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ABSTRACT: We analyzed the fluctuation of surface-enhanced Raman
spectra with a temporal resolution of 25 ms using a conventional electron-
multiplying charge-coupled device camera experimental setup. The signal-
to-noise ratio of the spectra was improved using density-based spatial
cluster analysis with noise. Silver nanoparticles (AgNPs) with different sizes
were dispersed as surface-enhanced Raman spectroscopy platforms in violet
aqueous solutions. The movement of AgNPs and the fluctuation of the
spectra were characterized. The fluctuation (signal ON and OFF) was
evaluated on the basis of the time intervals between ON and OFF timing.
The behavior of each AgNP solution was explained by a two-dimensional random walk model, which means that the phenomenon
was mainly governed by the Brownian motion of the AgNPs in the solution. The fluctuation was also compared among three
different Raman modes, one of which showed anomalous behavior.

■ INTRODUCTION
Since its discovery in the 1970s, surface-enhanced Raman
spectroscopy (SERS)1 has been applied in many fields,
including analytical chemistry,2−6 biology,7,8 and high-
resolution microscopy.9 In addition to its advantage of
extremely high signal enhancement,1 SERS demonstrates a
temporal fluctuation phenomenon.10 The origin of the SERS
fluctuation can be categorized into three effects: (1) the
movement of molecules around the SERS-active spots via
environmental interactions such as temperature or solvent
flow,11−17 (2) the movement of metal nanoparticles or
nanostructures, including aggregation configurations and
Brownian motions,18−23 and (3) the fluctuation of surface
plasmon polaritons, which leads to modulation of the
resonance Raman effect of the molecules via vibronic
coupling.24−27 In many cases, fluctuation is governed by a
combination of these effects. SERS fluctuation is thus a
complex phenomenon that depends on both the sample as well
as environmental factors; it has therefore been observed in a
wide range of time scales from seconds to nanoseconds.28

The temporal resolution is selected on the basis of the
system being observed. If we are interested in investigating the
movement of nanoparticles and spectroscopic fluctuations
simultaneously, then a temporal resolution on the order of ∼10
ms is needed. To trace an event at high temporal resolutions, a
point detector such as an avalanche photodiode14 can be
employed at the expense of spectroscopic information. An
electron-multiplying charge-coupled device (EMCCD) camera
can achieve a temporal resolution on the order of 10 ms;
however, multiplex detection using a diffraction grating lowers
the signal-to-noise (SN) ratio, and increasing the electronic
gain causes shot noise. Thus, attention is needed to separate

the signal from the noise in high-speed spectroscopic
measurements. Even though the signal with the highest
intensity is to be extracted, it is highly probable that the
signal is shot noise when the SN ratio is poor. To extract a
signal from low-SN data, the intensity and wavelength axes
should be considered simultaneously. Density-based spatial
clustering analysis with noise (DBSCAN) is a method to
search high-density areas in a multidimensional space and can
therefore be used to separate signals from noise in Raman
spectra.29,30

In this work, we conducted a temporal fluctuation analysis of
SERS spectra in solutions with a temporal resolution of 25 ms.
The samples were crystal violet aqueous solutions containing
silver nanoparticles (AgNPs) for SERS enhancement. We used
isolated metal nanoparticles in solution because they are often
used to track biological events.31,32 We discuss both the
movement of the nanoparticles and the acquired SERS spectra.
Because of the improvement of the SN using DBSCAN
analysis, the accumulation time was as short as 10 ms. The
signal fluctuation was measured for AgNPs with different sizes,
and the results were compared to the predictions of a two-
dimensional random walk model. The temporal behavior for
different Raman peaks is also discussed.
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■ METHODS
The temporal fluctuation of SERS was characterized by using
ON and OFF states. When the signal SN ratio was sufficiently
high, we determined ON and OFF states directly from the
spectra by setting a threshold level. However, when the SN
ratio was poor, especially in high-temporal-resolution measure-
ments, DBSCAN analysis was necessary. Figure 1 shows a
schematic of the data analysis. We performed two data
analyses: direct analysis and DBSCAN analysis. The direct
analysis was valid only for the data with a good SN ratio, where
the ON and OFF states were determined directly from spectra
(Figure 1(a)). The threshold level was empirically determined
as Iave + 0.5σ, where Iave is the average peak height and σ is the
standard deviation for all of the collected spectra. Fluctuation
was evaluated by the time interval (Δt) between a nearest ON
state indicated in Figure 1(b). The relation between Δt and its
frequency are shown in a histogram in Figure 1(c) to evaluate
the temporal behavior of SERS. We used the result of direct
analysis as the “reference” to determine the DBSCAN
parameters, as discussed in the Results section. In the
DBSCAN analysis, the ON and OFF states were determined
by a clustering process. First, as shown in Figure 1(d), high-
intensity data points (>Iave + 0.5σ) in the time domain were
selected for each wavenumber. Second, the selected data points
were plotted on a two-dimensional graph called a time−

