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Cancer cells utilize a range of migration modes to navigate through a confined tissue microenvironment in
Precisely engineered
microconfinement and the high spatial-resolution imaging strategy offer a promising avenue for

vivo, while regulatory roles of key microRNAs (miRNAs) remain unclear.

deciphering the molecular mechanisms that drive cell migration. Here, enzyme-free signal-amplification
nanoprobes as an effective tool are developed for three-dimensional (3D) high-resolution profiling of
key miRNA molecules in single migrating cells, where distinct migration modes are precisely driven by
microconfinement-engineered microchips. The constructed nanoprobes exhibit intuitive and
ultrasensitive miRNA characterization in vitro by virtue of a single-molecule imaging microscope, and the
differential expression and intracellular locations in different cell lines are successfully monitored.
Furthermore, 3D spatial distribution of miR-141 at high resolution in flexible phenotypes of migrating

cells is reconstructed in the engineered biomimetic microenvironment. The results indicate that miR-141
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Accepted 2nd September 2022 may be involved in the metastatic transition from a slow to a fast migration state. This work offers a new
opportunity for investigating regulatory mechanisms of intracellular key biomolecules during cell

DOI: 10.1039/d2sc04132d migration in biomimetic microenvironments, which may advance in-depth understanding of cancer
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Introduction

The metastasis of cancer cells relies upon a series of cellular
events known as the invasion-metastasis cascade.* The escape
of proliferating tumor cells from the primary site is often guided
by a single invasive cell, which facilitates invasion into the
surrounding tissues.”> These cells must migrate through an
inter-tissue microenvironment, passing through confined
topographies of 3-30 pm. The morphological plasticity of
migrating cells enhances their ability to migrate and therefore
their invasive capability.> Some cells develop an amoeba-like
movement, which allows them to move more quickly and thus
increases their efficacy of invasion.*” Moreover, some evidence
suggests that cells are able to gain detailed and specific infor-
mation about their local environment through signaling mole-
cules and can adjust their behavior accordingly.>*° To better
understand how cancer cells recognize and respond to these
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environmental signals, biomimetic actuating devices are now
being used to simulate the complex three-dimensional (3D)
microenvironments that tumor cells exist within."*

An increasing amount of evidence suggests that RNA mole-
cules play a number of significant roles in the regulation of
cancer cell migration.”> MicroRNAs (miRNAs) are endogenous
non-coding RNAs, and their aberrant expression is linked to the
development of cancer.”*'* These molecules bind to the 3'-
untranslated region (3’-UTR) of their target messenger RNAs
(mRNAs), which destabilizes the mRNA and thus prevents the
expression of the encoded gene.” For instance, it has been
shown that overexpression of miR-720 downregulates Rab3 in
cervical cancer cells and thus promotes cervical cancer metas-
tasis.'® Similarly, Ma et al. showed that upregulation of miR-10b
in breast cancer cells inhibits the translation of HOXD10,
resulting in increased expression of the RHOC protein, which
promotes tumor cell invasion.”” The miR-200 family of miRNAs
was also shown to be closely linked to the metastasis of cancer
cells.’®* Overexpression of miR-141, for example, led to marked
inhibition of the transcription factor FOXA2, the dysregulation
of which is known to promote cervical cancer metastasis.*
These findings demonstrate the unique expression patterns of
miRNAs, which can serve as “fingerprints” of cell migration.
However, accurately monitoring miRNAs in single living cells
remains challenging because of their short sequence, low
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Scheme 1 The design and principle of nanoprobes for amplifying intracellular miRNAs of migrating cells in biomimetic microenvironments by

using a single-molecule imaging platform.

expression level, and high sequence similarity.*** Given this,
various DNA nanotechnology-based strategies have been
developed for miRNA imaging.>*** Thus, developing a simple
method to precisely measure miRNAs in migrating cells under
biomimetic microenvironments would be a powerful tool.

