Microchimica Acta (2018) 185: 259
https://doi.org/10.1007/s00604-018-2811-9

ORIGINAL PAPER

@ CrossMark

Exonuclease-assisted multicolor aptasensor for visual
detection of ochratoxin A based on G-quadruplex-hemin
DNAzyme-mediated etching of gold nanorod

Xinhui Yu' - Yaohui Lin" « Xusheng Wang" - Liangjun Xu' - Zongwen Wang? - FengFu Fu'

Received: 23 February 2018 /Accepted: 14 April 2018 /Published online: 21 April 2018
© Springer-Verlag GmbH Austria, part of Springer Nature 2018

Abstract

An exonuclease-assisted multicolor aptasensor was developed for the visual detection of ochratoxin A (OTA). It is
based on the etching of gold nanorods (AuNRs) mediated by a G-quadruplex-hemin DNAzyme. A DNA sequence
(AG4-OTA) was designed that comprises a hemin aptamer and an OTA aptamer. OTA binds to AG4-OTA to form an
antiparallel G-quadruplex, which halts its digestion by exonuclease I (Exo I) from the 3'-end of AG4-OTA. Thus, the
retained hemin aptamer can bind to hemin to form a G-quadruplex-hemin DNAzyme. This DNAzyme has peroxidase-
like activity that catalyzes the oxidation of 3,3',5,5'-tetramethylbenzidine (TMB) by H,O, to produce its diimine
derivative (TMB?") in acidic solution. TMB?* can etch the AuNRs by oxidizing Au(0) into Au(I). This results in
the generation of rainbow-like colors and provides a multicolor platform for the visual detection of OTA. The assay is
based on the use of a single isolated aptamer and possesses obvious advantages such as multi-color visual inspection,
relatively high sensitivity and accuracy. It can be used to detect as little as 30 nM concentrations of OTA by visual
observation and even 10 nM concentrations by spectrophotometry. The method was successfully applied to the deter-
mination of OTA in spiked beer where it gave recoveries of 101-108%, with a relative standard deviation (RSD, n=15)
of <5%.
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Introduction (e.g. Penicillium verrucosum and Aspergillus ochraceus),

can be present in foodstuff such as cereals, wine, coffee
Ochratoxin A (OTA), a secondary metabolite of some  beans, nuts and animal feed [1, 2]. OTA represents a ma-
fungi belonging to the genera Aspergillus and penicillium  jor risk to human and animal health due to its nephrotox-
icity, immunotoxicity, genotoxicity, hepatotoxicity, and
teratogenic toxicity [3]. General methods utilized for the
detection of OTA include high performance liquid chro-
matography (HPLC), high performance liquid
chromatography-mass spectrometry (HPLC-MS) and im-
munoassay [4-6]. However, these methods have obvious
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element for detection of different targets such as drugs,
protein, and cell [7-9]. Unlike antibody, once the se-
quence of an aptamer was identified, it can be chemically
synthesized and modified in an inexpensive manner with
high reproducibility and long shelf life. Since OTA
aptamer has been reported in 2008 [10], it has been wide-
ly employed to develop various methods including sur-
face plasmon resonance, colorimetry, fluorometry, elec-
troanalysis, and so on for the rapid detection of OTA
[11-15]. The strategy of strand displacement has been
widely used to make the conformational changes of
aptamer upon OTA binding and therefore generate signal.
However, this strategy requires the optimization of
aptamer-complementary DNA sequence. Furthermore,
the strand displacement strategy may inevitably reduce
target-binding affinity, which will lead to the impairment
of performance. In addition, the previous colorimetric
methods for OTA are all based on the monochromic in-
tensity changes, which seriously confine the accuracy of
visual inspection.

