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ased colorimetric and lateral flow
dipstick assays for the point-of-care testing of
exosomal m5C-miRNA-21†

Hao Zhang,‡a Yue Tang,‡c Yingshun Zhou,a Yiguo Wang,d Haibin Si,*a Lu Li*a

and Bo Tang *ab

Methylation of microRNAs (miRNAs) is a post-transcriptional modification that affects miRNA activity by

altering the specificity of miRNAs to target mRNAs. Abnormal methylation of miRNAs in cancer suggests

their potential as a tumor marker. However, the traditional methylated miRNA detection mainly includes

mass spectrometry, sequencing and others; complex procedures and reliance on large instruments

greatly limit their application in point-of-care testing (POCT). Based on this, we developed DNAzyme-

RCA-based gold nanoparticle (AuNP) colorimetric and lateral flow dipstick (LFD) assays to achieve

convenient detection of exosomal 5-methylcytosine miRNA-21 (m5C-miRNA-21) for the first time. The

two assays achieved specific recognition and linear amplification of m5C-miRNA-21 through the

DNAzyme triggered RCA reaction and color output with low background interference through AuNP

aggregation induced by base complementary pairing. The lowest concentration of m5C-miRNA-21

visible to the naked eye of the two assays can reach 1 pM and 0.1 pM, respectively. Detection of

exosomal m5C-miRNA-21 in clinical blood samples showed that the expression level of m5C-miRNA-21

in colorectal cancer patients was significantly higher than that in healthy individuals. This approach not

only demonstrates a new strategy for the detection of colorectal cancer but also provides a reference

for the development of novel diagnostic tools for other miRNA methylation-related diseases.
Introduction

MicroRNAs (miRNAs) are a class of small non-coding RNA
molecules that regulate gene expression by promoting mRNA
degradation and/or inhibiting mRNA translation at the post-
transcriptional level.1 Studies have shown that miRNAs are
the key regulator of fundamental physiological processes,
including cell differentiation, proliferation, and apoptosis.2 As
a consequence, their expression level is signicantly associated
with numerous human diseases.3,4 However, the physiological
and pathological functions of miRNA are not only correlated
cal Engineering and Materials Science,

alized Probes for Chemical Imaging, Key

Ministry of Education, Shandong Normal

ail: tangb@sdnu.edu.cn; lilu5252@163.

. China

ng Provincial Clinical Research Center for

Hospital of Shandong University, Jinan,

Medical University, Shandong Provincial

hina

tion (ESI) available. See DOI:

tion.

the Royal Society of Chemistry
with miRNA expression levels.5 Several mechanisms that have
been reported to regulate miRNA activity also include single
nucleotide polymorphisms, miRNA tailing, editing, and
methylation.6–8 In particular, nucleotide methylation modica-
tions within miRNA sequences are critical to their functions,
and have received increasing attention. Methylation of miRNAs,
as a novel form of post-transcriptional base modication,
mainly includes N6-methyladenosine (m6A), 20-O-methylation,
5-methylcytosine (m5C), and m7G, which can greatly affect
miRNA activity by changing the specicity of miRNA to its target
mRNA.9–12 Specically, miRNA methylation has been demon-
strated to inhibit the translation of tumor suppressor factors by
inuencing miRNA interactions with binding proteins, thereby
promoting the development of bladder and liver cancers.
Moreover, researchers have detected m5C on mature miRNAs,
and further demonstrated that methylated miRNAs on cytosine
residues inhibited the formation of miRNA/mRNA double
strands, leading to the loss of miRNA's cancer-inhibiting func-
tion.13,14 In addition, multiple studies have shown that some
tumor-associated miRNA methylation levels in the tumor cells
of cancer patients are signicantly increased compared with
healthy individuals. In particular, for some miRNAs that are
similarly expressed in tumor and normal tissues, their methyl-
ation levels were signicantly increased in tumor tissues.15,16

This suggests that methylated miRNAs have the potential to
Chem. Sci., 2024, 15, 9345–9352 | 9345

http://crossmark.crossref.org/dialog/?doi=10.1039/d4sc02648a&domain=pdf&date_stamp=2024-06-15
http://orcid.org/0000-0002-8712-7025
https://doi.org/10.1039/d4sc02648a
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4sc02648a
https://pubs.rsc.org/en/journals/journal/SC
https://pubs.rsc.org/en/journals/journal/SC?issueid=SC015024


Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

2 
M

ay
 2

02
4.

