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MicroRNAs (miRNAs) are crucial regulators of gene expression at the post-transcriptional level, offering
valuable insights into disease mechanisms and prospects for targeted therapeutic interventions. Herein,
we present a class of miRNA-induced light-up RNA sensors (miLS) that are founded on the toehold
mediated principle and employ the fluorogenic RNA aptamers Pepper and Squash as imaging modules.
By incorporating a sensor switch to disrupt the stabilizing stem of these aptamers, our design offers
enhanced flexibility and convertibility for different target miRNAs and aptamers. These sensors detect
multiple miRNA targets (miR-21 and miR-122) with detection limits of 0.48 and 0.2 nM, respectively,
while achieving a robust signal-to-noise ratio of up to 44 times. Capitalizing on the distinct fluorescence

imaging channels afforded by Pepper-HBC620 (red) and Squash-DFHBI-1T (green), we establish an
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Accepted 21st November 2023 orthogonal miRNA activation imaging platform, enabling the simultaneous visualization of different
intracellular miRNAs in living cells. Our dual-color orthogonal miLS imaging platform provides a powerful

DOI: 10.1039/d35c04957d tool for sequence-specific miRNA imaging in different cells, opening up new avenues for studying the
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Introduction

MicroRNAs (miRNAs) are small non-coding RNA molecules that
engage in complementary base pairing with non-coding regions
in mRNA of various eukaryotes. They are pivotal in post-
transcriptional regulation of gene expression, affecting over
60% of protein genes and impacting various physiological
processes.'® Dysregulation of miRNAs has been implicated in
multiple diseases, including but not limited to lung, cervical,
and breast cancers.**'® Owing to their compact size (19-24
nucleotides) and comparatively more straightforward biological
processes than proteins and DNA,'""> miRNAs are considered
valuable biomarkers for disease diagnosis and therapy
targets.”*” However, traditional miRNA analysis methods, such
as those involving fluorescent hybridization probes (including
electrochemical®? and quantitative real-time polymerase
chain reaction (qPCR)* approaches) and MS2 RNA binding
protein-fluorescent protein systems,*>” have limitations in
terms of probe degradation, delivery challenges, complex
kinetics,*** and inability to visualize multiple miRNA targets in
a single cell, hindering their effectiveness.”® Besides, the
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intricate functions of RNA in living cells.

presence of homologous sequences and the low expression
levels of miRNAs in living cells pose challenges to their detec-
tion.” Additionally, the visualization of multiple miRNA targets
in different living cells remained challenging, necessitating the
development of more efficient and orthogonal RNA imaging
approaches.

Recently, fluorogenic RNA aptamers, also known as fluores-
cent light-up aptamers, have emerged as a promising alternative
for RNA imaging.***' Fluorogenic RNA aptamers are discovered
using the systematic evolution of ligands by exponential
enrichment (SELEX)*>* that fold into specific shapes and
specifically activate the fluorescence of non-fluorescent small
molecule dyes.**** This property renders fluorogenic RNA
aptamers a powerful tool for RNA visualization. Over the past
decade, various fluorogenic RNAs, including Spinach,** Broc-
coli,® Corn,** Mango,””*®* SRB-2,>** Pepper,* Beetroot,*
RhoBAST***” and Squash,*® have been developed as genetically
encoded RNA sensors, enabling the imaging of metabolites,*->*
metals,> proteins,®*® and RNAs in living cells.*”"* Importantly,
a genetically encoded fluorogenic RNA sensor for intracellular
RNA imaging comes with minimal interference with the normal
cellular processes and exhibits a lower background without
a target, contributing to its broad and promising applications.

