Open Access Article. Published on 10 Leotshe 2015. Downloaded on 2026-04-11 21:07:58.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

ROYAL SOCIETY
OF CHEMISTRY

Chemical
Science

View Article Online
View Journal | View Issue,

EDGE ARTICLE

CrossMark
& click for updates

Cite this: Chem. Sci., 2015, 6, 6777

Target-fueled DNA walker for highly selective
MiRNA detectionf

Lida Wang, Ruijie Deng and Jinghong Li*

Artificial DNA motifs as architectural scaffolds have been widely used to assemble a variety of nanoscale
devices. Synthetic DNA nanostructures have accomplished mechanical switching in response to external
stimuli, suggesting the promise of constructing a walking device that is being used in the field of
biosensors. Here, we design a novel miRNA-responsive DNA walker biosensor based on strand
displacement cascades and an enzymatic recycling cleavage strategy. By using miRNA as a driving force,

the DNA walkers can be activated to move along the track and generate specific signals for let-7a with a
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Introduction

DNA is widely known as the carrier of genetic information and
besides that, it has attracted substantial research interest for
applications in the field of nanotechnology in recent years.'”
DNA nanotechnology uses DNA strands as biological engi-
neering materials to create static structures that perform
mechanical operations such as DNA machines, including “DNA
tweezers”, “DNA walkers”, etc.*® Synthetic DNA machines have
been developed to mimic important biological processes in
vitro. In nature, a range of biological protein-based machines
(myosin, kinesin and dynein) convert chemical energy from the
hydrolysis of adenosine triphosphate (ATP) into mechanical
work.” Inspired by that, researchers paid more attention to
using synthetic DNA strands as the building material to
construct various DNA-based nanostructures. For example,
H/OH ™, Hg>" ions/cysteine or protein have been applied as
external triggers for the running of the DNA machine.'*** Gold
nanoparticles and small molecules have been reported as car-
gos moving along the track in previous studies.™* In spite of
the development of these methods, further improvement of the
practical application is still in urgent need.

DNA walkers are synthetic DNA walking devices which consist
of a biped and a well-defined track.'*'” Several DNA walking
systems have been designed and constructed in a growing
number of papers but rarely used in the field of biosensors.'®*®
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applications in the fields of biosensing, clinical diagnostics and environmental sample analysis.

Incorporating DNA nanotechnology into biosensors remains in
its early stages. Watson—-Crick base pairs allow the purines to
form hydrogen bonds to pyrimidines, with adenine (A) bonding
to thymine (T) and uracil (U) in RNA, and cytosine (C) bonding
only to guanine (G).** Due to its specific recognition properties
and structural features, DNA has been increasingly explored as a
powerful and attractive building biomaterial for nano-
construction. Compared to traditional materials, DNA shows
great practical advantages, such as the predictability of their
double helical structures, the simplicity of oligonucleotide
synthesis and the excellent biological affinity.>** Therefore,
using DNA as the architectural scaffolds, a DNA walker can have
great potential for building up a sensitive and specific biosensor.

The movement of a DNA walker is based on a strand
displacement cascade which is a process where an initiator
strand displaces one pre-hybridized strand from a double
helix.?*** Strand displacement can be modulated with short
complementary single-stranded segments of DNA (toeholds)
through a branch migration process,*** which is complemen-
tary to a single-stranded DNA from a double helix. The
displacement is driven by the selective binding affinity of the
DNA substructures. Utilizing the toehold exchange-based
strand displacement cascade as a key process, the DNA walker
can be controlled by a specific target.

MicroRNAs (miRNAs) are small RNA sequences that mediate
post-transcriptional regulation of specific gene expression.>'
Recently, miRNA-based therapies have been widely exploited in
cancer treatments.*>** As many members within the same miRNA
family share similar sequences and structures, it is still a chal-
lenge to distinguish between related miRNAs. let-7a is a typical
member of a miRNA family that is associated with several cancers,
such as lung and colon cancers. We want to demonstrate an
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ultrasensitive detection platform for microRNA by combining the
recognition of miRNA and the tetrahedral DNA nanostructure.
miRNA is used as the “fuel” to trigger the walker strand to move
along the track and accomplish the conformational changes.