Single-molecule imaging techniques have recently been
developed to allow the pinpointing of individual molecules in
cellular microenvironments. Compared with the earlier
ensemble methods, single-molecule techniques provide greater
sensitivity, higher spatiotemporal resolution, and significantly
less perturbation,***” which has enabled the examination of
protein quantification,”®* RNA dynamics,***' and the subcel-
lular structure.®*** Among the currently available single-
molecule technologies, total internal reflection fluorescence
microscopy (TIRFM) has been used extensively to study
biomolecular interactions;* yet, the excitation of a fluorophore
is limited to the surface of the sample.*” By applying optimized
imaging techniques, however, the laser beam passes through
the center of the sample as an oblique thin-layer beam.**
Imaging at a large angle of incidence allows the acquisition of
targets at a depth of tens of micrometers, facilitating the
generation of a 3D map of molecules in living cells. Addition-
ally, the use of DNA nanotechnologies to amplify the detected
signal has greatly improved imaging sensitivity and resolu-
tion.*””*® Gold nanoparticles (AuNPs) are widely used as molec-
ular labels for the visualization of intracellular targets because
of their good biocompatibility, excellent cell permeability, and
ease of modification. Moreover, AuNPs can efficiently quench
fluorescent molecules, which is beneficial to reduce the back-
ground signal.*® These imaging techniques and effective signal
amplification strategies are extremely valuable when studying
the molecular mechanisms of migrating cells, both in vivo and
in biomimetic environments.

11198 | Chem. Sci, 2022, 13, M97-11204

In this study, enzyme-free signal-amplification nanoprobes
were designed to image the miR-141 in single migrating cells
within a biomimetic microenvironment using single-molecule
fluorescence imaging techniques. As shown in Scheme 1, the
probes were constructed by coupling oligonucleotide structures
to AuNPs. Upon binding to the target miRNAs, the probes
triggered a signal amplification cascade, producing individual
fluorescent spots that were explicitly counted for quantitative
analysis. This strategy allowed differential miRNA expression to
be monitored in a range of cell types. Furthermore, microchips
were generated to simulate the cellular microenvironment,
allowing the spatial distribution of intracellular miRNAs in
distinct migration modes to be reconstructed in three dimen-
sions. Together, these strategies resulted in a simple and direct
method for the detection of key biomolecules both in vitro and
in vivo, which could be a valuable tool in the study of the
molecular mechanisms that underlie cancer metastasis.

Results and discussion
Enzyme-free signal-amplifying nanoprobes

AuNPs with a diameter of ~15 nm were adopted as the optimal
carriers for precise target miRNA imaging benefitting from their
high loading capacity, realizable functionalization, and good
biocompatibility.*>*' As shown in Scheme 1, Cy5 was coupled to
the 3’ terminus of the H1 hairpin, and a quencher (BHQ) was
appended to the adjacent sites for effective quenching due to
achievable fluorescence resonance energy transfer.”” The
formed capture probes were closely attached to the AuNPs
through thiol-gold bonds for target recognition. The triggered
reaction occurred while encountering the complementary
sequence of targets, resulting in the opening of hairpin struc-
tures. The fluorescence of Cy5 was immediately restored owing

© 2022 The Author(s). Published by the Royal Society of Chemistry
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(A) PAGE analysis of lane O-lane 5. Lane 0, DNA marker; lane 1, H1; lane 2, H2; lane 3, H1 and H2; lane 4, H1 + miR-141; lane 5, H1 + H2 +

miR-141. (B) Fluorescence imaging of (a) blank, (b) H1-AuNPs + H2, (c) H1-AuNPs + miR-141, and (d) H1-AuNPs + miR-141 + H2, respectively. (C)
Single-molecule fluorescence imaging of different concentrations of miRNAs in vitro. The range is from 1 fM to 1 pM (a—h: 1 fM, 10 fM, 20 fM, 50
fM, 100 fM, 200 fM, 500 fM, and 1 pM). (D) Standard curve of the counts of fluorescence signal points at different concentrations of miR-141. (E)
Specificity assessment of the nanoprobes for the quantitative analysis of common miRNAs (a—g: miR-141, miR-21, miR-30, miR-100, miR-125b,

let-7b, and let-7c). The scale bar is 5 pm.

to the ineffective quenching effect over long distances, accom-
panied by the formation of intermediate H1-miRNAs. The
catalytic hairpin structures of H2 were then initiated to generate
a more stable double-stranded H1-H2 complex (the binding
domain: II-II-IV-III* and IT*III*IV*II), and the released
targets triggered a new round of recognition reaction in the
cytoplasm and generated abundant fluorescent spots to achieve
signal amplification. The fluorescent spots generated in the
reaction were captured by using a home-built single-molecule
fluorescence imaging microscope, enabling accurate visualiza-
tion of quantitative information for target analysis. We used
this recognition and signal amplification strategy alongside
high-resolution imaging to ultra-sensitively detect, locate, and
accurately quantify target molecules.

