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Abstract: In this paper, a nanobiosensor with surface-enhanced Raman scattering (SERS) capability
is introduced for highly sensitive miRNA detection in colorectal cancer. This sensor was designed
and fabricated by employing a nanoshielding mechanism from nanopolystyrene beads to resist
reactive ion etching and allow anisotropic electrochemical etching, producing high-aspect-ratio,
surface-corrugated nanopillars (SiNPs) on a silicon wafer to create extensive hot spots along the
nanopillars for improved SERS signals. SERS enhancements were correlated with nanorange
roughness, indicating that hot spots along the pillars were the crucial factor to improve the SERS
effect. We achieved the detection capability of a trace amount of R6G (10−8 M), and the SERS signal
enhancement factor (EF) was close to 1.0 × 107 on surface-corrugated gold SiNPs. miRNA samples
were also demonstrated on this sensor with good sensitivity and specificity. The target molecule
miR-21-Cy5 was easily monitored through Raman spectrum variation with a PCR-comparable
concentration at around 100 pM with clear nucleotide-specific Raman signals, which is also suitable
for biomolecule sensing.

Keywords: high-aspect-ratio nanostructures; corrugated nanopillars; SERS; nanobiosensor;
miRNA detection

1. Introduction

Colorectal cancer (CRC) is a prevalent type of cancer that varies widely around the world [1,2].
Among the various cancers, CRC has been a leading cause of morbidity and mortality over the past
years [3]. The recovery rate is high following surgery treatment in the early stages, but it dramatically
decreases in the third and fourth stages. Therefore, early diagnosis and treatment are crucial to increase
survival rates among CRC patients [4,5]. The current method of CRC early stage diagnosis relies on
symptoms, colonoscopy screening, or fecal occult blood testing (FOBT) in the majority of patients.
However, CRC symptoms are similar to gastrointestinal disorders, and the sampling is invasive and
inconvenient, which reduces suspected patients’ motivation. Moreover, the false positive rate of FOBT
is nearly one in four [6], thus requiring further diagnosis. Furthermore, CRC is inhomogeneous and
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has complex gene expression subtypes [7]. Medical professionals have considered molecular subtypes
of CRC for personalized medicine and optimal treatments [8]. As a result, scientists can provide further
insight in terms of molecular information for developing new diagnostic approaches.

MicroRNAs (miRNAs), which are small noncoding RNA sequences containing 18–24 nucleotides,
are transported by exosomes into bodily fluids as post-transcriptional regulators of gene expression.
There is a growing body of evidence showing that exosomal miRNAs have a strong correlation with
the occurrence and development of various types of tumors [9–12]. Those findings have attracted
increased attention to miRNAs as ideal markers for early diagnosis and prognosis, particularly in
CRC [13,14]. For example, microRNA-21 (miR-21) in serum was found to be highly associated with
early stages of CRC [15]. Moreover, several studies have shown an association between elevated
levels of miR21 and the downregulation of tumor suppressor genes [16–20]. Multiple methods have
been developed for miRNA detection, including polymerase chain reaction (PCR) [21] and Northern
blotting [22]. However, these methods are laborious and tedious, and so far, the detection of exosomal
miRNA molecules is still considered to be challenging work.

Surface-enhanced Raman scattering (SERS) spectroscopy is a powerful analytical tool for miRNA
detection [23–28]. SERS is carried out when nanostructured surfaces of noble metals (usually gold or
silver) absorb irradiation with light; the energies are transferred to localized surface plasmon resonance
(LSPR) with near substrates, and ordered signals are enhanced. The crucial key is the nanogaps among
the metals generating strong SERS effects, known as “hot spots”. For example, individual metal
nanoparticles have SERS enhancement factors (EFs) of 103 [29], but the aggregated nanoparticle Au/Ag
alloy model with nanogaps can reach EFs of 108–1010. Other nanostructures with sub-10 nm edges
or gaps, such as nanoflowers [30] or nanostars [31], have been reported to promote EFs of 107–108.
However, the inhomogeneous aggregation of nanoparticles or the imbalanced distribution of hot spots
may result in irreproducible measurements. For instance, in the AuNP colloidal system, the Raman
intensities dropped 1000-fold when the spacing expanded 2-fold from the narrowest 2–4 nm [32].

To address this problem, modified ordered nanostructures on solid surfaces by mature lithography
fabrications have been developed, such as nanobowls [26], nanoholes [33], and nanopillars (nanowire or
nanorod arrays) [33–38]. The gaps between these adjacent nanostructures produce SERS enhancement
due to strong electromagnetic fields [39,40] and plasmon coupling effect [41]. Huang et al. demonstrated
that silicon nanopillar (SiNP) arrays produce a reproducible SERS signal of long-sequence DNA with a
small error bar [38]. They demonstrated that the open spaces between pillars expand the detection of
DNA length (25–50 nm in length). However, SERS enhancement of original SiNPs was around ~103,
which was not strong enough to reach the goals of label-free or labeled RNA detection at the ~pM level.
The reason for this was that the hot spot numbers were not sufficient and efficient enough to obtain a
strong SERS effect. Several studies [36,37] decorated silver or gold nanoparticles on SiNPs to improve
the EF to 106–109, but the uniformity of decoration was a challenge, which may hinder stability or
mass production. Other studies formed these ordered nanorods by electron beam lithography (EBL)
and the oblique angle vapor deposition (OAD) method to build up condensed silver nanorod arrays
that provided EFs up to 108 [34,35]. In our previous studies, we found that SERS enhancements on
etched nanospheres were dominated by sub-10 nm pitches and high surface roughness, instead of
particle size [42]. The surface roughness and sub-10 nm nanocorrugations on polystyrene beads were
also quantified to provide 2 orders of magnitude of SERS enhancements [42]. As a result, in the current
study, not only the aspect ratio of nanostructures but also the surface roughness of SiNPs were adjusted
to further improve the SERS efficiencies and signals.

