides.
AChE

Acetylcholine þ H2 O ! Choline þ Acetate
ChOX

Choline þ O2 ! H2 O2

ð1Þ
ð2Þ

ð3Þ

Hydrogen peroxide analysis
We first evaluated the H2O2 analysis using nanoceria-coated
PAD as it is a key for determining OP pesticides in this assay.
The optimal nanoceria concentration was determined first. As
the nanoceria concentration increased at constant H2O2 concentration, the yellow color intensity on the device increased
until it saturated at 4% w/v (Fig. S2†). However, it was observed
that the detection zone of the device became hydrophobic
when 4% w/v or higher concentration of nanoceria was used
due to a high degree of nanoceria aggregation. The hydrophobicity made it diﬃcult for the sample to become wet
throughout the detection zone in a reasonable amount
of time.46 As a result, 3% w/v nanoceria was chosen as the
optimal concentration which is similar to the previous report.49
Under the optimal conditions, the nanoceria-coated PAD
was used to analyze H2O2 response. The linearity, reproducibility, sensitivity and detection limit were determined. The color
response on nanoceria-coated PAD depended on H2O2 concentration, as shown in Fig. 1A, where the color intensity
increased at higher H2O2 concentration. The plot of mean gray
intensity as a function of H2O2 concentration gave two linear
ranges, one from 1–2.5 mM (y = 4.7651x − 3.8942, R2 = 0.998)
and a second from 3–12 mM (y = 1.1584x + 5.6268, R2 = 0.992)
(Fig. 1B). The sensitivity of the first linear portion of the curve
is higher than that in the second portion as the color intensity
becomes saturated at higher H2O2 concentration. Assay reproducibility in the range of 2.21–5.40% RSD (n = 10) was
observed for H2O2 analysis across all tested concentrations
indicating that the nanoceria-coated PAD provide reproducible
H2O2 analysis. The H2O2 detection limit, defined as the concentration giving a signal three times higher than the standard
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Fig. 1 The analysis of H2O2 using nanoceria-coated paper-based devices. (A) Typical devices from the analysis of diﬀerent concentrations of H2O2.
(B) Standard curve plotted of gray intensity as a function of H2O2 (n = 3) giving two linear portions where the ﬁrst one has higher sensitivity than the
second portion as the intensity became saturated at higher H2O2 concentrations.

deviation of the blank (DI water), was 0.5 mM. The results
clearly demonstrate that the PAD can be eﬀectively used to
analyze H2O2 making it suitable for OP pesticide analysis.
Moreover, when compared with the paper-based nanoceria
assay reported previously, the device provides higher reproducibility and sensitivity for H2O2 analysis at lower H2O2
concentrations.49

Assay optimization for pesticide analysis
In this assay, pesticide analysis is based on the inhibition of
AChE activity by OP pesticides. The optimal concentration of
AChE was evaluated to determine sensitivity. A mixture of acetylcholine, AChE and ChOX without the addition of OP pesticides
was performed to optimize the enzymatic assay. As shown in
Fig. 2A, the yellow intensity increased as the AChE concentration increased from 0.1 to 1 U mL−1 as a result of increasing
enzyme activity. However, when AChE concentration was higher
than 1 U mL−1, the color intensity became saturated. Therefore,
the concentration of AChE in the range of 0.1–1 U mL−1 was
considered as the optimal value to allow for sensitive-response
analysis of OP pesticide. The result demonstrates that it is possible to measure AChE activity and thus OP pesticides that
inhibit AChE activity in a dose–response manner.
The optimal concentration of acetylcholine and ChOX was
evaluated next as they also aﬀect assay sensitivity. The results
showed that the intensity increased as acetylcholine and ChOX
concentration increased and became saturated at 3 mM and
5 U mL−1 of acetylcholine and ChOX, respectively (Fig. 2B and
C). Therefore, they were selected as optimal concentrations for
further experiments. The reaction time was also studied in the
range of 15–30 min. The results showed no diﬀerence in color
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intensity from 15 to 30 min as shown in Fig. S4.† Therefore, a
reaction time of 15 min was selected for further experiments
to provide minimized analysis time. Shorter reaction times
were not tested.
The stock OP pesticide solution is normally prepared in
organic solvents since the pesticides tested here are insoluble
in water. However, it has been reported that organic solvents
such as methanol can inhibit AChE activity.58 Here, pesticide
stock solutions were made in methanol and diluted with DI
water. The amount of methanol in final pesticide solution that
did not inhibit enzyme activity was measured. As shown in
Fig. 2D, the yellow intensity decreased when methanol concentrations of ≥5% v/v was used indicating that the AChE was
inhibited at these concentrations. As a result, methanol concentrations in the final pesticide solution were kept at 4% v/v
to minimize impact on enzyme activity.

