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fluorescent and colorimetric biosensors†
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Cortisol is a stress hormone and abnormal secretion of cortisol is related to many chronical diseases and

neurological disorders. To detect cortisol, two DNA aptamers have been reported so far: 15-1 and CSS.1. In

this work, two truncated aptamers were compared: 40-mer 15-1a and 42-mer CSS.1 using isothermal

titration calorimetry, where only CSS.1 showed binding with a Kd of 245 nM. We then explored the label-

free fluorescence and colorimetric detection methods of cortisol. Using SYBR Green I to stain the

aptamers, CSS.1 showed 53% saturated fluorescence enhancement, and this assay allowed us to conclude

that its binding was independent of Na+ and only weakly dependent on Mg2+. Moreover, two mutants and

three truncated aptamers of CSS.1 were evaluated. In addition, cortisol had no effect on the colloidal

stability of gold nanoparticles (AuNPs) and did not affect DNA adsorption by AuNPs, allowing a colorimetric

assay of cortisol binding. While a cortisol-dependent color change was observed, this assay was interfered

by other molecules that can cause aggregation of AuNPs such as dopamine. Since none of these assays

showed cortisol binding with the truncated 15-1a aptamer, we concluded that 15-1a cannot bind to

cortisol, and a more careful truncation study on the original aptamer is needed.

Introduction

Cortisol is a stress hormone secreted by the adrenal gland
during psychological or physical stresses.1 Cortisol is the end-
product of the hypothalamic–pituitary–adrenal (HPA) axis.2

The accumulation of cortisol increases the concentrations of
fat and amino acids, which can lead to many diseases (e.g.,
Cushing's disease, autoimmune disease, cardiovascular
complications, and type 2 diabetes) and neurological
disorders (depression and anxiety disorders).3,4 In contrast,
abnormally low cortisol levels can lead to Addison's disease,
which results in hypercholesterolemia, weight loss, and
chronic fatigue.4 The serum total cortisol concentrations in
COVID-19 patients were higher than those in patients without
the infection.5 Therefore, methods for measuring cortisol
levels have been extensively developed over the past decade to
quantitatively analyze stress levels.

While immunoassays have been used for the detection of
cortisol in serum,6–8 these assays are in a competitive format
and thus are signal-off sensors. In this regard, aptamer-based
biosensors have the advantage of producing signal-on
sensors.9,10 In addition, DNA aptamers are more stable, more
cost-effective, and more consistent than antibodies.11–13 So
far, two DNA aptamers for cortisol have been reported. In
2014, Martin et al. reported a full-length 85-nucleotide (nt)
aptamer, and the random region contained 40-nt.14 Using
microscale thermophoresis, its Kd was determined to be 16.1
μM, which was comparable with the 6.9 μM Kd obtained from
equilibrium dialysis. Many subsequent biosensor studies
used the full-length aptamer,15–19 while some also used only
the 40-nt random region, although rigorous binding assays to
confirm binding of the truncated aptamer have yet to be
performed.20–23

In 2017, the Stojanovic group selected a few high-affinity
aptamers for steroids, including cortisol and they bind with
Kd's ranging from 30 nM to 140 nM.24 These aptamers were
much less used for biosensors probably because they were
reported later.25 We noticed that both aptamer selection
experiments were performed by the immobilization of the
DNA libraries,9,26–30 although the library design was different.

Label-free aptamer biosensors are attractive since they are
cost-effective.31–34 At the same time, they can also offer
fundamental insights into aptamer binding reactions. Two
types of label-free biosensors are very common. One type uses
DNA staining dyes such as SYBR Green I (SGI) and thioflavin

Sens. Diagn., 2022, 1, 541–549 | 541© 2022 The Author(s). Published by the Royal Society of Chemistry

aMOE Key Laboratory for Industrial Biocatalysis, Institute of Biochemical

Engineering, Department of Chemical Engineering, Tsinghua University, Beijing,

100084, China. E-mail: chongzhang@mail.tsinghua.edu.cn
bDepartment of Chemistry, Waterloo Institute for Nanotechnology, University of

Waterloo, 200 University Avenue West, Waterloo, Ontario N2L 3G1, Canada.