In this study, we not only demonstrated the fabrication process of silicon nanopillars with the
nanoshielding mechanism, but we also increased the surface roughness to markedly improve the
Raman signals. Not having secondary modifications and the chemical synthesis of nanoparticles
may reduce complicated procedures and provide benefits for mass production. We further combined
SERS-active SiNPs with sensitive molecular probes, which can immobilize onto the pillar surfaces
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to obtain a fingerprint spectrum for miR21 recognition and detection, as shown in Figure 1. These
characteristics are beneficial for highly sensitive and stable detection of RNA molecules.
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Figure 1. (A) Schematic of corrugated nanopillar array with rough surfaces. (B) The sensing scenario
of target microRNA-21 (miR-21) on this SERS enhancement substrate.

2. Materials and Methods

2.1. Materials

Polystyrene beads (PSBs) with a diameter of 530 nm were purchased from Thermo Fisher Scientific,
Waltham, MA, USA. For chemical etching, 30% hydrogen peroxide was purchased from Acros Organics,
Geel, Belgium. Hydrofluoric acid (HF), rhodamine 6G, tris(2-carboxyethyl) phosphine hydrochloride
(TCEP), and phosphate-buffered saline (PBS) were purchased from Sigma-Aldrich, St. Louis, MO, USA.

2.2. Oligonucleotides

To recognize and quantify the amount of target miRNA molecules, we employed a
fluorescence-quenching/SERS-enhancement design to test miR21. A typical miRNA biomarker
for CRC, miR-21: 3′-Cy5-T AGC TTA TCA GAC TGA TGT TGA-5′ [43], was modified with Cy5
(by Integrated DNA Technologies, Inc. (IDT), USA) and defined as miR-21-Cy5. The attached
fluorescence dye, Cy5, was used for molecule quantification and also as a Raman tag to enhance
the Raman signal of miR-21 [44]. The complementary sequence 3′-SH-isp18-TCA ACA TCA GTC
TGA TAA GCT A-Quencher-5′ was defined as Probe-21-Q. The sequences were a modified 18-atom
hexa-ethyleneglycol spacer (isp-18), and the quencher was Iowa Black®FQ, a patented molecule
from IDT, which has a broad absorbance spectrum ranging from 420 to 620 nm for Cy5 fluorescence
quenching. When the target miR-21-Cy5 molecules were hybridized onto Probe-21-Q molecules
immobilized on the sensor surface, the Cy5 fluorescence was quenched to reduce the fluorescence
signals in the solution. At the same time, the Raman signature spectra of the nucleotides were observed
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through the enhancement of high-aspect-ratio SiNPs. All sequences are listed in Supplementary
Table S1.

2.3. Fabrication of Nanopillar Structures by Nanoshielding Methods

The fabrication process of the nanopillar array is illustrated in Figure 2. Firstly, to assemble a single
layer of uniform and close-backed beads, 530 nm PSBs were mixed with alcohol, and water was carefully
flowed on the surface. Subsequently, the water was slowly drained, and the PSBs were gradually laid
on a silicon wafer surface using surface tension and self-assembled into a monolayer. The PSB-coated
wafers were then cut into 2 mm square pieces as SERS substrates for further experiments. O2 reactive
ion etching (RIE) treatment (with a flow rate of 10 sccm, RF power of 200 W, and process time ranging
from 40 to 160 s with a time interval of 40 s) was then employed to shrink the size of the PSBs to the
designated values. These PSB arrays were utilized as the nanomasks for the electrochemical etching
process to form corrugated nanopillar arrays, as shown in Figure 2d,e.
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Figure 2. Fabrication process of the corrugated nanopillar structures. (A) Self-assembled 530 nm
Polystyrene beads (PSBs) on silicon substrate. (B) O2 reactive ion etching (RIE) treatment to shrink
PSBs. (C) First E-gun deposition of 5 nm Au as a catalyst for Si and H2O2 to form SiO2. (D) Chemical
etching by HF:H2O2 = 9:1 and removal of residual Au by gold etching. (E) Dry oxidation on silicon
surface to form 100 nm SiO2 for insulation. (F) Second E-gun deposition of 5 nm gold for SERS.

Successively, a layer of 20 nm gold film was deposited on the silicon substrate as a catalyst for Si
reacting with H2O2 to form SiO2 [45,46]. Then, the substrate was immersed into a chemical etching
solution (HF:H2O2 = 9:1) for the electrochemical reaction process. In this process, two reactions were
performed simultaneously. Firstly, an electrochemical reaction that induced hole generation was
carried out at the interface between H2O2 and the metal. The holes then traveled through the gold
clusters, and the Si substrate was subsequently oxidized locally beneath the gold clusters to form SiO2.
Secondly, a chemical complexation reaction dissolved silicon oxide via HF (i.e., the removal of SiO2).
Since the oxidation mainly took place underneath the metal clusters, the chemical etching process on
the silicon substrate was anisotropic, so high-aspect-ratio nanopillar arrays were obtained. This was
followed by dry oxidation of the silicon surface to generate 100 nm SiO2 for surface coverage to prevent
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the connection among pillars to maintain SERS efficiency. Finally, a second gold-layer deposition
(thickness of 5 nm at a deposition rate of 1.0 Å/s) was performed as the source of plasmon resonance to
enhance signals. The deposited 5 nm of gold material formed clusters on the pillar surfaces, providing
strong electromagnetic coupling in our experiments without bridging the sub-10 nm gaps among the
pillars, providing numerous SERS hot spots along the nanopillar surfaces.

