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Abstract: Taking advantage of the high selectivity of aptamers and enzyme-free catalyzed hairpin
assembly (CHA) amplification strategy, we herein describe a label-free and enzyme-free sensitive
fluorescent and colorimetric strategy for thrombin detection in this paper. In the presence of
target, the corresponding aptamer of the partial dsDNA probes will bind to the target and
liberate the initiation strand, which is artfully designed as the “on” switch for hairpin assembly.
Moreover, the displaced initiation strand partakes in a multi-cycle process and produces numerous
G-quadruplexes, which have a remarkable enhancement in fluorescent/colorimetric signal from
NMM (N-methyl-mesoporphyrin IX) and TMB (3,3′,5,5′-tetramethylbenzidine), respectively. The
proposed amplification strategy for thrombin detection is of high sensitivity, down to 2.4 pM, and
also achieves colorimetric signals that are able to be distinguished by naked eye. More importantly,
the thermodynamics of interacting DNA strands used in our work, and the process of toehold
strand displacement-driven assembly are simulated before biological testing, verifying the feasibility
theoretically, and simplifying the subsequent actual experiments. Therefore, our approach and
simulation have a certain potential application in biomarker detection and quantitatively monitor for
disease diagnosis.

Keywords: thrombin detection; fluorescence; colorimetric; isothermal cycling signal amplification;
computation and simulation

1. Introduction

Biosensors are of critical importance for detection of bioactive molecules from a biomedical,
environmental, and security point of view [1,2]. Biomolecules related to the living activity in nature,
such as genes, proteins, and ions, have attracted growing attention in cancer diagnosis and biomedicine.
Some special proteins have a decisive function in the early stages of diagnosing a disease and
pathological state as the molecular mechanism of life [3]. Especially, thrombin, a pivotal enzyme for all
major thrombotic processes, plays an indispensable role in hemostasis, thrombosis, inflammation, and
vascular remodeling [4]. Accordingly, a series of methods for thrombin detection have been developed
in recent years, due to the important biological function of the protein [5–10]. Though enzyme-linked
immunosorbent assay (ELISA) has found widespread use in detecting protein [11,12], we have to
admit that the antibody-based assay is time-consuming, because it involves incubation, reaction, and
multi-step washing [13,14]. In order to reduce costs and simplify operations as much as possible,
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non-labeled approaches for protein detection have attracted increasing interest [5,6]. However, what
cannot be ignored is that a majority have no advantages in sensitivity and dynamic detection range.

To overcome this limitation of sensitivity, a variety of signal amplification techniques have been
put forward to study thrombin detection and medical diagnosis, including nicking enzyme-assisted
fluorescent signal enhancement [7,8], aptamer-based hybridization chain reaction [15], magnetic
microparticle-based sandwich assays [9,10], and so on. Unfortunately, the analytical strategies based
on enzymatic action and conjugation of aptamers with dye marker will lead to new problems, while
these methods can largely improve the low sensitivity. For example, the binding affinity between
modified aptamers and molecular target may be different from the previous one [16]. In addition, the
activity of protein enzymes also depends, to a large extent, on the reaction conditions [17]. For these
reasons, it is extremely necessary to develop various signal amplification methods for the detection of
small molecules without involving of enzymes or modification of aptamers.

Catalytic hairpin assembly (CHA) is an isothermal, enzyme-free signal amplification reaction
based on strand displacement reaction [18]. It has been extensively utilized to design sensitive
biosensors for nucleic acids, proteins, and small molecules, due to many outstanding features, such as
highly specific Watson–Crick base-pairing capability and excellent biocompatibility [7,17,19]. However,
most of the CHA-based detection methods necessitate modification with fluorophore and quencher,
which increases the overall cost and complexity of detection. Therefore, in the process of CHA reaction,
we introduce a kind of special DNA structure, G-quadruplex, instead of modification. In recent
years, their great potential in the design and application of innovative biosensing for molecular
detection has been found [20–22]. The formation of special DNA structure would significantly
enhance fluorescence under the action of the special cationic dyes, which is extensively used in
development of biosensors [23,24]. For example, it will strongly interact with NMM, yielding a
significantly enhanced fluorescence together [25,26]. On the other hand, the certain G-rich DNA
sequences can work with the hemin to form peroxidase-mimicking DNAzymes, catalyzing the
H2O2-mediated oxidation [27,28]. Therefore, the G-quadruplex/hemin enzyme has been adopted in
various chemiluminescent, colorimetric, and fluorescent biosensors for the quantitative detection of
biomolecules and the activity analysis of enzymes [29–31].

