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Abstract: The use of SERS for real-world bioanalytical applications represents a concrete opportunity,
which, however, is being largely delayed by the inadequacy of existing substrates used to collect SERS
spectra. In particular, the main bottleneck is their poor usability, as in the case of unsupported noble
metal colloidal nanoparticles or because of the need for complex or highly specialized fabrication
procedures, especially in view of a large-scale commercial diffusion. In this work, we introduce a
graphene paper-supported plasmonic substrate for biodetection as obtained by a simple and rapid
aerosol deposition patterning of silver nanowires. This substrate is compatible with the analysis
of small (2 µL) analyte drops, providing stable SERS signals at sub-millimolar concentration and a
detection limit down to the nanogram level in the case of hemoglobin. The presence of a graphene
underlayer assures an even surface distribution of SERS hotspots with improved stability of the SERS
signal, the collection of well-resolved and intense SERS spectra, and an ultra-flat and photostable
SERS background in comparison with other popular disposable supports.

Keywords: surface-enhanced Raman scattering (SERS); plasmonic nanoparticles; biomolecules
detection; disposable SERS substrates; near field

1. Introduction

Two-dimensional arrays of plasmonic nanoparticles are gaining consensus within
the scientific community in surface-enhanced Raman scattering (SERS) detection [1,2] of
molecules of interest in life science, thanks to their easy handling and reduced signal
variability as compared to traditionally used unsupported colloidal particles. In particular,
functional SERS substrates obtained by low cost, rapid, and simple fabrication methods,
such as by micropipetting [3–6], ink-jet [7,8], screen-printing [9,10], and filtration [11,12] of
plasmonic nanoparticles are becoming appealing tools in view of promoting SERS to the
level of an accepted and sustainable option for every-daily life applications or routine basic
research [13]. Nonetheless, the technological solutions proposed so far have been scarcely
addressed in the practical detection of molecules of biomedical significance, especially in
view of their use close to or near the point-of-need settings and of sustainable production
and commercial exploitation. We recently introduced a disposable SERS substrate in the
form of a spotted membrane of silver nanowires (AgNWs), as obtained by a combined
bottom-up/top-down scheme based on the flow-through method, plus laser patterning
for rapid label-free analysis of small volumes of biological species [12]. This system
provided a successful detection of proteins with different molecular weights, hydrodynamic
radius, and secondary structures [14] and was tested in the chemostructural discrimination
between toxic and nontoxic amyloid beta forms of Alzheimer’s disease [15].

In this work, we introduce a highly responsive SERS substrate specifically designed for
biodetection of small sample drops and aimed at overcoming some limitations of the previ-
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ous system as a result of the use of a simplified fabrication procedure and the introduction
of a graphene underlayer to improve the SERS response. On the one hand, the fabrication
setup was implemented with a common nebulizer for aerosol therapy, assuring a facile de-
position of AgNWs without the need for expensive, time-consuming, or highly specialized
procedures. Several studies proposed the direct deposition of sprayed colloids on sample
surfaces to probe the surface composition of atmospheric particles [16], inks, and colorants
in historic documents [17] or pesticides in fruits [18,19]. On the other hand, the preparation
of 2D plasmonic substrates by sprayed or nebulized nanoparticles and their use within
SERS assays for the determination of trace substances remains an underexplored field,
so far [20–24]. Another feature of the proposed substrate deals with the use of graphene
paper to host the nanoparticle deposits, offering a flat background and imparting superior
reproducibility. The use of graphene as a support for plasmonic nanostructures to improve
SERS signal detection has become a popular choice within the SERS community in recent
years. Several excellent groundworks have been published in this field, demonstrating
remarkable benefits offered by the introduction of a graphene sublayer once the resulting
hybrid systems are tested against small model and organic analytes [25–29]. However,
the demonstration of a real efficacy of these systems in the analysis of molecular species
of biological/biomedical interests still represents a challenging gap to overcome before
accepting them as effective tools in everyday life applications.