Rolling circle amplification (RCA) is an isothermal DNA
amplification which produces long single-stranded DNA with
repetitive units using a circularized template.**** A single circular
molecule may be detected after RCA by a plethora of known
analytical techniques which exploit the concatemeric repeats of
the rolling circle product (RCP) as the detection sites.***
A molecular beacon (MB) as the signal output is complementary
to the RCP. The DNA nicking enzyme, as a highly specific type of
endonuclease, can recognize the particular double sequence
between the MB and RCP, and cleave only the MB at the specific
site to generate a fluorescence signal.**** RCA offers a more
rapid, sensitive, specific and economical option.

In this study, a miRNA-responsive DNA walking biosensor
based on miRNA-triggered strand displacement cascades was
designed. The experiments demonstrated that the construction
of a DNA walking bioassay was in response to miRNA. This
walking bioassay was used for the sensitive detection of let-7a
was due to the efficient rolling circle amplification reaction and
the highly processive enzymatic recycling cleavage strategy. The
assay can detect let-7a with a detection limit of 58 fM. The
excellent specificity of clearly discriminating let-7a from closely
related miRNAs due to the specific recognition properties of the
DNA nanostructure. The construction of this DNA walker
biosensor shows huge potential for further research to combine
DNA nanotechnology with signal amplifying reporters to build
sensing platforms.

Experimental section
Reagents and materials

T4 DNA ligase and phi29 polymerase (10 units per pL) were
obtained from New England Biolabs (Beijing, China). Nb.Mva1269I
(10 units per pL) was bought from Fermentas. Deoxyribo-
nucleoside triphosphates (dNTPs, 100 mM), NaCl and KCI were
bought from Beijing DingGuo Biotech. Co., Ltd. All solutions
were prepared using ultrapure water. The DNA sequences were
purchased from Shanghai Sangon Biological Engineering
Technology & Services Co. Ltd. The molecular beacon (MB)
modified with 5'-FAM and 3’-dabcyl was purified through high-
performance liquid chromatography (HPLC). Other DNA
sequences without modification were purified through dena-
turing polyacrylamide gel electrophoresis (PAGE). The
sequences of the oligonucleotide probes used in this work are
listed in Table S1 and Fig. S1.T Five single-stranded oligonu-
cleotides (H1, H2, H3, H4, H5) were hybridized with each other
to form the track with three protruding single-stranded
branches (A, B, C). The sequences of the RCA products of C1 and
C2 are complementary to the underlined sequences of the MB.

Fabrication of the DNA walking biosensor

The walker was operated in the reaction buffer solution (33 mM
Tris-acetate, pH 7.9 at 37 °C, 10 mM Mg-acetate, 66 mM
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K-acetate, 0.1% (v/v) Tween 20, 1 mM DTT) including H1, H2,
H3, H4, H5, C1 and C2 in equal concentrations of 100 nM. The
solution was incubated at 90 °C for 3 min, then slowly cooled at
65 °C for 30 min, 45 °C for 30 min, 37 °C for 30 min and 25 °C
overnight to form the track with the folded C1 and C2.'%*

miRNA driven movement and circularization

The movement of C1 and C2 along the track was activated by
adding miRNA to the obtained solution. The mixture was
incubated at 25 °C for 2 h. Then, a certain amount of T4 DNA
ligase and 10x T4 ligase buffer (400 mM Tris-HCl, 100 mM
MgCl,, 100 mM DTT, 5 mM ATP, pH 7.8 at 25 °C) were mixed
into the reaction buffer. The reaction was incubated at 25 °C.
The optimizations of the concentration of T4 DNA ligase and
the reaction time were 0.1-10 units and 0-50 min, respectively.

