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ABSTRACT: Nanoscale devices that can respond to external stimuli have potential applications in drug delivery, biosensing, and
molecular computation. Construction using DNA has provided many such devices that can respond to cues such as nucleic acids,
proteins, pH, light, or temperature. However, simultaneous control of molecular devices is still limited. Here, we present orthogonal
control of DNA nanoswitches using physical (light) and biochemical (enzyme and nucleic acid) triggers. Each one of these triggers
controls the reconfiguration of specific nanoswitches from locked to open states within a mixture and can be used in parallel to
control a combination of nanoswitches. Such dynamic control over nanoscale devices allows the incorporation of tunable portions
within larger structures as well as spatiotemporal control of DNA nanostructures.

From branched DNA junctions to origami, DNA nano-
technology has evolved in the past three decades to

include a variety of nanoscale structures.1 While structural
DNA nanotechnology has resulted in the construction of
different types of DNA architectures using many strategies,
dynamic DNA nanotechnology has shown the versatility of
DNA nanostructures to respond to cues.2 The applications of
such dynamic DNA nanostructures hinge on their reconfig-
urable states. Once assembled, DNA nanostructures can be
designed to undergo different types of conformational changes
that can be read out using a variety of techniques.3 Some of the
well-known applications of such dynamic DNA nanostructures
are in biosensing, where recognition and binding of a specific
biomarker (DNA,4 RNA,5 proteins,6 or antibodies7) or
environmental conditions (temperature,8 pH,9 ions10) cause
the starting nanostructure to change its shape. In drug delivery,
the response to stimuli (temperature,11 light,12 cellular
fragments13) is beneficial in the triggered release of an
encapsulated drug. While many of these structures respond
to a single trigger, activation by simultaneous triggers can
provide multiple functionalities. For example, parallel stimuli of
different types (RNA and protein or different wavelengths of
light) could allow independent processing of DNA devices
with spatial and temporal control over the response. In this
work, we demonstrate orthogonal control of DNA nano-
switches using three types of triggers: nucleic acids (specific
DNA strands), enzymes (a ribonuclease), and light (ultraviolet
radiation).
To demonstrate dynamic control of DNA nanostructures

using external triggers, we use DNA nanoswitches14 as a model
system here. The “unlocked” state of the nanoswitch is a linear
duplex assembled using the M13 scaffold strand (7249 nt) and
short complementary backbone oligonucleotides. Two of the
backbone oligonucleotides are modified to contain single-
stranded extensions (latches) that are partly complementary to
a target nucleic acid (Figure 1 and Figure S1). When the target

binds to both the latches, it forms a loop between them,
reconfiguring the nanoswitch to a looped “locked” state. The
two configurations of the DNA nanoswitch can be read out on
an agarose gel (Figure 1, inset). This binary reconfiguration
allows only the two states of the nanoswitch to exist (locked
and open) without any intermediate states. The only possible
intermediate would be a looped-to-unlooped transition during
the gel running time, which can be avoided with high-affinity
locking strands.
To be able to operate the nanoswitch from the locked to the

unlocked states, we designed three different types of locking
strands and tested them on specific nanoswitches. For the first
mechanism, we used a DNA locking strand that contained a
photocleavable linker in the middle of the sequence (PC-DNA
lock); once locked, the nanoswitch can be unlocked by shining
UV (Figure 2a). For the second mechanism, we used an RNA
lock to loop the nanoswitch, which can be unlocked using a
ribonuclease (RNase H) that cleaves the RNA in a DNA/RNA
hybrid (Figure 2b). For the third, we used a locking strand
containing a toehold (TH-DNA lock) to reconfigure the
nanoswitch. In this case, the addition of a strand that is fully
complementary to the locking strand can remove the TH-DNA
lock, thus unlocking the nanoswitch (Figure 2c). These three
triggers are representative of biochemical and physical triggers,
demonstrating control of DNA devices using nucleic acids,
enzymes, and light.
The programmable nature of the DNA nanoswitch allows

the creation of different loop sizes (i.e., different locked states)
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by placing the DNA latches at specific locations on the scaffold
strand (Figure 3a and Figure S1). Latches placed further apart
yield larger loops on recognizing the target, while smaller loops
are formed by latches placed in closer proximity.15 The
different loop sizes of these locked nanoswitches yield unique
bands on the gel, which we have previously used in multiplexed
sensing assays.5 The different gel migration patterns of the
devices do not arise from a difference in molecular weight of
the locked and unlocked states (the target nucleic acid is ∼20
nt and is thus negligible in comparison to a ∼7 kbp
nanoswitch). Instead, it is because of a topological change
from a linear to a looped state and the difference in the size
and position of the loop. We characterized the electrophoretic
mobility of different loop sizes using a Ferguson plot, a means
to estimate the retardation (frictional) coefficient of the looped
states (Figure S2).16 Next, we designed a molecular mix that
contained three nanoswitches with different loop sizes in which
each of the nanoswitches recognizes only the PC-DNA, RNA,
or TH-DNA locks (Figure 3b). We locked all three by adding
the corresponding locking strands, confirmed by the presence
of three unique bands on the gel (Figure 3c, lane 1). We used

