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A 3D printed sheath flow interface for surface
enhanced Raman spectroscopy (SERS) detection in
flow†

Courtney J. Morder and Zachary D. Schultz *

Surface enhanced Raman spectroscopy (SERS) is an effective technique for detecting molecules in

aqueous solutions due to its insensitivity to water, which makes it especially useful for biological samples.

Utilizing SERS in flow can aid in a variety of applications such as metabolomics, pharmaceuticals, and

diagnostics. The ability to 3D print complex objects enables rapid dissemination of prototypes. A 3D

printed flow cell for sheath flow SERS detection has been developed that can incorporate a variety of

planar substrates. The 3D printed flow cell incorporates hydrodynamic focusing, a sheath flow, that

confines the analyte near the SERS substrate. Since the SERS signal obtained relies on the interaction

between analyte molecules and nanostructures, sheath flow increases the detection efficiency and elim-

inates many issues associated with SERS detection in solution. This device was optimized by analyzing

both molecules and particles with and without using sheath flow for SERS detection. Our results show

that the flow rates can be optimized to increase the SERS signal obtained from a variety of analytes, and

that the signal was increased when using sheath flow. This 3D printed flow cell offers a straightforward

method to disseminate this technology and to facilitate online SERS detection.

Introduction

The ability to identify and quantify molecules in flowing solu-
tions is crucial for high throughput analysis in many chemical
and biological applications. This opens the door for real time
monitoring of samples for diagnostics or process analytical
technology. Surface enhanced Raman spectroscopy (SERS) is a
sensitive analytical technique capable of detecting low concen-
trations and even single molecules.1–4 Additionally, SERS can
provide molecule specific information and is especially useful
for analyzing aqueous solutions due to its insensitivity to
water. Performing SERS in flowing solutions has been demon-
strated for detecting molecules following a chemical separ-
ation, such as liquid chromatography or capillary
electrophoresis.5–11 This allows for real time analysis, minimal
sample preparation, and overall faster analysis times for
complex mixtures.

SERS incorporates plasmonic, metallic nanostructures to
increase the Raman signal observed from analytes. Two

common substrates used for SERS analysis include colloidal
solutions or planar, roughened surfaces. Performing SERS in
flow with colloidal solutions often leads to unpredictable and
irreproducible signals, as it is hard to control the formation of
aggregates and hotspots.12–17 To avoid these issues, roughened
planar surfaces offer a more controlled environment. When
using these substrates, detection depends on the analyte’s
ability to diffuse to the surface.7,18 In order for the signal
enhancement to occur, analyte molecules need to be within a
few nanometers of the nanostructured surface.2,3,19–22 This
can complicate detection of analytes in fluidic channels due to
the limited time analytes have to interact with the SERS
surface in the detection area. Therefore, minimizing the
sample stream to the diffusion layer eliminates the need for an
analyte to diffuse through the bulk first. The Schultz lab pre-
viously developed a device incorporating hydrodynamic focus-
ing to increase detection efficiency by confining analytes
closer to the SERS substrate.7

Hydrodynamic focusing utilizes a sheath flow that moves at
a higher volumetric flow rate compared to the sample
stream.7,23,24 The faster moving stream occupies a larger
volume in the channel, thus, as the sheath flow rate increases,
the sample stream thickness decreases. This minimizes the
distance that a molecule needs to travel to reach the SERS
surface. The degree of confinement of the sample stream is
dependent on several factors, such as the ratio of the sheath
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and sample flow rates. The Schultz lab has utilized sheath flow
for improved SERS detection of neurotransmitters,25 pep-
tides,26 metabolites in urine,27 and sugars.28,29

The geometry of the fluidic channels affects the thickness
of the confined stream as well, and can be adjusted to improve
detection for a selected application.24,30,31 When a fluid stream
is introduced at an angle relative to the main channel, a com-
ponent of the velocity is normal to bottom of the channel,
which impacts the sample stream. Having a component of the
velocity normal to the bottom of the channel means that some
of the stream’s momentum is going in the vertical direction,
which exerts a force onto the sample stream, pushing it
towards the bottom of the channel, thus further decreasing
the sample thickness.24,30,31 However, this can also cause
“cusping”, or even splitting, of the sample stream, in which
some of the sample stream is pushed to the side walls of the
channel. Ligler and coworkers have shown that this “cusping”
can be minimized by introducing the sample flow at an angle
relative to the main channel, rather than introducing the
sheath fluid at an angle.24,31 This is because the sheath fluid
moves at a faster rate, and will thus impart greater momentum
onto the sample stream. It is critical to optimize the flow ratio
for the geometry of the microfluidic devices to get the best
possible confinement for the desired system. Previous work in
the Schultz lab has shown that when introducing the sample
fluid and sheath fluid at a 90° angle, a sheath to sample flow
ratio of 5 : 1 yielded optimum confinement. At higher flow
ratios, the sheath and sample fluids mix, leading to dilution of
the sample.32 When the sample and sheath fluid are intro-
duced to the channel in parallel, a higher sheath to sample
(36 : 1) flow ratio is needed for optimum confinement.7

Additionally, as mentioned previously, SERS detection in flow
is limited by the ability of a molecule to diffuse to the surface.
Thus, these parameters may need to be optimized when
detecting analytes with varying properties.

The rise of 3D printing allows for easy dissemination of
designs and devices among many researchers. This provides
more access to these experiments and facilitates advancements
in the field. One of the most attractive 3D printing techniques
for microfluidics is stereolithography (SLA) due to its high
resolution, high accuracy, and ability to produce objects with
low surface roughness.33,34 SLA utilizes a vat, photo curable
resin, a light source (typically a UV laser), and a movable plat-
form. The configuration used here involves the platform being
submerged in the vat of resin, with a UV laser shining through
the bottom to polymerize the resin onto the platform. As each
layer is polymerized, the platform moves upward so that a new
layer can be added on.33,35,36 3D printing is also a cost effective
and rapid method for producing microfluidic devices. Previous
reports show that these microfluidic devices can be useful for
a variety of applications including environmental,34,36

biological,34,37–39 and electrochemical studies.36,40–42 Recently,
3D printing has even been used to produce SERS active
substrates.43,44 Here we report the development of a 3D
printed device for in flow SERS detection that incorporates a
sheath fluid to improve detection. This device only costs 2.60

USD to produce, and can easily be modified to accommodate a
variety of SERS substrates. The flow parameters were optimized
for both molecule and particle detection.

Experimental
Materials

Gold and silver substrates were purchased from Silmeco
(SERStrate). Ultrapure water (18.2 MΩ cm) was obtained from a
Barnstead Genpure system. 4-Mercaptobenzoic acid (MBA),
cysteamine, and riboflavin were purchased from Sigma-
Aldrich. Phosphate buffered saline (PBS) 1× was purchased
from Gibco. Orange tough resin was purchased from Prusa.
Isopropanol (IPA), sodium hydroxide, hydrochloric acid, nitric
acid, and PTFE tubing (i.d. = 1/32 in) were purchased from
Fisher scientific. Carboxylated polystyrene beads (100 nm)
were purchased from Interfacial Dynamics Corp. Silver shot
was purchased from Kurt J. Lesker. Anodized aluminum oxide
filters (AAO) (0.2 μm pores) were purchased from Cytiva.
Loctite EA 9017 and Gorilla glue was purchased from
McMaster-Carr. Coverslips were purchased from VWR. Clear
nail polish was purchased from LA Colors. PTFE thread seal
tape was purchased from Lowes.