Successful light-up RNA sensors should exhibit a substantial
disparity in fluorescence emission before and after binding to
the target RNA. To this end, the current light-up RNA sensors
often employ split®**®” or allosteric®»**** design principles to
break the RNA aptamer's correct folding conformation, yielding
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low background fluorescence. Huang et al. and Ying et al
demonstrated RNA aptamer allosteric strategies for RNA
imaging and quantitative studies of target RNA in living
cells.®>®® Nevertheless, applying these design methods to other
RNA aptamers and various targets entails intricate design
challenges. In addition, Wang et al.” developed the iPepper
system, a tandem array of inert Pepper with split principles, for
imaging diverse endogenous mRNA. Chen et al® used
a dynamic analysis strategy that introduced a structure-
switching aptamer to monitor the spatiotemporal localization
of biomolecules in live systems. However, for the complex
intracellular environment, these methods have limitations for
simultaneous imaging of multiple target RNAs with distinct
fluorescence colors in cells. Therefore, there is a need for
a simple and versatile RNA sensor platform capable of orthog-
onal imaging of multiple miRNAs across diverse living cells.
In this study, we present an orthogonal light-up RNA sensor
platform designed for the multiplex imaging of miRNAs. The
platform utilizes red-emissive Pepper-HBC620 and green-
emissive Squash-DFHBI-1T as imaging modules (Scheme 1).
We initially validated the sensor design principle using the
Pepper RNA aptamer, wherein introducing a complementary
miRNA sequence destroys the HBC-binding loop, thereby pre-
venting its interaction with HBC and resulting in diminished
fluorescence. However in the presence of the target miRNA, the
Pepper-HBC binding core structure recovers, leading to
a significant enhancement in fluorescence. We also incorpo-
rated multiple sensor units to amplify the detection signal.
Next, building on the versatility of the sensor design prin-
ciple, we extended this approach to the Squash aptamer*® to
achieve orthogonal dual-color imaging. The orthogonal light-up
RNA sensor platform exhibits sub-nanomolar detection sensi-
tivity for miRNAs within cells and demonstrates the ability to
differentiate between target miRNAs. Due to the powerful
operability of the sensor design principle, we further enhance
its usability by designing it to bind different targets. Overall, our
results showcase the feasibility of this orthogonal light-up RNA
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Scheme 1 The orthogonal dual-color fluorogenic RNA aptamer
sensor for miRNA imaging in this work.
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sensor platform for detecting and imaging intracellular miRNAs
within living cells. The simplicity, high signal-to-noise ratio,
and versatility of the platform make it a valuable tool for
investigating RNA functions within living systems.

Results and discussion
Design and optimization of the new Pepper aptamer

The design of the fluorogenic RNA allosteric sensor is typically
fraught with intricate optimization processes aimed at
acquiring the optimal transducer sequence. Unfortunately,
these efforts are often accompanied by challenges, including
a relatively low signal-to-noise ratio and insufficient univer-
sality. Therefore, to achieve a highly versatile fluorogenic RNA
sensor that could readily accommodate various aptamers and
adopt a more straightforward design strategy, we initially
attempted to design the fluorogenic RNA sensor by screening
from a library source. Previous studies have shown that most
aptamer SELEX libraries retain an anchor sequence to enhance
screening affinity”® (Fig. S11). The anchor sequence in the initial
random library comprises a 4-base pair stem and a stable UUCG
tetraloop. Moreover, this sequence exhibits minimal ligand
binding involvement while vital for aptamer folding. Therefore,
we propose utilizing this anchor sequence as the switch of the
fluorogenic RNA sensor design.

To design the miRNA activation sensor platform, we selected
the Pepper RNA aptamer, an uncomplicated and compact RNA
molecule. The Pepper aptamer activated the bright fluorescence
of HBC* (Fig. 1a). The Pepper aptamer was predicted to form
a helix, one asymmetric internal loop structure (AILP), an
internal loop structure (ILP), and one hairpin loop region (HP)*
using RNA Structure software (Fig. 1c). Additionally, crystallo-
graphic structure determination of the Pepper-HBC revealed
that the HBC fluorophore is sandwiched between one non-G-
quadruplex quadruple and a noncanonical G-U wobble helical
base pair in the ILP structural pocket. Therefore, the ILP
structure plays a crucial role in the fluorescent lighting of
Pepper-HBC.”" By comparing with the Pepper SELEX library
sequence, it was found that HP as a structural role existed in
every library member*® (Fig. S17).

Meanwhile, the HP structure of Pepper has much stronger
base interactions relative to other structures from the thermo-
dynamic prediction of the NUPACK software (Fig. S27).