2. Materials and Methods
2.1. Chemicals

Polyvinylpirrolidone (PVP, Mw 40000), isopropanol (99.5%), myoglobin from horse
skeletal muscle (Mb), and hemoglobin (Hb) were purchased from Sigma-Aldrich (St. Louis,
MO, USA). Ethylene glycol (EG, 99%) was purchased from Carlo Erba (Milan, Italy). Silver
nitrate (AgNO3) and silver chloride (AgCl) were obtained from Cabro S.p.A. (Arezzo, Italy).

2.2. AgNWs Synthesis

AgNWs were synthesized by the polyol method. Briefly, 80 mL of EG was heated
and thermally stabilized at 170 ◦C in a flask. Once the temperature had been stabilized,
112.5 mg of AgCl was added to the flask. Meanwhile, 495 mg of AgNO3 and 3 g of
PVP were dissolved in 10 mL of EG each. The PVP and AgNO3 solutions were poured
into two 10 mL syringes, which were placed in a syringe pump. Three minutes after the
addition of AgCl, the slow injection of the two reagents was started with an injection
rate of 0.5 mL/min. The reaction proceeded until the injection was finished. Afterward,
the flask was cooled in an ice bath. The suspension was poured in 600 mL of acetone to
leave AgNWs to spontaneously settle down overnight. Supernatant was removed and
AgNWs were re-dispersed in isopropyl alcohol. AgNWs were characterized by SEM (Zeiss,
EVO MA 10, Jena, Germany) and UV-Vis spectroscopy (PerkinElmer Lambda 35 UV/Vis,
Norwalk, CT, USA). The concentration of the as-obtained AgNWs suspension was finally
determined as 1 mg/L by gravimetric determination.

2.3. Fabrication of SERS Substrates

SERS substrates were fabricated by aerosol deposition of AgNWs on 50-µm thick
graphene-based paper (G2Nan Sheet 50, Nanesa S.r.l.) as achieved by mechanical compres-
sion of small stacks of graphene, which in turn was obtained by exfoliation of expanded
graphite. Different AgNWs dispersions, as obtained by sequential dilutions in isopropyl
alcohol of the original solution, were aerosolized on varying the exposition time within the
1–15 min range by using a common compressor nebulizer emitting micron-sized AgNWs
drops for aerosol therapy (Master-Aid Dynamic Aerosol, Pietrasanta Pharma S.p.A., Ca-
pannori, Italy). A fixed spacing between the nebulizer output and the graphene paper was
maintained by using a third-hand support clip. Before deposition, the graphene was wetted
in ethanol and then adhered to a PET mask (Melinex® 454 polyester film, thickness 125 µm,
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DuPont, Wilmington, DE, USA ) patterned with 1.5-mm in size round holes, obtained by
mechanical punching.

The overall distribution of deposited AgNWs on graphene paper was investigated
by optical microscopy (OM) (Olympus, BX41, Tokyo, Japan). The morphology of AgNWs
on graphene paper at the nanoscale was analyzed by tapping mode AFM by using a JPK
NanoWizard III Sense (Berlin, Germany) scanning probe microscope at a 250–300 kHz
drive frequency and a 0.5 Hz scan rate and equipped with single-beam uncoated silicon
cantilevers (µMash HQ:NSC15 Cr-Au BS).

2.4. SERS Measurements

The as-fabricated substrates were analyzed using a micro-Raman spectrometer (XPlora,
Horiba, Kyoto, Japan) working at 532 nm with 1200 grooves/mm grating, an integration
time of 5 s, and laser power at the sample of 150 µW, unless otherwise specified. A 10×
objective with 0.25 NA (7 µm waist) was used.

2.5. FEM Simulation

The electric field distribution in the near proximity of the AgNWs had been evaluated
using a commercial FEM package, the wave optical module of COMSOL multiphysics
(Stockholm, Sweden, v 5.1), and the MNPBEM MATLAB (Natick, MA, USA) toolbox for
the simulation of metallic nanoparticles, using a boundary element method approach [30].