E-mail: liujw@uwaterloo.ca

† Electronic supplementary information (ESI) available: The two tested mutated
aptamers CSS.1-mt1 and CSS.1-mt2; the ITC results of titrating 200 μM cortisol
into 10 μM 15-1a aptamer; the colloidal stability of AuNPs with different
concentrations of NaCl; optimization of the NaCl concentration for the
colorimetric assay. See DOI: https://doi.org/10.1039/d2sd00042c

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

5 
A

pr
il 

20
22

. D
ow

nl
oa

de
d 

on
 1

2/
4/

20
25

 8
:0

0:
20

 P
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
View Journal  | View Issue

http://crossmark.crossref.org/dialog/?doi=10.1039/d2sd00042c&domain=pdf&date_stamp=2022-05-19
http://orcid.org/0000-0001-5918-9336
https://doi.org/10.1039/d2sd00042c
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2sd00042c
https://pubs.rsc.org/en/journals/journal/SD
https://pubs.rsc.org/en/journals/journal/SD?issueid=SD001003


542 | Sens. Diagn., 2022, 1, 541–549 © 2022 The Author(s). Published by the Royal Society of Chemistry

T, resulting in a fluorescence intensity change upon target
binding.34,35 The other type uses gold nanoparticles
(AuNPs).36 For this method to work, it is important to study
the interaction between AuNPs and cortisol. If they interact
strongly, AuNP-related biosensors (e.g. surface plasmon
resonance, surface-enhanced Raman scattering, and even
electrochemistry with gold electrodes) need to consider such
interactions.31 While AuNP-based detection has also been
used for the cortisol aptamers,15,20 little was known regarding
the interaction between cortisol and AuNPs.

In this work, we aimed to achieve three related goals.
First, we compared these two aptamers side-by-side using a
range of binding assays. Second, we studied the interaction
between cortisol and AuNPs and tested whether the AuNP-
based label-free colorimetric assay can be applied for the
detection of cortisol or not. Finally, we also studied a
fluorescent label-free biosensor and used it to understand
the binding properties of the aptamers.

Materials and methods
Chemicals

All of the DNA samples were purchased from Integrated DNA
Technologies (IDT, Coralville, IA). The sequences and
modifications of the DNAs are listed in Table S1.† Cortisol,
deoxycholic acid, 17β-estradiol, thymidine and dopamine
were purchased from Sigma-Aldrich. Citrate-capped AuNPs
(13 nm) were prepared based on the literature method, and
the as-prepared AuNPs were ∼10 nM.37 Milli-Q water was
used for preparing buffers and solutions.

Buffers

To study aptamer binding under different conditions, a
number of buffers were prepared. Buffer 1 (the buffer used
for selecting the CSS.1 aptamer): 20 mM HEPES (pH 7.5), 5
mM KCl, 1 M NaCl and 10 mM MgCl2. Buffer 1-1: 20 mM
HEPES (pH 7.5), 5 mM KCl, 100 mM NaCl and 10 mM MgCl2.
Buffer 1-2: 20 mM HEPES (pH 7.5), 5 mM KCl, 100 mM NaCl
and 2 mM MgCl2. Buffer 1-3: 20 mM HEPES (pH 7.5), 5 mM
KCl and 100 mM NaCl. Buffer 2 (the buffer used for selecting
the 15-1 aptamer): 50 mM HEPES (pH 7.5), 137 mM NaCl and
5 mM MgCl2. Buffer 3 (the buffer used for avoiding the
adsorption of HEPES on AuNPs): 10 mM phosphate (pH 7.5)
and 1 mM MgCl2. Artificial interstitial fluids (ISF): 2.5 mM
CaCl2, 10 mM HEPES, 3.5 mM KCl, 0.7 mM MgSO4, 123 mM
NaCl, 1.5 mM NaH2PO4, 7.4 mM sucrose, pH 7.5.38

Isothermal titration calorimetry (ITC) assays

ITC was performed using a VP-ITC microcalorimeter
instrument (MicroCal) following previously reported
procedures.30 Prior to each measurement, all of the solutions
were degassed for 5 min to remove air bubbles. DNA aptamer
(5 μM) in buffer was loaded in the ITC cell (1.45 mL) at 25 °
C. Cortisol (100 μM) in the same buffer was titrated (20 μL
each time) into the cell through a syringe, except for the first

injection (2 μL). The enthalpy (ΔH) and association constant
Ka were obtained by fitting the titration curves to a one-site
binding model using the Origin software. Buffer 1, 1-1, 1-2,
and 1-3 were used for CSS.1-related aptamers. Buffer 2 was
used for 15-1-related aptamers.