G-quadruplex-hemin DNAzymes not only have horse-
radish peroxidase-like activity but also obvious advan-
tages over protein enzymes, such as low cost and high
stability against hydrolysis and heat treatment [16-19].
It has been widely used in some colorimetric methods to
catalyze substrate for producing colored product. These
colorimetric biosensors have some advantages, such as
low cost, on-site applicability, no requirement of expen-
sive instrument, and relatively short analysis time.
However, most of previous colorimetric biosensors just
present single color, which seriously confine the accuracy
of visual inspection. Gold nanorods (AuNRs) attracted
more and more attention because it has a broadly tun-
able aspect ratio (ratio of length to diameter) [20]. With
various aspect ratios, AuNRs suspended in solution
displayed a range of different colors and surface plas-
mon resonance (SPR) absorption. In view of above op-
tical properties, some multicolor assays based on the
etching of AuNRs have been developed for the visual
determination of some targets such as glucose, antigen
and ions [21-24]. This method is not only label-free,
non-modification and non-aggregation, but also is able
to perform visual detection with relatively better accu-
racy. With these facts in mind, we developed a multi-
color biosensor to perform the visual detection of OTA
by utilizing exonuclease I (Exo I) to differentiate the
conformational change between OTA-bound and free
aptamer, and using the catalytic product of 3,3',5,5'-
tetramethylbenzidine (TMB), its diimine derivative
(TMB?*), to etch AuNRs for generating multicolor sig-
nal. The success of the multicolor aptasensor provided a
potential approach for the instrument-free and on-site
visual detection of OTA in drink sample.
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Materials and methods
Reagents

Exonuclease I (E. coli) and RecJ; were purchased from New
England Biolabs (USA, https://international.neb.com/).
SYBR Gold was purchased from Invitrogen (USA, https://
www.thermofisher.com/cn/zh/home/brands/invitrogen.html).
Ochratoxin A (OTA), ochratoxin B (OTB) and aflatoxins B1
(AFB1) were purchased from Fermentek Ltd. (Israel,
http://fermentek.com/). HAuCl, was purchased from
Aladdin (Shanghai, China, http://www.aladdin-e.com/).
Cetyltrimethyl ammonium bromide (CTAB), TMB-H,0,
solution, and the other chemical reagents were purchased
from Sigma-Aldrich (USA, https://www.sigmaaldrich.com/).
All DNA were ordered from Sangon Biotech Co., Ltd.
(Shanghai, China, http://www.sangon.com/) and dissolved in
TE buffer (10 mM Tris, 1 mM EDTA, pH 7.5). DNA
concentrations were measured using a NanoDrop 2000
spectrophotometer (Thermo Scientific, USA, https://
www.thermofisher.com/). The DNA sequences were
showed in Table S1 (see electronic supporting material,
ESM). The probe AG4-OTA was a sequence combined
hemin aptamer (AG4, bold at the 5'-end) and OTA
aptamer (underline, at the 3’-end) with a linker of four
adenosines. OTA-34 and OTA-33 were OTA aptamer
lose first two and three nucleotides from 3’ end, respec-
tively. The other buffer used in the experiment is as
follow: reaction buffer (100 mM Tris, 500 mM MgCl,,
100 mM NaCl, 1.0 mg/mL BSA, pH 7.5), and TES
buffer (10 mM Tris, 1.0 mM EDTA, 2.2 M NaCl, 0.1 M
KCl, pH 7.5).

Preparation of gold nanorods

The AuNRs solution was prepared according to the typ-
ical seed-mediated method [25]. Firstly, the seed solu-
tion was prepared in a glass vial (25 mL) by adding
0.6 mL of 0.01 M freshly prepared NaBH, solution to
the mixture of 10 mL 0.1 M CTAB and 0.25 mL
0.01 M HAuCl, under vigorous stirring at 30 °C.
After 2 min, the stirring was turned off and the seed
solution was incubated at 30 °C for 2 h. The growth
solution was prepared by adding ascorbic acid (0.32 mL,
0.1 M) into a solution containing HAuCl, (2 mL, 0.01 M),
AgNO; (0.25 mL, 0.01 M), HCI (0.8 mL, 1 M) and CTAB
(40 mL, 0.1 M). Finally, 96 uL of the seed solution was
added into the 43.37 mL growth solution, and the mix-
ture was vigorously stirred for 10 s and then matured
for 24 h under static conditions at 30 °C. Then, 40 mL
of the prepared AuNRs was concentrated to obtain
AuNRs precipitate by centrifuging at 10000 rpm for
20 min, and the AuNRs precipitate was diluted to 40 mL with
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water and then was concentrated again by centrifuga-
tion. Finally, the AuNRs precipitate was re-dispersed
into 4 mL of CTAB solution (0.1 M) and stored in
room temperature for next use. The prepared AuNRs
has a ~55 nm length and ~14 nm diameter with a yel-
low color (see Fig. S1 in ESM). The concentration of
the AuNRs solution was about 0.41 nM, as calculated
according to an extinction coefficient of AuNRs at 740 nm of
4.0828 x 10° M "-cm ™' [26].

