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Fabrication of gold nanoparticle-coated paper
and its use as a sensitive substrate for quantitative SERS analysis
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Abstract This paper describes a rapid method for fabrication
of a paper substrate coated with gold nanoparticles (GNPs)
that results in the formation of a large number of hot spots
on the surface and allows an adequate control of the active
area. The resulting substrate is shown to be a viable material
for use in quantitative surface-enhanced Raman spectroscopy
(SERS) analysis. The influence of the amount of GNPs on the
SERS signals (using crystal violet as a sample analyte) was
correlated with field-emission scanning electron microscopy,
UV-visible and theoretical studies. The use of this substrates
results in larger enhancement of Raman signals and in com-
parably repeatability when compared to commercially avail-
able substrates. The substrate was applied to SERS-based de-
termination of nicotine and uric acid in aqueous solution, and
the respective limits of detection are 20 and 30 μg L−1. The
results indicate that the SERS substrates may be applied to the
quantification of a wide variety of molecules.
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Introduction

Surface-enhanced Raman spectroscopy (SERS) is a powerful
technique that increases the Raman scattering efficiency, by a

combination of electromagnetic and chemical contributions,
when the target molecule is adsorbed on plasmonic metallic
nanostructures (SERS substrates), typically made of gold or
silver [1]. Since its discovery, SERS has gained considerable
attention due to its several advantages and investigation possi-
bilities in sensitive analysis, even at the single-molecule level
[2]. Thus, the applications of SERS in analytical chemistry
include the trace detection of pathogens [3], biomolecules [4],
pesticides [5], food contaminants [6] and drugs [7].
Furthermore, in recent years, many advances in SERS were
related to the fabrication of novel substrates with different ar-
chitectures, considering that the geometry, size and homogene-
ity of the SERS substrates are key parameters which determine
their efficiency (in terms of sensitivity and repeatability), and
consequently their applicability for quantitative analysis [8].

Nanoparticles in colloidal aqueous solutions have been
usually employed as SERS substrates; however, their applica-
tions are challenged by the poor stability, low repeatability,
and the difficulty for working in non-aqueous media.
Currently, typical methods to fabricate efficient SERS sub-
strates include the immobilization of metallic nanoparticles
on rigid substrates (glass, quartz and silicon) [9, 10], or the
fabrication of metallic nanostructures by template techniques
[11], focused ion beam patterning [12] and lithography [13].
Nevertheless, these methods are time-consuming and/or re-
quire sophisticated equipment (high cost-demanding). On
the other hand, flexible substrates such as paper, polymers,
carbon nanotubes and graphene have shown potential to re-
place the rigid substrates, in view of their low-cost, facile
processability and eco-friendly properties [14]. Paper, in par-
ticular, has been successfully utilized as a biodegradable sub-
strate in microfluidic systems [15], diagnostic devices [16],
and, recently, in SERS [17].

The most common methods for preparation of metal
nanoparticle-paper substrates are the mirror reaction [18, 19]

Electronic supplementary material The online version of this article
(doi:10.1007/s00604-016-1918-0) contains supplementary material,
which is available to authorized users.

* Ronei J. Poppi
ronei@iqm.unicamp.br

1 Institute of Chemistry, University of Campinas, P. O. Box 6154,
Campinas, SP 13081-970, Brazil

Microchim Acta (2016) 183:2745–2752
DOI 10.1007/s00604-016-1918-0

http://dx.doi.org/10.1007/s00604-016-1918-0
http://crossmark.crossref.org/dialog/?doi=10.1007/s00604-016-1918-0&domain=pdf


(for silver nanoparticles) and dip-coating [17, 20] (for gold or
silver nanoparticles). Moreover, gold is preferred instead of
silver, when using near-infrared excitation, due to its higher
chemical stability and facile synthesis [1]. The dip-coating
method consists in the immersion of paper into a fixed volume
of gold nanoparticles solution, followed by drying. It results in
flexible SERS substrates with homogenous distribution of the
gold nanoparticles on the paper surface [17].