We first characterized the physical properties of the con-
structed nanoprobes. The transmission electron microscopy
(TEM) images revealed that the AuNPs exhibited a uniform size
of approximately 15 nm (Fig. S1At), which was consistent with
the hydrodynamic diameter calculated by dynamic light scat-
tering (DLS) measurement (Fig. S1Bf). The zeta-potential
showed that the charge of H1-AuNPs was more negative than
that of AuNPs, confirming the modification of the DNA hairpin
structure on the surfaces of the AuNPs (Fig. S1Ct). In addition,
UV absorption spectroscopy was used to evaluate loading
capacity. Successful loading of the nucleic acid probes was
demonstrated by a red-shifted absorption peak, as well as the
appearance of a characteristic peak at 260 nm in the spectrum

© 2022 The Author(s). Published by the Royal Society of Chemistry

of H1-AuNPs, due to a changed dielectric constant (Fig. S1D¥).®
What's more, binding H1 on AuNPs can speed up collision, and
improve the detection efficiency.*® Therefore, the load of
multiple probes could be quantified by using a fluorescence
spectrometer (Fig. S2), which demonstrated that each AuNP
contained approximately 76H1 probes. Taken together, the
constructed nanoprobes are capable of subsequent target
detection.

The feasibility of the designed nanoprobes for sensing miR-
141

To determine whether the nucleic acid probe was capable of
recognizing its target, we performed polyacrylamide gel elec-
trophoresis. This clearly showed that both the H1 capture probe
and H2 catalytic probe were inactive and monomeric in the
absence of miR-141 (Fig. 1A, lane 3). Upon addition of the
miRNAs, the hairpin structure of H1 opened to allow hybrid-
ization with the target sequence, producing the intermediate
H1-miRNA complex (lane 4). Upon the introduction of H2 (lane
5), stable H1-H2 duplexes were formed, displacing the target
miRNAs. These results showed that the oligonucleotide probes
were able to undergo continuous strand displacement
reactions.

To verify the feasibility of the proposed strategy visually, the
fluorescence imaging experiment was performed for further
visual inspection. As depicted in Fig. 1B, prior to the induction
of the target sequence, no obvious fluorescence signal could be

Chem. Sci., 2022, 13, M97-11204 | 11199
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observed, because the fluorescence of Cy5 was effectively
quenched by AuNPs and BHQ (Fig. 1B(a)). Briefly, the target-
triggered self-assembly reaction could not be formed without
target miR-141, resulting in an ‘off’ state of the fluorescence
signal (Fig. 1B(b)). Upon addition of the target sequence, fluo-
rescent spots existed, implying the successful opening of the H1
hairpin, and then the fluorescence signal recovered (Fig. 1B(c)).
As displayed in Fig. 1B(d), after bringing in the catalytic probe,
the output of fluorescent spots significantly increased, indi-
cating that an effective amplification cycle was realized with the
help of the cyclable target miR-141. These data therefore show
that this strategy has high potential for the precise detection of
miRNAs based on a home-built single-molecule fluorescence
imaging platform.

Amplified biosensing of miR-141 with designed nanoprobes

To investigate the optimal reaction time, real-time monitoring
of fluorescent spots was examined based on single-molecule
fluorescence imaging. As shown in Fig. S3,f the intensity of
the fluorescent spots increased gradually with the increasing
time, until reaching a plateau after 100 minutes, suggesting the
saturation of the reaction. Thus, the optimal time for subse-
quent in vitro monitoring was 100 minutes.

The visual imaging of miR-141 in vitro quantitative analysis
was performed. As demonstrated in Fig. 1C, fluorescent spots
increased with increasing miR-141 concentrations. We
observed a linear relationship between the fluorescence inten-
sity and miRNA concentration between 1 fM and 1 pM, with
a coefficient of determination of R* = 0.9964 (Fig. 1D). The limit
of detection was found to be as low as 1 fM, which was
comparable to those of most of the imaging strategies for
biomarker analysis.**** Furthermore, interfering miRNAs were
introduced to evaluate the specificity for miR-141 detection.
There were almost no obvious fluorescent spots in the presence
of mismatched interfering miRNAs (Fig. 1E), demonstrating
that the proposed approach was highly specific. Together, these
data showed that enzyme-free signal-amplifying nanoprobes
could be used to detect low-abundance target molecules even in
complex cellular environments.