Thus, we hypothesized that the presence of this HP is
essential for facilitating the proper folding of Pepper and holds
promise as a trigger in miRNA sensor design’* (Fig. S3 and Table
S1t). To explore this potential, we demonstrated two circular
permutations to alter the orientation of the 5 and 3" ends of the
Pepper aptamer. One modification resulted in the direct closure
of AILP, thereby opening up the HP structure to form Cp Pepper
(Fig. 1b and S1t). However, as determined by fluorescence and
the PAGE gel analysis, the Cp Pepper aptamer disrupted effec-
tive AILP formation and lacked HBC-binding RNA functionality
compared to the original aptamer. Meanwhile, we designed
a modified Pepper sequence with a paired stem and stable
GAAA tetraloop to padlock the open AILP and create a new
Pepper aptamer (Fig. 1b and S17%). The P1 of new Pepper has

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Design of the new Pepper aptamer. (a) chemical structure of
HBC. (b) Predicted secondary structure of Pepper, Cp Pepper and new
Pepper for the fluorogenic RNA sensor. (c) The tertiary structure of the
new Pepper aptamer. (d) The fluorescence spectra, (e) the relative
fluorescence intensity and (f) temperature-dependence of Pepper and
the new Pepper aptamer with 5 uM HBC530.

a higher contribution to the correct formation of the secondary
structure of new Pepper (Fig. S21). The fluorescence and the
PAGE gel analyses demonstrated that new Pepper retained in
vitro fluorescence properties and thermal stability compared to
the original Pepper (Fig. 1d-f, S4 and S57). In addition, tertiary
structures of the HBC binding to RNA aptamer new Pepper in
the calculated stable binding state are exhibited in Fig. 1c.

Design of the miRNA sensor using new Pepper

Following the principles elucidated above, we strategically
harnessed the P1 stem-loop of the new Pepper aptamer as
a folding-dependent domain, integrating it with the comple-
mentary sequence of the target miRNA. Employing a toehold-
mediated RNA strand displacement,”® we devised a novel
light-up RNA sensor, as illustrated in Fig. 2a and S6a.f This
design hindered the proper folding of the Pepper aptamer,
leading to disruption of the core structure (L1) of the new
Pepper-HBC binding site. Upon hybridizing with its comple-
mentary toehold sequence, the target miRNA would release the
masked stem and restore the P1 stem of the aptamer,
promoting the reformation of the fluorophore binding pocket.
The sensor design was generated by NUPACK web and RNA
Structure software to predict its structure and achieve
minimum free energy. As a result, the properly folded Pepper

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 (a) Schematic illustration of the working principle of miLS.

Green bases denote the new Pepper, the yellow lines represent the P1
of new Pepper, and the cyan lines show the target binding region. (b)
Fluorescence intensity for the optimization of milLS based on different
sequence designs. Fluorescence was measured with 1 uM RNA and 5
uM HBC530 after incubating with 1 uM miR-21. (c) Fluorescence
spectra of HBC530 in the presence of 1 uM NP mi21LS and 1 uM NP
mi21LS with miR-21. (d) Schematic illustration of the working principle
of NP mi21LS tandem arrays. Blue lines denote the linker between the
NP mi21LS tandem. (e) Fluorescence spectra of 1x, 4x, 8x and 16 x NP
mi21LS with and without target RNA (miR-21). (f) Relative fluorescence
intensity of the above different tandem arrays of NP mi21LS with and
without target RNA. Error bars are standard deviations in three
repetitive assays.

enabled fluorescence activation in HBC, achieving sensitive
detection of miRNA. We have named this miRNA-induced light-
up RNA sensor miLS.