Although dip-coating method has gained significant inter-
est due to its simplicity, the need of long preparation time (at
least 12 h) and the relatively large amount of gold nanoparti-
cles used per substrate (10 mL of colloidal gold nanoparticles)
[17, 21] limit the large-scale fabrication of paper-based SERS
substrates. Furthermore, there are few studies about the con-
trol of the deposition of gold nanoparticles within paper, and
none has optimized the hot spots generation on the paper
surface. Therefore, the designing and assembling of paper-
based substrates for SERS applications still requires further
improvement.

To be considered an efficient alternative to the commercial
SERS substrates, the paper-based substrates should be sensi-
tive, reproducible, easily produced on large-scale and capable
to be used in the quantification of a wide variety of molecules.
To achieve this goal, the primary objectives of this work are (i)
to develop a rapid and efficient strategy to prepare paper-
based SERS substrates, (ii) to study the effect of the amount
of gold nanoparticles on the SERS signals of crystal violet,
(iii) to compare the sensitive and the reproducibility of the
gold nanoparticle-paper hybrid with commercially available
substrates, and (iv) to quantify nicotine (an addictive drug
present in tobacco and several pharmaceutical products) and
uric acid (a disease biomarker) in aqueous media using the
paper-based SERS substrates.

Experimental

Instrumentation

All SERS measurements were performed using a dispersive
spectrometer Raman Station 400 F (PerkinElmer, MA, USA),
equipped with a camera image and a 785 nm near-infrared

diode laser operating at 100 mW (at source). The spectra were
acquired after 5 exposures of 5 s each.

The characterization of colloidal gold nanoparticles and
gold nanoparticle-paper hybrid were performed by UV-vis
spectroscopy (Cary probe 5000 UV-vis) and field emission-
scanning electron microscopy (FE-SEM, Quanta FEG 250).
Gold films (100 nm) were deposited onto paper and onto
alumina via sputtering (Oerlikon Balzers BA510,
Schaumburg, IL), and were used to compare their optical
properties with those of paper-based SERS substrates.

Chemicals

Milli-Q1 Ultrapure Water Purification System (Millipore,
Brussels, Belgium) provided the deionized water used to pre-
pare all standards and solutions. Tetrachloroauric acid
(HAuCl4, 30 %m/m), anhydrous sodium citrate, and uric acid
were purchased from Sigma-Aldrich. Crystal violet and nico-
tine (>99 %) were obtained from Fluka. Laser printer paper
(75 g m−2) was purchased from Chamex (Sao Paulo, SP,
Brazil) and was used to prepare all the paper-based SERS
substrates.

Synthesis of gold nanoparticles

The synthesis of gold nanoparticles (GNPs) was made based
on Turkevich method [22]. Briefly, an aliquot of 40 μL of
tetrachloroauric acid (30 %, m/m) was mixed with approxi-
mately 100 mL of water and heated until the boiling point
(approx. 100 °C), then 1.4 mL of anhydrous sodium citrate
solution (2 %, m/v) was added into the mixture under mag-
netic stirring for 5 min. Finally, stirring was interrupted and
GNPs solution was cooling at room temperature.

Preparation of paper-based SERS substrates

Figure 1 shows the system for rapid preparation of flexible
SERS substrates. It consists in two Teflon templates with six
circular holes in one of them (4 mm of diameter), that allows
the control of the substrate active area. Aliquots of 20 μL of
GNPs were added in four concentration levels: 3-fold dilution,
wi thou t p reconcen t r a t ion , 10- fo ld and 50- fo ld
preconcentration. To obtain the preconcentred GNPs, the

Fig. 1 Procedure for rapid preparation of paper-based SERS substrates
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colloid was centrifuged for 15 min at 1600 x g and an ade-
quate volume of supernatant was discarded. After GNPs ad-
dition, the system was placed into oven at 90 °C by 60 min
and then placed on pieces of glasses of 1 cm × 1 cm for facile
handling.