In situ single-molecule imaging of miR-141 in living cells

Prior to intracellular imaging, the cytotoxicity of the proposed
nanoprobes was evaluated using the CCK-8 detection kit. The
nanoprobe was added to HeLa cells in culture, and the cell
viability was evaluated in real-time. A nanoprobe-free complete
medium was used as a control. After 24 hours, the cell survival
rate remained above 90% (Fig. S4t). Thus, the nanoprobes are
compatible for use in living cells.

Hereafter, fluorescence imaging of the nanoprobes for in situ
miRNA abundance detection was monitored in single living
cells, where the expression level could be clearly observed, as
shown in Fig. 2A, and single spots were exhibited in the
magnified images, attributed to the precise imaging platform.
Subsequently, the inhibitor was introduced into HeLa cells, and
thus, the concentration of intracellular miR-141 could be
reduced. As displayed in Fig. 2B, the fluorescent spots in HeLa

1200 | Chem. Sci, 2022, 13, M97-11204
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Fig. 2 Fluorescence imaging of single Hela cells and MCF-7 cells
incubated with the designed nanoprobes. Expression of miR-141 in (A)
Hela cells, (B) Hela cells pretreated with an miR-141 inhibitor (100
nM), and (C) MCF-7 cells. The histograms showed the statistics of the
fluorescent spot counts from single cells. The scale bar is 10 um.

cells of the transfection inhibitor significantly decreased
compared with those in the untreated group. Moreover, the
expression levels of miR-141 in different cell lines were inves-
tigated by virtue of the designed nanoprobes as well. From
Fig. 2C, weaker fluorescence signals can be seen in MCF-7 cells
compared with HeLa cells, consistent with those of previous
reports.*® The corresponding histograms further showed that
the fluorescence readout was closely associated with the miR-
141 concentration. Together, these data confirm that the
designed fluorescent nanoprobes allow the detection of target
expression in single living cells with high resolution and
efficiency.

3D imaging of miR-141 in single migrating cells driven by
biomimetic microenvironments

The migration modes of individual cells can be split into
mesenchymal migration and amoeboid migration. It has
previously been shown that the mesenchymal-amoeboid tran-
sition (MAT) is a mechanism used by cancer cells to help them
navigate in the crowded microenvironments in vivo.® As depic-
ted in Fig. 3A, we constructed two biomimetic microenviron-
ments with distinct migration modes. Cells undergoing
mesenchymal migration were typically slender with fusiform
shapes, while cells undergoing amoeboid migration often
formed a large elliptical bleb. We tracked the trajectories of
single HeLa cells in distinct migration modes, which revealed
that amoeba-like cells moved significantly faster than the
mesenchymal-migrating cells (Fig. 3B). To better understand
the regulatory mechanism of rapid amoeboid migration, the
intracellular miR-141 fluorescence signals in confined cells

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 (A) The phase-contrast images of Hela cells under no

confinement (no conf.) and confinement (conf.) microenvironments.
The cell outlines represented real-time localization, and the distinct
colors denoted elapsed time after the first outline. The scale bar is 10
um. (B) Instantaneous speeds of migrating cells. (C) Fluorescence
imaging of intracellular miR-141 with proposed nanoprobes under
distinct microenvironments (a and b: mesenchymal cells and c and d:
amoeboid cells). The scale bar is 10 pm.

were detected utilizing a single-molecule imaging platform.
Fluorescence imaging was utilized to prove the differential
expression of miR-141 between various cell phenotypes under
diverse microenvironments (Fig. 3C).

To visualize the distribution of intracellular miRNAs with
high spatial resolution, we used 3D imaging with fluorescently
labeled nanoprobes on a single-molecule imaging platform. We
first seeded cells on fibronectin (FN)-modified glass substrates
under adherent and non-confinement microenvironments,
under which the cells were attached tightly and stretched well
(Fig. 4A) representing a mesenchymal migration mode. As
shown in Fig. 4B, 3D fluorescence imaging for precise spatial
information was perfectly performed by means of reconstruct-
ing diverse slices in the z-stacks. The analog images presented
miR-141 more clearly and precisely. Meanwhile, we observed
the spatial distribution of intracellular miR-141 along with clear
fluorescent spots, in which the differential distribution of
various layers was intuitively displayed via isometric ortho-
graphic views.