wavenumber (T−W) plot (Figure 1(e)). The time axis in the
T−W space was adjusted by multiplying by a factor (the time
ratio) because the time and wavenumber axes have different
units. We set time_ratio = 100 in this case. Third, the
DBSCAN process was applied to the T−W. The clusters were
classified into ON states, whereas other data points were
classified into OFF states (Figure 1(f)). Parameter Δt was the
distance between the centroid of a nearest cluster pair, as
indicated in Figure 1(f). The relation between Δt and its
frequency is again shown in a histogram (Figure 1(g)). The
DBSCAN process requires two parameters: eps (the distance
from a particular data point) and min_samples (minimum
number of sample points to be a cluster), which were
determined by using the direct analysis results. The values we
used were eps = 100 and min_samples = 16 or 17. The values
of min_samples are shown in Table S1.
We obtained SERS spectra using a 532 nm continuous-wave

laser with a power of 23 mW at the exit of a beam expander.
The diameter of the laser beam was expanded 10-fold by the
beam expander to cover the pupil plane of an objective lens.
We placed the shutter in front of the expander to minimize any
optical damage to the sample. The measurements were
performed on an inverted microscope (TE2000-U, Nikon)
equipped with an objective lens (60× , NA 0.7). The signal
passed through an edg filter and was introduced into a

Figure 1. Process of temporal fluctuation analysis by direct and DBSCAN analysis, (a) threshold level determination, (b) definition of Δt, (c) the
histogram of Δt obtained by direct analysis, (d) selection of high-intensity data points for DBSCAN, (e) time-wavenumber (T-W) plot, (f) Δt
obtained by DBSCAN process, (g) the histogram of Δt obtained by DBSCAN analysis.
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spectrometer (Acton, SpectraPro 2300i, slit width of 100 μm).
The spectra were acquired by an EMCCD camera (ProEM,
Princeton Instruments, EM gain set to 30). For high-SN
measurements, 3600 SERS spectra were acquired with an
accumulation time of 1000 ms. For high-temporal-resolution
measurements, 10,000 SERS spectra were acquired with an
accumulation time of 10 ms. Because of the data transfer speed
of the EMCCD camera, the net temporal resolution was 25 ms.
DBSCAN proceed by ∼3000 spectra; 10000 is a good number
of spectra to claim the reliability and the generalizability of the
results. The net measurement time was 100 s, which was again
a reasonable duration to evaluate SERS fluctuation.
Mixed aqueous solutions of crystal violet (CV; 5 × 10−7

mol/L) with AgNPs were prepared. AgNPs with diameters of
10, 20, 30, 40, and 60 nm were used as the SERS platforms.
The concentration of AgNPs was 0.02 mg/mL irrespective of
the AgNP particle size; therefore, the amount of Ag was the
same for all of the samples, whereas the particle density was
different. The concentration and size distribution of AgNPs are
summarized in Figure S2. Assuming that the laser focus was
diffraction limited sphere, the number of CV molecules within
the focus was 15, some of which would meet a AgNP giving
intense SERS signals. According to the UV−vis absorption
spectra in Figure S3, there is no sign of NP aggregates in our
sample; therefore, we considered that all AgNPs are a single
NP.
The fluctuation was modeled using a two-dimensional

random walk model of AgNPs in a solution. The calculation
model is shown in Figure 2. In this model, AgNPs move

stepwise in either the right, left, up, or down direction
randomly. SERS enhancement occurs when one or a few
(defined as parameter B) AgNPs enter the focal spot of the
laser. The initial AgNP distance d was determined by the
particle density. The simulation step was determined by the
diffusion constant of AgNPs in 25 °C water, and the
measurement interval was 25 ms. The diameter of the laser

spot was 463 nm, as calculated on the basis of the wavelength
and the diffraction limit of the objective lens. The simulation
area was set to 200 × d nm; when a particle reached the
boundary, it re-entered at the opposite coordinate. The
random walk simulation was repeated 40,000 times. The
simulation step was was four times as much as the spectral set
of SERS measurements. Table 1 shows the parameters used for
the random walk model.

