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Abstract: A rapid and high-throughput fluorescence detection method for zearalenone (ZEN) based
on a CuO nanoparticle (NP)-assisted signal amplification immunosensor was developed using an
automated sample pretreatment and signal conversion system. CuO NPs with high stability and
biocompatibility were used as carriers to immobilize anti-ZEN antibodies. The obtained CuO NP-
anti-ZEN can maintain the ability to recognize target toxins and act as both a signal source and carrier
to achieve signal conversion using automated equipment. In this process, target toxin detection is
indirectly transformed to Cu?* detection because of the large number of Cu?* ions released from
CuO NPs under acidic conditions. Finally, a simple and high-throughput fluorescence assay based on
a fluorescent tripeptide molecule was employed to detect Cu?*, using a multifunctional microporous
plate detector. A good linear relationship was observed between the fluorescence signal and the
logarithm of ZEN concentration in the range of 16.0-1600.0 ug/kg. Additionally, excellent accuracy
with a high recovery yield of 99.2-104.9% was obtained, which was concordant with the results
obtained from LC-MS/MS of naturally contaminated samples. The CuO NP-based assay is a powerful
and efficient screening tool for ZEN detection and can easily be modified to detect other mycotoxins.

Keywords: zearalenone; high-throughput pre-treatment; CuO NPs; automatic signal conversion

1. Introduction

Zearalenone (ZEN) is a nonsteroidal estrogenic mycotoxin produced by several species
of Fusarium, particularly F. graminearum, F. culmorum, F. equiseti, and F. verticillioides [1].
ZEN and its derivatives have been widely detected in agricultural products, specifically
wheat, corn, barley, soybeans, and oats [2]. ZEN with high thermostability can accumulate
in the human body through food chains and cause strong mutagenicity, teratogenicity;,
neurotoxicity, reproductive toxicity, and carcinogenicity [3,4]. To protect humans from
ZEN exposure and reduce economic losses, national and international agencies adopted
regulations for the control of ZEN contamination. Thus, the maximum residue level of
350 ng/kg in unprocessed corn was set by the European Union (Commission Regulation,
EC No. 1126/2007). China has set a maximum level of 60 ug/kg for ZEN in cereal
and cereal-based products (National Food Safety Standard GB2761-2017). Based on the
important effects of ZEN on human and animal health, monitoring of ZEN in food and
feed is a global priority for protecting customers” health and facilitating international food
and feed trade.

Therefore, extensive research has been conducted to develop sensitive and specific
methods for rapid and economic ZEN detection. High-performance liquid chromatog-
raphy (HPLC) [5] and liquid chromatography combined with mass spectrometry (LC-
MS/MS) [6,7] are the most commonly used accurate quantitative methods because of
their high selectivity and accuracy. However, these methods are time-consuming; require
harmful solvents; and depend on professional technology, costly instruments, and tedious
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sample pretreatment. Conventional lateral flow immunoassays (LFA) with gold nanopar-
ticles (AuNPs) or fluorescent labels [8,9], and as well as enzyme-linked immunosorbent
assays (ELISAs) [10], are simple and convenient; however, these methods suffer from low
sensitivity and poor quantitation, limiting their further applications to complex sample
matrices. In order to overcome the limitations of traditional analytical methods, numer-
ous studies have focused on more cost-effective and simple methods for ZEN analysis.
These methods include magnetic bead (MB)-based methods [11], electrochemistry-based
methods [12,13], microchip-based methods [14], quantum dot (QD)-based methods [15],
surface-enhanced Raman scattering (SERS)-based assays [16], metal-organic frameworks
(MOFs)-based methods [17], and liposomes-based methods [18,19]. Among them, MB-
based methods have shown important advantages in detecting mycotoxins [20,21]. MBs
have high surface areas for immobilizing large numbers of reagents and contribute to the
increase in reaction rate due to the full contact between the capture probe on MB and the
target in the reaction mixture [22]. Our previous studies developed a MB-based purifica-
tion assay to achieve automated and high-throughput sample preprocessing and reduce
matrix effects [23-25]. Although the constructed method is an effective tool for mycotoxins
purification, terminal detection relies on large instruments [23,25] or can only be used to
detect individual mycotoxin following purification [24]. Therefore, the goal of this study
was to combine automated sample preprocessing with high-throughput terminal detection
for efficient and rapid detection of mycotoxins.

The use of copper oxide nanoparticles (CuO NPs) as intermediates is pivotal for the
integration of automated sample preprocessing and high-throughput terminal detection to
enhance the detectable signal and improve detection efficiency. As nanostructured metal
oxides, CuO NPs show brilliant physical and chemical properties due to the quantum
confinement in the nano-dimensions, such as good biocompatibility, high specific surface
area, antibacterial, low cost, non-toxicity, as well as excellent stability in solution [26-29].
Lai et al. [30] reported a sensitive detection of carcinoembryonic antigen based on CuO
NP-labeled antibody. Li et al. [31] demonstrated a metalloimmunoassay for human im-
munoglobulin G (IgG) detection through CuO NPs labeling. Liu et al. [32] developed a
fluorescence immunoassay for prostate-specific antigen detection with CuO NPs as signal
labels; after dissolving CuO NPs with acid, the fluorescence signal of SGHK-Dns can be
quenched by Cu?* with high quenching efficiency of 84.8%, which can be used for the
sensitive detection of Cu®*. Therefore, a CuO NPs-based assay for developing simple and
sensitive immunosensors has wide application and the unique advantages of the CuO
NPs-based assay still remain to be exploited.

In this study, we developed a CuO NP-based immunosensor for ZEN detection by
combining automated sample preprocessing with high-throughput terminal detection.
The method was based on a three-component competitive immune reaction achieved by
an automatic instrument, through which the target toxin content could automatically be
converted into the Cu®* concentration. The Cu?* can be detected with a high-throughput
fluorescence method. Under optimized conditions, the CuO NP-based method has excellent
accuracy with high recovery, and the test results are concordant with those obtained
from LC-MS/MS for real sample analysis. The designed CuO NP-based assay provides a
versatile platform for the development of fast and high-throughput mycotoxin pretreatment
and terminal detection.