Colorimetric detection of OTA

All experiments were performed with the following pro-
cess unless specified otherwise. Firstly, 1.2 uL of 50 uM
AG4-OTA DNA solution and 6 puL of reaction buffer
were added into 46.8 uL of OTA standard or sample
solution, followed by adding 6 uL of Exonuclease I
(Exo I, 2 U/uL) to perform digestion process at 23 °C.
After 30 min digestion, 4 puL. of 160 uM hemin solution,
which was prepared in TES buffer, was added.
Subsequently, the mixture solution was heated at 95 °C
for 2 min to inactivate Exo I following by incubation at
30 °C for 10 min. After adding 16 pL of TMB-H,0,
solution, the whole solution was reacted for 30 min ac-
companying with color change from colorless to blue.
Then, the reaction was stopped by adding 8 uL of 2 M
H,SO, to generate TMB diimine derivative (TMB>*),
which is bright yellow. Finally, 80 uL of above solution
was gently mixed with AuNRs solution (5.4 pL of
AuNRs stock solution diluted into 10.6 uL of 0.4 M
CTAB solution). After reaction for 10 min, the color of
solution was recorded by the camera, and the absorbance
spectrum of solution was measured from 400 to 1000 nm
by Tecan Spark 10 M microplate-reader (Tecan,
Switzerland, https://www.tecan.com/). To evaluate the
effect of experimental conditions on the etching
AuNRs, the signal gain defined as (Aotaw) - Aotac))
/(AoTa(-) - Aaunrs) Was calculated. In this formula,
Aota) and Agra present the maximal absorption wave-
length of etched AuNRs solution in the presence and absence
of OTA respectively, and Asunrs presents the maximal
absorption wavelength of AuNRs solution without etch-
ing. Higher signal gain means relatively bigger differ-
ence between Agra+) and Agrac), and relatively smaller
difference between Apra) and Aaungs.

Detection of OTA in beer samples

Firstly, beer was degassed in ultrasonicator for 5 min. Then,
the OTA in beer samples was directly detected according to
above process, and the data was compared with that obtained
with standard method, HPLC-MS [27].

Results and discussion
Principle of multicolor detection

The detailed principle of multicolor detection is schematically
illustrated in Scheme 1. The AG4-OTA DNA sequence,
which combines hemin aptamer and OTA aptamer (at the 3’
end) with a linker of four adenosines, is used as probe. In the
presence of OTA, AG4-OTA sequence bound to OTA to form
an antiparallel G-quadruplex conformation. This antiparallel
G-quadruplex conformation halts the Exo I digestion from the
3" end of AG4-OTA, which results in the remaining of AG4
sequence (hemin aptamer). Upon the addition of hemin, he-
min can bind with AG4 sequence to form G-quadruplex-
hemin DNAzyme, which has peroxidase activity and can cat-
alyze H,0, to oxidize TMB into blue TMB™. After adding
with H,SO,, the H,O,-mediated oxidization of TMB was
stopped and the resulting TMB* was oxidized to produce
yellow TMB**. The TMB** can etch AuNRs to decrease the
aspect ratios of AuNRs and thus generate color change. With
the increasing of OTA concentration, the TMB* concentra-
tion increased, and as a result, the aspect ratios of AuNRs
gradually decrease, which makes the solution display a color-
ful transition as shown in Scheme 1. Whereas, in the absence
of OTA, the AG4-OTA sequence forms as random coil and
thus can be totally digested into mononucleotides by Exo I.
Hemin cannot bind with mononucleotides to form G-
quadruplex-hemin DNAzyme, and thus were not able to cat-
alyze H,O,-mediated oxidization of TMB to produce TMB?*
in acidic solution. So, AuNRs do not be etched and thus re-
main the original color. This provides a colorful sensing plat-
form for the visual detection of OTA based on multicolor
discrimination. The etching mechanism of AuNRs by
TMB?" has been reported in previous studies [28, 29]. In the
present of CTAB, CTAB in the AuNRs solution can partly
ionize into Br and CTAY, and the released Br and CTA*
can complex with Au(I) to form [AuBr* -CTA*]/Au(0) redox
electric pair, which has a redox potential <0.2 V (versus nor-
mal hydrogen electrode, NHE) [28]. The redox potential of
TMB?* is in the range 0f 0.22—0.7 V (versus NHE), therefore,
the TMB?* can effectively oxidize Au(0) into Au(l) in the
present of CTAB and thus realize the etching of AuNRs [24].