Pesticide analysis using nanoceria-coated paper devices
Once the optimized conditions were obtained, the analysis of
model OP pesticides including methyl-paraoxon (MPO) and
chlorpyrifos-oxon (CPO) were carried out for proof-of-concept.
Dose–response curves for MPO and CPO at diﬀerent starting
concentrations of AChE are shown in Fig. 3A and B, respectively. For both pesticides, changing the initial concentration of
AChE shifted the dose–response curves. At low AChE concentration (0.1 U mL−1), the dose–response curve decreased
quickly with increasing pesticide concentration, oﬀering the
highest sensitivity among the three AChE concentrations (0.1,
0.5 and 1 U mL−1). However, the high sensitivities give small
working ranges (0–0.1 μg mL−1 of MPO with R2 = 0.988, 0–60
ng mL−1 of CPO with R2 = 0.997). A higher AChE concentration
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Fig. 2 The color responses of concentration of (A) AChE, (B) acetylcholine, (C) ChOX and (D) methanol. Photographs of actual responses are shown
across the top of each plot.

(0.5 U mL−1) gave lower sensitivities but wider working ranges
(0–0.7 μg mL−1 of MPO with R2 = 0.988, 0–80 ng mL−1 of CPO
with R2 = 0.984). Using the highest AChE concentration
(1 U mL−1), the lowest sensitivity was observed but the largest
working range was obtained (0–0.9 μg mL−1 of MPO with R2 =
0.993, 0–120 ng mL−1 of CPO with R2 = 0.982). The diﬀerences
in sensitivities for the pesticides are expected based on diﬀerences in their ability to inhibit AChE. For analysis of real world
samples, this is still acceptable, however, because the system
can be normalized to overall AChE inhibition. The limit of
detection (LOD), defined as the pesticide concentration that
causes a decrease in the signal three times the signal-to-noise
ratio relative to the control, was observed to depend on the
AChE concentration as well. A lower AChE concentration gave a
lower LOD. For methyl-paraoxon, a detection limit of 18.3
ng mL−1 was obtained which is similar to the previously
reported values.34 For chlorpyrifos-oxon, the detection limit is
5.3 ng mL−1, which is comparable to that reported with the
performance of a portable biosensor prototype assay developed
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by Hildebrandt et al.59 The detection limits of the CPO and
MPO analysis provided by μPAD are low enough to appropriately determine both standards at the regulation levels. Under
European Union (EU) regulation (EC) No 396/2005, the
maximum residue levels (MRL) for MPO and chlorpyrifos
(a CPO parent compound) in, for example, cabbage are 0.01
mg kg−1 and 1.0 mg kg−1, respectively.60 Analytical figures of merit
for the analysis of the two model OP pesticides at diﬀerent
AChE concentrations are summarized in Table 1. The results
demonstrate that the performance of the assay can be tuned
by selecting an appropriate concentration of AChE. While the
developed assay is able to detect the two standard OP pesticides at low concentrations with high sensitivities, it cannot
identify specific OP pesticides in the samples. Mass spectrometry shown in the next section would be a secondary assay to
identify OP compounds in the sample that is detected using
primary screening enzymatic assay using the developed PAD.
The device cost has also been estimated for device fabrication and key reagents used for OP determination. The cost of
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Fig. 3 Dose–response curves for the detection of OP pesticides using nanoceria-coated paper-based device with three concentrations of AChE.
(A) methyl-paraoxon analysis and (B) chlorpyrifos-oxon analysis.