2.4. Probe Preparation and Immbolization

Probe-21-Q conjugated on the nanopillar surface by strong interaction between the thiol group
and the gold [45]. In order to activate the thiol group on the 5′ terminal of Probe-21-Q, 25 µL of TCEP
with a concentration of 10 µM was mixed with 25 µL of Probe-21-Q at a concentration of 1 µM in PBS
buffer at 24 ◦C for 30 min. Thiol-activated Probe-21-Q was immobilized on chips overnight.

2.5. Characterization of Nanopillar Chips with Scanning Electron Microscopy and Atomic Force Microscopy

A high-resolution thermal field emission scanning electron microscope (HRFEG-SEM) (JSM-7610F,
JEOL, Tokyo, Japan) was employed to image the structures of the corrugated nanopillar arrays
fabricated under different etching conditions, with a top view at 50 kV and a cross-sectional view at
15 kV. The SEM results are shown in Figure 3.
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Figure 3. SEM images of SiNP arrays with different RIE etching times. (A–D) show the top views and
(E–H) show the cross-section views of nanopillars fabricated by RIE at 40, 80, 120, and 160 s of etching
and the later electrochemical wet etching process, respectively. The scale bar represents 100 nm.

The surface roughness was further investigated with atomic force microscopy (AFM, JPK
NanoWizard, Neuchatel, Germany). The AFM was operated in tapping mode with a 512 × 512
pixel resolution.

The nanocorrugation-contributed roughness (NCR) is described as the average roughness (Ra),
the square roughness (Rq), and the peak-to-valley roughness (Rv) obtained with the JPK Data
Processing software. To understand the contributions of SERS enhancements, we independently
analyzed microranges and nanoranges of roughness of the SiNPs. For analyzing microrange roughness
(Rm), we calculated Rv values from 9 µm long cross-sections of chips. Rv represents the averaged valley
depth below the mean line, which was mostly contributed by the pillar’s morphologies as shown in
Figure 4A. On the other hand, we defined Rn by analyzing the average roughness (Ra) from a selected
0.4 square area on the top of the pillars to describe the nanostructures among the SiNPs as shown
in Figure 4B. AFM data were obtained by averaging the roughness values of six different samples.
To estimate the relationship between SERS signals and roughness, Pearson’s correlation coefficients
(Pearson’s r) were analyzed in Figure 4C.
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Figure 4. Corrugated nanopillar structures for SERS enhancement. (A) Atomic force microscopy (AFM)
analysis on a large area covered by hundreds of corrugated silicon nanopillars (SiNPs) for microrange
roughness (Rm). (B) AFM analysis of nanostructures on the top region of one corrugated nanopillar for
nanorange roughness (Rn). (C) Relationship between Raman intensities (black curve), Rm (blue curve),
and Rn (red curve).

2.6. SERS Measurements

SERS spectra were acquired by a micro-Raman spectrometer (LabRAM HR, HORIBA Jobin Yvon,
France) using a 632.8 nm He–Ne laser. The laser output power was around 3 mW. A 50× objective
(MPLAN 50×/0.75, OLYMPUS) was utilized to focus on the nanopillars, and the laser spot size was
adjusted to 2.86 µm. The exposure time for the SERS measurement was set to 10 s, with a 632 nm
notch filter to filter out Rayleigh scattering signals. Two microliters of rhodamine 6G (R6G) with a
concentration of 2 mM were placed on different nanopillars (see Figure S2). Raw SERS spectra were
processed through LabSpec application software for smoothing the data and adjusting the baseline
before further analysis. Furthermore, to analyze the detection limits, series concentrations of R6G
(from 10−3 to 10−8 M) were placed on the SiNPs with RIE-160 s, and Raman signals were recorded
(Figure 5). Distilled water was utilized for recording blank signals. In the SERS comparison, we
evaluated the relative Raman intensity, which was quantified with the maximum peak intensity at
1356 cm−1, subtracting the baseline intensity at 1356 + 20 cm−1 (see Figure 5B). The limit of detection
(LOD) of R6G was estimated by comparing the lowest concentration with the blank signals adding
3 times of deviation.Biosensors 2020, 10, x FOR PEER REVIEW 7 of 13 
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For miR-21 detection, SERS spectra were acquired by a portable Raman spectrometer (RAPIS-785,
Phansco, Taiwan) using a 785 nm near-infrared (NIR) diode laser. Samples were excited using 30 mW
laser power. The exposure time for the SERS measurement was set for 1 s. miR-21-Cy5 was diluted
with PBS buffers at concentrations from 0.1 to 250 nM and then immobilized with chips for 1 h.
After washing two times, the SERS spectra were recorded by the application software. We evaluated
the relative Raman intensity, which was quantified with the maximum peak intensity at 1446 cm−1,
subtracting the baseline intensity at 1530 cm−1 (see Figure 6B). The accuracy was represented by the
relative standard deviation (RSD).
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Figure 6. Raman spectra of miR-21 detection with SiNPs. (A) Full fingerprint spectrum. From bottom
to top: PBS buffers, probe only, and probe hybridized with miR-21-Cy5 at concentrations of 0.1, 1, and
250 nM marked with recognized peaks. (B) Point data versus series concentrations (0.1-250 nM) of
miR-21-Cy5. The inserts show a linear relationship from 0.1 to 10 nM. (C) Raman spectrum and (D)
reduced Raman signals at 1466 cm−1 after competitive testing with miR-21, miR-21-mis2, miR-21-mis4,
and miR-21-mis6.