Rolling circle amplification (RCA) bioassay

The RCA reaction was carried out immediately after ligation.
1 pL of the RCA primer for C2, 5 uL of dNTPs (5 mM for each of
dATP, dCTP, dGTP and dTTP; the final concentration of each
dNTP was 500 puM), and 1 pL of phi29 DNA polymerase was
added to each sample. The reaction mixture was incubated at
37 °C for a specified amount of time, and then heated at 90 °C
for 10 min to stop the reaction and kept at room temperature.

Fluorescence assay procedures

To conduct the fluorescence assay, 50 pL of 200 nM MB and a
certain amount of Nb.Mva12691 were added to the prepared
reaction mixture. After incubating at 37 °C for 45 min, the
solution was transferred into 96 well plates and the fluorescence
spectra were measured using EnVision Multilabel Plate Readers
(Perkin-Elmer, USA). The excitation wavelength and emission
wavelength were 495 nm and 520 nm, respectively.

Instruments

The temperature was controlled using a PCR System (Bio-Rad,
USA). Fluorescence spectra were monitored using the EnVision
Multilabel Plate Readers (Perkin-Elmer, USA). Gel electropho-
resis was performed on the prepared gel in TBE at 90 V for
30 min. After electrophoresis, the gel was visualized via a
ChampGel 5000 (Beijing Sage Creation Science Co., Ltd, China).

Results and discussion
Configuration of the DNA walking bioassay

The structural design of the DNA walker is shown in Scheme 1.
Base sequences of all the oligonucleotides that make up the
molecular device are shown in Fig. S2.1 The miRNA-stimulated
walking sensor is based on two components: a track and walker.
The track, constructed of five oligonucleotides (H1, H2, H3, H4,
H5), has three protruding single-stranded branches (A, B, C)
separated evenly by scaffold helices. Single stranded C1 and C2
act as the walker. Both strands C1 and C2 consist of two arms,
each reacts with one of the single-stranded branches of the
track, and are spread out by the duplex. All positional

This journal is © The Royal Society of Chemistry 2015
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Scheme 1 Schematic representation of the miRNA-responsive DNA
walking nanostructure based on strand displacement cascades. (1)
miRNA bound to branch A through toehold-mediated strand
displacement, pushing the formed helices between the arm of strand
C1 and the track to separate. (2) The released arm of strand C1 walked
over to branch B, and the arm of strand C2 from branch B to branch C.
(3) C1 and C2 were circulated using T4 DNA ligase. (4) The RCA
reactions were performed. (5) The RCA product and the MB hybridized
to each other, forming double-stranded DNA. The nicking enzyme
catalyzed the multiple cleavage of the molecular beacon, resulting in
the generation of a fluorescence signal.

transitions of the arms from one single-stranded branch to
another along the track are performed using toehold-mediated
strand displacement (TMSD). Conformational change in this
biosensor built from oligonucleotides can be triggered by the
addition of miRNA. miRNA specifically bound to the first
branch, A, through TMSD, pushes the formed helices between
the arm of strand C1 and the track to separate. This released
arm of strand C1 walks over to branch B, serving as the input to
the second strand displacement reaction, thus enabling the
removal of the arm of strand C2 from branch B to branch C.
Treatment of the system with miRNA results in the cascaded
strand displacement reaction and generates two padlock
probes. In the presence of T4 DNA ligase, these two padlock
probes were circulated using branch B and C as the ligation
templates. Then the DNA circles C1 and C2 acted as the circular
templates to carry out the RCA reactions which generate long
DNA strands containing tandem repeated sequences. The RCA
products of C1 and C2 share the same sequence for the binding
to the MB which is designed as the signal output unit. The MB
also carries a specific recognition site for the nicking enzyme,
Nb.Mva12691.*%** This nicking enzyme can recognize the
specific sequence of the hybridized double-stranded DNA but
only cleave the MB, resulting in the complete disconnection of
the fluorophore from the quencher, and then a fluorescence
signal appears. Thus the running of this miRNA-responsive
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DNA walker biosensor could be easily reflected by the fluores-
cence signal change.

Detection capability for miRNA

The determination of let-7a in this method is realized through a
strand displacement reaction, DNA ligation, RCA reaction and a
nicking endonuclease-assisted fluorescence signal amplifica-
tion. The fluorescence signal can reflect the running of this
biosensor, so the concentration of miRNA can be calculated
using the intensity of the fluorescence.