To obtain the analyte SERS spectra (crystal violet, uric acid
or nicotine), the prepared SERS substrates were individually
immersed for 20 min in the analyte solution and drying under
dry-air stream. The SERS spectra were then collected at five
different points of the substrate active area and the experi-
ments were performed in triplicate (n = 15). Crystal violet
was used as molecule probe to evaluate the best conditions
for fabricating paper-based substrates. Under these optimized
conditions, the prepared SERS substrates were employed to
perform the quantitative detection of uric acid and nicotine in
aqueous solution. The limit of detection and limit of quantifi-
cation were calculated as three and ten times the standard
deviation of the blank signal, respectively.

Commercial SERS substrates

Klarite® substrates were purchased from Renishaw diagnos-
tics Ltd. (Glasgow, U.K.). These substrates present a highly
regular nanostructured gold surface formed by inverted
squared pyramids and an active area of 4 mm × 4 mm [23].
To acquire the SERS spectra, 0.5 μL of crystal violet 2 mg L−1

was pipetted onto the SERS active area after which the solvent
was left to evaporate at room temperature by approximately
30 min. The SERS spectra were then collected at five different
points and the experiments were carried out in triplicate
(n = 15).

Classical electrodynamics simulations

In order to better understand the experimental results (SERS
signal intensifications for different GNP concentrations), nu-
merical simulations based on the generalized Mie theory [24,
25] were performed for different arrays of GNPs. In all simu-
lations, the optical response of gold was described by the
experimental values for the dielectric function from Johnson
and Chisty compilation [26].

Results and discussion

Preparation of GNP-coated paper

The synthesis of colloidal GNPs resulted in a red-wine colored
suspension with citrate groups acting as reducing agent and
stabilizer, providing the negative charge on GNPs surface
(colloidal stability) [27]. The analysis by UV-vis spectroscopy
showed the characteristic optical signature of spherical GNPs
in solution, with a surface plasmon band at 532 nm. The char-
acterization by FE-SEM microscopy allowed the calculation
of the mean diameter (45 ± 6 nm, N = 100) of homogeneous
GNPs (Fig. S1). Also, considering the near-infrared excitation
source employed (785 nm), the use of gold nanoparticles for
fabricating SERS substrates can provide a similar signal in-
tensification and a higher chemical stability in comparison to
the use of silver nanoparticles [1].

The GNPs were deposited on paper using an efficient strat-
egy, as showed in Fig. 1. Although this system allows the
control of surface active area by using the circular holes in
the Teflon template (on the top), the use of filter paper is not
adequate in this case due to the capability of GNPs to migrate
through the bulk [17]. To overcome this difficult, printer paper
was used due to its greater number of fibers per area, therefore
minimizing the migration of GNPs among the fibers and pro-
viding a better control of both, the SERS active area and the
amount of GNPs deposited per substrate. The procedure em-
ploys small volumes of colloidal GNPs (20 μL) in combina-
tion with a drying step at 90 °C, that resulted in the reduction
of preparation time when compared with dip-coating method
(see Table 1). Therefore, this method integrates the rapidity,
easy handling and large-scale advantages in the production of
paper-based SERS substrates without residues generation
(green method).

Optimizing the GNP concentration

Taking advantage of the use of small volumes of colloidal
GNPs, it is possible to use very high or very low concentration
levels of GNPs during the fabrication of SERS substrates
without the need to extend the time of preparation or to em-
ploy a large amount of GNPs. Thus, the influence of the

Table 1 Comparison of
procedures for preparation of
metal nanoparticle-paper hybrid

Metal Procedure / Preparation time Limitation Reference

Gold Direct deposition / 1 h Preconcentration is required This work

Gold Dip-coating / 24 h Long preparation time [17]

Gold Dip-coating / 12 h Long preparation time [21]

Silver Mirror reaction / few minutes Lower chemical stabilitya [18]

Silver Mirror reaction / few minutes Lower chemical stabilitya [19]

Silver Dip-coating / 24 h Lower chemical stabilitya and long preparation time [20]

a In comparison to gold nanoparticle-paper hybrid
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amount of GNPs on the SERS signal of crystal violet and on
the background signal was studied, and the results are present-
ed in Fig. 2.