To test the specificity of this sensor, miR-21 similar sequences with 2, 4, and 6 mismatched
bases were used to compete with Probe-21-Q’s binding sites. After 100 nM of miR-21-Cy5 and
Probe-21-Q hybridization as described in the previous section, the complementary sequences (miR21,
miR-21-mis2, miR-21-mis4, and miR-21-mis6) under the same concentration were added to compete
with the sequences for 1 h. The sensors were washed two times with PBS buffer to remove nonbinding
sequences. miR-21-Cy5 signals were measured and recorded as described. The specificity analysis is
also illustrated in miR-21 solutions with fluorescent detections, as shown in Figure S4.
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3. Results

3.1. Fabrication of Nanopillar Biosensors

SiNPs morphologies were analyzed by SEM, and microrange and nanorange roughness by AFM.
Figure 3 shows the top view and cross-section view of SiNPs by SEM. For SiNPs after applying
40, 80, 120, and 160 s of RIE treatments and chemical etching, the average diameters of the pillars
were 530, 520, 430, and 150 nm, respectively. From the cross-sectional view, the pillar heights and
aspect ratios were 980, 1130, and 530 nm and 1.88, 2.63, and 3.53 for 80, 120, and 160 s, respectively.
Note that pillar structures did not form within etching times shorter than 40 s in our experiments.
After optimization, the structures with 160 s etching time provided a more uniform and repeatable
nanopillar structure, with an average top width of 96 nm, height of 486 nm, aspect ratio of 5.06, and
areal density of 5 pillars/µm2. Moreover, the surface roughness of microrange structures (Rm) and
nanorange structures (Rn) on the pillars’ heads was measured by AFM, as shown in Figure 4. In micro-
or nanorange measurements, NCR parameters had the same trends with RIE time (shown in Figure S1).
For SiNPs with RIE−40 s, −80 s, −120 s, and −160 s, Rm was 78.6 ± 3.8, 85.9 ± 5.7, 508.7 ± 31.2, and
551.2 ± 42.2; and Rn was 7.8 ± 1.1, 8.4 ± 0.7, 20.0 ± 1.5, and 106.8 ± 11.0, respectively. These findings
align with the morphologies in the SEM images. Furthermore, SERS signals were measured from
five fabricated samples. We found the relationship between Rm and Rn with Pearson’s correlation.
Pearson’s correlation coefficients of SERS signals with Rm were 0.811, and with Rn were 0.998.

3.2. SERS Signal Enhancement by Corrugated Nanopillar Biosensor

To detect the SERS enhancement on the series of nanopillar structures, we compared the Raman
intensity of rhodamine 6G (R6G) dye (Figure S2). Typical Raman spectra of R6G were well resolved
with the following peaks: 612 cm−1 (C–C–C in-plane bending); 775 cm−1 (C–H out-of-plane bending);
1189 cm−1 (C–H in-plane bending); 1312 cm−1 (C–O–C stretching); and C–C stretching modes for
aromatic rings at 1356, 1509, 1576, and 1651 cm−1. We further calibrated series concentrations of R6G
from 10−3 to 10−8 M with SiNPs with RIE-160 s. The SERS signals were measured from five of the
surfaces at 160 s, as shown in Figure 5 The limit of detection (LOD) of R6G was estimated to be 10−8 M
based on three time measurements of blank signals. The enhancement factor (EF) was calculated with
the following equation:

EF =
ISERS

INRS

/CSERS

/CNRS

where ISERS and INRS are the intensities of the characteristic absorption peak in SERS and the normal
Raman spectrum, respectively, and CSERS and CNRS are the concentrations utilized for SERS (ISERS)
and normal Raman spectrum intensities (INRS), respectively. In our experiment, INRS was obtained
from 0.01 M of R6G solution with bare silicon. Its average intensity was 3.5 counts. CSERS was 10 nM.
The EF of this SiNP was obtained close to 1.0 × 107.

3.3. miR-21 Detection on Corrugated Nanopillar Biosensors

The hybridization process between the target molecule miR-21-Cy5 and Probe-21-Q could easily
be distinguished through Raman spectrum variations, as shown in Figure 6. Without trapping
miR-21-Cy5, the Raman signal for Probe-21-Q conjugated on the gold surface represented a small
broadband spectrum. These signals were used as a negative control in our system, representing probes
catching no target in the environment. The typical Raman peaks of Cy5 can be observed, including
1151, 1243, 1356, 1446, and 1597 cm−1, for aromatic ring stretches [36]. The completely vibrational
pattern from the hybridization of Probe-21-Q and miR-21-Cy5 was observed for detection as the Raman
spectrum shown in Figure 6A. The signal-to-noise ratio (S/N) was calculated by dividing hybridized
miR-21-Cy5 signals to probe-only signals. The S/N ratios at 987, 1356, 1446, and 1597 cm−1 were 3.9,
5.2, 12.5, and 6.0, respectively. We further analyzed the LOD for miR-21-Cy5 at 1466 cm−1 by 3 times
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the deviations divided by the slope of calibration. The LODs of these devices were around 0.1 nM,
which are compatible with RT-PCR sensitivity. The RSD calculated for 0.1 nM was 11.2%.

Specific analysis for miR-21 was determined as shown in Figure 6C,D. For sequence competitive
testing, Probe-21-Q was immobilized and hybridized with miR-21-cy5 on the SiNPs and then competed
with miR-21 and miR-21 sequences with 2, 4, and 6 base mismatches. Therefore, the Cy5-related Raman
peaks at 1446 cm−1 decreased 61% ± 5%, 15% ± 9%, 5% ± 13 %, and 4% ± 17% after competing with
miR-21, miR-21-mis2, miR-21-mis4, and miR-21-mis6, respectively.