Initially, the ability of miRNA as an external trigger was
assayed. The results of the reactions were analyzed using 1%
agarose gel. As shown in Fig. 1A, when the DNA walking
biosensors with one walker or two walkers were incubated with
10 nM let-7a, significant amounts of RCA products were observed
(lane a and b). In contrast, less RCA product was produced when
let-7a was replaced with dH,O (lane c¢). From the results, miRNA
can be seen as the “fuel” and was able to activate the RCA reaction
to generate long RCA products. let-7a miRNA showed great
control over the biosensor. As expected, the DNA walking
bioassay was able to utilize miRNA as the activator to catalyze the
transfer of the walker from one branch to another along the track.

In order to assess the cascade reaction of the strand
displacement, miRNA-induced fluorescence enhancements in
the presence and absence of walker C1 and C2 were recorded. As
shown in Fig. 1B, with only one walker, C1, the fluorescence
signal in the presence of let-7a (curve b) was higher than the one
without let-7a (curve d), but the fluorescence change was not
large enough. On the contrary, by adding the second walker, C2, a
more obvious signal enhancement in the fluorescence intensity
was observed upon the addition of let-7a (curve a and c). By
introducing the second walker, we observed an increased signal-
to-noise ratio. The main reason for this fact is that the left arm of
the second walker, C2, bound to branch B decreased the oppor-
tunity for the formation of C1 into a padlock structure, thus
increasing the fluorescence intensity in the presence of let-7a and
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Fig. 1 (A) Agarose gel with RCA products under different conditions:
the DNA walking biosensor with only one walker, C1, incubated in the
presence of let-7a (lane a); the DNA walking biosensor with two
walkers, C1 and C2, incubated in the presence of let-7a (lane b) and in
the absence of let-7a (lane c), and marker (lane d). (B) The fluorescence
responses of the walking biosensor to 10 nM let-7a with background in
the presence of the two walkers C1 and C2 (curve a and c), and in the
presence of only walker C1 (curve b and d).
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decreasing the background at the same time. Thus, the estab-
lished DNA nanostructure is effective for the detection of let-7a.

Optimization of the detection conditions

Various conditions were optimized to achieve the best miRNA
responsive performance. First, the concentration and reaction
time of T4 DNA ligase are the crucial parameters as the circu-
larized DNA template generated by T4 ligation serves as the
trigger for the next enzymatic recycling reaction. An insufficient
quantity of T4 DNA ligase and an insufficient reaction time
would make the fluorescence signal not remarkable enough. As
can be seen from Fig. 2A(a), the fluorescence intensities
increased along with T4 DNA ligase concentration, and reached
the highest intensity at the concentration of 60 units indicating
the complete ligation of the padlock form of DNA. In Fig. 2A(b),
with the increase of incubation time, the fluorescence intensity
increased at first, and then reached a maximum in 50 min.
When the reaction time was longer than 50 min, the fluores-
cence signal barely changed. Therefore, 60 units and 50 min
were chosen for the T4 DNA ligation process for further inves-
tigation. In addition, other significant factors such as the
concentration of phi29 DNA polymerase and the incubation
time were also studied. Because the fluorescence signal could
be directly reflected by the RCA product, it is essential to opti-
mize the conditions of the RCA reaction. As seen in Fig. 2B, the
percent ligation values increased with the concentration and
incubation time of phi29 DNA polymerase, and both reached a
plateau at 5 units and 40 min, respectively. Both more enzyme
and longer incubation time did not enhance it further. It indi-
cates that the RCA reaction achieved saturation.
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Fig. 2 (A) Optimization of T4 DNA ligase concentration and time.