Label-free fluorescence binding assays

The 500 μL reaction containing 1× buffer, 5 μM aptamer, 0.5×
SGI dye and various concentrations of cortisol. Fluorescence
spectra with 522 nm excitation were measured using a Varian
Eclipse fluorimeter. Buffer 1-1, 1-2, 1-3, and 3 and ISF were used
for CSS.1-related aptamers. Buffer 2 was used for 15-1-related
aptamers. The Kd values were obtained by fitting the curve using
the equation F = FmaxX/(Kd + X) + F0, where F is the measured
fluorescence intensity, Fmax is the maximum fluorescence
intensity, X is the cortisol concentration, and F0 is the measured
background fluorescence without cortisol.

Cortisol adsorption by AuNPs

To evaluate the effect of cortisol on the colloidal stability of
AuNPs, 35 μL AuNPs (13 nm, 10 nM) were mixed with 5 μL
various concentrations of cortisol, 50 μL 2× buffer 3 (20 mM
phosphate, 2 mM MgCl2, pH 7.5) and 10 μL Milli-Q water.
After incubation for 5 min, the UV-vis spectra and
photographs were taken. To evaluate the adsorption of
cortisol by AuNPs, 35 μL AuNPs were first mixed with 5 μL
cortisol of different concentrations in 50 μL 2× buffer 3. After
incubation for 5 min, 5 μL FAM-DNA (4 μM) was introduced.
After 5 min incubation, 5 μL NaCl (1.3 M) was added
followed by 5 min incubation. The resulting mixture was then
centrifuged and washed three times to remove the free DNA,
and the supernatant was collected and diluted 20 times with
buffer 3. The fluorescence intensity with 522 nm excitation
was measured (F1). The precipitation was resuspended with
buffer 3 to 99 μL. After being treated with 1 μL KCN (final 1
mM), the solution was diluted 20 times with buffer 3 and its
fluorescence intensity was recorded as F2. The fraction of
DNA adsorption by AuNPs was calculated to be F2/(F1 + F2).

AuNP-based label-free colorimetric assays

To evaluate the performance of aptamers with the typical
aptamer-based colorimetric detection method, 5 μL aptamer
(4 μM) was first mixed with 5 μL cortisol of different
concentrations in 50 μL 2× buffer 3. After incubation for 5
min, 35 μL AuNPs were introduced. After incubation for 5
min, 5 μL NaCl (1.3 M) was added. After incubation for 5 min,
the UV-vis spectra were acquired and photographs were taken.

Results and discussion
The two cortisol aptamers

Both of the previously reported cortisol aptamers were isolated
using the library-immobilization selection method,14,24 with the
random regions containing 40- or 30-nt. A careful comparison of
the secondary structures of the libraries revealed a major
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difference in the library design in the fixed primer binding
regions (PBRs). The library used by Martin et al. had an intra-PBR
hairpin (Fig. 1A, the hairpin on the 5′ side of the top panel), while
Stojanovic's library had an inter-PBR hairpin (Fig. 1B). During
aptamer selection, such hairpins were intended to facilitate
cortisol binding sequences to dissociate from the immobilization
columns upon target binding. Such a difference was also
reflected in the predicted secondary structure of the aptamers.
The full-length 15-1 aptamer reported by Martin et al. retained
the hairpin in its predicted secondary structure, and the central
random region seems to form its own structure. So far,
truncation to 15-1 was made by simply removing the two
PBRs.14,20 After truncation, the 40-mer sequence (named 15-1a)
still has overhangs outside the hairpin. Thus, we also further
truncated it to obtain a 25-mer sequence named 15-1b (Fig. 1C).
In this work, we only tested the truncated sequences, since it's
difficult to use the full-length 85-mer for rational biosensor
design.