 D
ow

nl
oa

de
d 

on
 1

/1
9/

20
26

 1
2:

44
:0

2 
PM

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
serve as biomarkers to distinguish cancer patients from healthy
individuals and provide a valuable tool for studying the initia-
tion and progression of various cancers. Exosomal miRNA is an
important form of miRNAs in blood, with good stability and
various modication states, and plays a key role in RNA-based
intercellular communication.17 By analyzing the expression
and modication status of exosomal miRNA, they can be
effectively utilized for cancer diagnosis and therapeutic moni-
toring.18 Therefore, it has been used as a broad non-invasive
tumor marker.19–23 The development of an accurate and conve-
nient detection method for exosomal methylated miRNAs is
expected to provide a new way for cancer diagnosis and
monitoring.

Recently, some studies have reported the detection of
methylated miRNA; these methods commonly rst use anti-
bodies to immunologically capture methylated RNA, followed
by sequencing analysis.15,24–27 However, the complex procedures
of the above schemes are not friendly for the detection of low
content and easily degraded miRNAs. In addition, their high
cost and reliance on large instruments have limited the use of
methylated miRNAs as markers for point-of-care testing (POCT)
of disease. In contrast, colorimetric assay and colorimetric
assay based on lateral ow dipsticks (LFDs) have received
considerable attention in the eld of point-of-care diagnostics
due to their low cost, rapid response, and simple visual
assessment.28–31 So far, due to the low content of methylated
miRNA and the difficulty in identifying specic methylation
sites, no mature convenient detection method for methylated
miRNA has been reported.

In this study, we developed colorimetric and lateral ow
dipstick (LFD) assays based on the DNAzyme triggered rolling
circle amplication (DNAzyme-RCA) reaction to achieve the
point-of-care testing of exosomal 5-methylcytosine miRNA-21
(m5C-miRNA-21) for the rst time. miRNA-21 is known to be
highly correlated with the occurrence and development of
Scheme 1 Schematic diagram for DNAzyme-RCA-based colorimetric an
m5C-miRNA-21. The m5C-miRNA-21 was recognized and cleaved by DN
subsequent RCA. Finally, AuNP colorimetric and lateral flow dipstick ass

9346 | Chem. Sci., 2024, 15, 9345–9352
tumors, and many studies have shown the expression or
structural abnormalities of miRNA-21 in a variety of tumors.32,33

In recent years, it has been clearly pointed out that the meth-
ylation level of miRNA-21 is signicantly different in tumor
tissues and normal tissues.34 In this scheme, we modied
DNAzyme with methylation recognition ability to specically
recognize and cleave m5C-miRNA-21 in the presence of Mg2+.35

Then, a padlock DNA was designed using one of the cleaved
strands of m5C-miRNA-21 as the primer, and the RCA reaction
occurred under the action of T4 ligase and DNA polymerase to
achieve linear amplication of m5C-miRNA-21. In order to
adapt to the application in different scenarios, the RCA prod-
ucts induced by m5C-miRNA-21 were then detected by colori-
metric and LFD assays, respectively. (1) In colorimetric assay,
AuNPs modied with short nucleic acid strands (AuNP hairpin
probes) complementary to the repeat sequences of RCA prod-
ucts were used for coupling the RCA product for signal output.
Due to the regular aggregation of AuNPs caused by RCA prod-
ucts, AuNP solution changes from red to blue, and this color
change can be quickly recognized by the naked eye, so as to
achieve a specic and sensitive detection independent of
equipment. (2) In LFD assay, the RCA products are rst cut by
nicking endonuclease (Nb.BbvcI) into repeating nucleic acid
fragments (RCA fragments). Subsequently, these RCA fragments
are added onto a conjugate pad of LFDs and combined with
AuNPs–DNA probes prepositioned to form RCA fragments/
AuNPs–DNA complexes. As the solution ows over the test line
(TL), these complexes hybridize with the bio-ssDNA-1 on the TL,
resulting in a color band visible to the naked eye due to the
presence of AuNPs. We applied DNAzyme-RCA based AuNP
colorimetric and LFD assays to detect the exosomal m5C-
miRNA-21 in the blood of clinical colorectal cancer patients,
and both assays showed good specicity and sensitivity. The
results showed that colorectal cancer patients exhibited higher
m5C-miRNA-21 expression levels compared to healthy
d lateral flow dipstick assays for the point-of-care testing of exosomal
Azyme, and its cleaved strands were employed as padlock primers for