this mixture and added one trigger (lanes 2−4) or a subset
(lanes 5−7) or all three triggers (lane 8), showing selective
processing of each locked state into an unlocked state. This
change can be visualized by the disappearance of the band
corresponding to the particular locked nanoswitch (Figure 3c).
In using multiple locking strands, a higher percentage of the
open state nanoswitches are reconfigured into locked states,
showing a diminished band corresponding to the open state.
We then performed a time series for each of the triggers (UV
irradiation, RNase H and strand displacement), showing
unlocking of a single locked state, while the other two
remained locked (Figure S3). In each case, depending on the
trigger concentration, the unlocking event can be accomplished
within an hour.
The concept of orthogonal control of dynamic DNA

nanoswitches presented here opens up opportunities to control
nanoscale structures for a variety of applications. The type of
triggers for different applications can also be chosen depending
on their reaction rates.15,17,18 For example, higher concen-
trations of the displacing strand or RNase H can be used to
induce faster unlooping. Our previous work showed that UV-

Figure 1. DNA nanoswitch design and operation. The open state of the nanoswitch is assembled from a single-stranded M13 scaffold and short
complementary backbone oligonucleotides. Two single-stranded DNA latches are complementary to target nucleic acids. On binding the target
DNA or RNA, the nanoswitch is reconfigured into the looped locked state. The open and locked states of the DNA nanoswitch can be identified
using agarose gel electrophoresis (inset), due to different migration based on the topology.

Figure 2. DNA nanoswitch reconfiguration using external triggers. (a) A photocleavable linker-containing DNA lock and ultraviolet (UV) light
trigger, (b) RNA lock and ribonuclease trigger, and (c) toehold-containing DNA lock and a displacing strand as a trigger. For each case, the gel
inset shows the open nanoswitch (lane 1) that is locked by a specific strand (lane 2) and unlocked by UV, RNase H, or a displacing strand (lane 3).
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triggered conformational change was faster than DNA strand
displacement even when an order of magnitude higher
concentration of DNA was used.17 It is also possible to
control the kinetics of the formation of individual states by
changing the concentration of specific triggers.19 In this work,
we focused on reconfiguring the nanoswitches from the locked
to unlocked states; reversibility of such reconfiguration might
also be useful in some applications. Each of the unlocked states
described here can be reset to the locked conformation by the
addition of excess locking strands after unlooping (Figure S4).
Such dynamic control over nanoscale devices provides
additional design capabilities for molecular circuits,20 incorpo-
ration of tunable portions in a larger DNA origami structure,21