Based on the secondary structure of the CSS.1 aptamer,
the truncation is quite straightforward. If eight base pairs are
retained in the aptamer, the length is 46-mer. In this study,
we keep six base pairs and the aptamer is 42-mer (Fig. 1D).
In addition, three further truncated CSS.1 aptamers were
tested, where the stem was shortened from 6 to 4, 3 and 2
base pairs (Fig. 1E). To ensure specificity of binding, we also
included two mutants for this study by changing a few
nucleotides in the random region of CSS.1 (Fig. S1†).

ITC binding assays

Our first goal was to compare these two aptamers for cortisol
binding. To directly study the binding reactions, we performed

ITC by titrating cortisol into different aptamers,39 and the rate
of heat release was recorded. For CSS.1, the reaction was
exothermic as indicated by the downward spikes of the
thermograms in Fig. 2A. After subtracting the background heat,
the net heat was integrated and fitted to a one-site binding
model (Fig. 2A, the lower panel), from which the dissociation
constant (Kd) was calculated to be 245 ± 39 nM, indicating the
binding of cortisol with CSS.1. This value was comparable with
the 100 nM Kd from the fluorescence-based DNA strand
displacement assay reported previously.24 To further confirm
the binding, two mutants of CSS.1 were designed (CSS.1-mt1:
G7A and A24G double mutant and CSS.1-mt2: G7T, see Fig.
S1†), which showed no binding (Fig. 2B and C). Thus, the G7
base in CSS.1 was critical for the binding. We then titrated
cortisol into the 15-1a aptamer, but no binding was observed
(Fig. 2D). In order for the binding to take effect, we doubled the
concentration of the aptamer to 10 μM (Fig. S2†), but still no
heat change was observed, indicating no binding between
cortisol and 15-1a.

Salt-dependent binding

Salt concentration is essential to the interaction between
aptamers and targets, and it is also critical for biosensors. For
example, the binding of SGI and DNA is strongly affected by
salt,40 and the colloidal stability of AuNPs is also determined by
salt.41 1 M NaCl was used in the selection of the CSS.1 aptamer.
To test for physiologically relevant conditions, 100 mM NaCl
solutions with different concentrations of Mg2+ were
investigated (Fig. 3). Compared with 1 M NaCl in Fig. 2A, 100
mM NaCl resulted in a slightly higher Kd of 656 ± 19 nM, which
indicated that lowering the concentration of Na+ did not have a

Fig. 1 The library design for the previous aptamer selection experiments with (A) intra- and (B) inter-PBR hairpins. (C) The truncated 40-mer
sequence 15-1a and the further truncated 25-mer sequence 15-1b. The secondary structures of (D) CSS.1, and its truncated (E) CSS.1-4bp, CSS.1-
3bp and CSS.1-2bp.
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strong effect on the affinity between the aptamer and cortisol
(Fig. 3A). By fixing the NaCl concentration at 100 mM, we
further dropped the Mg2+ concentration. The Kd was 1.9 ± 0.9
μM and 4.9 ± 0.7 μM in the buffer with 2 mM Mg2+ and no
Mg2+, respectively (Fig. 3B and C). A Kd of 4.9 μM is still quite
good for a small molecule. For example, the classic adenosine
aptamer has a Kd of around 6 μM in a buffer containing Mg2+.42

Therefore, Mg2+ was not required for the binding, but it was
helpful to achieve a higher binding affinity.

Fluorescence label-free detection of cortisol

After confirming the binding of the CSS.1 aptamer, we then
used a DNA staining dye to develop a label-free sensor, which
allowed us to further evaluate the binding of the aptamers.
As shown in Fig. 4A, aptamer binding to cortisol may

promote the formation of the hairpin structure, leading to
enhanced SGI fluorescence. In buffer 1-1 containing 100 mM
Na+ and 10 mM Mg2+, the fluorescence intensity indeed
increased with the increase of cortisol concentration
(Fig. 4B). The same phenomenon was observed in other
buffers (Fig. 4C). The Kd increased from 4.7 μM to 15.4 μM
with the concentration of Mg2+ decreasing from 10 mM to 0.
This trend was consistent with that in the ITC assay.
However, the Kd values in the SGI assay were higher (by 1.8
to 7.2 times) than those in ITC, which could be due to SGI
acting as a competitor for aptamer binding.