2. Materials and Methods
2.1. Reagents and Chemicals

HPLC grade acetonitrile (CAS: 75-05-8) and methanol were obtained from Merck
(Darmstadt, Germany). A standard solution of ZEN (1.96 mg/L) (CAS:17924-92-4) was
purchased from Biopure (Tulln, Austria) and was stored at —18 °C. Complete antigen
(ZEN-BSA) and monoclonal ZEN antibody (anti-ZEN) were acquired from Wuxi Jiesh-
engjiekang Biological Technology Co., Ltd. (Beijing, China). CuO nanoparticles (CuO NPs,
CAS: 1317-38-0) were obtained from Sigma-Aldrich (Milwaukee, Brookfield, W1, USA).
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NHS-activated MB, which can combine antibodies directly without the EDC activation step,
was purchased from Shanghai enriching biotechnology Co., Ltd. (Shanghai, China). Mor-
pholinoethanesulfonic acid (MES, CAS: 4432-31-9) and bovine serum albumin (BSA, CAS:
13755-38-9) were acquired from Beijing Solarbio Science & Technology Co., Ltd. (Beijing,
China). Tween-20 (CAS: 9005-64-5) was supplied by Beijing Aipoo HuaMei Biotechnology
Co., Ltd. (Beijing, China). SGHK-Dns was synthesized and purchased from ChinaPeptides
Co., Ltd. (Beijing, China). Blank maize and wheat samples were acquired from China. The
ultrapure water was purified in the experiment by a Water Purifier purification machine
(Chengdu, China)

2.2. Apparatus and Measurements

LC-MS/MS analysis was performed by using Agilent ultra-HPLC system and an Agi-
lent 6470 QQQ-MS (Agilent Technologies). Data acquisition as well as qualitative and quan-
titative analysis were realized by using Agilent Mass Hunter Workstation software. Fluo-
rescence signals were collected on a Multimode Microplate Reader (PerkinElmer/Victor
Nivo 35) with the excitation and emission wavelengths of 355 nm and 530 nm, respectively.
The size distribution and zeta potential were measured and statistics were analyzed by
a Zeta-sizer Nano-Z590 instrument. A Mycotoxin Automatic Purifier (JJHZ10, Beijing
Dongfu Jiuheng Instrument Technology Co., Ltd.) with minor change about the soft-
ware determining the sequence of events shown in Table S1 was used for performing the
automated magneto-controlled pretreatment and signal conversion process.

2.3. Preparation and Characterization of CuO NP-Anti-ZEN Conjugates

The labeling of anti-ZEN with CuO NPs was performed by previous literature [33] in
which the nano-copper oxide powder was ultrasounded into PBS buffer solution, which
was followed by the adding of antibodies to the formed colloidal solution of CuO NPs.
The labeling process in our developed method was as follows: 5 mg of CuO NPs was
weighed into 10 mL of PBS buffer solution and sonicated for 15 min, to which 100 pL of
monoclonal ZEN antibody (anti-ZEN, the original concentration is 2 mg/mL) was added
to the CuO NPs solution by a stepwise process; then, the mixture was shaken for 1 h at
500 rpm. After being centrifuged for 5 min at 6000 rpm, the suspension was discarded,
and the functionalized CuO NPs were redispersed in 5 mL of PBS containing 1% BSA to
block the unsaturated sites. The only BSA-coated CuO NPs (CuO NPs-BSA) were prepared
in the same way except for the addition of an anti-ZEN antibody. In order to confirm the
successful decoration of anti-ZEN on CuO NPs, the size distribution and zeta-potential of
CuO NPs before and after modification were measured and statistics were analyzed.

2.4. Synthesis and Characterization of the Complex (MB-BSA-ZEN) between Magnetic Bead (MB)
and Complete Antigen (BSA-ZEN)

MB-BSA-ZEN synthesis was performed according to our previous report [23,24]
except that the antibody was replaced by complete antigen with minor changes: a volume
of 2.5 mL of NHS activated MB suspension was placed in a 5 mL centrifuge tube, and
the supernatant was discarded with the assistance of an external magnetic field. The
remaining MB in the tube was washed thoroughly with absolute ethyl alcohol to remove
the residual stored reagents on the surface of MB. Subsequently, 1.5 mg of ZEN-BSA in
50 mM PBS buffer containing 1% BSA was added to the suspension of MB. After two hours
of incubation, the supernatant was discarded, and the precipitate was blocked by adding
5.0 mL of PBS with 2% BSA as a blocking reagent. The prepared complex (MB-BSA-ZEN)
was washed three times with phosphate buffer solution with 0.1% Tween-20 (PBST) and
PBS, respectively and stored at 4 °C. The indirect characterization of the complex was
performed according to the interaction between CuO NP-anti-ZEN /CuO-BSA and MB-
BSA-ZEN. The formed immune complex (CuO NP-anti-ZEN-MB-BSA-ZEN) was washed
and separated via an external magnetic field and then digested by HCI; the obtained Cu?*
concentration can be an indicator of the successful synthesis of MB-BSA-ZEN and CuO
NP-anti-ZEN.
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2.5. The Study of Fluorescence Stability of SGHK-Dns

The study of fluorescence stability of SGHK-Dns was performed by selecting 0, 20, 50,
100, 200, 500, and 1000 ng/mL Cu?* to react with SGHK-Dns of the same concentration
(2 uM); the fluorescence signal was monitored for 1 h by a multifunctional microplate
detector in a 96-well plate every 10 min.

2.6. Cu?* Detection Procedure

First, 100 uL of SGHK-Dns (2 uM) solution in PBS buffer was added to 100 puL. Cu?*
solution obtained by the digestion of CuO NPs in acid solution. The fluorescence quenching
reaction occurred immediately after the two solutions are mixed. Finally, the fluorescence
signals were collected on a Multimode Microplate Reader with the excitation and emission
wavelengths of 355 nm and 530 nm, respectively.

2.7. Sample Preparation and Extraction

Real wheat and maize samples were collected from Hanan Province, China. All
samples were finely ground and filtered through a 40-mesh sieve. The ZEN-spiked samples
for recovery experiment were prepared by adding ZEN stock solution to blank samples
to obtain final ZEN concentrations at 30, 60, and 120 ng/mL in triplicate. The sample
extraction was prepared as follows: first, 5.0 g of finely ground samples were weighed into
a 50 mL centrifuge tube and extracted using 20 mL of extraction solvent (acetonitrile/water,
90:10, v/v) by shaking 20 min on a vortex shaker. Sequentially, the samples were centrifuged
for 5 min at 7000 rpm, and the supernatants were collected for further analysis.