4. Discussion

In this study, high-aspect-ratio SiNPs with corrugated surfaces were designed and fabricated by
employing a nanoshielding mechanism [32] with effective SERS enhancement, as shown in Figure 1.
To provide different sizes of nanomasks, condensed polystyrene bead monolayers were shrunk from
530 to 450–165 nm in our experiments by applying different RIE times for metal-assisted etching.
Due to the nanoscale mask and anisotropic metal-assisted etching process, nanopillar structures were
fabricated with high-aspect-ratio pillars. We observed that RIE-160 s was rougher than other cases,
but it was not easy to observe roughness in SEM images. We analyzed microrange roughness (Rm)
and nanorange roughness (Rn) parameters on these surface-corrugated SiNPs separately. Rm was
analyzed in the 7 µm range area, and Rn was analyzed among the pillars that indicated nanoscale
roughness changes. In microranges and nanoranges, surface-corrugated SiNPs had a consistently
incremental trend with RIE time, but the slope of Rm raised faster than that of Rn. Rn was sufficiently
increased, which indicated that the number of nanostructures (i.e., hot spots) among the heads of
the pillars markedly increased. We further analyzed the correlation between SERS efficiencies and
micro/nanorange roughness to investigate their relationship.

We demonstrated the SERS enhancement of the surface-corrugated SiNPs with a common Raman
dye, R6G (Figure 4). In our findings, the SERS enhancement relationship was more strongly correlated
with Rn (0.998) than with Rm (0.810). Although Rm and Rn increases both varied with RIE time, the data
suggest that Rn dominated much more in SERS enhancements. Rn represented the nanocorrugations
among the pillars, which confirmed our hypothesis that nanorange roughness dominates the SERS effect.
According to the theories of SERS enhancement [43], many studies have proposed the same concepts,
namely, that surface roughness [47,48] or a sub-10 nm gap [47] can promote the electric field at hot spots
and improve SERS enhancements, which also anchors our suggestion. Therefore, the surface-corrugated
SiNPs with RIE-160 s provided around a 1.0 × 107 SERS enhancement, as shown in Figure 5. If we
consider the whole device in real applications, the surface-corrugated SiNPs in this study can offer more
than 77-fold signal enhancement when compared with an Au-coated silicon substrate with a similar
surface area for sensor applications. Although some studies [28,49] using nanoparticles produced
higher EFs, their nanostructures might not be easily repeated/maintained in mass production. It should
be noted that gold instead of sliver (which might provide an additional 1 order of EF at least) was
chosen in this study as a SERS layer for the purpose of long-term material stability.

The detection capability of miR-21-Cy5 using a portable Raman instrument is shown in Figure 6.
Raman signals for specific peaks of nucleotides can be clearly visualized at a hybridizing situation
for SERS measurement. The detection limit of the SiNPs was also investigated by detecting a
100 pM miRNA-21 sample. The concentration was comparable to the minimum level—10 ng sample
(in 2 ng/µL)—collected from human blood for standard RT-PCR enlargement and detection [50–52].
Furthermore, the specificity of the SiNPs was evaluated by sequence replacement detection. Figure 6C,D,
respectively, show Raman spectra and signal quantification in existing target miR-21-Cy5 and in
competition with its mismatched sequences. As an example, the fully matched miR-21 decreased more
than 60% of signals, which revealed reasonable results that more than 50% of miR-21-cy5 were replaced
with miR-21. In comparison, the 2-mismatched sequences (miR-21-mis2) only slightly decreased their
SERS signals, and the 4-mismatches and 6-mismatches did not obviously decrease their SERS signals.
These results also correspond with solution-based fluorescent detection (shown in Figure S4). These
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observations establish that the proposed SiNP sensors achieved good selectivity to 2-base-mismatched
miRNA and show great potential in applications for detecting miRNA targets specifically in complex
biological samples. Moreover, the detection time can be reduced to less than an hour without the
RT-PCR process by employing the proposed nanobiosensor with corrugated nanopillar arrays. We also
evaluated the uniformity across the SiNPs for miR-21 detection. According to the analysis, the RSDs
were 11.2% for signals at a peak of 1466 cm−1, both of which are similar to the surface roughness
(10.3%). These results demonstrate the decent uniformity/consistency of the measurement on the
SERS active region for miRNA detection. As a result, SiNPs, when implemented with portable Raman
spectroscopy, can be considered as portable miRNA sensors, which can be easily transported to remote
areas for recognizing CRC-related miRNA and characterizing different onco-miRs.

5. Conclusions

A nanobiosensor with surface-enhanced Raman scattering (SERS) capability has been introduced
for highly sensitive miRNA detection in this study. The fabricated nanopillar structures can effectively
extend hot spot distribution into the third dimension, providing considerable enhancement in Raman
signals, more than 3 orders greater than nonoptimized gold-deposited SiNPs. This nanobiosensor
can serve as a SERS solid substrate for miRNA-21 recognition in a rapid and reproducible manner,
and the target molecule miR-21 can be easily monitored through Raman spectrum variation with
a PCR-comparable concentration at 100 pM. The proposed SiNP sensors achieved good selectivity
to 2-base-mismatched miRNA. Furthermore, without the sequence amplification process, the whole
testing can be completed in an hour. Moreover, due to their easier integration, nanopillar arrays
may be employed in microfluidic platforms with lateral flow [24] or automatic RNA sensing [53].
These compact, portable biosensors are also suitable for emerging point-of-care applications such as
pesticide poisoning, drug testing, and toxic chemical analysis.