Figure 2a shows the SERS spectra of crystal violet
2 mg L−1, obtained using the paper-based substrates prepared
with different GNPs concentrations. The SERS spectra pre-
sented intense characteristic peaks at 418 cm−1 (phenyl-C-
phenyl and C-N bending), 1174 cm−1 (C-phenyl and C-H
stretching), 1373 cm−1 (C-N and phenyl-C-phenyl stretching),
1614 and 1582 cm−1 (C-phenyl stretching) [28, 29].
Moreover, the intensity for all of these peaks increased with
the amount of GNPs deposited up to 10-fold preconcentration,
after which a decrease in SERS intensities for an excess of
deposited GNPs (50-fold preconcentration level) was ob-
served. On the other hand, the Fig. 2b shows that the back-
ground signals of the prepared SERS substrates present some
peaks, probably arising from the printer paper components
(cellulose, coating and polymers). The results also showed
that the intensity of the background signal was dramatically
reduced when higher amounts of GNPs were employed to
prepare SERS substrates. Therefore, taking into account these
results (SERS and background signals), a 10-fold
preconcentration level prior to GNPs deposition was identi-
fied as the best condition to prepare highly sensitive paper-

based SERS substrates. Additionally, it is important to note
that although the procedure requires a preconcentration step,
the volume of GNPs used per substrate in the optimized con-
ditions (20 μL of 10-fold preconcentrated or 0.2 mL of col-
loidal GNPs) is much smaller than that commonly used in the
dip-coating method (10 mL of colloidal GNPs).

Interpretation of the GNP concentration effect
and theoretical support

The distribution of GNPs on the paper surface for all the
concentration levels was studied by FE-SEM (Fig. 3). The
microscopies showed that GNPs were dispersed and adsorbed
on paper surface forming hot spots, suggesting that even
though paper has a weak negatively charged surface (hydroxyl
cellulose groups), the GNPs can be retained on the paper sur-
face by van der Waals interaction [30]. Furthermore, as
showed in Fig. 3d, a 50-fold preconcentration of GNPs prior
to deposition can promote large agglomeration of GNPs and
the formation of multiple layers.

The lower SERS intensities observed when using diluted
and non-preconcentred GNPs (Fig. 2a) can be explained by
the lower surface density of GNPs on the paper surface
(Figs. 3a and b). This results in a lower density of hot spots,
and also may be the reason for the observation of a larger
background signal in the spectra (Fig. 2b) due to the larger
paper area exposed to the laser excitation. For the
preconcentrated GNPs, the exposed paper area is much small-
er, hence decreasing the background signal (Fig. 2b).
However, the observed SERS signal differences between the
10- and 50-fold preconcentration levels is not in agreement
with the density of GNPs interpretation, according to which it
is expected a larger SERS intensity for the 50-fold
preconcentration level. This result suggests that besides the
GNPs surface density, the electromagnetic coupling between
the GNPs in the multilayer system is fundamental to the ob-
served SERS intensities. To account for such contributions in
the prepared substrates, UV-Vis spectra were obtained and are
presented in Fig. 4. Figure 4a shows the variation of the opti-
cal properties when the amount of GNPs increases on the
paper surface, whereas Fig. 4b shows the comparison among
the optical responses for the substrate prepared with a 50-fold
preconcentration level (which presented the largest difference
in optical response) and two Au (100 nm thick) deposited
films onto paper and alumina by the sputtering method.

The results of Fig. 4 show that the optical properties of the
paper-based substrates with the increasing of GNPs concen-
tration tend to be similar to that observed in gold (roughened)
films, for which the surface plasmon resonance is a result of
defects on the fabricated film. These results suggest that for
the high GNPs concentrations, the surface plasmon reso-
nances behave as extended modes, where the optical response
for different wavelengths comes from defects on the GNPs

Fig. 2 a Average SERS spectra of crystal violet 2 mg L−1 and b average
background signals of the paper-based substrates prepared using different
concentration levels of GNPs (n = 15)
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film formation. An important characteristic of extended
modes (coupling betweenmultiple particles) is that the electric
field concentration at the hot spots becomes smaller, in con-
trast to small particle clusters, for which the electric field en-
hancement in the vicinity between particles is extremely lo-
calized. To show such decrease in the field localization and its
effects on the SERS intensity of molecules, GMT simulations
were performed and the results for a simplemodel is presented
in Fig. 5.