2.8. Linear Relationship and Detection Limit

A sample extract containing ZEN was diluted 10-fold before adding to the mixture of
CuO NP-anti-ZEN and MB-BSA-ZEN; then, the resulting three-component reaction mixture
was incubated for 30 min under stirring conditions with the automated instrument. Under
optimal conditions, the linear relationship was established by plotting the logarithmic
value of different ZEN concentrations (16, 32, 80, 160, 320, 800, and 1600 ng/mL) versus the
corresponding fluorescence intensity. LOD and LOQ were defined as the concentration of
toxin equivalent to three times (for LOD) and ten times (for LOQ) the value of the standard
deviation (SD) measured in the absence of toxins.

2.9. Specificity of the Assay

The specificity of the CuO NP-based method was studied by choosing a series of
structurally similar toxins (AFB;, OTA, DON, AFB,, AFG;, AFG,) for comparison. The con-
centrations of AFB,, AFB;, AFG;, and AFG; were 20 ng/mL, whereas the concentrations
of OTA, DON, and ZEN were 20 ng/mL, 1000 ng/mL, and 60 ng/mL, respectively.

2.10. Analytical Application for Actual Samples

To evaluate the reliability of the CuO NP-based assay, 10 naturally contaminated
samples were detected by the CuO NP-based assay and LC-MS/MS analysis. Sample
extraction and LC-MS/MS determination were performed in accordance with our previous
study [34]. The grated sample (5.0 g) was extracted with 20.0 mL of acetonitrile/water
(90:10, v/v) by vigorous stirring for 20 min and centrifuged at 6000 rpm for 5 min. The
supernatants were collected for the CuO NP-based assay and LC-MS/MS analysis.

3. Results and Discussion
3.1. The Principle of the CuO NP-Based Immunosensor for ZEN Detection

The principle of the CuO NP-based immunosensor for ZEN detection is shown in
Scheme 1. First, CuO NPs and magnetic beads (MBs) were modified with antibody (anti-
ZEN) and complete antigen (MB-BSA-ZEN) to form CuO NP-anti-ZEN and MB-BSA-ZEN,
respectively. Second, by using an automatic sample preprocessing and signal conversion
system built in our lab, a three-component competitive immune reaction including target
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toxins (ZEN), CuO NP-anti-ZEN, and MB-BSA-ZEN was established. Therefore, a larger
amount of ZEN in the solution led to fewer CuO NP-anti-ZEN combining with MB-
BSA-ZEN. Third, through the automated washing, concentration, and transfer steps, the
captured CuO NPs on the surface of MB were treated with an acidic solution (HCI, 10 mM),
which could release the corresponding metal ions (Cu?*) with an amplification effect of
hundreds of thousands of folds. Here, CuO NPs act as the signal source and signal carrier to
achieve signal conversion and signal amplification. It is worth mentioning that the amount
of released Cu®* or captured CuO NPs was dependent on the target toxin concentration. In
this manner, target toxins are indirectly identified via Cu?* detection based on the large
amount of Cu?* released from the CuO NPs. Finally, an ATCUN peptide of SGHK labeled
with the fluorophore Dns (denoted as SGHK-Dns) was used as the Cu?* sensing probe [32];
thus, Cu?* was easily analyzed in a high-throughput manner using a multifunctional
microporous plate detector based on the principle that the fluorescence of SGHK-Dns
would be quenched after formation of the Cu**—peptide complex.

Automated magneto-controlled
pretreatment and signal conversion systems

@
®
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Scheme 1. The principle of the automated sample pretreatment and signal conversion system for
rapid and high-throughput ZEN detection.

96-well plate

3.2. Synthesis and Characterization of Antibody (Anti-ZEN)-Labeled CuO NPs

According to previously reported references, the antibody and CuO NPs interact
through physical adsorption [35]. Figure 1a shows that CuO NPs had an average hydrated
diameter of 190.7 £ 5.6 nm; after the antibody was connected on the surface of CuO
NPs, the particle size increased to 208 £ 3.1 nm, which indirectly indicated the successful
modification of the antibody (about 17 nm) on CuO NPs. Notably, the size obtained through
the dynamic light scattering (DLS) of CuO NPs was much larger than the average size
of 40 nm obtained through transmission electron microscopy (TEM). This is because DLS
gives a hydrodynamic size corresponding to the core and swollen corona of the micelles,
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whereas TEM gives the core size for micelles in a dried state, as the corona with low
electronic density is not visible. The zeta potential of CuO NPs after conjugating with
the anti-ZEN tended to show less negative charge (from —28.3 + 2.9 to —12.8 £ 8.0 mV,
Figure 1b). These data confirm the successful decoration of anti-ZEN on CuO NPs. Studies
reported that the changes in the hydrodynamic diameter and zeta potential of CuO NPs
before and after modification can reflect the binding of DNA to the CuO NP surface [36].
Thus, the antibody binds to the CuO NP surface in the same manner as DNA.

25 0

a Size distribution by Intensity b
204 1
-10 4
15 —a—Cu0
T (d=190.745.6 nm)

—e— CuO-anti-ZEN

Potential (mV)

z
8
o .
[ 104 (d=208.0£3.1 nm) CuO-anti-ZEN
2 204 -12.848.0 mV
2
Q
£ 5 25
=30 4
0 cuo
-35 -28.3:2.9 mV

T T T
1 10 100 1,000 10,000
Size (d/nm)

Figure 1. Characterization of antibody-labeled CuO NPs by Zeta-sizer Nano-ZS90 instrument.
(a) Size distribution and (b) zeta potentials of CuO NP colloid and CuO NP-anti-ZEN.

3.3. The Interaction Principle between Cu?* and SGHK-Dns and the Fluorescence Stability Study
of SGHK-Dns

A study [32] has shown that Cu?* exhibits both high binding affinity to SGHK peptide
and high quenching ability toward the Dns group; after forming the Cu?**—peptide complex,
the fluorescence signal of SGHK-Dns gradually reduced with increasing Cu?* concentration.
Figure 51 showed the structure of SGHK-Dns and the interaction principle between the SGHK-
Dns and Cu?*. To confirm whether the change in fluorescence intensity of SGHK-Dns is
suitable to this experimental system, the fluorescence stability of SGHK-Dns was investigated.
Different concentrations of Cu?* (0, 20, 50, 100, 200, 500, and 1000 ng/mL) were reacted with
a constant concentration of SGHK-Dns (2 uM). The fluorescence signal was rapidly quenched
within a few seconds, and then, the fluorescence intensity remained unchanged within 1 h
(Figure S2), demonstrating the stability of the peptide-Cu?* detection system.