The expression levels of biomolecules, including miRNAs, can
be affected by cell contractility, thereby altering cell migration.*’
For this reason, analysis of miRNA distribution in distinct
phenotypes is particularly valuable. To simulate the different
microenvironments, microchips were constructed using micro-
fabrication and microfluidic techniques. As shown in Fig. 54,
micropillars with a height of 3 pm were constructed on the
microchip to replicate the confined inter-tissue spaces, and the
glass substrate was coated with poly-(t-lysine)-polyethylene
glycol, which formed a non-adhesive surface that enabled high

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig.4 (A) Schematic of the designed nanoprobe incubation processin
unconfined microenvironments. Cell culture substrates were modified
with FN to promote cell adhesion. (B) 3D fluorescence imaging,
isometric orthographic views and 3D colormaps of distinct slices in z-
stacks. The scale bar is 10 um.

mobility. To confine the cells, vertical pressure was carefully
applied so that it was exerted directly above the cells.

In this way, the desired spacing between the micropillars and
the cell culture substrate was obtained, and the living cells were
thus limited in space. As shown in Fig. 5B, the confined cell
initially exhibited a round shape with flexible blebbing around
the cell edges, and then gradually polarized to form a stable
amoeba-like phenotype for high-speed migration. To determine
if this transition was accompanied by changes to miR-141, we
used 3D imaging to in-depth decipher the spatial distribution of
miR-141 within the cells. As displayed in Fig. 5C, fluorescence
isometric orthographic views displayed the variation of miR-141
at distinct slices (XY slices) in z-stacks with explicit fluorescent
spots. To further improve the intuitive presentation, the fluo-
rescence signal was simulated by automatic threshold detection
of Imaris, and then the fluorescent spots and the analog images
were combined. Besides, 3D single-molecule reconstruction and
subsequent quantitative analysis revealed the spatial distribution
of intracellular miR-141 and showed progressive changes to the
miRNAs in distinct cell phenotypes. The data indicate that the
levels of miR-141 increase during the mesenchymal-amoeboid
transition (Fig. 5D), which may promote cervical cancer cell
migration through repression of FOXA2.** From this, we can
conclude that our nanoprobe-based strategy allows precise study
of the spatial distribution of miRNAs in cells undergoing various
forms of migration, and thus may be valuable in the study of the
molecular mechanisms of cancer metastasis more broadly.

Chem. Sci., 2022, 13, M97-11204 | 11201
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(A) Schematic diagram of the cell-confined microenvironment device, in which micropillars and cell culture substrates were modified with

PLL-PEG to prevent cell adhesion. (B) Representative images utilized the proposed device having distinct confined cell phenotypes and the color
of the outlines represented time-lapse. The scale bar is 10 um. (C) 3D reconstruction imaging of miRNAs in various amoeboid migration
phenotypes (a—c) with the proposed nanoprobes. The fluorescence isometric orthographic views and spot analog images corresponding to
distinct slices in z-stacks are displayed, and 3D spots were reconstructed. The scale bar is 10 um. (D) Quantitative analysis of miR-141 in distinct

phenotypes.

Conclusions

In summary, 3D spatially resolved profiling of miR-141 was
achieved in single migrating cells with the assistance of
enzyme-free signal-amplifying nanoprobes utilizing a single-
molecule fluorescence imaging microscope with excellent
sensitivity and selectivity. The resultant fluorescent spots were
able to be directly counted in vitro, eliminating the need for
traditional integrated signals from averaged fluorescence

1202 | Chem. Sci, 2022, 13, M97-11204

measurements. This strategy enabled the examination of
differential miR-141 expression in different cell lines. Signifi-
cantly, distinct cell migration modes were achieved under
biomimetic microconfinement engineered by using 3 um-high
PDMS microchips, in which 3D spatial high-resolution distri-
bution of miR-141 in single migrating cells was successfully
reconstructed in flexible phenotypes of HeLa cells. The results
indicated that the differential expression of miR-141 may be
involved in the regulation of the migration process in confined

© 2022 The Author(s). Published by the Royal Society of Chemistry
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environments. Our proposed platform could provide an
opportunity for high-resolution visual exploration of key
biomolecules in single migrating cells during flexible migration
modes, and thus could pave the way for a greater understanding
of molecular mechanisms during cancer metastasis in vivo.