3D printed flow cell preparation

A 3D printed flow cell was designed using Autodesk Fusion
360. The CAD files were then sliced in PrusaSlicer software.
These files are provided in the ESI† as .OBJ for use with any
CAD software, and as .3MF and .f3d for use with Autodesk
Fusion and PrusaSlicer. The flow cell was printed using a
Prusa SL1 3D printer with a layer height of 0.035 mm and
exposure time of 10 s. The initial layer height was 0.035 mm
and initial exposure time was 45 s. The flow cell was printed at
an angle to the platform to promote drainage of excess resin
and supports were manually added to hold it securely.
Immediately after printing, the pieces were moved to a Prusa
CW1 for washing and curing. The pieces were washed in IPA
for 10 minutes. Then the pieces were removed from the IPA
bath and placed back into the CW1 to dry and cure for
3 minutes each.

A glass coverslip (18 mm × 18 mm) was glued to the top
piece of the flow cell to seal the channel and provide a viewing
window for SERS measurements using gorilla glue. The glue
was allowed to cure for 24 hours before use. To attach tubing
to the flow cell, 200 μL pipette tips were secured in the sheath
flow inlet and outlet, and PTFE tubing was secured to the
sample inlet, using orange tough resin and a 405 nm laser
pointer. Each channel was filled and rinsed with isopropanol
to remove any uncured resin during this process. Each piece
was then placed back into the CW1 to cure these connections
for 10 minutes. PTFE tubing was then glued into the pipette
tips using epoxy. This was allowed to cure for at least 24 hours
prior to use. PEEK connections were used to attach syringes to
the tubing.
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Before and after each use, the flow cell and tubing were
cleaned using 1 M nitric acid. 3 mL of 1 M nitric acid was
flowed through each channel followed by 100 mL of ultrapure
water to remove any residual solutions and contaminants. The
threads of the flow cell were wrapped in PTFE thread seal tape
before each use to seal the device. Care was taken to prevent
the thread seal tape from being on top of the base to ensure
the channel wasn’t blocked.

Commercial substrate preparation

Au and Ag substrates from Silmeco were heated on a hotplate
at 175 °C for 10 minutes before use, as recommended by the
manufacturer.45 The substrates were checked for contami-
nation prior to use by collecting SERS spectra and looking for
unintended peaks. If needed the substrates were rinsed with
0.1 M hydrochloric acid until the contaminant peaks were not
seen, as shown in Fig. S1.† For polystyrene bead experiments,
the substrates were soaked in a 10 mM ethanolic solution of
cysteamine overnight following heating.

Thermally evaporated substrate preparation and MBA
functionalization

Thermally evaporated silver SERS substrates were prepared
using a previously reported protocol.46 Briefly, silver shot was
evaporated onto anodized aluminum oxide filters with 0.2 μm
pores to a thickness of 500 nm. The substrates were soaked in
a 5 mM ethanolic solution of 4-mercaptobenzoic acid over-
night. The filter was then dissolved by soaking in 0.1 M NaOH
for 4 hours. The substrates were then transferred to the base of
the 3D printed flow cell and affixed with nail polish on the
sides of the substrate around the main channel.

PBS preparation

1X PBS was pH adjusted using 0.1 M hydrochloric acid or 0.1
M sodium hydroxide. A pH probe (Orion PerpHecT ROSS
Combination pH microelectrode, Thermo Scientific) was cali-
brated at pH 2, 4, 7, and 11 used to monitor the solutions.

Raman measurements

For experiments using Ag substrates, a homebuilt Raman
setup was used equipped with a 632.8 nm HeNe laser (Thor
Labs).11 A laser power of 0.25 mW with an exposure time of
250 ms was used. 100 spectra were collected in series per
sample. 3 series were collected per sample. A 40×/0.8 NA water
immersion objective from Olympus was used. The Raman scat-
tering was collected through the same objective and directed
to an Andor Shamrock 303i spectrograph with an Andor iDus
401 CCD.

For experiments using Au substrates, a homebuilt Raman
setup was used equipped with a 785 nm laser (Oxxius).37 The
laser was focused onto the samples through a 40x water
immersion objective (NA = 0.8, Olympus). The Raman scatter-
ing was collected through the same objective and directed to
an Isoplane SCT-320 spectrograph with a ProEM 16002 eXcelon
3 CCD detector (Princeton Instruments). Acquisition times of
250 ms were used with a laser power of 0.25 mW. 100 spectra

were collected per series, with 3 series collected per sample,
and averaged for analysis.

Syringe pumps (Model NE-1000, New Era Pump Systems
Inc.) were used to pump all solutions through the flow cell.

Data analysis

All data was processed in MATLAB R2018B (Mathworks). A
peakfitting algorithm was used to fit peaks of interest to a
Gaussian lineshape.47

Results

A 3D printed sheath flow cell for SERS detection was developed
that can be used to incorporate a variety of SERS substrates,
such as commercially available and in house prepared sub-
strates. Fig. 1 shows the CAD diagrams of the flow cell for
incorporating commercially available substrates from Silmeco.
Fig. S2† shows CAD diagrams for the flow cell when incorpor-
ating thermally evaporated substrates prepared in house. The
flow cell consists of 2 pieces, a top piece (Fig. 1C and D) and a
base piece (Fig. 1E). The top piece contains the sheath flow
inlet, main channel, and the outlet. A slot for an 18 × 18 mm
coverslip is included in the design to seal the channel, by
gluing this on with gorilla glue, and to provide a window for
SERS detection. This coverslip needs to be affixed post-printing
and curing. The base piece has a slot for the substrate, which
can easily be modified to fit any SERS substrate in the CAD
design, and the sample inlet. The two pieces have threads for
easy assembly. In order to seal the flow cell, the threads need
to be wrapped in PTFE tape, ensuring that the tape is only on
the threaded part so that the channel does not become
blocked. The channel size is 1 mm × 0.20 mm × 21 mm (w × h
× l), and only requires 4.2 µL of sample to fill the channel. The
outlet for the device is larger than the inlets to alleviate
pressure as fluids flow through the cell. The sample inlet is
also smaller than the sheath flow inlet to help with confine-
ment to the SERS substrate at the bottom of the channel, so
that the sheath fluid can interact on top and on the sides of
the sample flow. The dimensions of the device when put
together are 30 mm × 20 mm × 50 mm (w × h × l), and the
final assembled device is shown in Fig. 1B.

The printed device incorporates a 35° angle between the
sample and sheath fluids to improve the confinement by the
sheath flow without splitting the sample flow reported with
larger confluence angles.24,30,31 The sample stream is incident
at an angle relative to the main channel, as previous reports
show that this minimizes splitting of the sample stream, and
the higher momentum of the sheath fluid moving in line with
the channel can help carry the sample fluid through the
channel as well.31 It is critical for the analytes to interact with
the surface at the point of SERS detection. A faster moving
sheath fluid will occupy more of the channel than the slower
moving sample fluid, thus confining the analytes closer to the
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surface. Previous reports show that having the 2 fluids interact
at angles approaching 90° can cause some cusping of the
sample fluid or even splitting.24,31 This would push more
sample molecules towards the walls of the channel and not to
the SERS surface. These effects are also more pronounced
when faster flow rates are used, or when the sheath fluid is
introduced at an angle to the main channel.24,31,32 However,
previous reports show that having shallow confluence angles
between the 2 fluids can further improve the confinement of
the sample fluid, with minimal cusping.24,30,31