3.4. Synthesis and Characterization of Complex (MB-BSA-ZEN) between MB and Complete
Antigen (BSA-ZEN)

We previously characterized the MB and protein complex from the point of view of
the maximum saturation supermagnetization; it changes slightly before and after protein
modification, and this is enough for magnetic separation under an external magnetic
field [23,24,37]. In this study, we used an indirect method to further verify the successful
synthesis of MB-BSA-ZEN. Excess CuO NP-anti-ZEN/CuO NP-BSA reacted with different
amounts of MB-BSA-ZEN (5, 10, and 20 pL), and the formed immunocomplex was washed
and digested with acid solution (HCl, 10 mM). The concentration of the Cu?* obtained was
measured through the interaction between Cu?* and SGHK-Dns; higher Cu?* concentra-
tion would lead to a lower fluorescence intensity of SGHK-Dns based on the interaction
principles between them described in Section 3.3. Thus, as shown in Figure 2, the red
bars showing higher Cu?* concentration than the green ones represented the reaction
between CuO NP-anti-ZEN and MB-BSA-ZEN, indicating that with increasing amounts of
MB-BSA-ZEN, the fluorescence intensity of SGHK-Dns decreased. In addition, the above
experimental results indirectly demonstrated the successful synthesis of MB-BSA-ZEN.
The green histogram with high fluorescence intensity revealed that there is almost no
nonspecific reaction between CuO NP-BSA and MB-BSA-ZEN after washing. These results
demonstrate the successful synthesis of CuO NP-anti-ZEN and MB-BSA-ZEN, and the
reaction between them is based on specific interactions of the antigen and antibody.
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Figure 2. Specific and nonspecific reaction between CuO NP-anti-ZEN/CuO NP-BSA and MB-BSA-ZEN.

3.5. The Study of Nonspecific Adsorption and the Optimal Reaction Time

To verify whether nonspecific adsorption between MB-ZEN-BSA and CuO NP-anti-
ZEN would occur, bovine serum albumin (BSA), a common blocking reagent, was selected
for investigation. As shown in Figure 3a, when CuO NP-anti-ZEN reacted with MB-BSA-
ZEN in reaction buffer containing 2% BSA, the obtained fluorescence intensity was higher
than that without BSA, which demonstrated that nonspecific adsorption between MB-ZEN-
BSA and CuO NP-anti-ZEN occurred, and BSA was able to inhibit nonspecific adsorption.
When CuO NP-BSA reacted with MB-BSA-ZEN, fluorescence intensity with BSA was
almost the same as that without BSA; additionally, the signal was a little lower than that
obtained as the blank test (0 ng/mL) of Figure S2. These results indicate that the reaction
between CuO NP-anti-ZEN and MB-BSA-ZEN is attributable to the specific interaction of
antibodies and antigens; there is low nonspecific adsorption between MB-ZEN-BSA and
CuO NP-BSA.

700,000 400,000

IE [ BSA block b
600,0004 []Without BSA
500,000 ' 300,000+
400,000

] 300,000
300,000
200,000 250,000
100,000 -

0 ] 200,000

T T T T
CuO-anti-ZEN CuO-BSA 20 min 30 min 40 min 60min

Fluorescence intensity
Fluorescence intensity

Figure 3. The study of nonspecific adsorption between MB-ZEN-BSA and CuO NP-anti-ZEN with
and without BSA (the reaction time is 10 min) (a) and the reaction time optimization between
MB-ZEN-BSA (5 mg/mL, 10 uL) and CuO NP-anti-ZEN (1 mg/mL, 5 uL) (b).

The optimal reaction time between MB-ZEN-BSA and CuO NP-anti-ZEN was also
studied in the developed method. Figure 3b indicates that when the reaction time was
20 min, the fluorescence intensity was almost 350,000, and the fluorescence intensity grad-
ually decreased to about 290,000 when the reaction time was 30 min. Thereafter, the Cu?*
signal intensity decreased slightly when the reaction time continued to extend to 1 h. There-
fore, in consideration of the sensitivity of the constructed method, the optimal reaction
time was set at 30 min for this study.

3.6. Analysis Performance

To establish the calibration curve of ZEN using the automated magneto-controlled
pretreatment and signal conversion system, a series of spiked samples of ZEN (16, 32,
80, 160, 320, 800, and 1600 ng/mL) were prepared. The fitting curve with a corre-
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lation coefficient of 0.9937 was obtained by fitting the ZEN concentration versus the
corresponding fluorescence intensity (Figure 4a). The logarithmic value of ZEN con-
centration in the range of 16-1600 pg/kg was proportional to the fluorescence intensity
(Y = 103,385.6x + 247,338.69, R% = 0.9948) (Figure 4b). The limit of detection (LOD) was
0.33 ng/kg (S/N = 3), and the limit of quantification (LOQ) was 1.1 ug/kg (S/N = 10)
based on the value of standard deviation (11,409.2) obtained from 0 ng/mL ZEN. In
the analysis of the sample extracts (wheat and maize), the correlation coefficients were
0.9980 and 0.9951 for the curve fitting, respectively (Figure 4c,e). Good linear relation-
ships (Y = 63,175.2x + 365,315.04, R? = 0.9963 for wheat, and Y = 55,420.2x + 390,423.15,
R? = 0.9925 for maize) were also obtained between the fluorescence intensity and the log-
arithmic value of ZEN concentration (16-1600 pg/kg, Figure 4d,f). Relevant analytical
parameters are presented in Table 1, indicating that our approach is effective for ZEN
analysis in cereal samples. The analysis performance of this method is comparable to or
even better than those of other ZEN detection assays [11,38—44] (Table S4).