To confirm the feasibility of our strategy, the diges-
tion products of OTA aptamer were firstly characterized
by 15% denaturing polyacrylamide gel electrophoresis
(PAGE, details see electronic supporting material 1,
ESM 1). Two exonucleases, Exo I and RecJs, which
were reported can specifically degrades single-strand
DNA form 3’ to 5’ and 5’ to 3’ respectively, were
employed to digest OTA aptamer. As observed in
Fig. la, in the absence of OTA, OTA aptamer was
completely digested into mononucleotides by Exo I.
Whereas, in the presence of OTA, OTA aptamer was
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Scheme 1 The schematic illustration of the principle of exonuclease-assisted multicolor OTA detection

digested by Exo I to lose only two nucleotides to gen-
erate a 34-nt major product (OTA-34) after a 30-min
reaction. This is because that OTA bind to OTA
aptamer and OTA-34 to form antiparallel G-quadruplex,
and thus inhibits Exo I digestion. To confirm whether
the Exo I activity was inhibited by OTA-bound aptamer
or by OTA itself, the random DNA, which is a single-
strand DNA without binding affinity to OTA, was used
to perform the same digestion reaction. As shown in
Fig. 1b, no digestion inhibition was observed, indicating
that OTA itself can not affect Exo I activity. The circular
dichroism spectra also showed both OTA aptamer and OTA-
34 can bind to OTA to form antiparallel G-quadruplex
(Fig. le). These results indicated that the antiparallel G-
quadruplex conformation formed by OTA-bound aptamer
efficiently inhibited the Exo I digestion. For the Reclg
digestion experiment, the similar results were found that

(a) OTA aptamer + Exo |
Time (min) 10 20 30

OTA - + = + - +
36 Nt w— o

~

33 nt - -
(b) Random DNA + Exo I

36 nt D e

(c) OTA aptamer + RecJ;
36 nt D s -

(d) Random DNA + RecJ;

36 NP s— —

Fig. 1 Figure on the left: The PAGE of Exo I digestion products of OTA
aptamer (a) and random DNA (b), and the PAGE of ReclJ; digestion
products of OTA aptamer (c¢) and random DNA (d). The symbols of
“-” and “+” in figure represent the digestion solution in the absence
and presence of OTA, respectively. Digestion temperature were 23 °C
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OTA-bound aptamer inhibited the ReclJ¢ digestion in first
nucleotide (Fig. 1c) and OTA was unable to affect Recly
activity (Fig. 1d). By considering that the RecJ; digestion
experiment must be performed at 37 °C and the price of
RecJ; was more expensive than that of Exo I, Exo I was
selected.

The morphology, color and SPR adsorption spectrum of
AuNRs for detecting different concentrations of OTA were
also investigated to further confirm the feasibility of our strat-
egy. As results shown in Fig. 2, with the increasing of OTA
concentration from 0 to 200 nM, the length of AuNRs
decreased from ~55 nm to ~33 nm (the statistical
distribution of AuNRs length was shown in Fig. S2 in
ESM), and the color of solutions changed from yellow
to blue. Correspondingly, the longitudinal peak shifted
from 716 nm to 624 nm. All above results verified the
feasibility of our strategy.

——OTA aptamer

—— OTA aptamer + OTA

—OTA-34

—— OTA-34 + OTA

240 260 280 300 320 340
Wavelength (nm)

and 37 °C for the Exo I digestion and the RecJ; digestion, respectively.
Other conditions: [DNA] =1 uM, [MgCl,] =10 mM, [NaCl] =50 mM,
[OTA]=2 uM, [Exo I]=0.2 U/uL, [Reclg]=0.5 U/uL. Figure on the
right: The CD spectra (E) of OTA aptamer and OTA-34 in reaction buffer.
Other conditions: [DNA]=3 uM, [OTA] =10 uM
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Fig. 2 The TEM images, (a)

photograph and UV-Visible ab-

sorption spectra of AuNRs solu-

tion for detecting 0 nM (a),

100 nM (b), and 200 nM (c) of

OTA. Other conditions: [AG4- ,
OTA]=1 uM, [Exo I]=0.2 U/

pL, [hemin] = 10 uM, [TMB-H,

0,]=20 puL, [CTAB] =50 mM ‘

(c)