Next, to validate the feasibility of miLS as an in vitro sensing
module, we selected miR-21 as the target miRNA due to its
overexpression in various tumor cells.” The sensor was con-
structed by incorporating a miR-21 responsive sequence into
the P1 of new Pepper. After simple optimization of the sensor
module, sensor 3 was identified as the optimal RNA sensor,
named NP mi21LS (Fig. 2b and S7-S91). In the absence of miR-
21, negligible fluorescence was observed at ~530 nm when
HBC530 was incubated with this sensor. This observation

Chem. Sci., 2023, 14, 14131-14139 | 14133
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suggests that new Pepper did not format the correct secondary
structure and disrupted the HBC-binding site. However, in the
presence of miR-21 (1 uM), a significant increase in fluores-
cence intensity at 530 nm, approximately 16-fold, was observed,
suggesting the successful restoration of the Pepper aptamer
structure (Fig. 2¢). Compared to other detection methods, this
light-up RNA sensor exhibited a higher signal-to-noise ratio
(Table S31). One commonly employed strategy for enhancing
the imaging sensitivity of the fluorescence RNA aptamer is to
fabricate arrays akin to MS2 cassettes. To improve the sensitivity
of the light-up RNA sensors, we attempted to connect NP
mi21LS in a series of tandem arrays containing 4 x, 8 x and 16 x
miR-21 sensors using the concepts mentioned above. To mini-
mize steric hindrance among the sensors, we used an adenine-
rich sequence as the linker to fold Pepper in the tandem arrays
properly (Fig. 2d and S10%). As anticipated, the fluorescence
intensity showed a proportional increase with the number of
arrays utilized. Notably, the signal-to-noise ratio exhibited
a marked improvement ranging from 16 to 49 as the number of
arrays increased from 1x to 8x. However, an extension of the
assay to 16 x resulted in a reduction of the signal-to-noise ratio,
which could be attributed to a higher likelihood of misfolding
of the longer sequences (Fig. 2e and f).

Ulteriorly, the fluorescence intensity of the miR-21 sensor
was found to be a dose-dependent behavior within a concen-
tration range of 1 nM to 100 nM. The estimated detection limit
was 0.48 nM, reflecting the remarkable sensitivity of this sensor
(Fig. S11aft). Selective experiments of NP mi21LS demonstrated
its excellent selectivity in complex biological environments,
including RNAs (miR-122, miR-224, and iRFP mRNA), proteins
(mCherry), and LO2 cell lysate (Fig. S11bt). Furthermore, the
PAGE gel analysis and tube imaging more intuitively demon-
strated the sensing effect of miR-21 (Fig. S11c and d¥). To assess
the responsiveness of NP mi21LS to tumor cells, we introduced
MCF-7 cells (human breast cancer cells) with high endogenous
miR-21 expression levels and HEK293T cells (human embryonic
kidney cells) exhibiting low miR-21 expression levels to 500 nM
NP mi21LS transfection. Confocal microscopy imaging revealed
distinct red fluorescent spots in the cellular cytoplasm of MCF-7
during incubation with HBC620 (Fig. S121). Besides, when miR-
21 was hybridized with anti-miRNA, MCF-7 cells exhibited lower
HBC fluorescence (Fig. S12t), NP mi21LS transfected into the
majority of the cells and was located in the cytoplasm mostly
(Fig. S131), and HBC showed negligible cytotoxicity to the cells
under experimental conditions (Fig. S14f). Therefore, these
results demonstrate the exceptional detection performance of
this NP mi21LS for miR-21 both in vitro and in living cells.

In addition, agarose gel electrophoresis analysis showed that
the array sensor and miR-21 mixture migrated slower than the
separate array sensor, indicating that the array miR-21 sensor is
bound with the target RNA (Fig. S151). Most importantly, the
16x NP mi21LS showed high fluorescence intensity and sensi-
tivity, which is highly encouraging for subsequent detection of
miR-21 in living cells (Fig. S16t). Increasing the number of array
sensor repeats resulted in a similar melting temperature (7)),
indicating that thermostability and folding stabilities were
maintained even in more extended arrays (Fig. S157).
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Collectively, these results proved that the construction of a miLS
tandem array can serve as a valuable tool for miRNA imaging.