Table 1

Analytical ﬁgures of merit for OP pesticide analysis with three initial concentrations of AChE using nanoceria-coated paper-based device

OP pesticide
MPO
CPO

AChE (U mL−1)

LOD (ng mL−1)

Sensitivity

Linear range

R2

%RSD (n = 7)

0.1
0.5
1
0.1
0.5
1

18
31
50
5.3
9.8
14

−111 (μg mL−1)−1
−36 (μg mL−1)−1
−27 (μg mL−1)−1
−0.37 (ng mL−1)−1
−0.40 (ng mL−1)−1
−0.31 (ng mL−1)−1

0–0.1 μg mL−1
0–0.7 μg mL−1
0–0.9 μg mL−1
0–60 ng mL−1
0–80 ng mL−1
0–120 ng mL−1

0.99
0.99
0.99
0.99
0.98
0.98

8.4–14
2.1–21
1.3–8.7
7.0–11
3.3–13
4.2–19
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Table 2 Results of determination of methyl-paraoxon in spiked
samples with nanoceria-coated paper-based device and LC-MS/MS
method

Measured ± SD (n = 3)
Sample
Cabbage

Published on 18 January 2016. Downloaded by Burapha University on 11/9/2020 2:09:10 AM.

Green mussel

Spiked MPO
(μg mL−1)

This method

LC-MS/MS

0.00
0.20
0.00
0.20

ND
0.19 ± 0.02
ND
0.19 ± 0.05

ND
0.22 ± 0.00
ND
0.23 ± 0.01

ND: not detected.

the patterned paper fabrication was calculated and is shown in
Table S1 (ESI†). Whatman# 4 (11 cm diameter) yields 125
detection zones. The cost per one detection zone was about
$0.0011. Table S2† shows cost estimation of key chemicals
used in this assay including enzymes and a substrate and the
calculated cost was about $0.033. Therefore, the total cost for
the determination of OP pesticides using this developed
method was approximately $0.0341 per sample. The bulk
expense comes from the enzymes used for one spot as 0.05 U
and 0.025 U of AChE and ChOX were used, respectively. To the
best of our knowledge, however, this assay required lowest
amount of enzymes and reagents compared to that has been
reported previously where up to 5 U of AChE was required for
the lateral flow paper based sensor4 and 3–5 U of AChE was
needed for OP analysis using flow injection methods.61,62
Our device was also expected to be stable as the previously
reported paper-based device that was coated with both
enzymes and nanoceria was stable for 29 days and 79 days
when stored at room temperature and in a refrigerator, respectively.49 The device was also believed to be reusable when the
absorbed peroxide species decomposed.49
Analysis of pesticides in real samples
Performance of the nanoceria-coated paper-based device was
further evaluated for the analysis of MPO in spiked cabbage
and dried green mussel samples. OP pesticides have been
found in food crops including vegetables63,64 and dried
seafood products.65,66 The validation procedure was performed
by spiking both samples with 0.20 μg mL−1 MPO solutions.
The extracted samples were quantified by both the PAD and
LC-MS methods (Table 2). Using the PAD method, the
measured MPO amounts of 0.19 ± 0.02 μg mL−1 (94.8% recovery) and 0.19 ± 0.05 μg mL−1 (95.1% recovery) were found in
cabbage and dried green mussel, respectively. The two
methods showed comparable results indicating that the paperbased method is able for the first time to make accurate
measurements for the analysis of OP pesticide in complex
matrix samples.

Conclusions
A nanoceria-coated paper-based device was developed for the
detection of OP pesticides in foods. The determination of OP

1844 | Analyst, 2016, 141, 1837–1846

pesticides was based on enzyme inhibition as OP pesticide inhibits the AChE activity resulting in reduced H2O2 production for
detection by nanoceria coated on the paper-based device.
Various parameters including enzyme, substrate and organic
solvent concentrations as well as reaction time were optimized
to provide highly sensitive OP pesticide detection. Under
optimal conditions, the analytical performance for measuring
two model standard OP pesticides (MPO and CPO) were
observed to depend on initial AChE concentration and gave
detection limits as low as 18.3 ng mL−1 and 5.3 ng mL−1 for
MPO and CPO, respectively. The PAD was validated against
LC-MS/MS for the analysis of MPO spiked food samples. Similar
measured MPO concentrations were obtained from both
methods indicating a high degree of accuracy of the developed
assay. While further eﬀorts are underway to reduce sample
preparation time, this new method is promising as an analytical
tool for the rapid and low-cost screening of OP pesticides.