To determine the effect of the flow ratio on the confine-
ment of small molecules, a 50 µM solution of riboflavin was
flowed through the flow cell equipped with a silver substrate
from Silmeco. The sheath flow rate was varied while the
sample flow rate was kept at 1 µL min−1, shown in Fig. 2A. The
peak areas of the 738 (C–C bending of benzene ring), 1255
(CvO bending, pyrimidine stretch), and 1350 (C–N–C stretch-
ing of pyrazine ring) cm−1 bands were tracked and plotted
against sheath flow rate.11,48,49 By monitoring the peak area as
a function of sheath flow rate, there is a clear trend in which
the signal was at a maximum when the sheath flow rate is 5 µL
min−1, as shown in Fig. 2B. When using higher sheath flow
rates, the signal starts to decrease, likely due to increased tur-
bulence and washing away of the analyte molecules in the
detection region. This could also be due to the shorter dwell
time that analytes have to interact with the surface when faster
flow rates are used. When the sheath flow is included, the
signal increases 2.5 times compared to that without sheath

flow. The noise at the optimum flow rate also increases, likely
due to increased variability in the number of detected mole-
cules, increased shot noise, and additional signals from
heterogeneous enhancements on the substrate. Prior literature
indicates signal variation in SERS can be addressed using
internal standards and multivariate analysis.11,50–52 The
optimum flow ratio observed is consistent with previous
reports in which the sample stream is introduced at an angle
relative to the sheath flow and channel, in which lower flow
ratios show the optimum confinement.30–32

To further analyze the effect of the sheath flow on SERS
detection in this device, titration curves were created by taking
advantage of the pH response from MBA, shown in Fig. 3. A
thermally evaporated Ag SERS substrate was functionalized
with MBA before being placed into the 3D printed flow cell.
Solutions of PBS at varying pH values were flowed over the
surface with the sheath flow rate of 5 µL min−1, and without
the sheath flow. All spectra were normalized to the 1080 cm−1

peak (ν12 ring breathing mode) and offset for clarity in Fig. 3A
and C.53–55 The position of the v8a ring breathing mode at
1585 cm−1 was monitored throughout the runs, by using a
peakfitting algorithm in Matlab,47 as this peak is known to red
shift with increasing pH.54,56–58 By monitoring this peak fre-
quency, the confinement of the analyte solution can be
assessed through the local pH without concern about analyte
finding hotspots on the surface. A zoom in on this region for
the runs without a sheath flow and with a sheath flow are
shown in Fig. 3B and D, respectively. The average peak center

Fig. 1 CAD images of the flow cell design. (A) Cross section of the flow cell put together. Top piece is pink and bottom piece is blue. The dimen-
sions of the flow channels are labeled on the figure and show the sample channel entering the main detection channel at a 35 degree angle right
before the substrate. (B) Photograph of the flow cell put together and ready to use. (C) CAD image of the top piece showing the sheath flow inlet
and main channel through the imaging window. A square coverslip is glued into the center of this piece to seal the channel. (D) CAD image of the
bottom side of the top piece. This shows the channel that is sealed by the bottom piece. (E) CAD image of the bottom piece which contains the
sample inlet and space for the SERS substrate.
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and standard deviations of the 1585 cm−1 band (v8a ring breath-
ing mode) were then plotted against pH in Fig. 3E. The titration
curve with sheath flow on shows a much sharper inflection than
the one with sheath flow turned off. This difference suggests that
we are more effectively controlling the pH at the substrate surface
when incorporating sheath flow. Without sheath flow, we still
observe the shift in the 1585 cm−1 band as the pH of the sample
flow changes, however this occurs more gradually than when
sheath flow is used. A more pronounced shift in this band near a

pH of 5.5 indicates that more MBA molecules in the detection
region are experiencing the change in pH than those on the
surface when sheath flow is not used. The shoulder observed in
the basic pH runs in Fig. 3D is likely due to some decarboxyl-
ation of the MBA, as characteristic peaks of thiophenol grow in at
1003, 1026, and 1576 cm−1. It is known that MBA molecules can
be decarboxylated more easily in high pH environments.59–61

To better understand the confinement of the analyte within
the channel, spectra were acquired on MBA functionalized

Fig. 2 Optimizing flow parameters for molecule detection in 3D printed flow cell using riboflavin as a model analyte. Raw spectra at varying sheath
flow rates is shown in (A), while the sample flow rate was kept constant at 1 µL min−1. 3 peaks arising from riboflavin were fit and the corresponding
peak area was plotted against sheath flow rate (B). The signal was most intense when a sheath flow rate of 5 µL min−1 was used.

Fig. 3 SERS spectra of MBA while flowing PBS solutions over the surface at varying pH values with sheath flow off (A) with a zoom in on the
1585 cm−1 band (B), and with sheath flow on (C & D). The center of the 1585 cm−1 band was used to create a titration curve (E). The inflection point
on this curve is much sharper when the sheath flow was on.
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SERS substrates by using water as a sheath fluid, with a pH of
5.63, and a sample fluid of PBS at pH 11.55. The flow rates
were 1 μL min−1 and 5 μL min−1 for the sample and sheath
fluids, respectively. Spectra were acquired across the channel
in 100 µm increments starting at one of the side walls and
moving towards the other. By measuring across the channel,
evidence of cusping can be monitored. Spectra were acquired
across the channel and at various distances from the sample
inlet, and are shown in the diagram of Fig. 4A. By monitoring
the position of the 1585 cm−1 peak, we are able to determine
whether the analyte is confined in the sample solution (pH =
11.55), the sheath fluid (pH = 5.63), or in a mixed intermediate
pH region, as the position of the 1585 cm−1 peak should
correspond to the pH experienced at each location. We expect
the peak center to be between 1581 and 1582 cm−1 where the
sample fluid is confined over the substrate based on the titra-
tion curve in Fig. 3E, due to the sample fluid having a basic
pH (11.55). Since the sheath fluid has a pH of 5.63, we expect
for the peak center to be between 1585 and 1586 cm−1 in
places where the sheath fluid is interacting with the surface
the most. The expected peak positions for the sheath and
sample fluids are indicated by the yellow and black lines,
respectively, on the plots in Fig. 4B–D. The results indicate

that the sample is confined to the center of the channel,
approximately 400–600 µm from either edge, and 150 µm from
where the sheath and sample fluids interact, shown by the
blue circle Fig. 4C. The results in Fig. 4 show that there is
an optimal location in the flow cell for the best confine-
ment, and there is likely mixing or inconsistent transport of
analyte molecules to the surface in other areas. This
optimal location is consistent with what many others have
reported when using sheath fluids, as the best confinement
is usually within 200 μm from the point of interaction
between the 2 fluids.7,24,30–32 At 50 µm from the inlet, the
peak center in the middle of the channel is between 1582
and 1583 cm−1 which suggests that some analyte molecules
are reaching the surface, but there is still some incomplete
transport. At 150 µm from the inlet most of the signal is
close to the expected peak center value (1581–1582 cm−1),
with the closest points being in the center of the channel
(400–600 µm), suggesting that this is where the highest
efficiency of transporting molecules to the surface occurs.
After 500 µm of travelling through the flow cell, the peak
center is closer to 1585 cm−1, suggesting that very little
analyte is reaching the surface, and that the sheath fluid is
interacting with the surface more. This difference is likely

Fig. 4 Distance dependence of sheath flow focusing effects. SERS spectra were acquired on an MBA functionalized substrate while a sheath fluid of
pH 5.63 and a sample fluid of pH 11.55 were flowed over the surface. (A) Diagram indicating where spectra were collected in relation to the sample
inlet. Spectra were acquired every 100 µm across the channel at (A) 50 μm, (B) 150 µm, (C) 500 µm from the inlet. The black line represents the
expected peak center when detecting at the sample fluid pH and the yellow line represents the expected peak center when detecting at the sheath
fluid pH.
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because the sheath fluid is mixing with the sample at this
point.