In fact, biological experiments usually have the disadvantages of complex operation, and being
time-consuming and expensive, and computer technology can solve these problems, to some extent, by
simulation. Among them, the full tertiary structure and the associated biological function of nucleotide
sequences found in living organisms can be simulated and predicted by calculating the optimal free
energy secondary structure [32]. A functional nucleic acid system can be constructed to execute
dynamic mechanical tasks by properly designing the nucleotide sequence [33]. Consequently, in order
to improve the efficiency and productivity of DNA device design and analysis, we innovatively
combine simulation with biological experiments during the design and analysis process of the
model [34].

On the basis of the above considerations, taking the advantages of the higher selectivity and
affinity of aptamers [35] based on enzyme-free catalyzed hairpin assembly (CHA), we proposed a
new enzyme-free, non-label sensitive fluorescence and colorimetric method to realize amplification
detection of thrombin [36]. Our method can reach visible color change, and has the advantage of
a low fluorescent detection limit, about 10−12 M. More importantly, the design can be visualized
and analyzed by simulations before biological testing, to eliminate some negative consequences and
simplify the subsequent actual experiments.

2. Experimental Details

2.1. Materials and Reagents

The DNA strands used in our experiments were purified from Sangon Biotech Co. (Shanghai,
China), and their sequences are list in Table 1. Thrombin derived from the bovine plasma (lyophilized
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powder, 40–300 NIH units/mg protein) and 3,3′,5,5′-tetramethylbenzidine (TMB) were obtained from
Sigma (St. Louis, MO, USA). N-methyl-mesoporphyrin IX (NMM) was purchased from J&K Scientific
Ltd. (Beijing, China) and diluted with dimethyl sulfoxide (DMSO). This prepared solution was kept
away from light at −20 ◦C before use. The fetal bovine serum samples were purchased from Lanzhou
Roya Bio-Technology Co. (Lanzhou, China), Led, and diluted with reaction buffer 10 times before use.
The others were purchased from Xi’an JingBo Bio-Technique Co. (Xi’an, China).

Table 1. Sequences of oligonucleotides.

Name Sequences (5′–3′)

Aptamer GGT TGG TGT GGT TGG AAT AGT C

S AGT CAC ACG GAC TAT TCC AA CC

H1 GGG TAA TAG TCC GTG TGA CTA TGG ACT ATA GGA GTC ACA CGG GCG GGT AGG G

H2 GGG TTG TAT GAC TCC TAT AGT CCA TAG TCA CAC GGA CTA TTG GGC GGG TAG GG

2.2. Apparatus

The fluorescence spectra can be measured using a fluorescent scanning spectrometer for NMM at
399 nm excitation and 610 nm emission by EnSpire ELIASA from PerkinElmer USA (Shanghai, China),
which was also used for absorbance measurements for TMB at 450 nm emission. The gel image was
obtained by Molecular Imager (Peiqing science & Technology. Co. Ltd., Shanghai, China).

2.3. Procedure for Thrombin Assay

H1, H2, and the mixed solution of aptamer/S strand (aptamer/S, 2 mM) were separately heated at
90 ◦C for 5 min, cooled down slowly to room temperature, and stored at 4 ◦C. Subsequently, thrombin,
aptamer/S probe solution (50 nM) and working buffer were mixed for 30 min at 37 ◦C. Then, H1
(300 nM) and H2 (300 nM) were mixed with the solutions above, and the self-assembly process lasted
for 120 min at 37 ◦C. After that, part of the product of CHA was combined with NMM (1.5 µM),
followed by incubation for 25 min at room temperature, and the fluorescence intensity was recorded,
finally. In addition, hemin (600 nM) was added into another part of solution above, and incubated at
25 ◦C. After 30 min, 490 µL TMB/H2O2 solution was mixed with 10 µL reaction product for 10 min.
Then, 500 µL H2SO4 (2 M) was used to terminate this oxidation reaction, and the absorbance was
recorded 5 min later.