Moreover, the two mutated aptamers, CSS.1-mt1 and
CSS.1-mt2, were investigated (Fig. 4D). As expected, these
mutants did not lead to a fluorescence intensity increase
consistent with the ITC results. We further truncated the
three truncated CSS.1 aptamers (Fig. 1E), and the aptamers

Fig. 2 Comparison of the two aptamers and their mutants using ITC: (A) CSS.1; (B) CSS.1-mt1; (C) CSS.1-mt2; (D) 15-1a. Buffer 1 was used in (A)–
(C) and buffer 2 was used in (D). These buffers were used for the selection of these aptamers.

Fig. 3 Effect of the salt concentration on the CSS.1 aptamer. (A) 100 mM NaCl and 10 mM MgCl2. Kd = 656 ± 19 nM. (B) 100 mM NaCl and 2 mM
MgCl2. Kd = 1.9 ± 0.9 μM. (C) 100 mM NaCl. Kd = 4.9 ± 0.7 μM. Buffer 1-1, buffer 1-2 and buffer 1-3 were used in (A)–(C), respectively.
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with a shorter stem length had a lower affinity for cortisol
(Fig. 4E). The Kd of CSS.1-4bp was 9.8 μM, 1.75-times that of
CSS.1, whereas CSS.1-3bp and CSS.1-2bp showed a negligible
fluorescence change. Therefore, a minimum of 4bp was
required for this label-free sensing method. While 3bp might
also bind, such binding could not be probed using SGI. The
aptamer binding requires closing of the hairpin and thus if
the stem region is too short, the correct binding structure
cannot form. Our current CSS.1 aptamer has a 6bp stem,
which is sufficiently stable under physiological conditions
(e.g. 100 mM Na+; 1 mM Mg2+) with an Mfold predicted
melting temperature of 59.4 °C. Finally, we tested the 15-1a

and 15-b aptamers using the SGI assay (Fig. 4F), but no
cortisol-dependent fluorescence change was observed,
indicating a lack of binding with up to 100 μM cortisol.

Detection of cortisol in artificial interstitial fluids

Since the label-free fluorescence method showed a cortisol-
dependent signal change, we then evaluated its performance
in artificial interstitial fluids (ISF).38 Quantitative analysis
was performed by monitoring the fluorescence intensity after
the addition of various concentrations of cortisol. The
resulting plot of fluorescence intensity versus cortisol

Fig. 4 (A) Schematic of the SGI-based label-free fluorescent assay. (B) Fluorescence spectra of 5 μM CSS.1 mixed with 0.5× SGI in the presence of
different concentrations of cortisol. (C) Effect of the salt concentration on the CSS.1 aptamer. (D) Performance of the CSS.1 mutants. (E)
Performance of the truncated CSS.1 aptamers. (F) Performance of the 15-1a and 15-1b aptamers. The error bars indicate the standard deviation.

Fig. 5 Detection of cortisol in artificial ISF. (A) The linear range and the regression line. The dashed line indicates the background fluorescence
intensity without cortisol. (B) Specificity test with 20 μM cortisol or competing molecules. Inset: The structure of cortisol. The error bars indicate
the standard deviation. ****: P < 0.0001. (C) The structures of the tested competing molecules.
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concentrations was linear over the range of 1 μM to 10 μM
(Fig. 5A), and the detection limit was determined to be 742
nM. Moreover, deoxycholic acid, 17β-estradiol, thymidine and
dopamine were used to evaluate the specificity of the
detection method, and none of them showed significant
fluorescence signal changes (Fig. 5B and C), indicating that
the fluorescence change was due to specific cortisol binding.