We chose to depict the AgNW as a cylinder with hemispherical ends, a radius of
25 nm, a total length 5 µm, and a refractive index for silver taken from Rakić et al. [31]. An
evaluation of the different arrangements established by the nanowires on the substrate
was done based on AFM analysis, revealing that the nanowires laid down in contact with
the substrate surface and most of them experienced a cross intersection with other wires.
That is, we estimated, on average, a number of intersections that were at least 80% of the
total number of wires deposited. This is why for our simulation we considered two config-
urations. In the first one, a AgNW was lying on a substrate with the index of refraction
of graphene from Zhu et al. [32]. In the second one, a AgNW was in air, verifying the
proximity of a second crossing wire. In both cases, AgNWs were illuminated by a 532 nm
plane wave from above and the calculation of the electric field |E|/|E0| values were
averaged over 5 different polarization angles of the incident light. A further configuration
including a single AgNW laying on graphene and surmounted by another crossed wire
was presented in the Supplementary Materials to exclude a significant mutual influence
between adjacent hotspots. In general, incident light polarized the ends and gave rise to a
standing surface charge wave propagating along the wire [33]. In the electric field spectrum,
nanowires typically exhibited several higher-order modes within the visible spectral region
due to their significant dimensions with respect to the illumination wavelength [34].

3. Results and Discussion

Underlying our work was our established effort to create a substrate specifically
designed to increase the local molecular density at plasmonic hotspots produced from a
AgNWs network to maximize SERS signals from molecules typically showing a low Raman
cross-section, as in References [12,14,15]. Briefly, we first adopted a standard wet chemistry
procedure based on the polyol process to produce 5 ± 1 µm in length, 48 ± 10 nm in
diameter AgNWs (Figure S1). These nanoparticles were receiving increasing consideration
by the scientific community because of their large surface area and possibility to easily
arrange them in bi- or tri-dimensional arrays [35]. Two-dimensional plasmonic substrates
were then rapidly obtained by a nebulizing jet of a proper amount of AgNWs colloidal
solution toward a 2 × 2 cm2 piece of thin graphene paper (G-paper) (Figure 1). The system
included the possibility to impart a custom spacing of the graphene target to tune the
covered airbrushed area, which was optimally set at 1 cm.
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an uneven distribution (Figure 2a–c). Once we fixed the deposition time to 10 min, we 
varied the density of deposited AgNWs by sequential dilutions of the particle dispersion. 
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wetted with ethanol before nebulization, which ensured a temporary and a tight adhesion 
at the graphene/PET interface, in turn, avoiding possible edge-leakages of the nanoparti-
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area in Figure 2a) to produce array spots at a comparable surface density of AgNWs. After 
deposition and mask removal, a pattern of regular and homogeneous AgNWs spots ap-
peared well imprinted on the air-dried graphene (Figure 2d). Array spots obtained by 1:2 
dilution of the AgNWs batch corresponding to a 0.5 mg/L density resulted to greatly en-
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[36,37] (Table S1) down to 0.2-mg/L AgNWs density. After further dilution of deposited 
AgNWs, the protein signals progressively lost intensity, becoming undetectable at 0.02 
mg/L where the spectrum corresponded to that of the underlying graphene (inset of Fig-
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duce spotted AgNWs@G-paper substrates. 

Figure 1. Scheme of aerosol deposition of AgNWs on G-paper.

In an attempt to create homogeneous AgNWs films, we varied the deposition time
of the original AgNWs batch. A complete and homogeneous coating of the graphene
support was obtained after 10 min of aerosol deposition (longer times did not further
improve AgNWs coverage of the underlying graphene layer), while lower time values
resulted in an uneven distribution (Figure 2a–c). Once we fixed the deposition time to
10 min, we varied the density of deposited AgNWs by sequential dilutions of the particle
dispersion. In this case, a 10 mm-wide array of 1.5 mm in size silver spots was obtained
by introducing a patterned mask consisting of a thin PET layer placed on the top of the
G-paper once wetted with ethanol before nebulization, which ensured a temporary and
a tight adhesion at the graphene/PET interface, in turn, avoiding possible edge-leakages
of the nanoparticle solution. The mask was exactly centered with the graphene support
(see the circled area in Figure 2a) to produce array spots at a comparable surface density
of AgNWs. After deposition and mask removal, a pattern of regular and homogeneous
AgNWs spots appeared well imprinted on the air-dried graphene (Figure 2d). Array spots
obtained by 1:2 dilution of the AgNWs batch corresponding to a 0.5 mg/L density resulted
to greatly enhance the Raman signal of 1 × 10−6 M hemoglobin (Hb) once excited at 532 nm
(Figure 2e). We were able to detect the characteristic signals of Hb mainly ascribed to the
heme group [36,37] (Table S1) down to 0.2-mg/L AgNWs density. After further dilution of
deposited AgNWs, the protein signals progressively lost intensity, becoming undetectable
at 0.02 mg/L where the spectrum corresponded to that of the underlying graphene (inset
of Figure 2e). The above-optimized fabrication parameters were thus selected to optimally
produce spotted AgNWs@G-paper substrates.