We further investigated the flow conditions in this device
for the detection of particles. 100 nm carboxylated polystyrene
beads (1 wt%) were flowed over an Au substrate from Silmeco
that had been functionalized with cysteamine, shown in
Fig. 5A. The cysteamine monolayer was adsorbed to promote
interactions with the carboxyl group on the particles and dis-
place contaminants on the SERS substrate. The sample flow
rate was kept constant at 1 µL min−1, but the sheath flow rate
was changed to determine the best ratio for particle detection.
Fig. 5B shows a zoom in of the 1000 and 1030 cm−1 bands that
correspond to the ring breathing and ring stretching modes of
polystyrene, respectively.18 Without sheath flow, signal from
the polystyrene beads was not seen, however the signal started
to grow in as the sheath flow rate increased. Fig. 5C shows the
peak area of those bands plotted against sheath flow rate. This
plot shows that the signal was the most intense with a sheath
flow of 15 µL min−1, and then the signal started to decrease,
similar to the trend seen with molecule detection in Fig. 2B.
The need for a higher sheath flow rate when detecting particles
likely has to do to their size compared to small molecules. A

higher flow rate will provide a larger force onto the sample
fluid, thus making the sample layer smaller, and leads to a
smaller distance that the particles need to diffuse to the
surface. A larger force is likely needed since particles are larger
in size and have smaller diffusion coefficients. It has been pre-
viously reported that interaction with the surface is important
for the detection of polystyrene beads.62 The larger force
needed may arise from the size of the beads inhibiting interca-
lation within the Silmeco substrate pillars; however, by being
close to surface, sufficient enhancement is generated to enable
detection. Prior work has shown that it is possible to detect
lentiviruses of similar size to the polystyrene beads using
Silmeco substrates.37

The compatibility between the 3D printed device and
various solvents was further studied to determine which types
of samples could be analyzed with this device. The experi-
mental details for this experiment are in the ESI.† Table 1
shows a list of the solvents tested and whether or not there
were any changes to the solvents or 3D printed objects. The
resin was resistant to acids and bases, but was not compatible
with organic solvents. The 3D printed objects cracked or fell
apart after exposure to all organic solvents tested, including

Fig. 5 Optimizing flow parameters for particle detection using 100 nm carboxylated polystyrene beads. Raw spectra at varying sheath flow rates is
shown in (A), while the sample flow rate was kept constant at 1 µL min−1. (B) Zoom in on the key features arising from polystyrene at 1000 and
1030 cm−1 corresponding to the ring breathing and ring stretching modes. (C) The peak area of these 2 features was plotted against sheath flow rate
to show how the signal improves with increasing sheath flow until it reaches a maximum at 15 µL min−1.
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acetone, DMSO, ethanol, and isopropanol. This study suggests
that cleaning the channels with 1M nitric acid won’t affect the
flow cell over time, but should remove any residual analyte
that remains. All Raman spectra and photographs of the
objects before and after exposure to the solvents are shown in
the ESI.† Fig. S3† shows the spectra and photographs from the
solvents that did not affect the cured objects. Fig. S4–S6† show
the effects of the organic solvents on 3D printed objects.

Discussion

The 3D printed flow device shown here can easily be dissemi-
nated between labs and has a straightforward setup to facili-
tate SERS in flow experiments. Incorporating a sheath flow
also improves detection in flow due to the improved transport
of analyte molecules to the substrate surface. The sheath flow
can be optimized to decrease the sample layer height, which
means that the molecules have a smaller distance to travel to
reach the SERS substrate. The transport of analytes also
appears to be related to their size. For small molecules it was
determined that a 1 : 5 sample to sheath flow ratio produced
the best signal, and for larger particles (100 nm polystyrene
beads) it was found to be 1 : 15. We hypothesize this difference
is due to lower diffusion by larger particles. The larger flow
ratio is needed for particle detection due to their size, as larger
molecules have smaller diffusion coefficients, and thus are
slower to diffuse to the surface. Prior work has indicated that
adsorption to the surface is a key factor for SERS detection in
fluids.62 The results here suggest that flow rates also impact
this interaction possibly due to differences in diffusion. It is
beneficial to use a faster sheath flow to confine the sample
stream to a smaller thickness, meaning that the particles need
to travel a smaller distance to reach the surface. However,
small molecules can diffuse faster, which is why a slower
sheath fluid is needed to optimize the confinement, as they
can travel a larger distance than particles can within the same
amount of time. The higher flow rates may impart additional
momentum to particles, which is not experienced by mole-
cular analytes. The signal for both riboflavin and polystyrene

beads increased when using a sheath fluid compared to the
signal when no sheath fluid was used, and while the riboflavin
signal decreased at higher flow rates, the particles were
detected more efficiently at the higher sheath flow rates. It will
remain important to assess how analyte size impacts detection
efficiency, which may provide additional avenues for analyte
selectivity in the future.

Introducing the sample flow to the main channel at an
angle was reported by Ligler and coworkers to result in better
confinement.31 They examined how the fluidic profiles
changed based on whether the sheath or sample flows were in
line with the main channel. They observed a flatter profile and
minimal “cusping” when the sample flow was introduced at
an angle to the main channel.24,31 This is likely due to the
sheath flow having a higher momentum, which would be
advantageous to keep in line with the main channel because
the sample flow would not have enough momentum to pene-
trate the sheath flow, thus the sheath flow momentum would
help carry the sample stream through the channel. When the
sheath flow is introduced at an angle relative to the main
channel, its large momentum can penetrate the sample
stream, or even split it, which would push most of the analyte
to the walls of the channel rather than to the SERS substrate.
They also report that the angle of interaction between these
two streams can impact the shape of the flow profile. At large
confluence angles, such as 90° and 180°, the sample stream is
pushed closer to the outer walls instead of being confined to
the bottom of the channel. When an angle of 45°was used, the
sample stream’s profile was much flatter and confined to the
bottom of the channel.31 In Fig. 4, the optimized detection
point reported here shows no evidence of cusping.
Considering these prior reports, the spatial limitations, and
the printing capabilities for producing this 3D printed device,
we found an angle of 35° to minimize “cusping” effects while
confining the analyte molecules to the surface. With improved
printing technology, it may be possible to further optimize the
channel configuration, though significantly larger improve-
ments are not expected.

Our results show better transport of analyte molecules and
confinement of the sample solution at the surface when the

Table 1 Summary of compatibility between cured orange tough resin and various solvents

Solvent Raman spectral changes Visible changes

Acetone New features at: 573 999, 1300 cm−1 - Solution turned orange
- 3D printed object fell apart

1 M ammonium hydroxide No No
Bleach, 8.25% hypochlorite No No
Dimethyl sulfoxide (DMSO) Overall intensity decreased - Solution turned orange

- 3D printed object fell apart
Ethanol Overall intensity decreased 3D printed object cracked after drying
Isopropanol - Intensity decrease 3D printed object cracked after drying

- New feature at 940 cm−1

1 M hydrochloric acid No No
1 M nitric acid No No
1 M sodium hydroxide No No
1 M sulfuric acid No No
Water No No
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sheath flow is used, compared to when only the sample is
being flowed through the device. Having improved transport
means that lower sample concentrations can be analyzed in
flowing solutions, thus enabling trace detection in flow by
SERS. Flow through SERS analysis enables real time monitor-
ing and is an attractive detector for liquid based
separations.5–11 Incorporating a sheath flow has been shown
to wash analyte molecules away from the surface to allow for
regeneration of the SERS surface.7 This ensures that multiple
analytes can be analyzed sequentially while using the same
SERS substrate, as long as high concentrations are not used to
prevent fouling of the surface.11,26,63