ays were utilized for the detection of exosomal m5C-miRNA-21.

© 2024 The Author(s). Published by the Royal Society of Chemistry

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4sc02648a


Edge Article Chemical Science

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

2 
M

ay
 2

02
4.

 D
ow

nl
oa

de
d 

on
 1

/1
9/

20
26

 1
2:

44
:0

2 
PM

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
individuals and signicant individual heterogeneity. The
protocol is expected to be a new strategy and product for tumor
POCT diagnosis based on methylated miRNA (Scheme 1).
Results and discussion
Design and validation of the DNAzyme triggered RCA reaction

The DNAzyme can recognize specic RNA or DNA sequences
and thus exhibit the cleavage ability.36 In this protocol, in order
to selectively recognize m5C-miRNA-21 from total RNA, we
designed a binding arm that is complementary to the miRNA-21
sequence. The binding arms of miRNA-21 were then fused to
the hammerhead ribozyme sequence possessing 5-methyl-
cytosine recognition and cleavage, forming a DNAzyme that
facilitates the sequence-specic cleavage of m5C-miRNA-21 in
the presence of Mg2+.37 The structural stability of DNAzyme
(conformation 1) and DNAzyme/miRNA-21 (conformation 2)
was calculated using NUPACK soware (Fig. S1†). The Gibbs
free energies of conformation 1 and conformation 2 are −14.40
kcal mol−1 and −30.94 kcal mol−1, respectively, indicating that
DNAzyme tends to bind miRNA-21. The structural stability of
padlock DNA combined with the cleaved strands of m5C-
miRNA-21 was also calculated (Fig. S1C†). The Gibbs free
energy of the complex was −18.21 kcal mol−1, indicating that
the padlock DNA could effectively combine with the cleaved
strands of m5C-miRNA-21.

The cleavage of DNAzyme and the RCA reaction were
conrmed by polyacrylamide gel electrophoresis (PAGE) exper-
iments. The gel electrophoresis image of the cleaved products of
DNAzyme is presented in Fig. 1A. As shown in lanes 1–3, the
Fig. 1 (A) PAGE analysis of the cleavage of m5C-miRNA-21 by DNA-
zyme. (B) PAGE analysis of the RCA reaction at different times. (C) The
fluorescence validation of the DNAzyme triggered RCA reaction. (D)
Specificity of the DNAzyme triggered RCA reaction, n = 3 technical
replicates, error bars represent means ± SD. Reaction conditions: 10
mM DNAzyme, 20 mM MgCl2, 50 mM Tris–HCl, 150 mM NaCl, 37 °C.

© 2024 The Author(s). Published by the Royal Society of Chemistry
DNAzyme effectively recognizes and cleaves m5C-miRNA-21
within 3 hours. In contrast, unmethylated miRNA-21 (lanes 4–
6) remained intact during the same time. The results demon-
strate good recognition and cleavage capabilities of the DNA-
zyme towards m5C-miRNA-21. Successful cyclization of padlock
DNA is a prerequisite for RCA amplication. In this scheme, the
cleaved strands of m5C-miRNA-21 by DNAzyme were used as
bridging primers to achieve cyclic formation of padlock DNA.
The gel electrophoresis image of the RCA reaction is presented
in Fig. 1B. With increasing amplication time, bands in lanes 1–
3 adjacent to sample pores progressively intensied, indicating
that the cleavage product successfully triggered the RCA reac-
tion. Conversely, no bands were observed in lanes 4–6 near the
sample pores, suggesting an unsuccessful RCA reaction with
unmethylated miRNA-21.