Optimization of Exo | digestion condition

The Exo I digestion of AG4-OTA is one of key considerations
in this method. By considering that Na* can induce OTA
aptamer to form antiparallel G-quadruplex structure [21], the
effect of sodium ion and magnesium ion on the Exo I diges-
tion reaction was investigated by a fluorescent experiment,
which uses SYBR Gold as fluorescent signal (details see
ESM 2). As observed in Fig. S3-A (see ESM), at a fixed
Mg2+ concentration of 10 mM, the activities of Exo I were
halted with the increasing of Na* concentration regardless of
the presence of OTA, indicating more antiparallel G-
quadruplex structures were formed in higher Na* concentra-
tion. The signal gain defined as (Forac-Fora)/Forac) was
calculated, and the maximum value was obtained in 10 mM
Na* solution (see Fig. S3-B in ESM). Mg** is necessary for
the activity of Exo I [22]. At a fixed Na* concentration of
10 mM, the activities of Exo I obviously increased with the
increasing of Mg®* concentration in the absence of OTA, but
only slightly increased in the presence of OTA (Fig. S3-C in
ESM). The signal gain reached a platform when Mg** con-
centration was 50 mM (Fig. S3-D in ESM). Therefore, a final
concentration of 10 mM Na* and 50 mM Mg>" was selected.

Optimization of etching condition

The etching experimental conditions including concentration
of hemin and CTAB, volume of TMB-H,0, solution, and the
reaction time of catalytic oxidation were optimized. The con-
centration of hemin and the volume of TMB-H,0O, solution

(b) R

100 nm 100 nm
- -
(d)o3s —
3 %% —8
& —C
3 0.271
c
©
£
o 0.184
]
a
<
0.09
’

400 500 600 700 800 900
Wavelength (nm)

100 nm

directly affect the amount of produced TMB?*, and thus affect
the etching of AuNRs. Generally, in the presence of OTA,
higher concentration of hemin and more volume of TMB-H,
0, solution will produce more amount of TMB** to effective-
ly etch AuNRs, but higher TMB* concentration may bring
higher background signal as well. The concentration of hemin
was optimized in the range from 5 to 30 uM. As Fig. S4-A
showed (see ESM), the signal gain defined as (Aotac+) -
Aota—)/Aotac) - Aaunrs) showed an obvious correlativity
with hemin concentration. The maximum value was obtained
when the concentration of hemin was 10 uM, and thus 10 uM
was selected as the optimal concentration of hemin. The vol-
ume of TMB-H,0, solution was optimized in the range from
12 to 24 uL, and 20 pL. was selected as the optimal volume of
TMB-H,0, solution (Fig. S4-B in ESM).

CTAB serves as the complexing agent in the oxidation
reaction of AuNRs [30]. The concentration of CTAB was
optimized in the range from 30 to 80 mM. The result (Fig.
S4-C in ESM) showed that the characteristic peak of TMB**
(452 nm) was reduce with increasing concentration of CTAB,
indicating the etching reaction was more completely performed
in higher CTAB concentration. However, when concentration
of CTAB is higher than 50 mM, the longitudinal peak of
AuNRs broadens and the peak value was a little redshift. This
phenomenon may attribute to non-uniform etching of the
AuNRs because the high CTAB concentration in AuNRs solu-
tion has higher viscosity that impedes rapid mixing of AuNRs
solution and TMB?* solution. So, 50 mM was selected as the
optimal concentration of CTAB. Finally, the reaction time of
catalytic oxidation of TMB was investigated. The result (Fig.

@ Springer
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AN (nm)

OTA AFB1 ZEN OTB Blank

Fig. 3 The selectivity of the method. The concentrations of OTA, AFBI,
ZEN and OTB are all 200 nM. Other conditions: [AG4-OTA]=1 uM,
[Exo I]=0.2 U/uL, [hemin] = 10 uM, [TMB-H,0,] =20 uL, [CTAB] =
50 mM

S4-D in ESM) showed that the signal gain increased with the
increasing of reaction time when reaction time is less than
30 min. When the reaction time is more than 30 min, the signal
gain was decrease since the background signal increased.
Hence, 30 min was selected as optimal reaction time.

Specificity for OTA determination

To evaluate the selectivity, other mycotoxins including AFB1,
ZEN, and OTB were chosen as the interferents. The longitu-
dinal peak shift induced by OTA and interferents (200 nM)
under the optimized conditions was compared. As Fig. 3
showed, compared with the blank, the longitudinal peak shift
were negligible in the case of other mycotoxins. Whereas, a
great longitudinal peak shift was observed in the case of OTA,
indicating that the assay has a high selectivity for OTA.