2.4. Gel Electrophoresis Analysis

Different samples were detected by 10% native polyacrylamide gel using 6× loading buffer at a
constant voltage of 80 V for 120 min in 1 × TBE buffer. After staining with EtBr for 10 min, the gel
image can be observed with a molecular imager.

3. Results and Discussion

3.1. Principle of Thrombin Detection

The basic principle for non-label, enzyme-free optical protein detection platform is shown in
Figure 1. The system consists of thrombin-aptamer recognition process, CHA, and signal readout.
Specifically, a pair of ingenious hairpins DNA has been designed, containing stem as the substrate
of initiation strand, and G-rich sequence as a quadruplex-forming oligomer. At the beginning of the
reaction, thrombin binds to the aptamer strand, due to the high binding affinity with corresponding
aptamer, and the S strand is free. The liberated S strand acts as a molecular switch to trigger strand
displacement reaction in next CHA circulation, forming the duplex strands (H1:H2) carrying the
G-quadruplexes at both ends. In particular, the displaced S strand partakes in a multi-cycle process
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again, leading to the generation of multiple G-quadruplex structures. Finally, the G-quadruplex
configuration can interact with NMM to emit significantly enhanced fluorescent signal, or form
G-quadruplex/hemin DNAzyme by the function of hemin, to catalyze the H2O2-mediated oxidation.
By contrast, the self-assembly reaction of hairpins could not be carried out without thrombin, because
of no trigger switch-S strand. Consequently, there was only small amounts of G-quadruplexes, and
low fluorescence emission of NMM and weak colorimetric signal of TMB, in this case.
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G-quadruplex structure.

3.2. Simulation Experiment

In order to save time and lab resources as soon as possible, it is extremely necessary to
simulate the method we have constructed in this paper before biological experiments. Therefore,
we introduce an algorithm firstly for analyzing the thermodynamic properties of interacting DNA
sequences to demonstrate the validity of DNA strands in our strategy. Here, thermodynamic models
based on nucleic acid secondary structure and nearest-neighbor identities [37] underlying dynamic
programming algorithms are employed in predicting the minimum free energy (MFE) of the secondary
structure [38] and computing the partition function over secondary structure level [39]. Moreover, the
partition function can be conducive for studying and evaluating the conformational ensembles, as well
as the designed DNA/RNA sequences in the system.

Specifically, for a nucleic acid secondary structure, thermodynamic models are used to decompose
the base-pairing graph for a structure into distinct loop configurations that are related to empirically
measured enthalpic and entropic terms according to loop sequence, length, and type [40]. As shown in
Figure 2a, the base-pairing graph is constructed in a variety of configurations, such as hairpin loops,
stacked bases, an interior loop, a multiloop and a bulge loop. In brief, the free energy of secondary
structure s can be calculated in Equation (1). The partition function in Equation (2) can be used to
calculate the equilibrium probability of any secondary structures s contained in structural ensemble Γ
(Equation (3)), where T and k are temperature and Boltzmann constant, respectively.

∆G(s) = ∑
loop∈s

∆G(loop) (1)
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Q = ∑
s∈Γ

e−∆G(s)/kT (2)

p(s) =
1
Q

e−∆G(s)/kT (3)
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Hence, the partition function and equilibrium probability for a given sequence can be computed
according to above principle and algorithm. A CHA amplification device is composed of two hairpin
structures (H1 and H2) that are designed to coexist under metastable state in the absence of “molecular
switch”-S strand (Figure 2b). The MFE structure of H1 and H2 is in line with our expectations and
lower free energy of secondary structure of H1 and H2 indicates hairpins are more stable by NUPACK
stimulation [33].