(B) Optimization of phi29 DNA polymerase concentration and time.
(C) Optimization of Nb.Mval269I concentration and time. The assays
were carried out in the reaction buffer, containing 10 nM let-7a, and
200 nM MB.
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The sensing performance of the system is also closely related
to the effect of the nicking enzyme, Nb.Mva12691. Thus we
further optimized the concentration and the incubation time in
order to get the best performance, minimize the use of reagents
and reduce the assay time. As can be seen from Fig. 2C(a), the
fluorescence intensity of the sensing system was found to
increase with the amount of Nb.Mval269I and tend to a
constant value at an amount of 10 units of Nb.Mva12691. In
Fig. 2C(b), the fluorescence intensity exhibited a rapid increase
and then reached an equilibrium at 45 min. Thus, the opti-
mized Nb.Mva1269I concentration and cleavage time were
chosen to be 10 units and 45 min.

Sensitivity and specificity of the detection

The proposed amplified sensing system is sensitive and specific
to miRNA let-7a. To demonstrate the ability of the described DNA
walking biosensor to sensitively quantify let-7a, a series of
concentrations of let-7a (ranging from 100 fM to 10 nM) were
measured based on the optimal assay conditions. Fig. 3A shows
the fluorescence emission spectra of the sensing system upon the
addition of let-7a at different concentrations. A gradual increase
in fluorescence intensity was observed as let-7a concentration
increased, thus indicating that the concentration of let-7a could
be easily reflected by the change in the fluorescence signals. The
fluorescence intensities and the logarithm of let-7a concentra-
tion exhibited a good linear relationship from 100 fM to 1 nM as
shown in Fig. 3B. The detection limit (at 3 times the standard
deviation of the background) was estimated to be 58 fM. This
miRNA-responsive biosensor is very sensitive to let-7a.

Besides the sensitivity, selectivity is another important issue
to assess the performance of a sensor. Many miRNA family
members have closely similar and identical sequences which
pose extra difficulties when it is necessary to distinguish
specific miRNAs.?® Therefore, an excellent selective biosensor is
needed for distinguishing different miRNAs. To validate the
selectivity of the described strategy, three similar and relevant
let-7 family miRNAs, let-7e, let-7f and let-7g, were tested using
the same reaction protocol described above. In detail, let-7e and
let-7f contain one mismatch each and let-7g contains two
mismatches. As shown in Fig. 4, the fluorescence intensity of
let-7a was much higher than that of other miRNAs. The sensor
exhibited great distinguishing ability as let-7a was induced as

>
w

;10000

5000
8000

2
s
3
3

6000

@
3
3
3

4000

N
3
S
S

2000

Fluorescence intensity/ a.u.
Fluorescence intensity /a

3
8
3

>

2
3
8
2
g
3
@
a
8
~
3
8

3 4 5
Wavelength/ nm 19C)et7, (M)

Fig. 3 (A) Fluorescence detection of various concentrations of let-7a
(top to bottom: 10 nM, 1 nM, 100 pM, 10 pM, 1 pM, 100 fM).
(B) Dependence of the fluorescence intensity at 520 nm on the
logarithm of let-7a concentration. The concentrations of Nb.Mval269I
and the MB were 10 units and 200 nM, respectively.
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Fig. 4 (A) Fluorescence intensity of the DNA walking bioassay driven
by 10 nM let-7a, let-7e, let-7f and let-7g, respectively. The concen-
trations of Nb.Mval269] and the MB were 10 units and 200 nM,
respectively. (B) The sequences of let-7a, let-7e, let-7f, and let-7g. The
bases that differ from those in let-7a are marked in red.

the specific “key” to the running of the walker. The strand
displacement reaction was difficult to trigger with mismatches
between the miRNAs and the DNA walker. The strand
displacement reaction is a process based on the fact that the
binding affinity of one strand and another pre-hybridized
strand to a DNA template is different. Strand displacement can
be modulated through the difference of the toehold.*® There-
fore, the small differences between let-7a and the other three
miRNAs resulted in very different fluorescence signals. Here,
the results demonstrate that the biosensor is specifically trig-
gered by let-7a. Fluorescence sensors reported in previous
studies showed that the requirements of high selectivity for
detection of miRNAs are growing rapidly and selective sensing
remains a challenge. The high selectivity of our method reveals
that it is comparable to many existing assay techniques for
resolving cancer-related let-7 family members.*®*