Experimental section

Materials

Tri(2-carboxyethyl)phosphine hydrochloride (TCEP), hydrogen
tetrachloroaurate(m) trihydrate (HAuCl,-3H,0), NaCl, and
calyculin A were provided by Sigma-Aldrich. PBS, DMEM, FBS,
and trypsin (0.25%) were purchased from Promethe Biotech-
nology Co., Ltd. (Shanghai, China). The PureFection™ trans-
fection reagent was provided by ExCell Biotechnology Company
(Shanghai, China). The cell counting kit-8 (CCK-8) kit was
purchased from Beyotime Biotechnology (Shanghai, China).
The RTV615 PDMS kit was obtained from Momentive (USA).
From SuSoS (Switzerland), we purchased PLL (20 kDa)-g [3.5]-
PEG (2 kDa) (PLL-PEG). HeLa cells were obtained from the
cell bank of the Chinese Academy of Sciences (Shanghai, China)
and MCF-7 cells were obtained from Silver Amethyst Biotech.
Co., Ltd. (Beijing, China). From Sangon Biological Engineering
Technology & Services Co., Ltd. (Shanghai, China), we synthe-
sized miRNAs and all oligonucleotide sequences with or
without dyes. Target miRNAs with different concentrations were
diluted with ultra-pure water.

Apparatus

Morphology characterization of AuNPs was carried out by using
a transmission electron microscope (JEOL JEM-2011, Japan).
The zeta potential was measured by using a Zetasizer Nano
apparatus (Nano-Z, UK). The ultraviolet-visible light
absorption spectrum was recorded by using an ultraviolet-
visible spectrophotometer (Agilent HP8453, USA). The plasma
treatment of glass was performed in a plasma cleaner (Harrick
PDC-002, USA).

Gel electrophoresis analysis

15% polyacrylamide gel electrophoresis (PAGE) was used to
prove the feasibility of the reaction path. Multiple DNA samples
were added with loading buffer to the upper tank of the gel,
followed by running the gel at 110 V for 1 h. Then, the gel was
stained with dyes, and the images were photographed by using
a digital camera (UVP, Cambridge, UK).

Fabrication of H1-AuNP nanoprobes

Initially, the capture probe H1 was heated at 95 °C for 5 min to
form a hairpin structure during the natural cooling process. The
probe was treated with TCEP to facilitate subsequent modifi-
cation. After 1 h later, the capture probe H1 (200 nM) was added
to the gold colloid solution (2 nM) and lightly shaken overnight.
The obtained pure H1-AuNPs were collected by centrifugation to
remove the unbound H1 in the solution. The final product was
stored for further use.

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fluorescence monitoring of miR-141 in vitro

Different concentrations of miR-141 were added to the H1-AuNP
solution (2 nM), and the catalytic probe H2 was stirred and
incubated at 37 °C for 90 min. The samples were captured based
on a home-built single-molecule fluorescent imaging platform.
Each image was collected from 30 consecutive frames, and the
exposure time was 100 milliseconds. Furthermore, the spots pre-
sented were counted using Image]. In terms of specificity analysis,
miR-21, miR-30, miR-100, miR-125b, let-7b, and let-7c were
compared, and the treatment method was the same as above.

Cell culture and miR-141 imaging in living cells

For cells without confinement, a fibronectin-modified culture
dish with a bottom area of 35 mm? was prepared. After 24 h of
culturing, the cells were cultured in a fresh complete culture
medium for another 2 h. Then, the H1-AuNP capture probe (2
nM), catalytic probe H2 (2 nM), and the PureFection™ reagent
were added and incubated at 37 °C for 4 h. Before imaging, the
cells were washed with 1 x PBS 3 times. Fluorescence imaging of
miRNAs in cells was directly captured by using a TIRF micro-
scope with a 100x objective lens.

For cells under microconfinement, after incubating with
nanoprobes, trypsin was used to digest cells from the culture
flask. Then, the cells were transferred to a 6-well plate confiner,
and a fresh medium with calyculin A (10 nM) was added to each
well, after which they were cultured for 30 min in an incubator.
Then, the the 6-well plate was covered using the prepared lid
with suctions and constant force was maintained with adhesive
tape (Scotch Magic Tape, 3M). Furthermore, the cells were
washed with 1x PBS to avoid interference and the 3D high-
resolution spatial distribution of the miRNAs was recorded by
using a TIRF microscope. The resulting images were analyzed
using Image] and Imaris, and the self-editing programs of
MATLAB (MathWorks, USA).
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The data that support the findings of this study are available in
the main manuscript and also from the authors upon reason-
able request.
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