We point out that the as-fabricated substrates allow to support the analysis of minimal
quantities (2 µL) of biomolecule solution, which were initially dropped onto an array spot.
They were then confined by a high contact angle formed with the surrounding hydrophobic
graphene barrier (Figure S2) and finally effectively inspected under the Raman microscope
once dried (Figure 3).
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Figure 2. Fabrication of AgNWs@G-paper substrates. (a) Aerosol deposition of a 1 mg/L AgNW
solution at different deposition times (varied from 1 min to 15 min) on a 2 × 2 cm2 piece of G-paper.
The central 1 × 1 cm2 area of a AgNWs deposition showing a homogeneous density of deposited
AgNWs (as highlighted by a dashed circle superposed on the sample at 10 min deposition) was
considered for the following fabrication of patterned substrates (as in (d)); (b) Optical micrographs
showing a 2 × 2 mm2 magnification of the central part of the substrates prepared in (a); (c) Grey
level profiles showing the distribution of AgNWs within the areas considered in (b). A flat profile (as
obtained after 10 min of AgNWs deposition) corresponds to a homogeneous AgNWs coating of G-
paper; (d) Appearance of a AgNWs@G-paper substrate and a magnification of the AgNWs spot array
as obtained by interposing a PET patterned mask between the nebulizing jet and the G-paper; (e) SERS
spectra of Hb (1 × 10−6 M) on different AgNWs@G-paper substrates obtained by decreasing the
density of nebulized AgNWs within the 1 ÷ 0.02 mg/L range once set the deposition time to 10 min
(black, 1 mg/L; red, 0.5 mg/L; blue, 0.2 mg/L; purple, 0.1 mg/L; green, 0.05 mg/L; blue 0.02 mg/L).
The 0.5 mg/L density provides the most intense Hb signals and was thus selected for further
production of AgNWs@G-paper substrates. Spectra represent the average of over 20 acquisitions.
Inset: Raman spectrum of G-paper.
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SERS signals.

Our initial aim in choosing graphene as a low-cost support for nanoparticles was
dictated by three main considerations: (1) superior hydrophobicity behavior with respect
to other popular supports for disposable substrates as cellulose paper, thus enabling
analyte confinement and concentration enrichment, as discussed above; (2) low Raman
signals in the fingerprint region as compared to other candidate hydrophobic substrates
as polytetrafluoroethylene (PTFE) and polydimethylsiloxane (PDMS) and limited to D
(1354 cm−1) and G (1584 cm−1) band signals (Figure 2e inset); (3) additional features
as quenching of autofluorescence signals frequently encountered in biomolecules [38]
and better integration with biological entities, such as cells [39], for advanced biological
analyses. With particular reference to the G-paper, further advantages were represented by
easy-handling and easy-resizing, low-cost (0.2 €/cm2), and flexibility (with potential in the
analysis of unflatten surfaces), which makes it even more attractive.

In the following, we showed that the choice of a graphene paper proved also advan-
tageous in improving signal stability as well as in providing an ultra-flat background in
comparison with other popular disposable supports for simple and rapid SERS analyses.
The AFM investigation of AgNWs@G-paper revealed a homogeneous distribution of Ag-
NWs on the micron scale (Figure 4a). The latter hypothesized a regular distribution of SERS
hotspots, which was further demonstrated by inspecting the point-to-point signal of Hb
over large areas (Figure 4b). A maximum relative standard deviation (RSD) <10% for the
main Raman peaks of Hb was observed in this case. Conversely, when replacing G-paper
with PTFE, AFM highlighted the presence of clustered wires unevenly covering the support
surface (Figure 4c) and causing a larger point-to-point SERS signal variability (Figure 4d),
which could be explained by a heterogeneous amplification of protein molecules [40].
G-paper played the role of catching interface [41] against sprayed wires, immobilizing
them into a uniform surface distribution, which was not the case with plastic supports as
PTFE. Furthermore, the high thermal and electrical conductivity of graphene [42] could
contribute to buffering the laser radiation impact, generating well-resolved SERS spectra.