The uorescence experiments based on molecular beacons
(MBs) were used to further validate the DNAzyme triggered RCA
reaction. Specically, uorescent labeled molecular beacons
were designed and synthesized, which were complementary to
RCA products, and then uorescence analysis was performed
using a uorescence spectrophotometer. As shown in Fig. 1C,
a strong uorescence signal was observed when padlock DNA,
polymerase, ligase, and m5C-miRNA-21 were present. This
suggests that DNAzyme successfully identied and cleaved
m5C-miRNA-21 to trigger the RCA reaction. To verify the spec-
icity of this protocol, we performed experiments using
unmethylated miRNA-21 or other miRNAs as detection targets.
As shown in the uorescence results in Fig. 1D, the uorescence
intensity corresponding to m5C-miRNA-21 was signicantly
higher than that of other detection targets.
The AuNP colorimetric assay for m5C-miRNA-21

The AuNP colorimetric method is an ideal means of POCT
because of its simple operation, low cost and high sensitivity. In
this scheme, AuNP hairpin probes that are complementary to
the RCA products are used for the signal output of the RCA
reaction. In order to verify the connection between AuNPs and
RCA products, AuNP hairpin probes incubated with RCA prod-
ucts for different times were examined by transmission electron
microscopy (TEM). As shown in Fig. 2A, with the extension of
the reaction time, the degree of regular aggregation of AuNPs
increases, indicating that more AuNP hairpin probes are con-
nected to the RCA products by complementary base pairing. The
aggregation of AuNPs leads to the reduction of the distance
between them, resulting in the change of the local surface
plasmon resonance (LSPR) effect. This change alters the parti-
cles' ability to absorb and scatter light, as shown by a redshi
(color change from red to blue, top of Fig. 2B) in the absorption
spectrum.38,39 In order to quantify the color of the solution, the
solution photos are converted using ImageJ into the color
intensity based on RGB mode and calculated according to the
weighting formula I = 0.3R + 0.59G + 0.11B. The ratios of the
color intensity of the sample to the blank are the results of the
colorimetric assay and are determined as the ordinates.40 It can
be observed that the color intensity corresponds well to the
aggregation of AuNPs, demonstrating a good detection ability
Chem. Sci., 2024, 15, 9345–9352 | 9347
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Fig. 2 Detection of m5C-miRNA-21 using AuNP colorimetric assay. (A) TEM analysis of AuNP aggregation with increasing reaction time. (B) The
color changes and (C) UV-vis spectra of AuNP solution with increasing reaction time. (D) The color changes and (E) UV-vis spectra of AuNP
solution for detecting m5C-miRNA-21 and other miRNAs. (F) The color changes and (G) UV-vis spectra of AuNP solution with different
concentrations of m5C-miRNA-21. (H) The colorimetric and ELISA assay for different cell lines and (I) UV-vis spectra of AuNP solution with
different cell lines. (Histogram: color intensity analysis by ImageJ; n = 3 technical replicates, error bars represent means ± SD.)
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independent of the experimental equipment (Fig. 2B, bottom).
Then, the above reaction process was further veried using
ultraviolet-visible (UV-vis) absorption spectra. In Fig. 2C, with
the increase of the reaction time, that is, the increase of the
AuNP aggregation degree, the absorption peaks of AuNP solu-
tion at 530 nm decrease, while the corresponding absorption
peaks at 730 nm gradually increase. The spectral changes
reached a stable state aer 60 minutes, indicating that the
reaction was complete, which was consistent with TEM analysis.
The color-changing AuNP colorimetric assay does not require
the removal of unconnected AuNPs, effectively avoiding high
background color caused by residual AuNPs in the reaction
solution, and is expected to have higher sensitivity.