Adsorption of cortisol onto AuNPs

Finally, we explored the possibility of label-free colorimetric
detection using citrate-capped AuNPs.37,43 With salt addition,
AuNPs would aggregate and turn from red to blue color.43

Upon adsorption of DNA oligonucleotides, the colloidal
stability of AuNPs increases making them more resistant to

Fig. 6 (A) A scheme showing the aptamer-based colorimetric detection method. (B) Effect of cortisol on the colloidal stability of the AuNPs. The
dashed line indicates the E630/E520 value without cortisol. Inset: A photograph of the AuNP samples. (C) Effect of cortisol and deoxycholic acid on
the salt-resistance of the AuNPs. NC means negative control, where no cortisol or deoxycholic acid was added. (D) Photograph of the data in (C).
(E) Effect of cortisol on the adsorption of FAM-labeled DNA. The error bars indicate the standard deviation.
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the salt.36 Most previous work on aptamer-based colorimetric
detection assumed a reaction scheme shown in Fig. 6A,
where the target molecule induced the folding of the aptamer
into a rigid structure and inhibited the adsorption of the
aptamer by AuNPs. After adding the salt, the sample turned
blue.31,44,45 In this mechanism, the interaction between the
target molecule and AuNPs was not considered. However, as
demonstrated for many target analytes, such as adenosine/
ATP,46 dopamine/melamine,47 quinine,48 kanamycin,49 and
Hg2+,50 their adsorption to AuNPs was critical and cannot be
ignored.31

Therefore, we investigated the interaction between cortisol
and the AuNPs. Firstly, the effect of cortisol on the colloidal
stability of the AuNPs was studied (Fig. 6B). The 13 nm
citrate-capped AuNPs had a strong surface plasmon peak at
520 nm. With the increasing NaCl concentration, the as-
prepared citrate-capped AuNPs gradually aggregated and the
color turned blue. The onset of the color change was around
32.5 mM NaCl by visual inspection, which was also
confirmed by UV-vis measurements (Fig. S3†). With the
addition of up to 100 μM cortisol to the AuNPs, the AuNPs
remained red, and the E630/E520 value indicative of the color
of the AuNPs remained constant with cortisol concentrations
ranging from 200 nM to 100 μM (Fig. 6B). Thus, either
cortisol did not adsorb onto the AuNPs, or the adsorption
did not decrease its colloidal stability.

We then investigated the effect of cortisol on the salt-
stability of the AuNPs (Fig. 6C and D). The AuNPs aggregated
and the color changed to blue by adding 32.5 mM NaCl in
the presence of 1 μM, 10 μM and 100 μM cortisol, indicating
that the colloidal stability of the AuNPs did not improve. As a
control, the effect of deoxycholic acid (a similar structure to
cortisol) was also investigated, where the stability of the
AuNPs significantly improved. The AuNPs remained red with
32.5 mM NaCl with the protection of 10 μM deoxycholic acid
(Fig. 6C, orange trace, orange trace), and they could resist 50
mM NaCl in the presence of 100 μM deoxycholic acid
(Fig. 6C, brown trace). Compared to cortisol, deoxycholic acid
has a carboxylic acid group, which could be the reason for its
adsorption and the stabilization of the AuNPs (a negative

charge). Therefore, deoxycholic acid can improve the stability
of the AuNPs by adsorbing on the gold surface, whereas
cortisol does not appear to strongly interact with the AuNPs.

Finally, we investigated whether cortisol can affect the
adsorption of DNA by AuNPs. Since AuNPs are strong
fluorescence quenchers, we used a FAM-labeled DNA (called
FAM-DNA) to follow DNA adsorption.51 Cortisol was first
mixed with the AuNPs before adding FAM-DNA. After
centrifugation, the adsorbed DNAs were precipitated together
with the AuNPs. The fluorescence intensity of the
supernatant was compared with the fluorescence intensity
from the dissolved pellets (using KCN) to calculate the
fraction of DNA adsorption (Fig. 6E). The fraction of the
adsorbed DNA did not change with up to 12.5 μM cortisol,
indicating that cortisol did not inhibit DNA adsorption by
AuNPs. With these experiments, we reason that it might be
possible to explore the typical aptamer-based colorimetric
detection method presented in Fig. 6A.