The amplification provided by the as-fabricated AgNWs@G-paper was evaluated by
calculating the SERS enhancement factor (EF). EF is defined as the ratio between IRaman
and ISERS normalized to the average number of molecules dispersed in solution NRaman,
for the Raman measurement, and adsorbed onto the AgNWs hotspots NSERS, for the
SERS measurement, respectively, which were present in the scattering volume (see SI for
calculation of NSERS and NRaman):

EF =
ISERS/NSERS

IRaman/NRaman
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An EF value of 4 × 106 was calculated, proving an enhancement ability of the same
order of magnitude or higher than that from recently proposed low-cost disposable SERS
substrates including those based on AgNWs assemblies [3,10,43–45]. We tried to gain
further insights into the high-quality SERS profiles of AgNWs@G-paper by theoretical sim-
ulation of the electromagnetic field distribution. We may further note by AFM and optical
analysis (Figure 4 and Figure S3) that the main part of AgNWs laid almost planar and in
contact with graphene or forming single or few junctions with other AgNWs, suggesting
the latter as the most representative configurations of the SERS enhancing capacity of
AgNWs@G-paper substrates (Figure 5a,b and Figure S4). Nonetheless, the highest E-field
values were found at the interfaces between AgNWs and graphene (Figure 5a). This is
mostly not the case with planar SERS systems previously considered composed of Ag-
NWs assemblies due to a higher wire density used, producing a large number of effective
hotspots at crossed junctions [12,46,47]. The presence of graphene was instead supposed to
favor AgNW/graphene with respect to AgNW/AgNW interactions, as discussed above
(Figure 4a,b), leading to elongated (Figure 5a) hotspots providing a large space available
for analyte accommodation and its detection. The higher average E-field value estimated
at the graphene/AgNW interface hotspots, as compared to those formed at AgNWs in-
terstitials ((|E|/|E0|)graphene/AgNW/(|E|/|E0|)AgNW/AgNW = 1.2), could be explained
by taking into account the higher refractive index of graphene in comparison to other
popular supports, which boosts the near field within the gap between metal and graphene,
as shown in Figure 5c. The near field value calculated at a graphene/AgNW interface
under λEx = 532 nm appears ∼2-fold larger (|E|/|E0| = 44) than that at a PTFE/AgNW
(|E|/|E0| = 24) or cellulose/AgNWs (|E|/|E0| = 19) interfaces. As SERS enhancement
is proportional to the fourth power of the E-field, an average EF = 3.7 × 106 is obtained in
the former case. A large matching between simulated and calculated EF let us hypothesize
that the electromagnetic mechanism (EM) largely prevailed in AgNWs@G-paper substrates
over a chemical mechanism (CM), as previously reported, as a possible additional effect in
the SERS response of graphene-based substrates [48].
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Figure 5. (a) FEM simulations of the E-field intensity in the proximity of a AgNW laying on a
graphene surface. The E-field intensity is visualized for the plane corresponding to the G-paper
surface while the wire is pictured as uniform grey color for better clarity. (b) The E-field intensity is
visualized for two crossed AgNWs in the air. In this case, the E-field intensity on the wire surface
is visualized. (c) Maximum E-field variation within the visible spectral range as simulated at the
interfaces between a AgNW and graphene (blue), PTFE (red) and cellulose (black).