Engineering of the light-up sensor platform for multiplex
miRNA imaging

The correct folding of the fluorogenic RNA aptamer is a crucial
step, which depends on the formation of a stabilizing structure
framework encompassing elements such as a hairpin structure
or stem. Drawing inspiration from these concepts, we applied
our miLS design principle to develop a multiplex miRNA sensor
and different aptamer imaging platforms (Fig. S177). By opti-
mizing the sensing module, in this case, by substituting the
miR-21 responsive sequence with a miR-122 responsive
sequence within the P1 region of new Pepper (Fig. 3a and S6bf¥),
sensor 2 was identified as the optimal RNA sensor, named NP
mil22LS, achieving a relatively sensitive light-up sensor that
responds to miR-122 (Fig. S18f). In contrast, this sensor
exhibited a significantly higher signal-to-background ratio of
approximately 44-fold when incubated with 0.5 uM miR-122 and
showed remarkable fluorescence recovery efficiency (Fig. 3c).
The detection limit was estimated at 0.2 nM (Fig. 3d and S19at).
This sensor displayed negligible fluorescence intensity when
exposed to other intracellular substances containing RNAs or
proteins (Fig. S19%). Furthermore, the PAGE gel analysis and
tube imaging analysis further directly proved the binding of the
light-up sensor with miR-122 (Fig. S11c and dt). Notably, miR-
122 is the most abundant miRNA in hepatocytes (~40 000
copies per hepatocyte).”>”® Consequently, LO2 cells were
selected as positive cells, and we observed some red fluorescent
foci in the cytoplasm, distinguishing them from the negative
HEK293T cells (Fig. 3e and S201). Moreover, upon treatment
with elevated concentrations of anti-miR-122, these -cells
exhibited diminished fluorescence (Fig. S207). These results
collectively emphasize the ability of NP mi122LS to facilitate the
imaging of various RNAs both in vitro and within living cells.

Recently, a fluorescence turn-on aptamer Squash, derived
from the adenine riboswitch, showed high-folding efficiency in
vitro and living cells. Squash activated the GFP-like fluo-
rophores dye DFHBI-1T, resulting in an emission maximum at
500 nm. The crystal structure of fluorophore-bound Squash
revealed that DFHBI-1T was sandwiched between a base triple
and a noncanonical quadruple, effectively limiting non-
radiative transitions and restoring the fluorescence. Besides,
the P1 stem did not participate in molecular recognition but
instead assisted in aptamer folding. This hypothesis was
confirmed through nucleotide mutations and structure
predictions of this stem of Squash (Fig. S217).

Subsequently, we continue to employ the same toehold
sequence of NP miLS, as detailed previously. MiR-21 was
selected as the target RNA and a miR-21 responsive sensing
module was obtained by breaking the P1 stem of Squash (Fig. 3b
and S2271). When incubating with 1 uM target RNA, the sensor
exhibited ~30-fold increased fluorescence intensity at 500 nm
(Fig. 3f). This result suggested that the blocking stem sequence
hybridized with the target RNA and restored the folding of
Squash. The selectivity and concentration-dependent

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 The mechanism illustration of (a) new Pepper miLS responding to miR-122 and (b) Squash miLS responding to miR-21. (c) Fluorescence
spectra of HBC620 in the presence of NP mil22LS and NP mil22LS plus miR-122. (d) The linear relationship between the fluorescence intensity
of NP mil22LS and the concentrations of miR-122 ranging from 0 to 500 nM. (e) Confocal imaging results of LO2 and HEK293T cells transfected
with the NP mi122LS system when incubated with HBC620. Scale bar, 20 um. (f) Fluorescence spectra of DFHBI-1T in the presence of Sq mi21LS
and Sg mi21LS plus miR-21. () The linear relationship between the fluorescence intensity of Sq mi21LS and the concentrations of miR-21 ranging
from 0 to 200 nM. (h) Confocal imaging results of MCF-7 and HEK293T cells transfected with the Sg mi21LS system when incubated with DFHBI-

1T. Scale bar, 20 um.

experiment further elucidates the successful construction of Sq
mi21LS (Fig. 3g and S231). Meanwhile, upon incubation of
Squash miLS (500 nM) in MCF-7 cells, the imaging results by
confocal laser microscopy showed that a majority of green
fluorescence spots were observed in living cells (Fig. 3h), and
DFHBI-1T showed negligible cytotoxicity (Fig. S147). Overall,
these findings underscore the versatility of the miLS design
strategy in enabling the creation of a universal platform for
imaging multiple target RNAs and fluorescence aptamers pos-
sessing distinct emission wavelengths.