Fig. 4 The color change (a), UV- (a)
Visible spectra (b) and calibration 1
curve (c) for detecting different

concentration of OTA ' ‘
.

Analytical performance of the method

Under the optimal conditions, various concentrations of
OTA (10 nM - 2 uM) were tested. As shown in Fig. 4,
a series of color from yellow to purple were observed
in the solution while OTA concentration increased form
10 nM to 1.0 uM. The color change can be clearly
identified by bare eye observation when the OTA con-
centration is 30 nM, i.e. the visual detection limits is
30 nM for OTA. Correspondingly, the UV-visible spec-
tra of solutions showed that the longitudinal peak grad-
ually shifted from 716 nm to 595 nm with the increas-
ing of OTA concentration from 0.0 to 1.0 pM. The
longitudinal peak shift (AA) had a linear correlation
with the OTA concentration in the range of 10 to
200 nM. The method has a good repeatability with
RSD < 5%, and the detection limit was calculated to
be 10 nM by UV-visible spectrometry.

To demonstrate the potential application in real sam-
ple, the recovery rates were performed when four levels
of concentration of OTA were spiked in beer samples.
As results shown in Table 1, the spiked samples with
different concentrations of OTA displayed different
colors. For example, the spiked sample with 0.3 uM
OTA displayed purple which was similar to the colors
of standard samples with same OTA concentrations.
Another spiked samples had the same situation. The
Table 1 showed that the recovery rate was 101% to
108%, and RSD (n=15) was smaller than 5%. The re-
sults were consistent with those obtained with HPLC-
MS. It was reported that the OTA concentrations in beer
may vary in the range of 7.5 to 5850 nM [31]. Hence,
the method can be applied to visual measurement of

A
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Table 1 Analytical results of OTA in beer samples
OTA detected
UV-visible spectrometry
OTA added Bare eye
Sample . ) HPLC-MS
(nM) observation Concentration RSD Recovery (M)
n
(nM) (nM) (n=5, %) (%)

1 300 i ~300 N/A N/A 304.6

2 200 ' 214.5 5% 107% 201.6

3 100 ﬁ 108.4 4% 108% 98.9

4 50 g 50.6 4% 101% 48.8
“Data was not obtained since the concentration of OTA is beyond the linear range
OTA in real beer sample with satisfied accuracy and  Conclusions

sensitivity.

So far, most of colorimetric methods for the detection
of OTA were based on the monochromic intensity
changes [12, 32-35]. Compared to previous methods
(see Table S2 in ESM), the colorimetric method showed
multiple colors, which was more easily and accurately
distinguished by bare eyes observation without any in-
strument, corresponding to different OTA concentration.
In addition, the method has relatively low visual detec-
tion limit and short analysis time. Hence, the colorimet-
ric method provided a potential alternative for the
instrument-free and on-site visual detection of OTA in
drink sample.

In summary, a multicolor bioassay for the visual detection of
OTA based on the Exo I digestion of aptamer and G-
quadruplex-hemin DNAzyme-mediated etching of the
AuNRs was developed. AG4-OTA DNA sequence, which is
a signal-strand DNA combined hemin aptamer (AG4) and
OTA aptamer with a linker of four adenosines, was designed
as recognition probe. In the presence of OTA, OTA-bound
AG4-OTA halted the Exo I digestion and thus retaining com-
plete AG4 sequence. The retaining AG4 sequence can bind
with hemin to form G-quadruplex-hemin DNAzyme, which
possesses peroxidase activity and can effectively catalyze the
H,0,-mediated oxidization of TMB to product TMB?* in
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acidic solution. The obtained TMB?* can effectively etch
AuNRs to alter the aspect ratios of AuNRs, which
makes the solution display a colorful transition. This
provided a platform for fabricating multicolor OTA bio-
assay. It can be used to detect as little as 30 nM of OTA
concentration by bare eye observation and 10 nM of
OTA concentration by UV-visible spectrophotometry.
The biosensor was successfully applied to detect OTA
in beer sample with a recovery of 101-108% and a
RSD (n=5)<5%. The success in the present study pro-
vided a label-free and low-cost method for the
instrument-free and on-site visual detection of OTA in
drink sample.
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