Supplementary Materials: The following are available online at http://www.mdpi.com/2079-6374/10/11/163/s1,
Figure S1: (A) AFM analysis data for (A) microrange and (B) nanorange roughness. Roughness is presented as
Ra (black), Rq (red), and Rv (blue) in our AFM software; Figure S2. Raman spectra of R6G on nanopillars (RIE
40–160 s) and bare silicon; Figure S3. (a) UV–Vis absorption spectrum of Probe-21-Q (blue line) and PL spectrum
of miR-21-probe (black line). (b) Fluorescent spectra of miRNA-21-Cy5 only (black curve), Probe-21-Q only (green
curve), Probe-21-Q plus miRNA-21-Cy5 (red curve), and background signal (blue curve). Noted that green and
blue curves overlap in the figure; Figure S4. Fluorescent increasing signals for the competitive testing for target
miR-21-Cy5. Probe-21-Q and target miR-21-Cy5 were replaced with miR-21 with 2, 4, and 6 mismatched bases
under the same concentration of 100 nM; Table S1: DNA sequences used in this experiment.
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Highly increased maspin expression corresponds with up-regulation of miR-21 in endometrial cancer:
A preliminary report. Int. J. Gynecol. Cancer 2011, 21, 8–14. [CrossRef] [PubMed]

20. Selaru, F.M.; Olaru, A.V.; Kan, T.; David, S.; Cheng, Y.; Mori, Y.; Yang, J.; Paun, B.; Jin, Z.; Agarwal, R.
MicroRNA-21 is overexpressed in human cholangiocarcinoma and regulates programmed cell death 4 and
tissue inhibitor of metalloproteinase 3. Hepatology 2009, 49, 1595–1601. [CrossRef]

http://dx.doi.org/10.3322/canjclin.55.2.74
http://www.ncbi.nlm.nih.gov/pubmed/15761078
http://dx.doi.org/10.1136/gutjnl-2015-310912
http://www.ncbi.nlm.nih.gov/pubmed/26818619
http://dx.doi.org/10.1001/jama.296.23.2815
http://www.ncbi.nlm.nih.gov/pubmed/17179458
http://dx.doi.org/10.1097/SLA.0b013e318265bd6f
http://www.ncbi.nlm.nih.gov/pubmed/22868372
http://dx.doi.org/10.1136/gut.2011.239236
http://www.ncbi.nlm.nih.gov/pubmed/21930727
http://dx.doi.org/10.1158/1055-9965.EPI-13-0254
http://dx.doi.org/10.18632/oncotarget.24617
http://dx.doi.org/10.1016/j.gendis.2019.10.013
http://dx.doi.org/10.1371/journal.pone.0092921
http://dx.doi.org/10.3816/CLC.2009.n.006
http://dx.doi.org/10.1186/s13058-016-0753-x
http://dx.doi.org/10.1016/j.ygyno.2008.04.033
http://dx.doi.org/10.1038/nrm2085
http://www.ncbi.nlm.nih.gov/pubmed/17183358
http://dx.doi.org/10.3390/ijms161226080
http://dx.doi.org/10.1158/1078-0432.CCR-14-2793
http://dx.doi.org/10.1016/j.arcmed.2011.06.008
http://www.ncbi.nlm.nih.gov/pubmed/21820606
http://dx.doi.org/10.1074/jbc.M611393200
http://dx.doi.org/10.1007/s12032-010-9563-7
http://dx.doi.org/10.1097/IGC.0b013e318200050e
http://www.ncbi.nlm.nih.gov/pubmed/21330826
http://dx.doi.org/10.1002/hep.22838


Biosensors 2020, 10, 163 12 of 13

21. Orosz, E.; Kiss, I.; Gyöngyi, Z.; Varjas, T. Expression of circulating miR-155, miR-21, miR-221, miR-30a,
miR-34a and miR-29a: Comparison of colonic and rectal Cancer. In Vivo 2018, 32, 1333–1337. [CrossRef]
[PubMed]

22. McClure, C.; McPeak, M.B.; Youssef, D.; Yao, Z.Q.; McCall, C.E.; El Gazzar, M. Stat3 and C/EBPβ synergize
to induce miR-21 and miR-181b expression during sepsis. Immunol. Cell Biol. 2017, 95, 42–55. [CrossRef]
[PubMed]

23. Wang, H.-N.; Crawford, B.M.; Fales, A.M.; Bowie, M.L.; Seewaldt, V.L.; Vo-Dinh, T. Multiplexed detection of
MicroRNA biomarkers using SERS-based inverse molecular sentinel (iMS) Nanoprobes. J. Phys. Chem. C
2016, 120, 21047–21055. [CrossRef]

24. Zhang, H.; Yi, Y.; Zhou, C.; Ying, G.; Zhou, X.; Fu, C.; Zhu, Y.; Shen, Y. SERS detection of microRNA
biomarkers for cancer diagnosis using gold-coated paramagnetic nanoparticles to capture SERS-active gold
nanoparticles. RSC Adv. 2017, 7, 52782–52793. [CrossRef]

25. Zhou, W.; Tian, Y.-F.; Yin, B.-C.; Ye, B.-C. Simultaneous surface-enhanced Raman spectroscopy detection of
multiplexed microRNA biomarkers. Anal. Chem. 2017, 89, 6120–6128. [CrossRef] [PubMed]

26. Lee, T.; Wi, J.-S.; Oh, A.; Na, H.-K.; Lee, J.; Lee, K.; Lee, T.G.; Haam, S. Highly robust, uniform and
ultra-sensitive surface-enhanced Raman scattering substrates for microRNA detection fabricated by using
silver nanostructures grown in gold nanobowls. Nanoscale 2018, 10, 3680–3687. [CrossRef]

27. Ma, D.; Huang, C.; Zheng, J.; Tang, J.; Li, J.; Yang, J.; Yang, R. Quantitative detection of exosomal microRNA
extracted from human blood based on surface-enhanced Raman scattering. Biosens Bioelectron. 2018, 101,
167–173. [CrossRef]