600,000 ——Standard solution a 600,000{ —Standard solution b
2 R? = 0.9937 > R?=0.9948
g 550,000 @ 550,000
£ £
g 500,000 ‘e 500,000
c Q
3 s
g 450,000 8 450,000
S @
& 400,000 S 400,000
w
350,000 350,000
° 400 800 1200 1600 10 15 20 25 30 35
ZEN] (ng/mL.
[ZEN] (ng/mL) Loarc 1
600,000+
- Maize C —Maize d
> - 600,000
2 R?=0.9980 R=0.9963
£ 550,000 2
K] 2 550,000
£ o
8 500,000 £
£ >0 § 500,000
2 3
[
5 450,000+ ¢ 450,000
| o
fro 3
w
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, ——Wheat
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3 fr
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T R R TR 1.0 1.5 2.0 25 3.0 35
[ZEN] (ng/mL) Log [Cped

Figure 4. Curve fitting and calibration curves of the fluorescence intensity versus the various ZEN
concentrations for the automated and high-throughput method ((a,b), spiked ZEN in standard solution;
(c,d), spiked ZEN in maize matrix extraction, and (e f), spiked ZEN in wheat matrix extraction).
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Table 1. The linearity, correlation coefficient, LOD, and LOQ for ZEN using the automated magneto-
controlled pretreatment and signal conversion system in standard solution, maize, and wheat samples.

Matrix Linearity Range Correlation LOD LOQ
(ng/mL) Coefficient (ng/mL) (ng/mL)
Standard 16-1600 0.9937 0.33 11
solution
Maize 16-1600 0.9980 0.51 1.70
Wheat 16-1600 0.9951 0.61 2.02

To evaluate the recovery and repeatability for the CuO NP-based method, blank maize
and wheat samples spiking at three different concentrations (30, 60, and 120 ng/mL) of
ZEN were prepared. Through experiments and data analysis, Table 2 shows that the
recovery rates were 99.2-104.9% and the intra-day relative standard deviation (RSD) were
0.7-5.1% for the two matrices, indicating that the recovery and precision of the automated
and high-throughput method are satisfactory for ZEN detection in common cereals.

Table 2. Recovery and relative standard deviations of spiked maize and wheat samples with various
ZEN concentrations of three levels.

Detected Recovery RSD

Sample Added (ng/mL) (ng/mL) %, 11 =3) (%, 1 = 3)

30 30.03 100.9 0.8
Maize 60 59.76 99.6 5.1

120 125.88 104.9 3.4

30 29.88 99.6 0.7
Wheat 60 59.94 99.9 3.6

120 119.04 99.2 3.7

3.7. Specificity Analysis

The specificity is a significant parameter for achieving good performance of the
developed method. To assess the specificity of the constructed assay, common mycotoxins
including aflatoxin By (AFBj), ochratoxin (OTA), deoxynivalenol (DON), aflatoxin By
(AFByp), aflatoxin G1 (AFG,), and aflatoxin G, (AFGy), and a blank control were investigated.
It can be seen in Figure S4 that only ZEN contributed to Cu?* concentration due to the
three-component competitive immune reaction of CuO NP-anti-ZEN, MB-BSA-ZEN, and
ZEN. In contrast, high concentrations of Cu?>* were obtained when ZEN was replaced
by other mycotoxins, and there was no apparent difference between them and the blank
control, indicating that the designed assay can selectively detect ZEN in the presence of
other mycotoxins.

3.8. Analytical Application for Actual Samples

The analytical reliability of the CuO NP-based assay for ZEN detection was evaluated
by detecting 10 naturally contaminated samples. The performance of the constructed
method was thoroughly verified by LC-MS/MS analysis. Figure 5 shows the regression
analysis (Y = 2.614 + 0.987x, R? = 0.981) between the two methods, demonstrating that
the developed method agreed well with those obtained from LC-MS/MS. Thus, the auto-
mated and high-throughput approach was appropriate for determination samples with
ZEN contamination.
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Figure 5. Comparison of determination results of 10 naturally contaminated samples analyzed
through the CuO NP-based method and LC-MS/MS (1 = 3).

4. Conclusions

A CuO NP-based immunosensor for ZEN detection was developed using an auto-
mated sample pretreatment and signal conversion system. This method takes advantage
of three features of CuO NPs: effective adsorption of large amounts of antibodies as the
capture probe; the ability to act as the signal source and signal carrier for signal amplifi-
cation; and combined automated sample pre-processing with high-throughput terminal
detection. Excellent accuracy, high recovery yield, and a wide linear range were achieved
using this method. The developed assay simplifies tedious sample handling through
automated processing and enables high-throughput terminal detection, which can facilitate
the processing and inspection of massive samples. In addition, the assay can easily be
extended to detect other mycotoxins.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/10
.3390/521196538/s1, Figure S1: The structure of SGHK-Dns and the interaction principle between
the SGHK-Dns and Cu?*. Figure S2: The study of fluorescence stability of SGHK-Dns (2 uM) with
different concentrations of Cu2* (0, 20, 50, 100, 200, 500, 1000 ng/mL), Figure S3: The logarithmic
value of Cu?* concentration in the range of 0-1000 ng/mL was proportional to the fluorescence
intensity of SGHK-Dns (2 pM), Figure S4: The fluorescence intensity of the developed assay toward
ZEN, AFB1, OTA, DON, AFB2, AFG1, AFG2, and blank control. The concentrations of AFB1, AFB2,
AFG1, AFG2 were 20 ng/mL, the concentration of OTA, DON and ZEN were 20 ng/mL, 1000 ng/mL
and 60 ng/mL, respectively, Table S1: the sequence of events for the automated magneto-controlled
pretreatment and signal conversion process, Table S2: The fluorescence intensity when spiking ZEN
(0, 16, 32, 80, 160, 320, 800, 1600 ng/mL) in different sample matrixes (PBS, Maize and Wheat),
Table S3: Comparison of the analytical performances of our method with other ZEN detection assays,
Table S4: An abbreviation list to the manuscript.

Author Contributions: Conceptualization, J.Y. and S.W.; Methodology, Z.X. and ].Y.; Validation, Z.X.
and Y.W.; Formal Analysis, Z.X., Y.W. and H.L.; Resources, L.L. and H.L.; Data Curation, Z.X. and J.Y.;
Writing—Original Draft Preparation, Z.X.; Writing—Review and Editing, Z.X. and ].Y.; Supervision,
S.W.; Project Administration, J.Y. and S.W.; Funding Acquisition, Z.X., ].Y. and H.L. All authors have
read and agreed to the published version of the manuscript.

Funding: This research was funded by the National Key R&D Program of China under Grant
2018YFC1602102-1, the Key R&D Program of Guangxi (AB20999005), the Fundamental Research


https://www.mdpi.com/article/10.3390/s21196538/s1
https://www.mdpi.com/article/10.3390/s21196538/s1

Sensors 2021, 21, 6538 11 of 12

Funds for the Academy of National Food and Strategic Reserves Administration (ZX1913), and
National Natural Science Foundation of China (81803712, 31901806).