■ RESULTS AND DISCUSSION
The DBSCAN parameters were determined to reproduce the
result of direct analysis as much as possible. The histograms of
fluctuation by the direct analysis are shown in Figure S1A.
Using the result of the direct analysis as the reference, we
performed a DBSCAN analysis. In addition to the concordance
in the temporal axis, the number of cluster formations was
another important indicator to determine the eps and the
min_samples. The validity of these parameters is shown in
S1B, where the similarity between the reference results and the
DBSCAN results is obvious. The parameter min_samples was
determined by the total number of clusters, which should be
equal to the number of ON times in the direct analysis. Table
S3 shows the comparison between the direct analysis and the
DBSCAN analysis. The result obtained by the DBSCAN
analysis was almost identical to the results counted directly.
Eps, on the other hand, was determined by the time ratio when
we construct the T-W. In the cluster formation, eps influences
the shape of the cluster. If eps < time_ratio, clusters did not
extend in the direction of the wavenumber axis and therefore
failed to cover a single Raman band. On the other hand, if eps
> time_ratio, the cluster extends in the wavelength axis, while
little change was observed in the temporal axis (see Figure S4).
We employed DBSCAN analysis for higher temporal measure-
ments using the same eps and the min_samples.
Figure 3 shows histograms of the temporal SERS behavior

for three Raman peaks (914, 1181, and 1622 cm−1) and for
AgNPs with five different particle sizes (10, 20, 30, 40, and 60
nm). First, we focus on the peak at 1622 cm−1 in Figure 2(a).
The ON time interval Δt is maximal at the shortest period and
gradually decreases as the interval increases in most of the
samples. Events at longer time intervals were also observed for
small AgNPs (e.g., 10 and 20 nm). The decay in the
histograms was the fastest for the 40 nm AgNPs; the decay
then slowed in the 60 nm AgNP sample. The results in Figure
3 are partially explained by a random walk model. We assume
that SERS enhancement occurred when a AgNP migrates into
the laser focal spot via Brownian motion. The simulation was
carried out for a two-dimensional random walk model of

Figure 2. Initial configuration of the two-dimensional random walk
model (gray circles: AgNPs; d: AgNP distance; L: simulation step).

Table 1. Parameters of the two-dimensional random walk
simulationa

Size (nm) B d (nm) D L (nm)

10 3 794 4.90 × 10−11 2280
20 2 1478 2.45 × 10−11 1612
30 1 2462 1.63 × 10−11 1317
40 1 2974 1.22 × 10−11 1140
60 1 4900 8.17 × 10−12 930.9

aB: threshold number of AgNPs in the laser focal spot giving the
SERS ON state; d: distance between AgNPs in the initial
configuration; D: diffusion constant; L: simulation step where t =
25 ms.
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AgNPs moving in and out of a laser spot. Because the number
of AgNPs was substantially smaller than the number of CV
molecules, the rate was governed by the AgNPs. Figure 4
shows the results of the random walk simulations for each
AgNP particle size. The decay in the histograms in Figure 4
shows a size dependence similar to the experimental results.
However, in Figure 3, the decay is fastest for the 40 nm AgNPs
and slows for the 60 nm AgNP sample, which was not
reproduced by the simulation.
According to Mie theory, ∼40 nm is the largest limit of the

dipole approximation of a AgNP, and, empirically, the SERS
enhancement is also maximal in this size range.1,33 The
mismatch of this simplified threshold setting is the main cause
of the difference between the experimental and the simulation
results. As shown in Figure S2, a random walk histogram was
also influenced by parameter B (i.e., the threshold number of
nanoparticles in the laser focal spot that gives the SERS ON
state). As indicated in Table 1, parameter B was set to 3 for 10
nm AgNPs, 2 for 20 nm AgNPs, and 1 for the rest of the
AgNPs because the enhancement efficiency of each AgNP
sample differs depending on the AgNP particle size. Another
reason for the observed difference is that the simulation was
conducted in two dimensions, because of the limitations of the
computation source. The experimental system was 3D, and the
movement of nanoparticles was also affected by gravity. Given
the slight difference between the results in Figures 2 and 3, we

reasonably concluded that the temporal SERS fluctuation
originated predominantly from the motion of the AgNPs. We
add that according to Table S2, the size distribution was in the
range of 12% ∼ 18% for all AgNP samples. Therefore, we think
that the size distribution was not the essential reason for the
difference in fluctuation behavior seen in different samples in
Figure 3.
Considering a computational resource, a two-dimensional

model was a realistic choice. Since we could reproduce the
histograms in Figure 3 quite well even by the two-dimensional
model, we believe that the random walk model is suitable for
explaining the phenomena. In a three-dimensional model, the
procedure was basically the same, but replacing average
migration length =L Dt4 to Dt6 . We can safely neglect
the effect of gravity because the sedimentation speed under 9.8
ms−2 for 60 nm AgNP is 20 nm/s, which is much slower than L
(5887 nm for 1 s). The Random walk model was not the
perfect one to describe the fluctuation; there would be other
factors such as fluid flow, system instability, etc. which we did
not consider for simplicity.
Next, we discuss the temporal behavior of different Raman

modes. The temporal behavior of different Raman modes is
expected to be identical when all of the Raman peaks are
equally enhanced. Figure 3 shows the temporal behavior of
three Raman modes: (a) 914 cm−1: an out-of-plane mode,