28. Schechinger, M.; Marks, H.; Mabbott, S.; Choudhury, M. A SERS approach for rapid detection of microRNA-17
in the picomolar range. Analyst 2019, 144, 4033–4044. [CrossRef]

29. Yang, Z.; Li, Y.; Li, Z.; Wu, D.; Kang, J.; Xu, H.; Sun, M. Surface enhanced Raman scattering of pyridine
adsorbed on Au@Pd core/shell nanoparticles. J. Chem. Phys. 2009, 130, 234705. [CrossRef]

30. Jiao, T.; Kutsanedzie, F.Y.H.; Xu, J.; Viswadevarayalu, A.; Hassan, M.M.; Li, H.; Xu, Y.; Chen, Q. SERS-signal
optimised AgNPs-plated-ZnO nanoflower-like structure synthesised for sensing applications. Phys. Lett. A
2019, 383, 1312–1317. [CrossRef]

31. He, S.; Chua, J.; Tan, E.K.M.; Kah, J.C.Y. Optimizing the SERS enhancement of a facile gold nanostar
immobilized paper-based SERS substrate. RSC Adv. 2017, 7, 16264–16272. [CrossRef]

32. Petryayeva, E.; Krull, U.J. Localized surface plasmon resonance: Nanostructures, bioassays and biosensing—A
review. Anal. Chim. Acta 2011, 706, 8–24. [CrossRef]

33. Zheng, P.; Li, M.; Jurevic, R.; Cushing, S.K.; Liu, Y.; Wu, N. A gold nanohole array based surface-enhanced
Raman scattering biosensor for detection of silver(i) and mercury(ii) in human saliva. Nanoscale 2015, 7,
11005–11012. [CrossRef] [PubMed]

34. Driskell, J.; Seto, A.; Jones, L.; Jokela, S.; Dluhy, R.; Zhao, Y.-P.; Tripp, R. Rapid microRNA (miRNA) detection
and classification via surface-enhanced Raman spectroscopy (SERS). Biosens. Bioelectron. 2008, 24, 917–922.
[CrossRef] [PubMed]

35. Driskell, J.D.; Primera-Pedrozo, O.M.; Dluhy, R.A.; Zhao, Y.; Tripp, R.A. Quantitative surface-enhanced
Raman spectroscopy based analysis of microRNA mixtures. Appl. Spectrosc. 2009, 63, 1107–1114. [CrossRef]

36. Xu, T.-T.; Huang, J.-A.; He, L.-F.; He, Y.; Su, S.; Lee, S.-T. Ordered silicon nanocones arrays for label-free DNA
quantitative analysis by surface-enhanced Raman spectroscopy. Appl. Phys. Lett. 2011, 99, 153116. [CrossRef]

37. Lin, D.; Wu, Z.; Li, S.; Zhao, W.; Ma, C.; Wang, J.; Jiang, Z.; Zhong, Z.; Zheng, Y.; Yang, X. Large-Area
Au-Nanoparticle-Functionalized Si Nanorod Arrays for Spatially Uniform Surface-Enhanced Raman
Spectroscopy. ACS Nano 2017, 11, 1478–1487. [CrossRef] [PubMed]

38. Huang, J.-A.; Zhao, Y.-Q.; Zhang, X.-J.; He, L.-F.; Wong, T.-L.; Chui, Y.-S.; Zhang, W.-J.; Lee, S.-T. Ordered
Ag/Si nanowires array: Wide-range surface-enhanced Raman spectroscopy for reproducible biomolecule
detection. Nano Lett. 2013, 13, 5039–5045. [CrossRef]

39. Chen, B.; Meng, G.; Huang, Q.; Huang, Z.; Xu, Q.; Zhu, C.; Qian, Y.; Ding, Y. Green synthesis of large-scale
highly ordered core@ shell nanoporous Au@ Ag nanorod arrays as sensitive and reproducible 3D SERS
substrates. ACS Appl. Mater. Interfaces 2014, 6, 15667–15675. [CrossRef]

40. Alexander, K.D.; Skinner, K.; Zhang, S.; Wei, H.; Lopez, R. Tunable SERS in gold nanorod dimers through
strain control on an elastomeric substrate. Nano Lett. 2010, 10, 4488–4493. [CrossRef]

http://dx.doi.org/10.21873/invivo.11383
http://www.ncbi.nlm.nih.gov/pubmed/30348685
http://dx.doi.org/10.1038/icb.2016.63
http://www.ncbi.nlm.nih.gov/pubmed/27430527
http://dx.doi.org/10.1021/acs.jpcc.6b03299
http://dx.doi.org/10.1039/C7RA10918K
http://dx.doi.org/10.1021/acs.analchem.7b00902
http://www.ncbi.nlm.nih.gov/pubmed/28488851
http://dx.doi.org/10.1039/C7NR08066B
http://dx.doi.org/10.1016/j.bios.2017.08.062
http://dx.doi.org/10.1039/C9AN00653B
http://dx.doi.org/10.1063/1.3153917
http://dx.doi.org/10.1016/j.physleta.2019.01.026
http://dx.doi.org/10.1039/C6RA28450G
http://dx.doi.org/10.1016/j.aca.2011.08.020
http://dx.doi.org/10.1039/C5NR02142A
http://www.ncbi.nlm.nih.gov/pubmed/26008641
http://dx.doi.org/10.1016/j.bios.2008.07.060
http://www.ncbi.nlm.nih.gov/pubmed/18799303
http://dx.doi.org/10.1366/000370209789553183
http://dx.doi.org/10.1063/1.3650937
http://dx.doi.org/10.1021/acsnano.6b06778
http://www.ncbi.nlm.nih.gov/pubmed/28061026
http://dx.doi.org/10.1021/nl401920u
http://dx.doi.org/10.1021/am505474n
http://dx.doi.org/10.1021/nl1023172