Conclusions

In summary, we have successfully utilized DNA nanotechnology
to build a miRNA-responsive DNA walker biosensor. DNA has
been regarded as a powerful and attractive building biomaterial
for nanoconstruction owing to its specific recognition proper-
ties and structural features. In this work, a miRNA-responsive
biosensor was developed on the basis of strand displacement
cascades and an enzymatic recycling cleavage strategy. As only
the target sequence (let-7a) can act as the “fuel” to meet the
power need of the walker's movement along the track, this assay
achieves stringent recognition for miRNAs, and is able to
resolve miRNA family members with single-nucleotide varia-
tions. Additionally, rolling circle amplification and an enzy-
matic recycling cleavage strategy were applied to amplify the
output of the DNA walker, achieving high sensitivity for miRNA
detection. The positive results achieved here might become an
initial guide for the potential applications of DNA nanotech-
nology. As DNA can be designed with various functions, the
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system in this work shows great potential in providing plat-
forms for biosensing, clinical diagnostics and environmental
sample analysis.

Acknowledgements

This work was financially supported by the National Natural
Science Foundation of China (No. 21235004, No. 21327806),
and Tsinghua University Initiative Scientific Research Program.

Notes and references

1 Y. H. Roh, R. C. H. Ruiz, S. Peng, J. B. Lee and D. Luo, Chem.
Soc. Rev., 2011, 40, 5730-5744.
2 F. A. Aldaye, A. L. Palmer and H. F. Sleiman, Science, 2008,
321, 1795-1799.
3 S. Sun, H. Yao, F. Zhang and J. Zhu, Chem. Sci., 2015, 6, 930—
934.
4 B. Yurke, A. J. Turberfield, A. P. Mills, F. C. Simmel and
J. L. Neumann, Nature, 2000, 406, 605-608.
5 C. Teller and I. Willner, Curr. Opin. Biotechnol., 2010, 21,
376-391.
6 F. Zhang, ]. Nangreave, Y. Liu and H. Yan, J. Am. Chem. Soc.,
2014, 136, 11198-11211.
7 A. D. Mehta, R. S. Rock, M. Rief, J. A. Spudich,
M. S. Mooseker and R. E. Cheney, Nature, 1999, 400, 590-593.
8 K. Svoboda, C. F. Schmidt, B. J. Schnapp and S. M. Block,
Nature, 1993, 365, 721-727.
9 R. D. Vale, Cell, 2003, 112, 467-480.
10 Z. G. Wang, J. Elbaz and I. Willner, Nano Lett., 2011, 11, 304-
309.
11 C. Wang, J. Ren and X. Qu, Chem. Commun., 2011, 47, 1428~
1430.
12 J. Liu, L. Chen, J. Chen, C. Ge, Z. Fang, L. Wang, X. Xing and
L. Zeng, Anal. Methods, 2014, 6, 2024-2027.
13 H. Gu, J. Chao, S. J. Xiao and N. C. Seeman, Nature, 2010,
465, 202-U286.
14 M. von Delius, E. M. Geertsema, D. A. Leigh and D. Tang, J.
Am. Chem. Soc., 2010, 132, 16134-16145.
15 Y. He and D. R. Liu, Nat. Nanotechnol., 2010, 5, 778-782.
16 W. B. Sherman and N. C. Seeman, Nano Lett., 2004, 4, 1203-
1207.
17 J. S. Shin and N. A. Pierce, J. Am. Chem. Soc., 2004, 126,
10834-10835.
18 T. Omabegho, R. Sha and N. C. Seeman, Science, 2009, 324,
67-71.
19 T. E. Tomov, R. Tsukanov, M. Liber, R. Masoud, N. Plavner
and E. Nir, J. Am. Chem. Soc., 2013, 135, 11935-11941.
20 J. D. Watson and F. H. C. Crick, Nature, 1953, 171, 737-738.
21 D. Lubrich, J. Lin and J. Yan, Angew. Chem., Int. Ed., 2008, 47,
7026-7028.
22 D. Lubrich, S. J. Green and A. J. Turberfield, J. Am. Chem.
Soc., 2009, 131, 2422-2423.
23 A. Rangnekar and T. H. LaBean, Acc. Chem. Res., 2014, 47,
1778-1788.
24 R. M. Dirks and N. A. Pierce, Proc. Natl. Acad. Sci. U. S. A.,
2004, 101, 15275-15278.