Acknowledgements
We would like to thank Dr. Karaked Tedsri for providing the
synthesized nanoceria for initial study. This work was supported by (i) DPST Research Grant 013/2557 from the Institute
for the Promotion of Teaching Science and Technology, Thailand, (ii) the Higher Education Research Promotion (HERP),
Oﬃce of the Higher Education Commission, Ministry of Education, Thailand, and (iii) the center of excellence for innovation in chemistry (PERCH-CIC).

References
1 N. D. Chau, Z. Sebesvari, W. Amelung and F. G. Renaud,
Environ. Sci. Pollut. Res. Int., 2015, 22, 9042.
2 I. C. Yadav, N. L. Devi, J. H. Syed, Z. Cheng, J. Li, G. Zhang
and K. C. Jones, Sci. Total Environ., 2015, 511, 123.
3 L. G. Skretteberg, B. Lyrån, B. Holen, A. Jansson,
P. Fohgelberg, K. Siivinen, J. H. Andersen and B. H. Jensen,
Food Control, 2015, 51, 225.
4 S. M. Z. Hossain, R. E. Luckham, M. J. McFadden and
J. D. Brennan, Anal. Chem., 2009, 81, 9055.
5 B. Lozowicka, Sci. Total Environ., 2015, 502, 184.
6 L. G. Sultatos, J. Toxicol. Environ. Health, 1994, 43, 271.
7 I. El-Bini Dhouib, M. M. Lasram, A. Annabi, N. Gharbi and
S. El-Fazaa, Pestic. Biochem. Physiol., 2015, 124, 21.
8 J. L. De Bleecker, in Handbook of Clinical Neurology, ed.
G. E. Andrew, Elsevier, 2008, vol. 91, p. 401.
9 S. Chowdhary, R. Bhattacharyya and D. Banerjee, Clin.
Chim. Acta, 2014, 431, 66.
10 J. Wang, W. Chow, D. Leung and J. Chang, J. Agric. Food
Chem., 2012, 60, 12088.
11 Z. Dzuman, M. Zachariasova, Z. Veprikova, M. Godula and
J. Hajslova, Anal. Chim. Acta, 2015, 863, 29.
12 K. Seebunrueng, Y. Santaladchaiyakit and S. Srijaranai,
Chemosphere, 2014, 103, 51.

This journal is © The Royal Society of Chemistry 2016

View Article Online

Published on 18 January 2016. Downloaded by Burapha University on 11/9/2020 2:09:10 AM.