The ability to 3D print the interface removes much of the
technical expertise required to implement sheath flow SERS.
The 3D printed flow device reported here requires one day of
initial production, which consists of 7 hours and 15 minutes
to print, followed by 16 minutes of post-print processing using
the 3D printer reported here. After this process, the tubing and
coverslips can be attached and left to dry overnight. For every
use after this initial setup, the flow cell can be rinsed with 1 M
nitric acid followed by water to clean the channels of any
residual analyte, and can then be put together within a few
minutes. With proper care and use, this flow cell can be
reused indefinitely without the need to print a new one for
each experiment. The reported design enables straightforward
exchange of substrates, which need to be replaced more
often, likely after each experiment. Irreversible adsorption to
SERS substrates is a known problem;64,65 however, this
ability to exchange substrates in the flow may facilitate SERS
experiments with reusable substrates66–69 or with improved
cleaning methods.70 Some precautions need to be taken, as
the resin used for 3D printing can react with some chemi-
cals. Organic solvents, will react with the resin causing
destruction of the flow cell. Table 1 lists solvents that were
tested for compatibility with the orange tough resin used for
this flow cell. Another consideration is the compatibility
between the sample and the resin, as many resins used for
SLA printing are toxic and cannot be used with cells or other
biological samples.33 However, the resin used in this study
was shown to be compatible with most solvents tested, and
did not affect SERS detection of the analytes used. The devel-
opment of new 3D printing resins may enable testing in new
solvent environments. 3D printing allows for easy and rapid
dissemination of prototypes which improves the ease with
which this technology can be shared and developed. This
could increase the number of people that have access to
these types of experiments and lead to more advancements
in the field. These designs can also easily be modified to fit
a variety of substrates and tubing connections to fit many
applications. Lastly, performing SERS in flow allows for
online coupling to liquid phase separation techniques
suggesting that this device could be used for aqueous based
separations. Straightforward SERS detection in flowing solu-
tions can lead to real time analysis in a variety of fields,
such as diagnostics, environmental studies, and pharma-
ceutical development.

Conclusion

A 3D printed sheath flow cell was developed for improved
SERS detection in flowing solutions. This device was optimized
for the detection of a variety of analytes, such as small mole-
cules and particles (100 nm). Incorporating a sheath flow
improves transport of analyte molecules to the SERS surface
and increases the detection efficiency in SERS experiments.
The optimum sample: sheath flow ratio was determined to be
1 : 5 µL min−1 for small molecules, such as riboflavin, and
1 : 15 µL min−1 for 100 nm polystyrene beads. The difference
in these ratios is likely due to the difference in diffusion con-
stants or size differences for these analytes. Increasing the
sheath flow for larger molecules can impart a larger force
pushing them closer to the surface and decreasing the dis-
tance needed to reach the SERS surface. The ability to 3D print
a device enables faster dissemination of this technology, and
increases the accessibility of performing these SERS experi-
ments in flow. Additionally, the design can be easily adjusted
to incorporate a variety of substrates if the dimensions are
known. We show here that the device was capable of using
both in-house prepared and commercially available substrates.
Additionally, the ability to perform SERS in flow is useful for
coupling this technology to separation techniques, which can
impact many applications such as pharmaceuticals, diagnos-
tics, and environmental studies.

Conflicts of interest

ZDS is an inventor on US Patent 9,804,093, “Ultrasensitive
SERS flow detector”, describing the initial sheath-flow SERS
detection interface.

Acknowledgements

This work was supported by Janssen Pharmaceuticals, a divi-
sion of Johnson and Johnson, National Institutes of Health
Award R21 GM140382, and NIH Award P30 CA016058 to The
Ohio State University Comprehensive Cancer Center.

References

1 K. Kneipp, Y. Wang, H. Kneipp, L. T. Perelman, I. Itzkan,
R. R. Dasari and M. S. Feld, Single Molecule Detection
Using Surface-Enhanced Raman Scattering (SERS), Phys.
Rev. Lett., 1997, 78(9), 1667–1670, DOI: 10.1103/
PhysRevLett.78.1667.

2 K. Kneipp, H. Kneipp, I. Itzkan, R. R. Dasari and
M. S. Feld, Ultrasensitive Chemical Analysis by Raman
Spectroscopy, Chem. Rev., 1999, 99(10), 2957–2976, DOI:
10.1021/cr980133r.

3 P. L. Stiles, J. A. Dieringer, N. C. Shah and R. P. V. Duyne,
Surface-Enhanced Raman Spectroscopy, Annu. Rev. Anal.

Analyst Paper

This journal is © The Royal Society of Chemistry 2024 Analyst, 2024, 149, 1849–1860 | 1857

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

2 
Fe

br
ua

ry
 2

02
4.

 D
ow

nl
oa

de
d 

on
 8

/7
/2

02
4 

7:
54

:3
8 

A
M

. 
 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 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

https://doi.org/10.1103/PhysRevLett.78.1667
https://doi.org/10.1103/PhysRevLett.78.1667
https://doi.org/10.1021/cr980133r
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3an02125d


Chem., 2008, 1(1), 601–626, DOI: 10.1146/annurev.
anchem.1.031207.112814.

4 S. Nie and S. R. Emory, Probing Single Molecules and
Single Nanoparticles by Surface-Enhanced Raman
Scattering, Science, 1997, 275(5303), 1102–1106, DOI:
10.1126/science.275.5303.1102.

5 R. D. Freeman, R. M. Hammaker, C. E. Meloan and
W. G. Fateley, A Detector for Liquid Chromatography and
Flow Injection Analysis Using Surface-Enhanced Raman
Spectroscopy, Appl. Spectrosc., 1988, 42(3), 456–460, DOI:
10.1366/0003702884427997.

6 R. M. Connatser, L. A. Riddle and M. J. Sepaniak, Metal-
polymer nanocomposites for integrated microfluidic separ-
ations and surface enhanced Raman spectroscopic detec-
tion, J. Sep. Sci., 2004, 27(17–18), 1545–1550, DOI: 10.1002/
jssc.200401886.

7 P. Negri, K. T. Jacobs, O. O. Dada and Z. D. Schultz,
Ultrasensitive Surface-Enhanced Raman Scattering Flow
Detector Using Hydrodynamic Focusing, Anal. Chem., 2013,
85(21), 10159–10166, DOI: 10.1021/ac401537k.

8 A. Týčová and K. Klepárník, Combination of liquid-based
column separations with surface-enhanced Raman spec-
troscopy, J. Sep. Sci., 2019, 42(1), 431–444, DOI: 10.1002/
jssc.201800852.

9 A. Tycova, J. Prikryl and F. Foret, Recent strategies toward
microfluidic-based surface-enhanced Raman spectroscopy,
Electrophoresis, 2017, 38(16), 1977–1987, DOI: 10.1002/
elps.201700046.

10 R. J. Dijkstra, F. Ariese, C. Gooijer and U. A. T. Brinkman,
Raman spectroscopy as a detection method for liquid-sep-
aration techniques, TrAC, Trends Anal. Chem., 2005, 24(4),
304–323, DOI: 10.1016/j.trac.2004.11.022.

11 A. Nguyen and Z. D. Schultz, Quantitative online sheath-
flow surface enhanced Raman spectroscopy detection for
liquid chromatography, Analyst, 2016, 141(12), 3630–3635,
DOI: 10.1039/C6AN00155F.

12 I. M. White, S. H. Yazdi and W. W. Yu, Optofluidic SERS:
synergizing photonics and microfluidics for chemical and
biological analysis, Microfluid. Nanofluid., 2012, 13(2), 205–
216, DOI: 10.1007/s10404-012-0962-2.