More importantly, we can calculate the equilibrium concentration for all of the structures in
the thermodynamic limit of compound system, and it is important for designing and analyzing
experiments. Consider the tube containing the set of strand species Ψ0 that interacts to form a new
set Ψ. The first step is to do the partition function Q calculation for each complex j ∈ Ψ [41].
The equilibrium concentrations, xΨ, for the complexes are estimated by resolving the optimization
problem in Equation (3) [42].

min
xΨ

∑
jεΨ

xj
(
log xj − log Qi − 1

)
subject to Ai,jxj = x0

i ∀ i ∈ Ψ0
(4)

Here, the constraints enforce conservation of mass. A stands for the stoichiometry matrix with
entries Ai,j corresponding to the quantity of complex of type i in complex j. x0

i is used to represent
total concentration of complex i.

Based on the above theory and computation, the equilibrium concentration for each species of
complex in CHA process of our strategy is shown in Figure 3. Multiple molecular structures appeared
at equilibrium, and their proportion is in line with our expectations. For example, the concentration
of H1–H2 strands is much more than that of by-products, such as S–H1–H2 strands, H1–H2–H1–H2
strands, and so on. The simulation results are encouraging, indicating that the sequence design of
hairpins H1 and H2 is reasonable in our work, theoretically.
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Figure 3. Simulation results of the catalyzed hairpin assembly (CHA) process in our strategy.

In addition, the process of reaction is simulated by Visual DSD [34] before biological testing, to
verify the feasibility theoretically, and simplify the subsequent actual experiments (Figure 4). Here, we
process the thrombin into a single strand for convenience, which is complementary to the thrombin
aptamer. In the presence of thrombin, the substrate strands change over time in the system (Figure 4a).
Since thrombin and Aptamer-S interact strongly, the concentration of thrombin and the Aptamer-S
strands decreases rapidly, and tends to 0 ultimately (Figure 4a, green curve, blue curve, respectively).
The liberated S strands increase firstly, and then fall sharply in the process of CHA, but increase to
maximum value finally (Figure 4a, light blue curve). In this process, the hairpins H1 and H2 drop to a
smaller value quickly (Figure 4a, yellow curve, purple curve, respectively), while the concentration of
self-assembly products, DuplexH1H2, rise continuously, and maintain balance eventually (Figure 4a,
red curve). On the contrary, in the absence of thrombin, the concentration change of control group
is shown in Figure 4b. Both thrombin and S remain at the 0 value (Figure 4b, green curve, light blue
curve), so the Aptamer-S strands remains in the initial state (Figure 4b, blue curve). Importantly,
there is a small amount of DuplexH1H2 generated because of the weak interaction between H1
and H2 (Figure 4b, yellow curve, purple curve, red curve, respectively). The inset figures show the
concentration of main strands at the equilibrium state in these two cases, respectively. As we can see,
in the presence of thrombin, the value of DuplexH1H2 is about 30 times of that without thrombin.
Therefore, the simulation results prove the feasibility of the detection method, theoretically. Beyond
that, a series of reactions are simulated and measured with different conditions, roughly determining
the range of concentration of each DNA strands initially in biological experiments.
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3.3. Feasibility of CHA Amplification Approach for Thrombin Analysis

First of all, the fluorescence intensity changes of NMM were performed to prove the feasibility of
this method for thrombin detection. Fluorescence signal was hardly observed from samples containing
Aptamer-S (curve 5) in Figure 5a. Compared with curve 5, there was weak growth upon the addition
of thrombin (curve 4), due to the aptamer strand being folded into a few G-quadruplexes, and led to
the slight increase in the optical signal. In addition, the fluorescence intensity of test tubes containing
the mixtures of H1, H2 (curve 3), and the mixtures of Aptamer-S, H1, H2 (curve 2) were slightly
higher than that of curve 4 and 5, since weak interaction of hairpins produced a small proportion
of G-quadruplexes at both ends. Then, the addition of target protein to the test tube containing
Aptamer-S, H1, H2 strand, contributed to distinguishable signal enhancement (curve 1). Through
the above analysis of the corresponding fluorescence intensity of different samples, it is proven that
the reaction process is in agreement with our expectations, and the sensing model can be utilized to
detect thrombin.
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of thrombin, Aptamer-S, H1 and H2 are 1 nM, 50 nM, 300 nM and 300 nM, respectively. (b) 10%
native-PAGE analysis of different solutions: (1) Aptamer-S; (2) H1; (3) H2; (4) H1 and H2; (5) Aptamer-S,
H1, and H2; (6) Aptamer-S, H1, H2, and thrombin. The concentration of thrombin, Aptamer-S, H1, and
H2 are 1 µM, 5 µM, 5 µM, and 5 µM, respectively.