Analyst

13 J. W. Wong, M. K. Hennessy, D. G. Hayward, A. J. Krynitsky,
I. Cassias and F. J. Schenck, J. Agric. Food Chem., 2007, 55,
1117.
14 M. Liu, Y. Hashi, Y. Song and J.-M. Lin, J. Chromatogr., A,
2005, 1097, 183.
15 G. Liu and Y. Lin, Anal. Chem., 2005, 77, 5894.
16 N. Chauhan, J. Narang and C. Pundir, Int. J. Biol. Macromol., 2011, 49, 923.
17 N. Chauhan, J. Narang and C. S. Pundir, Biosens. Bioelectron., 2011, 29, 82.
18 G. Liu and Y. Lin, Electrochem. Commun., 2005, 7,
339.
19 H. L. Tcheumi, I. K. Tonle, E. Ngameni and A. Walcarius,
Talanta, 2010, 81, 972.
20 E. K. Lee, Y. J. Kim, W. C. Park, T. Chung and Y. T. Lee,
Anal. Chim. Acta, 2005, 530, 143.
21 G. S. Nunes, I. A. Toscano and D. Barceló, TrAC, Trends
Anal. Chem., 1998, 17, 79.
22 G. Qian, L. Wang, Y. Wu, Q. Zhang, Q. Sun, Y. Liu and
F. Liu, Food Chem., 2009, 117, 364.
23 S. Jin, Z. Xu, J. Chen, X. Liang, Y. Wu and X. Qian, Anal.
Chim. Acta, 2004, 523, 117.
24 J. Zhu, C. Huan, G. Si, H. Yang, L. Yin, Q. Ren, B. Ren,
R. Fu, M. Miao and Z. Ren, Pak. J. Pharm. Sci., 2015, 28,
671.
25 K. V. Stepurska, O. O. Soldatkin, I. S. Kucherenko,
V. M. Arkhypova, S. V. Dzyadevych and A. P. Soldatkin,
Anal. Chim. Acta, 2015, 854, 161.
26 A. Apilux, C. Isarankura-Na-Ayudhya, T. Tantimongcolwat
and V. Prachayasittikul, EXCLI J., 2015, 14, 307.
27 X. Meng, C. W. Schultz, C. Cui, X. Li and H.-Z. Yu, Sens.
Actuators, B, 2015, 215, 577.
28 M. Chen, Z. Zhao, X. Lan, Y. Chen, L. Zhang, R. Ji and
L. Wang, Measurement, 2015, 73, 313.
29 J. Dong, X. Wang, F. Qiao, P. Liu and S. Ai, Sens. Actuators,
B, 2013, 186, 774.
30 N. Chauhan and C. S. Pundir, Anal. Chim. Acta, 2011,
701, 66.
31 N. Chauhan and C. S. Pundir, Electrochim. Acta, 2012,
67, 79.
32 E. V. Rozengart and N. E. Basova, Dokl. Biochem. Biophys.,
2010, 430, 7.
33 S. Qian and H. Lin, Anal. Chem., 2015, 87, 5395.
34 M. Liang, K. Fan, Y. Pan, H. Jiang, F. Wang, D. Yang, D. Lu,
J. Feng, J. Zhao, L. Yang and X. Yan, Anal. Chem., 2013, 85,
308.
35 A. K. Yetisen, M. S. Akram and C. R. Lowe, Lab Chip, 2013,
13, 2210.
36 D. M. Cate, J. A. Adkins, J. Mettakoonpitak and C. S. Henry,
Anal. Chem., 2015, 87, 19.
37 A. W. Martinez, S. T. Phillips, E. Carrilho, S. W. Thomas,
H. Sindi and G. M. Whitesides, Anal. Chem., 2008, 80,
3699.
38 J. C. Jokerst, J. A. Adkins, B. Bisha, M. M. Mentele,
L. D. Goodridge and C. S. Henry, Anal. Chem., 2012, 84,
2900.