Another significant aspect in the choice of a SERS substrate resides in its background
contribution to the overall SERS signal and generated at the interface between plasmonic
layer and underlying support, which becomes critical especially in the detection of species
with reduced SERS response, such as biomolecules. In Figure 6, a comparison between
the background SERS signals of AgNWs on G-paper and that on popular substrates for
disposable SERS substrates as nitrocellulose and PTFE is displayed. The background signal
generated in the presence of G-paper remains the lowest regardless of the laser power em-
ployed and limited to the superposition between Raman modes of graphene and intrinsic
signals pertaining to the AgNWs. On the opposite side, a fluorescence background gov-
erns the nitrocellulose and PTFE profiles (Figure 6 (left)), accompanied by the remarkable
appearance of intense and broad amorphous carbon signals at 1350/1580 cm−1 [49] by the
nitrocellulose-based substrate at high irradiation values (Figure 6 (right)), which affects
partially or does not affect the signals of PTFE and G-paper, respectively (the latter linearly
scaling with power). These results (1) depict graphene as a null fluorescence emitter due to
its zero optical bandgap [50], generating an ultra-flat SERS background and (2) confirm
the stability of graphene under more extreme power conditions and ascribed to its high
thermal conductivity as above pointed out.

We finally evaluated the detection sensitivity of the AgNWs@G-paper substrate by
decreasing Hb concentration from 1 × 10−5 M to 1 × 10−9 M (1.3 µg to 0.3 ng) (Figure 7a).
A sigmoid correlation (r2 > 0.99) between the band area of the 1378 cm−1 mode and the
amount of protein was observed (Figure 7b), which can be commented on the one hand as
a tendency to reach saturation on the available space of the hotspots at high-end values.
On the other hand, a detection limit of 1 × 10−8 M was found, which corresponded to
about 1 ng of protein in the analyzed sample volume (2 µL), suggesting a high sensitivity
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of AgNWs@G-paper that overcomes previous detection systems based on unsupported
colloidal particles for protein detection including hemoglobin [51,52].
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Figure 7. Detection sensitivity of the AgNWs@G-paper substrate. (a) SERS spectra of Hb ranging from 1 × 10−5 M to 1 ×
10−9 M (black, 1 × 10−5 M; red, 1 × 10−6 M; blue, 1 × 10−7 M; violet, 1 × 10−8 M; purple, 1 × 10−9 M; green, background
AgNWs@G-paper signal) corresponding to 1.3 µg to 0.3 ng of protein contained within 2 µL of analyzed sample volume.
The background signal produced by the naked substrate is also displayed. (b) Correlation between the 1378 cm−1 band area
of Hb and protein amounts (error bars represent the SD). Spectra and data points represent the average from 20 acquisitions.

4. Conclusions

SERS substrates proposed so far are often unsuitable for the practical detection of
biomolecules due to the lack of simultaneous presence of preferred characteristics, such
as low manufacturing costs, disposable characteristics, and simplicity for routine use in
turn limiting their use at or near point-of-need settings. In this work, we introduced a
highly responsive SERS substrate relying on a simple aerosol deposition of AgNWs on
graphene paper. The substrate was specifically designed for biodetection of small sample
drops at submicromolar concentration. The proposed fabrication procedure relied on
low-cost and facile steps that overcame a number of weak points frequently encountered in
substrate preparation and patterning. These included the use of contaminating stabilizers
to impart sufficient viscosity to nanoparticle inks as usually required in screen or ink-jet
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printing, as well as the need for dedicated instrumentation for top-down nanoparticle
fabrication. Additionally, the presence of graphene improved the SERS response, conferring
superior signal stability, low SERS background, and photostability. Overall, the proposed
substrate exhibited high SERS efficiency, reliability, and sensitivity, as well as easy handling
and usage aspects, meeting many of the requirements for effective and successful SERS
detection of biomolecules. Future experiments on AgNWs@G-paper substrates will be
aimed at exploring the SERS sensing of larger biological entities as cells for rapid and
tag-free screening of tumor diseases (e.g., malignant cells) or to monitor light treatments
(e.g., laser-exposed cells) for therapeutic applications.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/nano11061495/s1, Figure S1: (a) SEM image and (b) UV-vis spectrum of the AgNWs used to
prepare the SERS substrates, Table S1: Assignment of main SERS signals of Hb, Figure S2: Contact
angle measurement of water on AgNWs@graphene; Figure S3: Optical image of an AgNWs@Gpaper
substrate; Figure S4: FEM simulation of a AgNW laying on graphene and surmounted by another
crossed wire.
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