Institutional Review Board Statement: Not Applicable.
Informed Consent Statement: Not Applicable.
Data Availability Statement: Not Applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Habschied, K.; Kanizai Saric, G.; Krstanovic, V.; Mastanjevic, K. Mycotoxins-Biomonitoring and Human Exposure. Toxins 2021,
13, 113. [CrossRef] [PubMed]

2. Liu, J.; Applegate, T. Zearalenone (ZEN) in Livestock and Poultry: Dose, Toxicokinetics, Toxicity and Estrogenicity. Toxins 2020,
12,377. [CrossRef] [PubMed]

3. Vejdovszky, K;; Hahn, K.; Braun, D.; Warth, B.; Marko, D. Synergistic estrogenic effects of Fusarium and Alternaria mycotoxins
in vitro. Arch. Toxicol. 2017, 91, 1447-1460. [CrossRef] [PubMed]

4. Ratnaseelan, A.M.; Tsilioni, I.; Theoharides, T.C. Effects of Mycotoxins on Neuropsychiatric Symptoms and Immune Processes.
Clin. Ther. 2018, 40, 903-917. [CrossRef] [PubMed]

5. Han, Z.; Ren, Y.; Zhou, H.; Luan, L.; Cai, Z.; Wu, Y. A rapid method for simultaneous determination of zearalenone, alpha-
zearalenol, beta-zearalenol, zearalanone, alpha-zearalanol and beta-zearalanol in traditional Chinese medicines by ultra-high-
performance liquid chromatography-tandem mass spectrometry. J. Chromatogr. B Anal. Technol. Biomed. Life Sci. 2011, 879,
411-420. [CrossRef] [PubMed]

6. Bessaire, T., Mujahid, C.; Mottier, P.; Desmarchelier, A. Multiple Mycotoxins Determination in Food by LC-MS/MS:
An International Collaborative Study. Toxins 2019, 11, 658. [CrossRef] [PubMed]

7.  Pereira, V.L.; Fernandes, ].O.; Cunha, S.C. Mycotoxins in cereals and related foodstuffs: A review on occurrence and recent
methods of analysis. Trends Food Sci. Technol. 2014, 36, 96-136. [CrossRef]

8.  Zhang, F; Liu, B,; Sheng, W.; Zhang, Y.; Liu, Q.; Li, S.; Wang, S. Fluoroimmunoassays for the detection of zearalenone in maize
using CdTe/CdS/ZnS quantum dots. Food Chem. 2018, 255, 421-428. [CrossRef]

9. Jin, Y; Chen, Q.; Luo, S.; He, L.; Fan, R.; Zhang, S.; Yang, C.; Chen, Y. Dual near-infrared fluorescence-based lateral flow
immunosensor for the detection of zearalenone and deoxynivalenol in maize. Food Chem. 2021, 336, 127718. [CrossRef]

10. Pei, S.C,; Lee, W].; Zhang, G.P; Hu, X.F; Eremin, S.A.; Zhang, L.]. Development of anti-zearalenone monoclonal antibody and
detection of zearalenone in corn products from China by ELISA. Food Control 2013, 31, 65-70. [CrossRef]

11. Zhang, F; Liu, B,; Liu, G.; Sheng, W.; Zhang, Y.; Liu, Q.; Wang, S. Novel magnetic nanobeads-based fluoroimmunoassays for
zearalenone detection in cereals using protein G as the recognition linker. Sens. Actuators B Chem. 2018, 270, 149-157. [CrossRef]

12.  Wang, Y.; Zhao, G.; Wang, H.; Zhang, Y.; Zhang, N.; Wei, D.; Feng, R.; Wei, Q. Label-free electrochemical immunosensor based
on biocompatible nanoporous Fe3O, and biotin-streptavidin system for sensitive detection of zearalenone. Analyst 2020, 145,
1368-1375. [CrossRef] [PubMed]

13.  Riberi, W.I; Tarditto, L.V.; Zon, M.A.; Arévalo, E].; Fernandez, H. Development of an electrochemical immunosensor to determine
zearalenone in maize using carbon screen printed electrodes modified with multi-walled carbon nanotubes/polyethyleneimine
dispersions. Sens. Actuators B Chem. 2018, 254, 1271-1277. [CrossRef]

14. Man, Y; Liang, G.; Li, A; Pan, L. Recent Advances in Mycotoxin Determination for Food Monitoring via Microchip. Toxins 2017,
9, 324. [CrossRef]

15. Zhan, S.; Huang, X.; Chen, R.; Li, J.; Xiong, Y. Novel fluorescent ELISA for the sensitive detection of zearalenone based on
H,O,-sensitive quantum dots for signal transduction. Talanta 2016, 158, 51-56. [CrossRef]

16. Liu,J; Hu, Y,; Zhu, G.; Zhou, X;; Jia, L.; Zhang, T. Highly sensitive detection of zearalenone in feed samples using competitive
surface-enhanced Raman scattering immunoassay. J. Agric. Food Chem 2014, 62, 8325-8332. [CrossRef] [PubMed]

17. Liu, Z.; Wang, X.; Dong, F; Li, Y.; Guo, Y,; Liu, X.; Xu, J.; Wu, X.; Zheng, Y. Ultrasensitive immunoassay for detection of
zearalenone in agro-products using enzyme and antibody co-embedded zeolitic imidazolate framework as labels. |. Hazard.
Mater. 2021, 412, 125276. [CrossRef] [PubMed]

18. Beloglazova, N.V.; Shmelin, P.S.; Speranskaya, E.S.; Lucas, B.; Helmbrecht, C.; Knopp, D.; Niessner, R.; de Saeger, S.; Goryacheva,
LY. Quantum dot loaded liposomes as fluorescent labels for immunoassay. Anal. Chem. 2013, 85, 7197-7204. [CrossRef]

19. Beloglazova, N.V,; Goryacheva, O.A.; Speranskaya, E.S.; Aubert, T.; Shmelin, P.S.; Kurbangaleev, VR.; Goryacheva, LY.; De Saeger, S.
Silica-coated liposomes loaded with quantum dots as labels for multiplex fluorescent immunoassay. Talanta 2015, 134, 120-125. [CrossRef]