In addition, native PAGE had been applied to describe the dynamic process of molecular reactions
in Figure 5b. The distinct bands from lane 1–3 corresponded to Aptamer-S, H1, and H2 strand,
respectively. The mixture of H1 and H2 had similar bands with H1 or H2 (lane 4), which suggested
almost no self-assembly reaction between H1 and H2. When Aptamer-S strand was added to the
following system, there was a weak band above H1 and H2, because H1 and H2 mixture produced a
negligible H1/H2 complex (lane 5). More importantly, in the presence of thrombin, a much brighter
band corresponding to H1/H2 complex came into being in the Aptamer-S solution, followed by the
addition of H1, H2 (lane 6). At the same time, by the function of thrombin, the band intensities of H1,
H2 and Aptamer-S were growing weaker, giving adequate evidence to the fact that the hairpins were
involved in the self-assembly process, and transformed into other products. The results are consistent
with the fluorescence data, giving further verification on the feasibility of our sensing platform.

Moreover, the strategy proposed in this work can visually detect thrombin by observing the
color change of the solution, which is available for real-time diagnosis and monitoring of illnesses.
In this case, G-quadruplex/hemin DNAzyme that mimicked peroxidase activities was employed in
the experiments, and catalyzed the oxidation of TMB, by H2O2, to a green-colored end-product. The
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existence of thrombin would have a considerable effect on the solution reaction in accordance with
same principle. As shown in Figure 6, the solution with Aptamer-S, thrombin, H1, and H2 emitted
the highest optical signal, and different samples would be identified by observing the color change
visible to the naked eye (inset of Figure 6). In addition, the unspecific signals were not to be ignored,
although they could be distinguished from specific signals. Prevention of non-target-trigger reaction
by further optimizing the design of the hairpin sequences may become crucial in follow-up studies.
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Figure 6. Absorption intensity value of TMB of different samples. Inset: the corresponding photographs
of the colorimetric responses. The concentrations of thrombin, Aptamer-S, H1, and H2 are 1 nM, 50 nM,
300 nM, and 300 nM, respectively. Error bars show the standard deviation of three experiments.

3.4. Optimization of Detection Condition

To achieve the optimum analysis performance of this platform, the incubation time between
G-quadruplex and NMM, the reaction time, and the concentration of hairpins were researched. The
fluorescence intensity of the mixed solution is indicated by F, while the blank is F0, and ∆F represents
the amount of fluorescence change. The reaction time of CHA was investigated, and Figure 7a displays
the change in fluorescence emission signals corresponding to a series of different assembly time.
What we can infer from this is that the ∆F value keeps growing when the assembly time is elevated
from 40 min to 140 min. By presenting the relationship between fluorescence intensity at 609 nm
and the assembly time (insert of Figure 7a), ∆F increases with reaction time of hairpins, and then
remains steady after 120 min. Therefore, the optimal reaction time for CHA was set to 120 min in our
experiments. In addition, the fluorescence intensity also depended directly on the interaction time
between G-quadruplex structures and NMM. According to Figure 7b, one can see that ∆F reached
the peak when the interaction time was 25 min, indicating that 25 min was a judicious choice for the
interaction. Under given condition, the amount of G-quadruplexes was related to the concentration of
H1/H2, deciding the intensity of the fluorescence, finally. As shown in Figure 7c, the signal-to-noise
ratio (F/F0) promptly increased along with increasing of H1 and H2 concentration in the range from
150 to 300 nM, and then gradually decreased thereafter. With the increase of hairpin concentration, the
noise caused by non-specific reactions had an inevitable increase as well, while the rate and yield of
assembly enhanced. Based on the above reason, 300 nM was selected as the optimal concentration of
H1 and H2.
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Figure 7. (a) The change in fluorescence emission spectra to different assembly time. Inset: the change
in fluorescence emission intensity at 608 nm from NMM vs the assembly time; (b) The change in
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standard deviation of three experiments.