Characterization of orthogonal dual-color fluorogenic sensors

Over the past decade, light-up fluorescence RNA aptamer
imaging has provided essential techniques for gaining insight
into many RNA functions in living cells. However, the devel-
opment of light-up RNA aptamer sensors that are characterized
by high orthogonality and free from crosstalk is imitated.
Furthermore, the characterization of a light-up RNA sensor
based on orthogonal aptamers for dual-color imaging of target
RNA in mammalian cells is still uncommon, indicating the
need for further research in this area (Fig. 4a). Herein, we
introduce an orthogonal miLS system using a pair of fluores-
cence RNA aptamers, Pepper-HBC620, and Squash-DFHBI-1T
(Fig. 4b and S24%), thereby enabling dual-color imaging of red
Pepper and green Squash.

Next, we explored the feasibility of our miLS platform for
orthogonal dual-color imaging of miRNA. By utilizing a system

© 2023 The Author(s). Published by the Royal Society of Chemistry

comprising NP mi21LS and Sq mi21LS, along with their
respective fluorophores, we observed negligible fluorescence in
the range of 450-700 nm in the absence of miR-21. By contrast,
this platform incubated with miR-21 at 37 °C exhibited intense
fluorescence turn-on at 500 nm or 620 nm, respectively (Fig. 4c).
Besides, as shown in Fig. 4d, our system exhibited selectivity in
activating the corresponding fluorophore, resulting in distinct
fluorescence emission. Additionally, the PAGE gel analysis of
the orthogonal miLS system revealed distinct dual-color band
shift when subjected to staining with different dyes, stained
initially with DFHBI-1T (left), followed by HBC620 (middle), and
finally with SYBR green II (right) (Fig. 4e). In addition, the
orthogonal miLS facilitated the visualization of green and red
fluorescence upon incubation with miR-21 in 96-well plates
(Fig. 4f). Upon transfection with this system (500 nM) and
incubation with the fluorophores, MCF-7 cells exhibited bright
red and green fluorescence (Fig. 4g and h), while HEK293T cells
displayed significantly lower fluorescence levels. These results
indicate that target RNA can be simultaneously detected using
orthogonal miLS in this system. The rational design of this
approach represents a significant advancement in RNA
bioimaging.

Encouraged by the data mentioned above, we subsequently
evaluated the ability of the sensor platform system to discrim-
inate between different miRNAs using a dual-color approach.
Specifically, we initially assessed cuvettes containing solutions
of 1 uM NP mi122LS-HBC620 pair and Sq mi21LS-DFHBI-1T,

Chem. Sci., 2023, 14, 1413114139 | 14135
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Fig. 4 Characterization of the orthogonal dual-color fluorogenic miLS system. (a) Schematic of the orthogonal dual-color fluorogenic miLS
system. (b) Normalized Ex and Em fluorescence spectra of Squash-DFHBI-1T and Pepper-HBC620. (c) Fluorescence spectra of the orthogonal
dual-color miLS system with or without miR-21. (d) Relative fluorescence intensity of the orthogonal dual-color miLS system with or without
target RNA. Error bars are standard deviations in three repetitive assays. (e) Gel electrophoresis analysis of the orthogonal dual-color miLS system
stained using different dyes. Lane 1, NP mi21LS; lane 2, NP mi21LS with miR-21; lane 3, Sg mi21LS; lane 4, Sq mi21LS with miR-21; M denotes
molecular weight markers. The bands showing differences in the two gel images are circled in red. (f) Imaging the orthogonal dual-color flu-
orogenic miLS system with miR-21in a 96-well plate. (g) Confocal imaging results of the cells transfected with the orthogonal dual-color miLS
system when incubated with DFHBI-1T and HBC620. Scale bar, 20 um. (h) The relative fluorescence of different cells of (g). Values represent

means + SD from 9 independent cells, **P < 0.01, ****P < 0.0001.

each exposed solely to either miR-122 or miR-21 (Fig. 5a). In the
presence of miR-21, a slight increase in fluorescence was
observed in the green light range. In addition, upon incubation
with only miR-122, enhanced fluorescence at 620 nm from
HBC620 was detected (Fig. S257). Real-time kinetics analysis of
the fluorescence miLS platform demonstrated gradual
increases in green fluorescence from DHFBI-1T upon adding 1
UM miR-21. Meanwhile, incubation with miR-122 prompted
a prominent onset of red fluorescence (Fig. 5b).