This journal is © The Royal Society of Chemistry 2016

Paper

39 Y. Sameenoi, P. Panymeesamer, N. Supalakorn, K. Koehler,
O. Chailapakul, C. S. Henry and J. Volckens, Environ. Sci.
Technol., 2013, 47, 932.
40 X. Li, J. Tian and W. Shen, Anal. Bioanal. Chem., 2010, 396,
495.
41 J. Hu, S. Wang, L. Wang, F. Li, B. Pingguan-Murphy,
T. J. Lu and F. Xu, Biosens. Bioelectron., 2014, 54, 585.
42 S. M. Z. Hossain, R. E. Luckham, A. M. Smith, J. M. Lebert,
L. M. Davies, R. H. Pelton, C. D. M. Filipe and
J. D. Brennan, Anal. Chem., 2009, 81, 5474.
43 C. Sicard, C. Glen, B. Aubie, D. Wallace, S. JahanshahiAnbuhi, K. Pennings, G. T. Daigger, R. Pelton,
J. D. Brennan and C. D. M. Filipe, Water Res., 2015, 70, 360.
44 J. Guo, J. X. Wong, C. Cui, X. Li and H. Z. Yu, Analyst, 2015,
140, 5518.
45 T. Walmsley, M. Abernethy and H. Fitzgerald, Clin. Chem.,
1987, 33, 1928.
46 D. Andreescu, G. Bulbul, R. E. Özel, A. Hayat, N. Sardesai
and S. Andreescu, Environ. Sci.: Nano, 2014, 1, 445.
47 M. Das, S. Patil, N. Bhargava, J.-F. Kang, L. M. Riedel,
S. Seal and J. J. Hickman, Biomaterials, 2007, 28, 1918.
48 A. Asati, S. Santra, C. Kaittanis, S. Nath and J. M. Perez,
Angew. Chem., Int. Ed., 2009, 48, 2308.
49 M. Ornatska, E. Sharpe, D. Andreescu and S. Andreescu,
Anal. Chem., 2011, 83, 4273.
50 B. Liu, Z. Sun, P.-J. J. Huang and J. Liu, J. Am. Chem. Soc.,
2015, 137, 1290.
51 Y. Sameenoi, P. N. Nongkai, S. Nouanthavong, C. S. Henry
and D. Nacapricha, Analyst, 2014, 139, 6580.
52 A. W. Martinez, S. T. Phillips, Z. Nie, C.-M. Cheng,
E. Carrilho, B. J. Wiley and G. M. Whitesides, Lab Chip,
2010, 10, 2499.
53 M. M. Mentele, J. Cunningham, K. Koehler, J. Volckens
and C. S. Henry, Anal. Chem., 2012, 84, 4474.
54 D. Paradis, G. Bérail, J.-M. Bonmatin and L. P. Belzunces,
Anal. Bioanal. Chem., 2014, 406, 621.
55 R. C. Gupta and D. Milatovic, in Veterinary Toxicology, ed.
R. C. Gupta, Academic Press, Boston, 2nd edn, 2012,
p. 573.
56 A. N. Ivanov, R. R. Younusov, G. A. Evtugyn, F. Arduini,
D. Moscone and G. Palleschi, Talanta, 2011, 85, 216.
57 F. H. Scholes, C. Soste, A. E. Hughes, S. G. Hardin and
P. R. Curtis, Appl. Surf. Sci., 2006, 253, 1770.
58 K. Ingkaninan, C. M. de Best, R. van der Heijden,
A. J. P. Hofte, B. Karabatak, H. Irth, U. R. Tjaden, J. van der
Greef and R. Verpoorte, J. Chromatogr., A, 2000, 872, 61.
59 A. Hildebrandt, R. Bragós, S. Lacorte and J. L. Marty, Sens.
Actuators, B, 2008, 133, 195.
60 Regulation (EC) No. 396/2005 of the European Parliament
and of the Council on maximum residue levels of pesticides in or on food and feed of plant and animal origin
and amending Council Directive 91/414/EEC, Oﬃcial
Journal of the European Union L 70, European Union,
2005.
61 G. Jeanty, C. Ghommidh and J. L. Marty, Anal. Chim. Acta,
2001, 436, 119.

Analyst, 2016, 141, 1837–1846 | 1845

View Article Online

Paper

64 T. D. Nguyen, J. E. Yu, D. M. Lee and G.-H. Lee, Food
Chem., 2008, 110, 207.
65 H.-B. Moon, H.-S. Kim, M. Choi, J. Yu and H.-G. Choi, Food
Chem. Toxicol., 2009, 47, 1819.
66 J. Guo, F. Wu, R. Shen and E. Y. Zeng, Ecotoxicol. Environ.
Saf., 2010, 73, 1812.

Published on 18 January 2016. Downloaded by Burapha University on 11/9/2020 2:09:10 AM.

62 B. Kuswandi, C. I. Fikriyah and A. A. Gani, Talanta, 2008,
74, 613.
63 M. Alamgir Zaman Chowdhury, A. N. M. Fakhruddin,
M. Nazrul Islam, M. Moniruzzaman, S. H. Gan and
M.
Khorshed
Alam,
Food
Control,
2013,
34,
457.

Analyst

1846 | Analyst, 2016, 141, 1837–1846

This journal is © The Royal Society of Chemistry 2016