3.5. Sensitive Detection of Thrombin with Fluorescence as Signal Report

Sensitive is critical for early and accurate detection, and considered as an important index
reflecting biosensor performance. A series of concentrations of thrombin were measured under the
optimum operation conditions. As can be seen from Figure 8a, the fluorescence of NMM gradually
enhanced with the increasing of thrombin concentration from 0.01 nM to 50 nM. Benefitting from the
amplified method, the relation between fluorescence intensity at 608 nm and logarithm of the thrombin
concentration from 0.01 nM to 1 nM, displayed a positive relativity (Figure 8b). The linear regression
equation could be described as follows: Y = 721.64 lg [X] + 3432.27 with a correlation coefficient of
0.985. Y and X denoted to the fluorescence intensity and the concentration of thrombin. Additionally,
the limit of detection (LOD) for thrombin was calculated to be 2.4 pM (3σ/S, in which σ is the standard
deviation for the blank solution, and S is the slope of the linear equation). Compared to some previous
optical strategies, our approach not only held the feature of lower detection limit, but also was more
convenient, due to the non-label and enzyme-free design (Table 2).
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the concentration of thrombin is 0, 0.01, 0.05, 0.1, 0.5, 1, 10, 50 nM, respectively; (b) Liner correlation of
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Table 2. Comparison of the methods with the previous fluorometric/colorimetric for
thrombin detection.

Analytical Method Dynamic Range Detection Limit References

Fluorescence detection 0–500 nM 1.1 nM [5]
Fluorescence detection 0.02–2 nM 20 pM [7]
Fluorescence detection 0–1 nM 100 pM [8]
Colorimetric detection 2.5–2500 pM 1.9 pM [29]
Fluorescence detection 0.01–50 nM 2.4 pM Our method

3.6. Detection of Thrombin in Bovine Serum

To verify the feasibility of the strategy in the biological environment, the sensing platform was
employed to detect the target thrombin in bovine serum samples. As shown in Figure 9, compared
with blank samples, fluorescence enhancement signal could be seen for thrombin detection in both
buffer solution and serum. In addition to weak interaction of hairpins, relatively high background
noise may be due to the formation of G-quadruplexes induced by potassium ions in serum. The
result indicates that the proposed method has the potential application for thrombin detection in real
biological samples.
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Figure 9. Results obtained from the fluorescent tests of Tris–HCl buffer and diluted serum samples
spiked with different concentrations of thrombin. The same reaction mixtures without thrombin were
used as blank. Error bars show the standard deviation of three experiments.

4. Conclusions

In summary, this paper has presented a non-label and enzyme-free fluorescent/colorimetric
approach for thrombin detection, demonstrated by both simulations and biological experiments. Our
approach shares several distinct advantages, as follows. First, one characteristic of the sensing model
has good capability of thrombin detection with no fluorescent modification, making the detection
method more facile, economical, and effective. Second, the reaction process is verified and optimized
initially by simulations before attempting to build them in lab, to ensure that the actual experiments
are more efficient. Third, this fluorescent strategy allows the enlargement of signal without the
involvement of other proteases and complicated thermal cycling process. This biosensor based
on CHA signal amplification can sensitively detect thrombin down to 2.4 pM. At the same time,
micro analytical reagent is clearly distinguished by the naked eye, without instrumentation and
accessories, in a colorimetric assay. Finally, by combining biological calculations with biological
reactions in living organisms, the proposed sensing platform we designed has been proven with regard
to the theoretical feasibility, verified simultaneously by experiments with various kinds of biological
experiment methods. Hence, the platform has a fairly good universal adaptability for detection of
other targets by ingenious design probe sequence, and certain potential applications in biomarker
detection and a quantitative monitor for disease diagnosis. Taken together, our strategy has good
potential in applications such as the interdisciplinary subjects of computer and biology, which provides
new ideas for future biological research.
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