Next, we analysed the miLS platform using PAGE gel and 96-
well imaging to demonstrate its capacity for differential target
detection through dual-color orthogonal imaging (Fig. 5¢ and
S25%). Finally, four distinct cell lines (Huh7, MCF-7, LO2, and
HEK293T) were selected for testing the miLS platform. Huh?

14136 | Chem. Sci, 2023, 14, 14131-14139

cells showed overexpression levels of miR-21 and miR-122,
while MCF-7 cells displayed high expression of miR-21 and no
expression of miR-122. Conversely, LO2 cells exhibited low
expression levels of miR-21 and high miR-122, and HEK293T
cells served as control cells with no expression of either miR-21
or miR-122. The endogenous expression levels of these two
miRNAs in the four cell lines were confirmed via qRT-PCR
(Fig. S267). To validate the functionality of the miLS platform
system, the above cell lines were transfected with 500 nM of the
miLS platform. Confocal laser microscopy images showed
a stronger green and red fluorescence signal in Huh7 cells,
while MCF-7 cells and LO2 cells detected only green or red
fluorescence, each corresponding to their respective miRNA
targets, and almost no signal was detected in HEK293T cells

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 Characterization of dual-color miLS for miRNA-dependent
orthogonal imaging. (a) Schematic of selective imaging of different
miRNAs. (b) Fluorescence kinetic analysis of dual-color milS for
miRNA dependent imaging. (c) 10% PAGE analysis of the orthogonal
dual-color milLS system with different miRNA-stained dyes. Lane 1, NP
mil22LS; lane 2, NP mil22LS with miR-122; lane 3, Sq mi21LS; lane 4,
Sq mi2lLS with miR-21; M denotes molecular weight markers. The
bands showing differences in the two gel images are circled in red. (d)
The relative fluorescence of different cells of (e). Values represent
means + SD from 10 fluorescence spots from different cells, ****P <
0.0001. (e) Confocal imaging results of different cells transfected with
the orthogonal dual-color fluorogenic miLS system when incubated
with DFHBI-1T and HBC620. Scale bar, 20 um.

(Fig. 5d and e). These results affirm the successful development
of the miLS sensor system capable of activating fluorescence in
response to different endogenous target RNA molecules in
different cells, which can be visualized using orthogonal dual-
color imaging RNA.

Conclusions

In summary, we have developed a novel miRNA-induced light-
up RNA sensor (miLS) that enables the visualization of miRNA
of interest both in vitro and in living cells. The design concept
for miLS was inspired by aptamer screening principles, utilizing
the screening anchor hairpin structure as the foundational
sensor switch. By introducing a miRNA hybrid sequence into
the hairpin loop of the aptamer as the toehold domain, we have

© 2023 The Author(s). Published by the Royal Society of Chemistry
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effectively modulated the sensor response. MIiLS exhibits
a significant signal-to-noise ratio (>40 fold) in vitro, thereby
enabling remarkable sensitive and accurate detection of
multiple target miRNAs using diverse aptamers with distinct
fluorescent colours. The versatility of miLS was further
enhanced by its capacity for dual-color orthogonal imaging of
miR-21, both in vitro and in living cells, by leveraging the inte-
gration of Pepper and Squash aptamers with responsive units.
Notably, our system exhibits relatively high resolution between
the red and green fluorescence channels, thus enabling the
dependable differentiation of endogenous miRNA targets in
various cellular contexts. By harnessing the potential of this
dual-color orthogonal imaging platform, the capability to image
different miRNAs as needed, by concurrently employing the
corresponding miLS is realized. This flexibility expands the
toolbox of light-up imaging techniques and provides a valuable
approach for deciphering the intricate physiological processes
involving miRNAs in living cells.
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