13 M. Wang, N. Jing, I. H. Chou, G. L. Cote and J. Kameoka,
An optofluidic device for surface enhanced Raman spec-
troscopy, Lab Chip, 2007, 7(5), 630–632, DOI: 10.1039/
B618105H.

14 L. Tong, M. Righini, M. U. Gonzalez, R. Quidant and
M. Käll, Optical aggregation of metal nanoparticles in a
microfluidic channel for surface-enhanced Raman scatter-
ing analysis, Lab Chip, 2009, 9(2), 193–195, DOI: 10.1039/
B813204F.

15 C. Andreou, M. R. Hoonejani, M. R. Barmi, M. Moskovits
and C. D. Meinhart, Rapid Detection of Drugs of Abuse in
Saliva Using Surface Enhanced Raman Spectroscopy and
Microfluidics, ACS Nano, 2013, 7(8), 7157–7164, DOI:
10.1021/nn402563f.

16 J. Liu, I. White and D. L. DeVoe, Nanoparticle-
Functionalized Porous Polymer Monolith Detection

Elements for Surface-Enhanced Raman Scattering, Anal.
Chem., 2011, 83(6), 2119–2124, DOI: 10.1021/ac102932d.

17 S. E. J. Bell and N. M. S. Sirimuthu, Rapid, quantitative
analysis of ppm/ppb nicotine using surface-enhanced
Raman scattering from polymer-encapsulated Ag nano-
particles (gel-colls), Analyst, 2004, 129(11), 1032–1036, DOI:
10.1039/B408775E.

18 S. M. Asiala and Z. D. Schultz, Label-free in situ detection
of individual macromolecular assemblies by surface
enhanced Raman scattering, Chem. Commun., 2013, 49(39),
4340–4342, DOI: 10.1039/C2CC37268A.

19 J. Langer, D. Jimenez de Aberasturi, J. Aizpurua,
R. A. Alvarez-Puebla, B. Auguié, J. J. Baumberg,
G. C. Bazan, S. E. J. Bell, A. Boisen, A. G. Brolo, et al.,
Present and Future of Surface-Enhanced Raman Scattering,
ACS Nano, 2020, 14(1), 28–117, DOI: 10.1021/
acsnano.9b04224.

20 M. Moskovits, Surface-enhanced spectroscopy, Rev. Mod.
Phys., 1985, 57(3), 783–826, DOI: 10.1103/
RevModPhys.57.783.

21 S. Lal, N. K. Grady, G. P. Goodrich and N. J. Halas, Profiling
the Near Field of a Plasmonic Nanoparticle with Raman-
Based Molecular Rulers, Nano Lett., 2006, 6(10), 2338–2343,
DOI: 10.1021/nl061892p.

22 J. A. Dieringer, A. D. McFarland, N. C. Shah, D. A. Stuart,
A. V. Whitney, C. R. Yonzon, M. A. Young, X. Zhang,
V. Duyne and R. P. Introductory, Lecture Surface enhanced
Raman spectroscopy: new materials, concepts, characteriz-
ation tools, and applications, Faraday Discuss., 2006,
132(0), 9–26, DOI: 10.1039/B513431P.

23 L. Spielman and S. L. Goren, Improving resolution in
coulter counting by hydrodynamic focusing, J. Colloid
Interface Sci., 1968, 26(2), 175–182, DOI: 10.1016/0021-9797
(68)90310-X.

24 J. P. Golden, G. A. Justin, M. Nasir and F. S. Ligler,
Hydrodynamic focusing—a versatile tool, Anal. Bioanal.
Chem., 2012, 402(1), 325–335, DOI: 10.1007/s00216-011-
5415-3.

25 M. R. Bailey, R. S. Martin and Z. D. Schultz, Role of Surface
Adsorption in the Surface-Enhanced Raman Scattering and
Electrochemical Detection of Neurotransmitters, J. Phys.
Chem. C, 2016, 120(37), 20624–20633, DOI: 10.1021/acs.
jpcc.6b01196.

26 P. Negri, S. A. Sarver, N. M. Schiavone, N. J. Dovichi and
Z. D. Schultz, Online SERS detection and characterization
of eight biologically-active peptides separated by capillary
zone electrophoresis, Analyst, 2015, 140(5), 1516–1522,
DOI: 10.1039/C4AN01980F.

27 C. M. Riordan, K. T. Jacobs, P. Negri and Z. D. Schultz,
Sheath flow SERS for chemical profiling in urine, Faraday
Discuss., 2016, 187(0), 473–484, DOI: 10.1039/C5FD00155B.

28 A. H. Nguyen, J. M. Deutsch, L. Xiao and Z. D. Schultz,
Online Liquid Chromatography–Sheath-Flow Surface
Enhanced Raman Detection of Phosphorylated
Carbohydrates, Anal. Chem., 2018, 90(18), 11062–11069,
DOI: 10.1021/acs.analchem.8b02907.

Paper Analyst

1858 | Analyst, 2024, 149, 1849–1860 This journal is © The Royal Society of Chemistry 2024

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

2 
Fe

br
ua

ry
 2

02
4.

 D
ow

nl
oa

de
d 

on
 8

/7
/2

02
4 

7:
54

:3
8 

A
M

. 
 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 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

https://doi.org/10.1146/annurev.anchem.1.031207.112814
https://doi.org/10.1146/annurev.anchem.1.031207.112814
https://doi.org/10.1126/science.275.5303.1102
https://doi.org/10.1366/0003702884427997
https://doi.org/10.1002/jssc.200401886
https://doi.org/10.1002/jssc.200401886
https://doi.org/10.1021/ac401537k
https://doi.org/10.1002/jssc.201800852
https://doi.org/10.1002/jssc.201800852
https://doi.org/10.1002/elps.201700046
https://doi.org/10.1002/elps.201700046
https://doi.org/10.1016/j.trac.2004.11.022
https://doi.org/10.1039/C6AN00155F
https://doi.org/10.1007/s10404-012-0962-2
https://doi.org/10.1039/B618105H
https://doi.org/10.1039/B618105H
https://doi.org/10.1039/B813204F
https://doi.org/10.1039/B813204F
https://doi.org/10.1021/nn402563f
https://doi.org/10.1021/ac102932d
https://doi.org/10.1039/B408775E
https://doi.org/10.1039/C2CC37268A
https://doi.org/10.1021/acsnano.9b04224
https://doi.org/10.1021/acsnano.9b04224
https://doi.org/10.1103/RevModPhys.57.783
https://doi.org/10.1103/RevModPhys.57.783
https://doi.org/10.1021/nl061892p
https://doi.org/10.1039/B513431P
https://doi.org/10.1016/0021-9797(68)90310-X
https://doi.org/10.1016/0021-9797(68)90310-X
https://doi.org/10.1007/s00216-011-5415-3
https://doi.org/10.1007/s00216-011-5415-3
https://doi.org/10.1021/acs.jpcc.6b01196
https://doi.org/10.1021/acs.jpcc.6b01196
https://doi.org/10.1039/C4AN01980F
https://doi.org/10.1039/C5FD00155B
https://doi.org/10.1021/acs.analchem.8b02907
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3an02125d


29 H. C. Schorr and Z. D. Schultz, Chemical conjugation to
differentiate monosaccharides by Raman and surface
enhanced Raman spectroscopy, Analyst, 2023, 148(9), 2035–
2044, DOI: 10.1039/D2AN01762H.

30 C. Kunstmann-Olsen, J. D. Hoyland and H.-G. Rubahn,
Influence of geometry on hydrodynamic focusing and long-
range fluid behavior in PDMS microfluidic chips,
Microfluid. Nanofluid., 2012, 12(5), 795–803, DOI: 10.1007/
s10404-011-0923-1.