Chem. Sci,, 2015, 6, 6777-6782 | 6781


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c5sc02784e

Open Access Article. Published on 10 Leotshe 2015. Downloaded on 2026-04-11 21:07:58.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Chemical Science

25 D. Y. Zhang and G. Seelig, Nat. Chem., 2011, 3, 103-113.

26 D. Y. Zhang and E. Winfree, J. Am. Chem. Soc., 2009, 131,
17303-17314.

27 D. Y. Duose, R. M. Schweller, J. Zimak, A. R. Rogers,
W. N. Hittelman and M. R. Diehl, Nucleic Acids Res., 2012,
40, 3289-3298.

28 R. Deng, L. Tang, Q. Tian, Y. Wang, L. Lin and J. Li, Angew.
Chem., Int. Ed., 2014, 53, 2389-2393.

29 M. Selbach, B. Schwanhaeusser, N. Thierfelder, Z. Fang,
R. Khanin and N. Rajewsky, Nature, 2008, 455, 58-63.

30 D. P. Bartel, Cell, 2009, 136, 215-233.

31 K. Gorska, L. Keklikoglou, U. Tschulenab and N. Winssinger,
Chem. Sci., 2011, 2, 1969-1975.

32 A. Petri, M. Lindow and S. Kauppinen, Cancer Res., 2009, 69,
393-395.

33 F. Takeshita, L. Patrawala, M. Osaki, R.-u. Takahashi,
Y. Yamamoto, N. Kosaka, M. Kawamata, K. Kelnar,
A. G. Bader, D. Brown and T. Ochiya, Mol. Ther., 2010, 18,
181-187.

6782 | Chem. Sci., 2015, 6, 6777-6782

View Article Online

Edge Article

34 A. Fire and S. Q. Xu, Proc. Natl. Acad. Sci. U. S. A., 1995, 92,
4641-4645.

35 S. Bi, B. Ji, Z. Zhang and ]. J. Zhu, Chem. Sci., 2013, 4, 1858.

36 L. Wang, K. Tram, M. M. Ali, B. J. Salena, J. Li and Y. Li,
Chem.—Eur. J., 2014, 20, 2420-2424.

37 L. Tang, Y. Liu, M. M. Alj, D. K. Kang, W. Zhao and J. Li, Anal.
Chem., 2012, 84, 4711-4717.

38 L. Wang, Y. Liu and J. Li, Anal. Chem., 2014, 86, 7907-7912.

39 Q. Zhang, F. Chen, F. Xu, Y. Zhao and C. Fan, Anal. Chem.,
2014, 86, 8098-8105.

40 P. Yin, H. Yan, X. G. Daniell, A. J. Turberfield and J. H. Reif,
Angew. Chem., Int. Ed., 2004, 41, 4906-4911.

41 Y. Guo, X. Sun, Y. Fu and Y. Mao, Sens. Actuators, B, 2014,
193, 107-112.

42 R. M. Kong, X. B. Zhang, Z. Chen, H. M. Meng, Z. L. Song,
W. Tan, G. L. Shen and R. Q. Yu, Anal. Chem., 2011, 83,
7603-7607.

43 Y. Xie, X. Lin, Y. Huang, R. Pan, Z. Zhu, L. Zhou and
C.]J. Yang, Chem. Commun., 2015, 51, 2156-2158.

This journal is © The Royal Society of Chemistry 2015


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/c5sc02784e

	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e

	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e

	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e
	Target-fueled DNA walker for highly selective miRNA detectionElectronic supplementary information (ESI) available: DNA strand structure and sequences, assembly of DNA strands as noted in the text. See DOI: 10.1039/c5sc02784e