Label-free colorimetric detection of cortisol

To test for the label-free colorimetric detection, the NaCl
concentration was first optimized to achieve the most
sensitive DNA protection (Fig. S4†). Under the optimized
conditions, when using the CSS.1 aptamer, the E630/E520 value
increased modestly with the increasing cortisol concentration
from 125 nM to 12.5 μM and the linear range was from 1 μM
to 12.5 μM (R2 = 0.95). However, when the nonbinding
mutants CSS.1-mt1 and CSS.1-mt2 were used, a E630/E520
change was also observed, especially when the cortisol
concentration was below 2.5 μM (Fig. 7A). The red-to-blue
color change of the two mutant aptamers was also observed
(Fig. 7B). Since the color change was quite modest even
under the optimized conditions, it was difficult to distinguish
specific and nonspecific interactions. Therefore, we cannot
conclude that this colorimetric assay can be used for the
confirmation of aptamer binding.

Moreover, deoxycholic acid, 17β-estradiol, thymidine and
dopamine were used to evaluate the specificity of the AuNP-
based assay (Fig. 7C). In the presence of a 100 μM target

Fig. 7 Evaluation of the AuNP-based label-free biosensor for cortisol. (A) Performance of the different aptamers. (B) Photograph of the data in (A).
(C) Specificity test with 100 μM of each molecule. The error bars indicate the standard deviation of the measurements.
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molecule, 17β-estradiol, thymidine and dopamine changed
the color of the AuNPs from red to blue similar to that with
cortisol, while deoxycholic acid retained the red color. These
molecules have different interactions with the AuNPs, which
in turn affected the colorimetric assay leading to poor
specificity. Although a color change was observed with
various concentrations of cortisol, we would not call it a
sensor for cortisol due to the lack of specificity. Note that the
lack of specificity was not due to the aptamer, but due to the
interaction between these competing molecules and the
AuNPs. This problem might be solved by using organic dyes
to produce a color change.32

In the presence of various concentrations of cortisol,
aptamer 15-1a did not lead to much change in the E630/E520
value or AuNP color (Fig. 7A, green trace). So far, we did not
find evidence to support the binding of the truncated 40-mer
15-1a aptamer. Thus, the 85-mer full-length aptamer was
required for binding (binding was previously confirmed using
the microscale thermophoresis (MST),14 equilibrium
dialysis14 and electrochemical15 assays). The intra-PBR
hairpin in the library also suggested that the PBRs may not
be fully removed. Nevertheless, without appropriate
truncation and understanding of its minimal secondary
structure, it is difficult to use this full-length sequence for
rational biosensor design. Given that the CSS.1 aptamer had
a much higher affinity than the 15-1 aptamer, researchers are
likely to shift their focus on CSS.1 in future research.

Recently, a number of papers have been published to
scrutinize the binding of some commonly used aptamers52

for important analytes such as arsenic,53 ethanolamine,54

ampicillin,55 and some pesticides.56 None of them showed
binding. In this work, another example was discovered.
Truncation of aptamers would require a careful test of
binding and such binding assays cannot be skipped.

Conclusions

The DNA aptamers for cortisol, 15-1a (a truncated form of 15-
1) and CSS.1, were compared side-by-side using ITC, SGI
fluorescence spectroscopy and AuNP-based assays. Aptamer
15-1a did not bind to cortisol in any of these assays. Aptamer
CSS.1 showed a high binding affinity with a Kd of 245 nM
cortisol in its selection buffer. Na+ and Mg2+ were not
required for CSS.1, but Mg2+ was helpful to ensure a high
binding affinity. Moreover, two mutant aptamers of CSS.1
were evaluated and the G7 base was essential to ensure
aptamer binding. Three truncated aptamers of CSS.1 were
also evaluated and the binding affinity decreased with the
decreasing stem length of the aptamer. In addition, cortisol
had no effect on the colloidal stability of citrate-capped
AuNPs and did not affect DNA adsorption. Out of the two
label-free assays, the SGI fluorescence assay allowed cortisol
detection with a detection limit of 742 nM and showed
excellent specificity. However, the AuNP-based colorimetric
detection method failed to show a specific color change.
Finally, we concluded that the truncated 15-1a aptamer

cannot bind with cortisol, and more systematic and careful
truncation work on the original aptamer is needed. Aptamer
CSS.1 is an efficient aptamer for cortisol with high tolerance
to salt concentration, and it is recommended for future
biosensor work.
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