31 M. Nasir, D. R. Mott, M. J. Kennedy, J. P. Golden and
F. S. Ligler, Parameters affecting the shape of a hydrodyna-
mically focused stream, Microfluid. Nanofluid., 2011, 11(2),
119–128, DOI: 10.1007/s10404-011-0778-5.

32 M. R. Bailey, A. M. Pentecost, A. Selimovic, R. S. Martin and
Z. D. Schultz, Sheath-Flow Microfluidic Approach for
Combined Surface Enhanced Raman Scattering and
Electrochemical Detection, Anal. Chem., 2015, 87(8), 4347–
4355, DOI: 10.1021/acs.analchem.5b00075.

33 N. P. Macdonald, J. M. Cabot, P. Smejkal, R. M. Guijt,
B. Paull and M. C. Breadmore, Comparing Microfluidic
Performance of Three-Dimensional (3D) Printing
Platforms, Anal. Chem., 2017, 89(7), 3858–3866, DOI:
10.1021/acs.analchem.7b00136.

34 L. Litti, S. Trivini, D. Ferraro and J. Reguera, 3D Printed
Microfluidic Device for Magnetic Trapping and SERS
Quantitative Evaluation of Environmental and Biomedical
Analytes, ACS Appl. Mater. Interfaces, 2021, 13(29), 34752–
34761, DOI: 10.1021/acsami.1c09771.

35 C. W. Hull, Apparatus for Production of Three-Dimensional
Objects by Stereolithography, U. S. Pat., 638905, 1984.

36 B. Gross, S. Y. Lockwood and D. M. Spence, Recent
Advances in Analytical Chemistry by 3D Printing, Anal.
Chem., 2017, 89(1), 57–70, DOI: 10.1021/acs.
analchem.6b04344.

37 C. J. Morder, B. T. Scarpitti, K. M. Balss and Z. D. Schultz,
Determination of lentiviral titer by surface enhanced
Raman scattering, Anal. Methods, 2022, 14(14), 1387–1395,
DOI: 10.1039/D2AY00041E.

38 W. Lee, D. Kwon, W. Choi, G. Y. Jung, A. K. Au, A. Folch
and S. Jeon, 3D-Printed Microfluidic Device for the
Detection of Pathogenic Bacteria Using Size-based
Separation in Helical Channel with Trapezoid
Cross-Section, Sci. Rep., 2015, 5(1), 7717, DOI: 10.1038/
srep07717.

39 C. Chen, Y. Wang, S. Y. Lockwood and D. M. Spence, 3D-
printed fluidic devices enable quantitative evaluation of
blood components in modified storage solutions for use in
transfusion medicine, Analyst, 2014, 139(13), 3219–3226,
DOI: 10.1039/C3AN02357E.

40 J. L. Erkal, A. Selimovic, B. C. Gross, S. Y. Lockwood,
E. L. Walton, S. McNamara, R. S. Martin and D. M. Spence,
3D printed microfluidic devices with integrated versatile
and reusable electrodes, Lab Chip, 2014, 14(12), 2023–2032,
DOI: 10.1039/C4LC00171K.

41 M. A. Selemani, A. D. Castiaux and R. S. Martin, PolyJet-
Based 3D Printing against Micromolds to Produce Channel

Structures for Microchip Electrophoresis, ACS Omega, 2022,
7(15), 13362–13370, DOI: 10.1021/acsomega.2c01265.

42 C. L. Manzanares Palenzuela and M. Pumera, (Bio)
Analytical chemistry enabled by 3D printing: Sensors and
biosensors, TrAC, Trends Anal. Chem., 2018, 103, 110–118,
DOI: 10.1016/j.trac.2018.03.016.

43 S. Jaitpal, S. R. Chavva and S. Mabbott, 3D Printed
SERS-Active Thin-Film Substrates Used to Quantify Levels
of the Genotoxic Isothiazolinone, ACS Omega, 2022, 7(3),
2850–2860, DOI: 10.1021/acsomega.1c05707.

44 W. Kim, W. Kim, D. Bang, J. Park and W. Lee, A Simple
Method to Fabricate the Highly Sensitive SERS Substrate by
Femtosecond Laser-Based 3D Printer, Chemosensors, 2023,
11(6), 340.

45 SERStrate User Manual. https://www.silmeco.com/media/
16152/silmeco-serstrate-user-manual.pdf (accessed 2023).

46 S. M. Asiala and Z. D. Schultz, Characterization of hotspots
in a highly enhancing SERS substrate, Analyst, 2011,
136(21), 4472–4479, DOI: 10.1039/C1AN15432J.

47 T. O’Haver, peakfit.m. 2023. https://www.mathworks.com/
matlabcentral/fileexchange/23611-peakfit-m (accessed 2023
October 2).

48 M. R. Bailey and Z. D. Schultz, SERS speciation of the
electrochemical oxidation–reduction of riboflavin, Analyst,
2016, 141(17), 5078–5087, DOI: 10.1039/C6AN01054G.

49 M. Dendisová-Vyškovská, A. Kokaislová, M. Ončák and
P. Matějka, SERS and in situ SERS spectroscopy of ribofla-
vin adsorbed on silver, gold and copper substrates.
Elucidation of variability of surface orientation based on
both experimental and theoretical approach, J. Mol. Struct.,
2013, 1038, 19–28, DOI: 10.1016/j.molstruc.2013.01.023.

50 N. Sricharoen, T. Sukmanee, P. Pienpinijtham, S. Ekgasit,
Y. Kitahama, Y. Ozaki and K. Wongravee, MCR-ALS with
sample insertion constraint to enhance the sensitivity of
surface-enhanced Raman scattering detection, Analyst,
2021, 146(10), 3251–3262, DOI: 10.1039/d1an00069a.

51 R. Goodacre, D. Graham and K. Faulds, Recent develop-
ments in quantitative SERS: Moving towards absolute
quantification, TrAC, Trends Anal. Chem., 2018, 102, 359–
368, DOI: 10.1016/j.trac.2018.03.005.

52 S. E. J. Bell and N. M. S. Sirimuthu, Quantitative surface-
enhanced Raman spectroscopy, Chem. Soc. Rev., 2008,
37(5), 1012–1024, DOI: 10.1039/B705965P.

53 F. Wang, R. G. Widejko, Z. Yang, K. T. Nguyen, H. Chen,
L. P. Fernando, K. A. Christensen and J. N. Anker, Surface-
Enhanced Raman Scattering Detection of pH with Silica-
Encapsulated 4-Mercaptobenzoic Acid-Functionalized
Silver Nanoparticles, Anal. Chem., 2012, 84(18), 8013–8019,
DOI: 10.1021/ac3018179.

54 B. T. Scarpitti, A. M. Morrison, M. Buyanova and
Z. D. Schultz, Comparison of 4-Mercaptobenzoic Acid
Surface-Enhanced Raman Spectroscopy-Based Methods for
pH Determination in Cells, Appl. Spectrosc., 2020, 74(11),
1423–1432, DOI: 10.1177/0003702820950768.

55 A. Michota and J. Bukowska, Surface-enhanced Raman
scattering (SERS) of 4-mercaptobenzoic acid on silver and

Analyst Paper

This journal is © The Royal Society of Chemistry 2024 Analyst, 2024, 149, 1849–1860 | 1859

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

2 
Fe

br
ua

ry
 2

02
4.