Figure 5a shows the simulated extinction spectra for a mod-
el system comprised of 1 (black solid line) and 2 (red solid
line) hexagonal close packing layers (inset). The extinction
spectra clearly show that the increasing amount of layers leads
to the appearance of redshifted surface plasmon bands, due to
coupling between the surface plasmon modes in each layer. In
this figure it is also shown the incident laser wavelength in the
SERS experiments (λ0 = 785 nm, dashed vertical line). To
account for the effect of the coupling between the two layers
on the SERS intensities, the enhancement factor (EF, SERS
intensity is proportional to EF) was calculated by using the
magnitude of the electric field at an arbitrary point of the

nanoparticle surface (Eloc) and the magnitude of the incident
electric field (E0), as showed in Eq. 1 [31].

EF ¼ Eloc 785nmð Þ
E0 785nmð Þ

� �4
ð1Þ

The observed SERS intensity in the above experiments,
correspond to the average SERS intensities of molecules in
different positions of the surface of each illuminated GNP.
Therefore, a correct description of the SERS intensity tenden-
cy with the increase in the number of layers, should be given
by the surface average EF for a given set of particles. To
prevent time-consuming simulations, we present in Fig. 5b
the surface average (<EF>) on the central particle for plane
in black in the inset of Fig. 5a, which is below the plane in red.
Therefore, we compare the surface average EF values for the
same particle in both situations (1 and 2 layers). The insets of
Fig. 5b shows the EF values on the surface of the central GNP
in both situations, as described in the figure. It can be seen that
in the 2-layer system, the highest EF values (red) spread over a
large area (compared to the 1-layer system). However, it can

Fig. 3 FE-SEM studies for the paper-based substrates prepared with colloidal GNPs after a 3-fold dilution, b no preconcentration, c 10-fold
preconcentration and d 50-fold preconcentration
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be seeing that such increase in the EF area is accompanied by
a decrease in the maximum EF value (106.7 and 107 for the 2
and 1 layers system, respectively), which is in accordance to
our previous statement that the increase in the number of
layers leads to a collective interaction that decreases
the hot spots efficiencies in concentrating the local elec-
tric field. The SERS intensity is, therefore, a balance
between these two factors: the spread in the EF values
and increase in the hot spot efficiencies. The results for
the surface average EF values are also presented in Fig. 5b. It
shows a decrease in the EF values with the second layer by
26 %. This indicates that this simple model can explain the
experimental results.

Gold nanoparticle-coated paper vs commercial SERS
substrates

A commercial and highly reproducible SERS substrate
(Klarite) was used to evaluate the performance of the paper-
based SERS substrates (prepared in the optimized conditions).
As can be observed in Fig. 6, the SERS spectrum of crystal
violet 2 mg L−1 obtained by using the paper-based SERS
substrates experienced a higher intensification than that ob-
served using Klarite® substrates. This observation can be ex-
plained by the aleatory distribution of GNPs on the paper

fibers, generating a greater number of hot spots and then a
higher intensification of local electric field.

Due to the large difference between the signal intensities,
the relative standard deviation (RSD) was employed to com-
pare the repeatability of both substrates. The RSD was calcu-
lated using the standard deviation (s) and the average signal
(X), as showed in Eq. 2.