To evaluate the specicity of AuNP colorimetric assay for
m5C-miRNA-21, miRNA-21 and other methylated/unmethylated
miRNAs were also examined. Fig. 2D shows that AuNP solution
exhibits a distinct blue color when m5C-miRNA-21 is present,
which is consistent with a distinct absorption peak at 730 nm in
the UV-vis spectra (Fig. 2E). In contrast, the control sample
showed no visually distinguishable color change, and the UV-vis
spectra showed that the absorptions were still mainly around
530 nm. The ability of AuNP colorimetric assay to detect
different concentrations of m5C-miRNA-21 was veried. As
depicted in Fig. 2F and G, within the detection range of 1 pM to
100 nM, the absorption peaks around 530 nm in the UV-vis
spectra gradually weaken and new absorption peaks emerge at
9348 | Chem. Sci., 2024, 15, 9345–9352
730 nm with the increasing concentration of m5C-miRNA-21.
The color analysis of the AuNP solution demonstrated
a strong concentration correlation within the range of 1 pM to
100 nM.

Furthermore, we employed this method to detect cells with
different expression levels of miRNA-21. As shown in Fig. 2H,
signicant color changes in the AuNP solutions were observed
in cell lysates with high (MCF-7) and medium (HCT116)
expression levels of miRNA-21, which are also evidenced by UV-
vis spectra (Fig. 2I). However, the detection results of the lysate
of cells with low miRNA-21 expression levels (MCF-10A) showed
only slight variations from the control samples. Analysis of the
results showed that the expression levels of m5C-miRNA-21 in
these three cell lines were positively correlated with the
expression levels of miRNA-21 in the corresponding cells.41,42 In
order to further verify the colorimetric assay, m5C-miRNA-21 of
three cell lines was simultaneously detected using the ELISA
methylation kit as a control. The detection accuracy of the
ELISA methylation kit was rst veried using the synthesized
m5C-miRNA-21 standard at different concentrations (Fig. S4†).
In addition, because the ELISA methylation kit does not have
the specicity and sensitivity to detect miRNA-21 in actual
samples, we improved the ELISA methylation kit using the
miRNA-21 extraction strategy in this paper (improved ELISA) to
detect m5C-miRNA-21 in three cell lines. As shown in Fig. 2H,
© 2024 The Author(s). Published by the Royal Society of Chemistry
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the results of colorimetric assay were consistent with the
improved ELISA.
The LFD assay for m5C-miRNA-21

As a common, inexpensive and standardized detection method,
LFDs have been widely used in point-of-care testing. They can
quickly detect the presence or absence of target analytes without
the need for professional personnel or laboratory capacity.
Therefore, in order to further improve the practicability of m5C-
miRNA-21 detection in this paper, portable LFDs based on
DNAzyme-RCA were developed.

To meet the needs of LFD assay, the RCA products were
initially engineered to be cleaved by Nb.BbvcI, resulting in the
generation of RCA fragments with region a and region
b (Fig. 3A). Subsequently, in order to realize the identication of
RCA fragments, AuNPs–DNA probes that complement with the
region a of the RCA fragments are placed on the conjugate pad.
At the same time, TL and control line (CL) were pre-modied
with biotinylated single-stranded DNA 1 (bio-ssDNA 1) and
single-stranded DNA 2 (bio-ssDNA 2), which were complemen-
tary to the region b of the RCA fragments and the AuNPs–DNA
Fig. 3 (A) Schematic diagram illustrating the LFD assay form5C-miRNA-2
for different samples. (D) The band changes and (E) grayscale analys
concentrations. (F) The band changes of TL on the LFDs for cell lysates fro
different cell lines (n = 3 technical replicates, error bars represent mean

© 2024 The Author(s). Published by the Royal Society of Chemistry
probes, respectively, and were used to x the RCA fragment/
AuNPs–DNA complexes and the blank AuNPs–DNA probes,
respectively. The sequences of all nucleic acid probes have been
presented in the ESI Table S1.† In a typical analysis, the complex
solution is dropped onto the sample pad and ows to the
conjugate pad, where the cleaved RCA fragments are bound to
the AuNPs–DNA probes by nucleic acid hybridization. Aer
hybridization, these RCA fragment/AuNPs–DNA complexes ow
through the TL and bind to it by pre-modied bio-ssDNA 1. At
the same time, excess AuNPs–DNA probes continued to ow
and bind to pre-modied bio-ssDNA 2 on CL. Finally, due to the
accumulation of AuNPs, the colored bands are visible with the
naked eye. To more accurately compare the differences among
the samples, the colored bands on the TL are usually quantied.
Specically, the original strip photos are rst converted into
gray images using ImageJ soware, and the gray values of TL are
read. Then the ratios of gray values of the sample to blank
control are used as LFD assay results.