Figure 3. Histograms of Δt obtained by DBSCAN; SERS spectra were acquired with a 10 ms accumulation time: (a) 914 cm−1, (b) 1181 cm−1, and
(c) 1622 cm−1 Raman modes. AgNPs with diameters of 10, 20, 30, 40, and 60 nm were used.
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benzene mode 17a, (b) 1181 cm−1: an in-plane mode, benzene
mode 9a, and (c) 1622 cm−1: the in-plane mode, benzene
mode 8a.34−37 The temporal behaviors of the 914 and 1622
cm−1 modes are similar; however, the behavior differs for the
1181 cm−1 mode, especially in the spectra of the 40 nm AgNP
sample having the second peak around 3000 ms. As noted in
our discussion of the random walk model, the histogram was
influenced by the B parameter, meaning that the signal
intensity of a single event should be considered. Therefore, we
expected the 1181 cm−1 mode to benefit less from SERS
enhancement compared with the other two modes. Figure 5
shows the SERS (with 60 nm AgNPs) and Raman (without
AgNPs) spectra of CV. In the normal Raman spectrum; two
peaks are observed at 1174 and 1193 cm−1. By contrast, in the
SERS spectrum, only one peak is observed at 1181 cm−1. On
the basis of previous work,34,35 the higher-frequency peak is

assigned to a doubly degenerate E mode, whereas the lower-
frequency peak is assigned to a totally symmetric A1 mode. If
the Raman frequency of the higher-frequency mode is
downshifted and the lower-frequency mode is less affected,
then the spectral shape would resemble a single peak, because
the resonance Raman process governing A- or B-type
resonance depends on the vibrational symmetry. The doubly
degenerate E mode has been reported to be preferentially
enhanced by SERS because of the Herzberg−Teller surface
selection rules.37 The downshift of the frequency means that
the mode is influenced by the adsorption of CV molecules. A
CV molecule has two Raman-active modes at ∼1181 cm−1;
one mode is influenced by SERS and the other is less
influenced, resulting in peaks that coexist at almost identical
frequencies. The anomalous behavior of the 1181 cm−1 mode
can thus be explained by the SERS efficiency.

■ CONCLUSIONS
We evaluated the temporal fluctuation of the SERS spectra of
CV dissolved in AgNP-containing aqueous solutions with 25
ms temporal resolution. AgNPs with particle diameters of 10,
20, 30, 40, and 60 nm were used as SERS platforms. DBSCAN
analysis helped to improve the SN ratio of the spectra, which
were otherwise difficult to categorize as corresponding to the
ON or OFF state. The ON and OFF fluctuations were
discussed on the basis of the interval between the ON times
(Δt) and were presented in a histogram. The nanoparticle-size-
dependent temporal behavior was explained well by a two-
dimensional random walk model; therefore, the fluctuation was
mainly due to Brownian motion of the AgNPs. The
characteristics of the histogram were also influenced by the
particle size, density, and SERS efficiency of each nanoparticle
sample.
We also compared and discussed the differences in the

temporal behaviors for the three different Raman modes. The

Figure 4. Histogram of Δt values obtained by the two-dimensional random walk model simulation. AgNPs with diameters of 10, 20, 30, 40, and 60
nm were used.

Figure 5. SERS (60 nm AgNPs) and Raman spectra of CV aqueous
solutions. A peak shift and broadening were observed for the 1181
cm−1 mode.
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size-dependent fluctuation was similar for two of the modes;
only the 1181 cm−1 mode showed a difference. These results
were attributed to the 1181 cm−1 mode being the summation
of two closely overlapped modes with different vibrational
symmetry, where one mode was strongly affected and the other
was weakly affected by SERS. Therefore, the net SERS
enhancement of the 1181 cm−1 mode was weaker than the
enhancements of the other modes.
We successfully evaluated the movement of nanoparticles

and a molecular system in a solution simultaneously through
SERS-based temporal behavior analysis. We expect our
findings to contribute to analytical and biological applications
of nanoparticle-based SERS.
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