RSD ¼ s
X

� �
x100% ð2Þ

Fig. 4 UV-vis spectra of a paper-based substrates prepared using
different GNPs concentrations and b gold films and paper-based
substrate prepared after 50-fold preconcentration of GNPs

Fig. 5 a UV-vis spectra and b evaluation of the enhancement factor for
different number of GNPs layers predicted by the theoretical model

Fig. 6 Average and standard deviation of the SERS spectra of crystal
violet 2 mg L−1 (collected in five different points and in triplicate, n = 15),
obtained using paper-based substrates and Klarite substrates
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The repeatability of both substrates was compared in a
wide range of wavenumbers (400–1800 cm−1), and similar
RSD were observed: in the range of 5–10 % for paper-based
substrates and 3–7 % for Klarite® substrates. This unexpected
point of advantage arises from the fact that the laser covers an
area with a great number of paper fibers instead of individual
fibers (irregular surface). Additionally, although Klarite® sub-
strates are highly regular nanostructures, the main source of
variations in the SERS signal might arising from the non-
homogeneous way in which the dropped sample is dried, also
known as the Bring coffee effect^ [32]. Thus, these results
suggest that the paper-based SERS substrates are sensitive,
reproducible and can be considered as an excellent alternative
to the commercially available substrates.

Quantitative detection of nicotine and uric acid

The sensitive detection of dyes and sulfur-containing mole-
cules have been extensively studied using a great variety of
SERS substrates, probably because these type of molecules
usually present great signal intensifications and can be easily
adsorbed on metallic surfaces. However, a Bgood^ SERS sub-
strate should be also able to be used for the detection of a wide
variety of molecules. Thus, in order to demonstrate the capa-
bility of the paper-based SERS substrates to be used in the
quantification of relevant analytes, nicotine and uric acid were
determined in aqueous media.

Nicotine is an addictive drug composed of pyridine and
pyrrolidine groups, and can be found in tobacco and several
pharmaceutical products. Fig. S2 shows the behavior of the
most intense nicotine peak, localized at 1028 cm−1 (symmet-
rical breathing), with the variation of the nicotine concentra-
tion. The peak area was calculated at different nicotine con-
centrations in order to identify the linear working range
(Fig. 7a). The peak area increased linearly with the concentra-
tion up to 1 mg L−1 and after that no significant increment in
the response was observed. Thus, the linear working range for
nicotine quantification was 0.06–1 mg L−1, and the limits of
detection and quantification were 0.02 and 0.06 mg L−1,
respectively.

Uric acid is an end product of nucleoside catabolism, and an
important biomarker in urine and serum because high levels of
uric acid in these fluids are associated to renal diseases and
preeclampsia (a hypertensive disorder that occurs during preg-
nancy) [33]. The behavior of the uric acid SERS spectra at
different concentrations was evaluated, as showed in Fig. S3.
The increment of the intensity in the peaks at 492 cm−1 (C-N-C
ring vibration) and at 638 cm−1 (skeletal ring deformation) was
observed, and then the peak area of the most intense of them
(638 cm−1) was calculated at different concentrations, as can be
seen in Fig. 7b. The limits of detection and quantification were
0.03 and 0.09 mg L−1, respectively, and the linear range was
ranged between 0.09 and 2 mg L−1.

The linear working ranges and the limits of detection found
for nicotine and uric acid compare favorably with earlier re-
sults obtained by chromatography techniques [34, 35]. This
shows these SERS substrates to be a viable material for the
quantification of these analytes in real samples. However, the
evaluation of interferences and the matrix effect should be
assessed depending on the complexity of the sample to be
analyzed.

Conclusions

In summary, we devised a rapid and efficient way to fabricate
low-cost, sensitive and reproducible paper-based SERS sub-
strates able to be used for quantifying a wide variety of mol-
ecules. The experimental results, corroborated by theoretical
calculations, demonstrated that the amount of GNPs deposited
on the paper fibers is a key parameter that determines the
opt imal SERS signa l enhancement . Al though a
preconcentration step is required for its fabrication, the
paper-based SERS substrates present several advantages such
as a high sensitivity and a good repeatability, and their fabri-
cation can be easily scaled to medium or large quantity pro-
duction. Additionally, these substrates can be used to quantify
nicotine and uric acid at clinically relevant concentration

Fig. 7 Identification of the linear working range for the quantitative
detection of a nicotine and b uric acid in aqueous media
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levels, and can probably be used in a wide range of molecular
systems.
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