Biosensors 2020, 10, 163 13 of 13

41. Lin, K.-Q.; Yi, J.; Hu, S.; Liu, B.-J.; Liu, J.-Y.; Wang, X.; Ren, B. Size effect on SERS of gold nanorods
demonstrated via single nanoparticle spectroscopy. J. Phys. Chem. C 2016, 120, 20806–20813. [CrossRef]

42. Hsieh, H.-Y.; Xiao, J.-L.; Lee, C.-H.; Huang, T.-W.; Yang, C.-S.; Wang, P.-C.; Tseng, F.-G. Au-coated polystyrene
nanoparticles with high-aspect-ratio nanocorrugations via surface-carboxylation-shielded anisotropic etching
for significant SERS signal enhancement. J. Phys. Chem. C 2011, 115, 16258–16267. [CrossRef]

43. Song, M.-S.; Rossi, J.J. The anti-miR21 antagomir, a therapeutic tool for colorectal cancer, has a potential
synergistic effect by perturbing an angiogenesis-associated miR30. Front. Genet. 2014, 4, 301. [CrossRef]

44. Draz, M.S.; Lu, X. Development of a loop mediated isothermal amplification (LAMP)-surface enhanced
Raman spectroscopy (SERS) assay for the detection of Salmonella enterica serotype Enteritidis. Theranostics
2016, 6, 522. [CrossRef]

45. Huang, Z.; Geyer, N.; Werner, P.; de Boor, J.; Gösele, U. Metal-Assisted Chemical Etching of Silicon: A Review.
Adv. Mater. 2011, 23, 285–308. [CrossRef] [PubMed]

46. Megouda, N.; Hadjersi, T.; Piret, G.; Boukherroub, R.; Elkechai, O. Au-assisted electroless etching of silicon
in aqueous HF/H2O2 solution. Appl. Surf. Sci. 2009, 255, 6210–6216. [CrossRef]

47. Wu, L.Y.; Ross, B.M.; Hong, S.; Lee, L.P. Bioinspired Nanocorals with Decoupled Cellular Targeting and
Sensing Functionality. Small 2010, 6, 503–507. [CrossRef]

48. Lee, C.; Robertson, C.S.; Nguyen, A.H.; Kahraman, M.; Wachsmann-Hogiu, S. Thickness of a metallic film,
in addition to its roughness, plays a significant role in SERS activity. Sci. Rep. 2015, 5, 11644. [CrossRef]
[PubMed]

49. Ye, L.-P.; Hu, J.; Liang, L.; Zhang, C.-Y. Surface-enhanced Raman spectroscopy for simultaneous sensitive
detection of multiple microRNAs in lung cancer cells. Chem. Commun. 2014, 50, 11883–11886. [CrossRef]

50. Schwarzenbach, H.; Hoon, D.S.B.; Pantel, K. Cell-free nucleic acids as biomarkers in cancer patients. Nat.
Rev. Cancer 2011, 11, 426–437. [CrossRef]

51. Asaga, S.; Kuo, C.; Nguyen, T.; Terpenning, M.; Giuliano, A.E.; Hoon, D.S. Direct Serum Assay for
MicroRNA-21 Concentrations in Early and Advanced Breast Cancer. Clin. Chem. 2011, 57, 84–91. [CrossRef]
[PubMed]

52. Correa-Gallego, C.; Maddalo, D.; Doussot, A.; Kemeny, N.; Kingham, T.P.; Allen, P.J.; D’Angelica, M.I.;
DeMatteo, R.P.; Betel, D.; Klimstra, D.; et al. Circulating Plasma Levels of MicroRNA-21 and MicroRNA-221
Are Potential Diagnostic Markers for Primary Intrahepatic Cholangiocarcinoma. PLoS ONE 2016, 11,
e0163699. [CrossRef] [PubMed]

53. Wang, C.; Yu, C. Analytical characterization using surface-enhanced Raman scattering and microfluidic
sampling. Nanotechnology 2015, 26, 092001. [CrossRef] [PubMed]

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1021/acs.jpcc.6b02098
http://dx.doi.org/10.1021/jp2012667
http://dx.doi.org/10.3389/fgene.2013.00301
http://dx.doi.org/10.7150/thno.14391
http://dx.doi.org/10.1002/adma.201001784
http://www.ncbi.nlm.nih.gov/pubmed/20859941
http://dx.doi.org/10.1016/j.apsusc.2009.01.075
http://dx.doi.org/10.1002/smll.200901604
http://dx.doi.org/10.1038/srep11644
http://www.ncbi.nlm.nih.gov/pubmed/26119106
http://dx.doi.org/10.1039/C4CC05598E
http://dx.doi.org/10.1038/nrc3066
http://dx.doi.org/10.1373/clinchem.2010.151845
http://www.ncbi.nlm.nih.gov/pubmed/21036945
http://dx.doi.org/10.1371/journal.pone.0163699
http://www.ncbi.nlm.nih.gov/pubmed/27685844
http://dx.doi.org/10.1088/0957-4484/26/9/092001
http://www.ncbi.nlm.nih.gov/pubmed/25676092
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Oligonucleotides 
	Fabrication of Nanopillar Structures by Nanoshielding Methods 
	Probe Preparation and Immbolization 
	Characterization of Nanopillar Chips with Scanning Electron Microscopy and Atomic Force Microscopy 
	SERS Measurements 

	Results 
	Fabrication of Nanopillar Biosensors 
	SERS Signal Enhancement by Corrugated Nanopillar Biosensor 
	miR-21 Detection on Corrugated Nanopillar Biosensors 

	Discussion 
	Conclusions 
	References