20. Hendrickson, O.D.; Chertovich, J.O.; Zherdev, A.V.; Sveshnikov, P.G.; Dzantiev, B.B. Ultrasensitive magnetic ELISA of zearalenone
with pre-concentration and chemiluminescent detection. Food Control 2018, 84, 330-338. [CrossRef]

21. Zhang, X.; Song, M.; Yu, X.; Wang, Z.; Ke, Y,; Jiang, H.; Li, J.; Shen, J.; Wen, K. Development of a new broad-specific

monoclonal antibody with uniform affinity for aflatoxins and magnetic beads-based enzymatic immunoassay. Food Control
2017, 79, 309-316. [CrossRef]


http://doi.org/10.3390/toxins13020113
http://www.ncbi.nlm.nih.gov/pubmed/33546479
http://doi.org/10.3390/toxins12060377
http://www.ncbi.nlm.nih.gov/pubmed/32517357
http://doi.org/10.1007/s00204-016-1795-7
http://www.ncbi.nlm.nih.gov/pubmed/27401186
http://doi.org/10.1016/j.clinthera.2018.05.004
http://www.ncbi.nlm.nih.gov/pubmed/29880330
http://doi.org/10.1016/j.jchromb.2010.12.028
http://www.ncbi.nlm.nih.gov/pubmed/21242113
http://doi.org/10.3390/toxins11110658
http://www.ncbi.nlm.nih.gov/pubmed/31726655
http://doi.org/10.1016/j.tifs.2014.01.005
http://doi.org/10.1016/j.foodchem.2018.02.060
http://doi.org/10.1016/j.foodchem.2020.127718
http://doi.org/10.1016/j.foodcont.2012.09.006
http://doi.org/10.1016/j.snb.2018.04.131
http://doi.org/10.1039/C9AN02543J
http://www.ncbi.nlm.nih.gov/pubmed/31994546
http://doi.org/10.1016/j.snb.2017.07.113
http://doi.org/10.3390/toxins9100324
http://doi.org/10.1016/j.talanta.2016.05.035
http://doi.org/10.1021/jf503191e
http://www.ncbi.nlm.nih.gov/pubmed/25052032
http://doi.org/10.1016/j.jhazmat.2021.125276
http://www.ncbi.nlm.nih.gov/pubmed/33550132
http://doi.org/10.1021/ac401729y
http://doi.org/10.1016/j.talanta.2014.10.044
http://doi.org/10.1016/j.foodcont.2017.08.008
http://doi.org/10.1016/j.foodcont.2017.02.049

Sensors 2021, 21, 6538 12 of 12

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

Li, X.; Wei, J.; Aifantis, K.E.; Fan, Y.; Feng, Q.; Cui, EZ.; Watari, F. Current investigations into magnetic nanoparticles for
biomedical applications. ]. Biomed. Mater. Res. A 2016, 104, 1285-1296. [CrossRef] [PubMed]

Xuan, Z.; Ye, ]J.; Zhang, B,; Li, L.; Wu, Y,; Wang, S. An Automated and High-Throughput Immunoaffinity Magnetic
Bead-Based Sample Clean-Up Platform for the Determination of Aflatoxins in Grains and Oils Using UPLC-FLD. Toxins
2019, 11, 583. [CrossRef]

Xuan, Z; Liu, H.; Ye, J.; Li, L.; Tian, W.; Wang, S. Reliable and disposable quantum dot-based electrochemical immunosensor
for aflatoxin B1 simplified analysis with automated magneto-controlled pretreatment system. Anal. Bioanal Chem 2020, 412,
7615-7625. [CrossRef] [PubMed]

Ye, ]J.; Xuan, Z.; Zhang, B.; Wu, Y,; Li, L.; Wang, S.; Xie, G.; Wang, S. Automated analysis of ochratoxin A in cereals and oil by
immunoaffinity magnetic beads coupled to UPLC-FLD. Food Control 2019, 104, 57-62. [CrossRef]

Kumar, A.; Saxena, A.; De, A.; Shankar, R.; Mozumdar, S. Facile synthesis of size-tunable copper and copper oxide nanoparticles
using reverse microemulsions. Rsc Adv. 2013, 3, 5015-5021. [CrossRef]

Ameri, B.; Davarani, S.S.H.; Roshani, R.; Moazami, H.R.; Tadjarodi, A. A flexible mechanochemical route for the synthesis of
copper oxide nanorods/nanoparticles/nanowires for supercapacitor applications: The effect of morphology on the charge storage
ability. J. Alloy. Compd. 2017, 695, 114-123. [CrossRef]

Khan, R.; Ahmad, R; Rai, P; Jang, L.-W.; Yun, ].-H.; Yu, Y.-T,; Hahn, Y.-B; Lee, LH. Glucose-assisted synthesis of CuyO shuriken-like
nanostructures and their application as nonenzymatic glucose biosensors. Sens. Actuators B Chem. 2014, 203, 471-476. [CrossRef]
Verma, N.; Kumar, N. Synthesis and Biomedical Applications of Copper Oxide Nanoparticles: An Expanding Horizon. ACS
Biomater. Sci. Eng. 2019, 5, 1170-1188. [CrossRef]

Li, B.; Lai, G.; Zhang, H.; Hu, S.; Yu, A. Copper chromogenic reaction based colorimetric immunoassay for rapid and sensitive
detection of a tumor biomarker. Anal. Chim. Acta 2017, 963, 106-111. [CrossRef]

Xu, Y,; Gao, Y.; Zhao, X.; Xu, X.; Zhou, W,; Liu, Y,; Li, C.; Liu, R. A sensitive atomic absorption spectrometric metalloimmunoassay
with copper nanoparticles labeling. Microchem. |. 2016, 126, 1-6. [CrossRef]

Deng, D.; Hao, Y.; Xue, J.; Liu, X.; Xu, X,; Liu, L. A Colorimetric Enzyme-Linked Immunosorbent Assay with CuO Nanoparticles
as Signal Labels Based on the Growth of Gold Nanoparticles In Situ. Nanomaterials 2018, 9, 4. [CrossRef]

Li, Y.; Hong, M.; Lin, Y.; Bin, Q.; Lin, Z.; Cai, Z.; Chen, G. Highly sensitive electrochemical immunoassay for HIN1 influenza
virus based on copper-mediated amplification. Chem. Commun. 2012, 48, 6562-6564. [CrossRef] [PubMed]