 D
ow

nl
oa

de
d 

on
 8

/7
/2

02
4 

7:
54

:3
8 

A
M

. 
 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 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

https://doi.org/10.1039/D2AN01762H
https://doi.org/10.1007/s10404-011-0923-1
https://doi.org/10.1007/s10404-011-0923-1
https://doi.org/10.1007/s10404-011-0778-5
https://doi.org/10.1021/acs.analchem.5b00075
https://doi.org/10.1021/acs.analchem.7b00136
https://doi.org/10.1021/acsami.1c09771
https://doi.org/10.1021/acs.analchem.6b04344
https://doi.org/10.1021/acs.analchem.6b04344
https://doi.org/10.1039/D2AY00041E
https://doi.org/10.1038/srep07717
https://doi.org/10.1038/srep07717
https://doi.org/10.1039/C3AN02357E
https://doi.org/10.1039/C4LC00171K
https://doi.org/10.1021/acsomega.2c01265
https://doi.org/10.1016/j.trac.2018.03.016
https://doi.org/10.1021/acsomega.1c05707
https://www.silmeco.com/media/16152/silmeco-serstrate-user-manual.pdf
https://www.silmeco.com/media/16152/silmeco-serstrate-user-manual.pdf
https://www.silmeco.com/media/16152/silmeco-serstrate-user-manual.pdf
https://doi.org/10.1039/C1AN15432J
https://www.mathworks.com/matlabcentral/fileexchange/23611-peakfit-m
https://www.mathworks.com/matlabcentral/fileexchange/23611-peakfit-m
https://www.mathworks.com/matlabcentral/fileexchange/23611-peakfit-m
https://doi.org/10.1039/C6AN01054G
https://doi.org/10.1016/j.molstruc.2013.01.023
https://doi.org/10.1039/d1an00069a
https://doi.org/10.1016/j.trac.2018.03.005
https://doi.org/10.1039/B705965P
https://doi.org/10.1021/ac3018179
https://doi.org/10.1177/0003702820950768
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3an02125d


gold substrates, J. Raman Spectrosc., 2003, 34(1), 21–25,
DOI: 10.1002/jrs.928.

56 S.-Q. Xiang, L. Zhang, S.-T. Gao and L.-B. Zhao, Simulating
pH-dependent surface-enhanced Raman spectra by density
functional theory calculations, J. Raman Spectrosc., 2019,
50(8), 1065–1073, DOI: 10.1002/jrs.5613.

57 B. Gardner, N. Stone and P. Matousek, Noninvasive simul-
taneous monitoring of pH and depth using surface-
enhanced deep Raman spectroscopy, J. Raman Spectrosc.,
2020, 51(7), 1078–1082, DOI: 10.1002/jrs.5875.

58 Y. Liu, H. Yuan, A. M. Fales and T. Vo-Dinh, pH-sensing
nanostar probe using surface-enhanced Raman scattering
(SERS): theoretical and experimental studies, J. Raman
Spectrosc., 2013, 44(7), 980–986, DOI: 10.1002/jrs.4302.

59 A. Williams, K. J. Flynn, Z. Xia and P. R. Dunstan,
Multivariate spectral analysis of pH SERS probes for
improved sensing capabilities, J. Raman Spectrosc., 2016,
47(7), 819–827, DOI: 10.1002/jrs.4910.

60 C.-H. Ho and S. Lee, SERS and DFT investigation of the
adsorption behavior of 4-mercaptobenzoic acid on silver
colloids, Colloids Surf., A, 2015, 474, 29–35, DOI: 10.1016/j.
colsurfa.2015.03.004.

61 A. Capocefalo, D. Mammucari, F. Brasili, C. Fasolato,
F. Bordi, P. Postorino and F. Domenici, Exploring the
Potentiality of a SERS-Active pH Nano-Biosensor, Front.
Chem., 2019, 7, 413, DOI: 10.3389/fchem.2019.00413.

62 S. M. Asiala and Z. D. Schultz, Surface Enhanced Raman
Correlation Spectroscopy of Particles in Solution, Anal.
Chem., 2014, 86(5), 2625–2632, DOI: 10.1021/ac403882h.

63 P. Negri, R. J. Flaherty, O. O. Dada and Z. D. Schultz,
Ultrasensitive online SERS detection of structural isomers sep-
arated by capillary zone electrophoresis, Chem. Commun.,
2014, 50(21), 2707–2710, DOI: 10.1039/C3CC49030K.

64 R. B. Chevalier and J. R. Dwyer, Optimizing noncontact
oxygen-plasma treatment to improve the performance of a
top-down nanofabricated surface enhanced Raman spec-
troscopy substrate with structurally responsive, high-aspect-
ratio nanopillar array, J. Raman Spectrosc., 2021, 52(3), 608–
615, DOI: 10.1002/jrs.6050.

65 P. Negri, N. E. Marotta, L. A. Bottomley and R. A. Dluhy,
Removal of Surface Contamination and Self-Assembled
Monolayers (SAMs) from Silver (Ag) Nanorod Substrates by
Plasma Cleaning with Argon, Appl. Spectrosc., 2011, 65(1),
66–74, DOI: 10.1366/10-06037.

66 S. Bai, Y. Du, C. Wang, J. Wu and K. Sugioka, Reusable
Surface-Enhanced Raman Spectroscopy Substrates Made of
Silicon Nanowire Array Coated with Silver Nanoparticles
Fabricated by Metal-Assisted Chemical Etching and
Photonic Reduction, Nanomaterials, 2019, 9(11), 1531.

67 H. S. Gill, S. Thota, L. Li, H. Ren, R. Mosurkal and
J. Kumar, Reusable SERS active substrates for ultrasensitive
molecular detection, Sens. Actuators, B, 2015, 220, 794–798,
DOI: 10.1016/j.snb.2015.05.114.

68 H. Sammi, R. V. Nair and N. Sardana, Reusable SERS sub-
strate based on interconnected metal network structure,
Mater. Chem. Phys., 2023, 293, 126894, DOI: 10.1016/j.
matchemphys.2022.126894.

69 J. Xu, C. Cheng, S. Shang, W. Gao, P. Zeng and S. Jiang,
Flexible, Reusable SERS Substrate Derived from ZIF-67 by
Adjusting LUMO and HOMO and Its Application in
Identification of Bacteria, ACS Appl. Mater. Interfaces, 2020,
12(44), 49452–49463, DOI: 10.1021/acsami.0c15754.

70 C. J. Morder, H. C. Schorr, K. M. Balss and Z. D. Schultz,
Bleach Cleaning of Commercially Available Gold Nanopillar
Arrays for Surface-Enhanced Raman Spectroscopy (SERS),
Appl. Spectrosc., 2024, DOI: 10.1177/00037028231219721.

Paper Analyst

1860 | Analyst, 2024, 149, 1849–1860 This journal is © The Royal Society of Chemistry 2024

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 0

2 
Fe

br
ua

ry
 2

02
4.

 D
ow

nl
oa

de
d 

on
 8

/7
/2

02
4 

7:
54

:3
8 

A
M

. 
 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 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

https://doi.org/10.1002/jrs.928
https://doi.org/10.1002/jrs.5613
https://doi.org/10.1002/jrs.5875
https://doi.org/10.1002/jrs.4302
https://doi.org/10.1002/jrs.4910
https://doi.org/10.1016/j.colsurfa.2015.03.004
https://doi.org/10.1016/j.colsurfa.2015.03.004
https://doi.org/10.3389/fchem.2019.00413
https://doi.org/10.1021/ac403882h
https://doi.org/10.1039/C3CC49030K
https://doi.org/10.1002/jrs.6050
https://doi.org/10.1366/10-06037
https://doi.org/10.1016/j.snb.2015.05.114
https://doi.org/10.1016/j.matchemphys.2022.126894
https://doi.org/10.1016/j.matchemphys.2022.126894
https://doi.org/10.1021/acsami.0c15754
https://doi.org/10.1177/00037028231219721
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3an02125d

	Button 1: 