as well as a selective response when spatiotemporal control22 is
needed in bioimaging, drug delivery, or molecular computa-
tion.
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Programmable Quantitative DNA Nanothermometers. Nano Lett.
16 (7), 3976−3981.
(9) Ji, W., Li, D., Lai, W., Yao, X., Alam, Md. F., Zhang, W., Pei, H.,
Li, L., and Chandrasekaran, A. R. (2019) pH-Operated Triplex DNA
Device on MoS2 Nanosheets. Langmuir 35 (14), 5050−5053.
(10) Shen, F., Mao, S., Mathivanan, J., Wu, Y., Chandrasekaran, A.
R., Liu, H., Gan, J., and Sheng, J. (2020) Short DNA Oligonucleotide
as a Ag+ Binding Detector. ACS Omega 5 (44), 28565−28570.
(11) Franch, O., Iacovelli, F., Falconi, M., Juul, S., Ottaviani, A.,
Benvenuti, C., Biocca, S., Ho, Y.-P., Knudsen, B. R., and Desideri, A.
(2016) DNA Hairpins Promote Temperature Controlled Cargo
Encapsulation in a Truncated Octahedral Nanocage Structure Family.
Nanoscale 8 (27), 13333−13341.
(12) Valsangkar, V. A., Chandrasekaran, A. R., Zhuo, L., Mao, S.,
Lee, G. W., Kizer, M., Wang, X., Halvorsen, K., and Sheng, J. (2019)
Click and Photo-Release Dual-Functional Nucleic Acid Nanostruc-
tures. Chem. Commun. 55 (65), 9709−9712.
(13) Douglas, S. M., Bachelet, I., and Church, G. M. (2012) A Logic-
Gated Nanorobot for Targeted Transport of Molecular Payloads.
Science 335 (6070), 831−834.
(14) Chandrasekaran, A. R., Zavala, J., and Halvorsen, K. (2016)
Programmable DNA Nanoswitches for Detection of Nucleic Acid
Sequences. ACS Sens 1 (2), 120−123.
(15) Chandrasekaran, A. R., Levchenko, O., Patel, D. S., MacIsaac,
M., and Halvorsen, K. (2017) Addressable Configurations of DNA
Nanostructures for Rewritable Memory. Nucleic Acids Res. 45 (19),
11459−11465.
(16) Rodbard, D., and Chrambach, A. (1971) Estimation of
Molecular Radius, Free Mobility, and Valence Using Polyacrylamide
Gel Electrophoresis. Anal. Biochem. 40 (1), 95−134.
(17) Chandrasekaran, A. R., Punnoose, J. A., Valsangkar, V., Sheng,
J., and Halvorsen, K. (2019) Integration of a Photocleavable Element
into DNA Nanoswitches. Chem. Commun. 55 (46), 6587−6590.
(18) Chandrasekaran, A. R., Trivedi, R., and Halvorsen, K. (2020)
Ribonuclease-Responsive DNA Nanoswitches. Cell Reports Physical
Science 1 (7), 100117.
(19) Chandrasekaran, A. R., MacIsaac, M., Vilcapoma, J., Hansen, C.
H., Yang, D., Wong, W. P., and Halvorsen, K. (2021) DNA
Nanoswitch Barcodes for Multiplexed Biomarker Profiling. Nano Lett.
21, 469−475.
(20) Qian, L., Winfree, E., and Bruck, J. (2011) Neural Network
Computation with DNA Strand Displacement Cascades. Nature 475
(7356), 368−372.
(21) Gu, H., Chao, J., Xiao, S.-J., and Seeman, N. C. (2010) A
Proximity-Based Programmable DNA Nanoscale Assembly Line.
Nature 465 (7295), 202−205.
(22) Veetil, A. T., Chakraborty, K., Xiao, K., Minter, M. R., Sisodia,
S. S., and Krishnan, Y. (2017) Cell-Targetable DNA Nanocapsules for
Spatiotemporal Release of Caged Bioactive Small Molecules. Nat.
Nanotechnol. 12 (12), 1183−1189.

Biochemistry pubs.acs.org/biochemistry Communication

https://dx.doi.org/10.1021/acs.biochem.0c00952
Biochemistry XXXX, XXX, XXX−XXX

D

https://dx.doi.org/10.1126/sciadv.aau9443
https://dx.doi.org/10.1021/jacs.9b06229
https://dx.doi.org/10.1021/jacs.9b06229
https://dx.doi.org/10.1021/jacs.9b06229
https://dx.doi.org/10.1021/jacs.7b09347
https://dx.doi.org/10.1021/jacs.7b09347
https://dx.doi.org/10.1021/acs.nanolett.6b00156
https://dx.doi.org/10.1021/acs.langmuir.8b04272
https://dx.doi.org/10.1021/acs.langmuir.8b04272
https://dx.doi.org/10.1021/acsomega.0c03372
https://dx.doi.org/10.1021/acsomega.0c03372
https://dx.doi.org/10.1039/C6NR01806H
https://dx.doi.org/10.1039/C6NR01806H
https://dx.doi.org/10.1039/C9CC03806J
https://dx.doi.org/10.1039/C9CC03806J
https://dx.doi.org/10.1126/science.1214081
https://dx.doi.org/10.1126/science.1214081
https://dx.doi.org/10.1021/acssensors.5b00178
https://dx.doi.org/10.1021/acssensors.5b00178
https://dx.doi.org/10.1093/nar/gkx777
https://dx.doi.org/10.1093/nar/gkx777
https://dx.doi.org/10.1016/0003-2697(71)90086-8
https://dx.doi.org/10.1016/0003-2697(71)90086-8
https://dx.doi.org/10.1016/0003-2697(71)90086-8
https://dx.doi.org/10.1039/C9CC03069G
https://dx.doi.org/10.1039/C9CC03069G
https://dx.doi.org/10.1016/j.xcrp.2020.100117
https://dx.doi.org/10.1021/acs.nanolett.0c03929
https://dx.doi.org/10.1021/acs.nanolett.0c03929
https://dx.doi.org/10.1038/nature10262
https://dx.doi.org/10.1038/nature10262
https://dx.doi.org/10.1038/nature09026
https://dx.doi.org/10.1038/nature09026
https://dx.doi.org/10.1038/nnano.2017.159
https://dx.doi.org/10.1038/nnano.2017.159
pubs.acs.org/biochemistry?ref=pdf
https://dx.doi.org/10.1021/acs.biochem.0c00952?ref=pdf