To optimize the performance of LFDs, four common running
buffers (PBS, SSC, DEPC–water, and tris–HCl) were tested, and
Fig. S2† shows that 2× SSC exhibited the highest TL/CL ratio,
indicating its suitability for detection. m5C-miRNA-21, miRNA-
1. (B) The band changes and (C) grayscale analysis of the TL on the LFDs
is of the TL on the LFDs for detecting m5C-miRNA-21 at different
m different cell lines. (G) The LFD and ELISA assays for cell lysates from
s ± SD).

Chem. Sci., 2024, 15, 9345–9352 | 9349
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Fig. 4 The point-of-care testing of exosomal m5C-miRNA-21 from clinical blood samples. (A) Detection of exosomal m5C-miRNA-21 from
clinical blood samples by AuNP colorimetric and LFD assays. Photograph of the AuNP solution and LFDs before (left) and after (right) addition of
clinical blood samples. (B) The grayscale analysis of the AuNP solution (left histogram) and LFDs (right histogram) by ImageJ, n = 3 technical
replicates, error bars represent means ± SD.
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21, and other methylated or unmethylated miRNA were used to
evaluate the specicity of the LFDs. As shown in Fig. 3B, TL
bands appeared only when m5C-miRNA-21 was present, and no
obvious TL bands were found according to blank control and
other miRNAs. The CL bands for all detection targets were
evident, conrming the normal function of LFDs. Besides, six
repeated tests of m5C-miRNA-21 at a concentration of 10 pM
were performed, and the consistent, clear bands in Fig. S3A†
exhibit the reproducibility of LFD assay. In addition, stability
testing at different temperatures (4 °C, 25 °C, and 37 °C)
revealed that even aer 14 days at room temperature, LFDs
maintained their ability to detect m5C-miRNA-21, highlighting
their remarkable stability (Fig. S3B†).

The ability of LFD assay for different concentrations of m5C-
miRNA-21 was also veried. As shown in Fig. 3D, in the detec-
tion range from 1 pM to 100 nM, the TL bands gradually become
stronger with the increase of the concentration of m5C-miRNA-
21, indicating that the LFDs have good detection capability. The
grayscale analysis of TL bands (Fig. 3E) also conrms the
detection results. To verify the stability of LFDs for m5C-miRNA-
21 detection in a biological system, lysates fromMCF-10A, MCF-
7, and HCT 116 cells were examined. As shown in Fig. 3F, no
obvious TL bands corresponding to m5C-miRNA-21 were
observed inMCF-10A lysate, while obvious TL bands were found
in lysates of MCF-7 and HCT 116 cells. This difference in m5C-
miRNA-21 levels across different cell types aligns with colori-
metric measurements. To verify the accuracy of the LFD assay,
m5C-miRNA-21 in three cell lines was detected simultaneously
using the improved ELISA. As shown in Fig. 3G, the results of
LFD assay and the improved ELISA strategy were consistent. In
9350 | Chem. Sci., 2024, 15, 9345–9352
addition, we compared colorimetric and LFD assays in this work
with exosomal miRNA detection methods reported in the liter-
ature. As shown in Table S2,† colorimetric and LFD assays
maintain good sensitivity despite the addition of methylation
recognition design.
The point-of-care testing of exosomal m5C-miRNA-21 from
clinical blood samples