Ye, J.; Wu, Y; Guo, Q.; Lu, M.; Wang, S.; Xin, Y.; Xie, G.; Zhang, Y.; Mariappan, M.; Wang, S. Development and Interlaboratory
Study of a Liquid Chromatography Tandem Mass Spectrometric Method for the Determination of Multiple Mycotoxins in Cereals
Using Stable Isotope Dilution. J. AOAC Int. 2018, 101, 667-676. [CrossRef]

He, E; Wang, J.; Yin, B.C.; Ye, B.C. Quantification of Exosome Based on a Copper-Mediated Signal Amplification Strategy. Anal.
Chem. 2018, 90, 8072-8079. [CrossRef] [PubMed]

Séverac, F; Alphonse, P; Esteve, A.; Bancaud, A.; Rossi, C. High-Energy Al/CuO Nanocomposites Obtained by DNA-Directed
Assembly. Adv. Funct. Mater. 2012, 22, 323-329. [CrossRef]

Ma, Z.; Guan, Y,; Liu, H. Synthesis and characterization of micron-sized monodisperse superparamagnetic polymer particles
with amino groups. J. Polym. Sci. Part. A Polym. Chem. 2005, 43, 3433-3439. [CrossRef]

Sun, S.; Zhao, R.; Feng, S.; Xie, Y. Colorimetric zearalenone assay based on the use of an aptamer and of gold nanoparticles with
peroxidase-like activity. Mikrochim. Acta 2018, 185, 535-540. [CrossRef]

Yugender Goud, K.; Hayat, A.; Satyanarayana, M.; Sunil Kumar, V.; Catanante, G.; Vengatajalabathy Gobi, K.; Marty, J.L. Aptamer-
based zearalenone assay based on the use of a fluorescein label and a functional graphene oxide as a quencher. Microchim. Acta
2017, 184, 4401-4408. [CrossRef]

Chen, X.; Huang, Y.; Duan, N.; Wu, S.; Ma, X,; Xia, Y.; Zhu, C.; Jiang, Y.; Wang, Z. Selection and identification of ssDNA aptamers
recognizing zearalenone. Anal. Bioanal. Chem. 2013, 405, 6573-6581. [CrossRef]

Fang, G.; Fan, C.; Liu, H.; Pan, M.; Zhu, H.; Wang, S. A novel molecularly imprinted polymer on CdSe/ZnS quantum dots for
highly selective optosensing of mycotoxin zearalenone in cereal samples. RSC Adv. 2014, 4, 2764-2771. [CrossRef]

Beloglazova, N.V.; Sobolev, A.M.; Tessier, M.D.; Hens, Z.; Goryacheva, 1.Y.; De Saeger, S. Fluorescently labelled multiplex lateral
flow immunoassay based on cadmium-free quantum dots. Methods 2017, 116, 141-148. [CrossRef] [PubMed]

Llorent-Martinez, E.J.; Fernandez-Poyatos, M.P.; Ruiz-Medina, A. Automated fluorimetric sensor for the determination of
zearalenone mycotoxin in maize and cereals feedstuff. Talanta 2019, 191, 89-93. [CrossRef]

Shao, M.; Yao, M.; Saeger, S.; Yan, L.; Song, S. Carbon Quantum Dots Encapsulated Molecularly Imprinted Fluorescence
Quenching Particles for Sensitive Detection of Zearalenone in Corn Sample. Toxins 2018, 10, 438. [CrossRef] [PubMed]


http://doi.org/10.1002/jbm.a.35654
http://www.ncbi.nlm.nih.gov/pubmed/26779606
http://doi.org/10.3390/toxins11100583
http://doi.org/10.1007/s00216-020-02897-x
http://www.ncbi.nlm.nih.gov/pubmed/32856110
http://doi.org/10.1016/j.foodcont.2018.11.006
http://doi.org/10.1039/c3ra23455j
http://doi.org/10.1016/j.jallcom.2016.10.144
http://doi.org/10.1016/j.snb.2014.06.128
http://doi.org/10.1021/acsbiomaterials.8b01092
http://doi.org/10.1016/j.aca.2017.01.030
http://doi.org/10.1016/j.microc.2015.11.041
http://doi.org/10.3390/nano9010004
http://doi.org/10.1039/c2cc31990j
http://www.ncbi.nlm.nih.gov/pubmed/22628067
http://doi.org/10.5740/jaoacint.17-0340
http://doi.org/10.1021/acs.analchem.8b01187
http://www.ncbi.nlm.nih.gov/pubmed/29890831
http://doi.org/10.1002/adfm.201100763
http://doi.org/10.1002/pola.20803
http://doi.org/10.1007/s00604-018-3078-x
http://doi.org/10.1007/s00604-017-2487-6
http://doi.org/10.1007/s00216-013-7085-9
http://doi.org/10.1039/C3RA45172K
http://doi.org/10.1016/j.ymeth.2017.01.004
http://www.ncbi.nlm.nih.gov/pubmed/28126557
http://doi.org/10.1016/j.talanta.2018.08.049
http://doi.org/10.3390/toxins10110438
http://www.ncbi.nlm.nih.gov/pubmed/30373310

	Introduction 
	Materials and Methods 
	Reagents and Chemicals 
	Apparatus and Measurements 
	Preparation and Characterization of CuO NP–Anti-ZEN Conjugates 
	Synthesis and Characterization of the Complex (MB-BSA-ZEN) between Magnetic Bead (MB) and Complete Antigen (BSA-ZEN) 
	The Study of Fluorescence Stability of SGHK-Dns 
	Cu2+ Detection Procedure 
	Sample Preparation and Extraction 
	Linear Relationship and Detection Limit 
	Specificity of the Assay 
	Analytical Application for Actual Samples 

	Results and Discussion 
	The Principle of the CuO NP-Based Immunosensor for ZEN Detection 
	Synthesis and Characterization of Antibody (Anti-ZEN)-Labeled CuO NPs 
	The Interaction Principle between Cu2+ and SGHK-Dns and the Fluorescence Stability Study of SGHK-Dns 
	Synthesis and Characterization of Complex (MB-BSA-ZEN) between MB and Complete Antigen (BSA-ZEN) 
	The Study of Nonspecific Adsorption and the Optimal Reaction Time 
	Analysis Performance 
	Specificity Analysis 
	Analytical Application for Actual Samples 

	Conclusions 
	References