Exosomes in blood derived from colorectal cancer patients were
obtained by ultracentrifugation, which were then analyzed
using TEM and dynamic light scattering (DLS). As shown in Fig.
S5A,† these exosomes presented a typical cup-shaped
morphology under a TEM. Additionally, DLS revealed a stan-
dard size-distribution prole for the native exosomes, with an
average size of 122 nm (Fig. S5B†), aligning with previous
reports.43 The exosomes were then broken using the TRIzol
reagent, and the resulting solutions were used for AuNP color-
imetric and LFD assays respectively. We performed quantitative
analysis of exosomal miRNA-21 by the qRT-PCR method (Fig.
S5C†), and the concentration of exosomal miRNA-21 in 1 mL of
serum calculated from the test result is 0.191 nM (Fig. S5D†).
The concentration determined is in line with that reported in
the literature.44 This indicated that we have successfully
extracted exosomal miRNAs from blood samples. The stability
of exosome extraction by ultracentrifugation is the prerequisite
for the detection of exosomal miRNA. We used BCA protein
concentration assay to detect exosomes extracted from the same
cell culture medium. As shown in Fig. S6,† there was little
difference in exosomal protein content from three identical cell
© 2024 The Author(s). Published by the Royal Society of Chemistry
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culture media, indicating stable extraction efficiency of
exosomes.

We examined exosomal m5C-miRNA-21 in the blood of six
colorectal cancer patients, four colon adenomatous polyp
patients and four healthy donors, with SSC as the control
sample for each assay. Clinicopathological characteristics of
all patients and healthy individuals are shown in Table S3.† As
shown in Fig. 4, the colorimetric and LFD results of the four
healthy donors showed no signicant difference compared to
those of the control samples. The color intensity analysis of
the colorimetric solution and TL bands using ImageJ showed
that no m5C-miRNA-21 was detected. Correspondingly, in
samples from six clinical colorectal cancer patients, both
colorimetric and LFD results indicated the presence of m5C-
miRNA-21. In addition, the detection results of different
patients showed signicant individual heterogeneity in the
content of exosomal m5C-miRNA-21 in blood samples, and
this individual heterogeneity showed a good correlation
between AuNP colorimetric assay and LFD assay. We
compared the test results with the clinical stage of colorectal
cancer patients and found no statistically signicant correla-
tion. Notably, we detected the presence of m5C-miRNA-21 in
colon adenomatous polyp patients 2 and 4, although the color
intensities in AuNP colorimetric and LFD assays were weaker
than that in colorectal cancer patients. According to relevant
literature, approximately 80% to 95% of colorectal cancers
develop from polyp; colon adenomatous polyps are consid-
ered a signicant precancerous lesion.45,46 This implies that
the scheme may be capable of identifying cancer trans-
formation in advance. To further validate this, we will need to
continue monitoring more similar patients in the future.
Nevertheless, the AuNP colorimetric and LFD assays based on
DNAzyme-RCA developed in this paper still proved to be
a point-of-care testing with good specicity and high
sensitivity.
Conclusions

In summary, a DNAzyme-RCA-based AuNP colorimetric assay
was developed for the rst point-of-care testing (POCT) of
exosomal m5C-miRNA-21. This assay achieved specic recog-
nition and linear amplication of m5C-miRNA-21 through the
DNAzyme triggered RCA reaction, and achieved low back-
ground interference color output through RCA reaction
induced AuNP aggregation. The lowest concentration of m5C-
miRNA-21 visible to the naked eye can reach 1 pM. Further-
more, the DNAzyme-RCAmethod was developed for LFD assay.
The results showed that LFDs could recognize m5C-miRNA-21
with high specicity, and the lowest concentration we could
detect was as low as 0.1 pM. The DNAzyme-RCA-based AuNP
colorimetric and LFD assays were both used to detect exosomal
m5C-miRNA-21 in blood samples derived from colorectal
cancer patients. The results showed that the expression level of
m5C-miRNA-21 in clinical colorectal cancer patients was
signicantly higher than that in healthy donors. The AuNP
colorimetric and LFD assays based on the DNAzyme-RCA
© 2024 The Author(s). Published by the Royal Society of Chemistry
method in this paper are expected to provide new POCT
products for colorectal cancer.
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