
Green Synthesis of Asymmetrically Textured Silver Meso-Flowers
(AgMFs) as Highly Sensitive SERS Substrates
Tran Thi Nhung and Sang-Wha Lee*

Department of Chemical and Biochemical Engineering, Gachon University San 64 Bokjeong-dong, Soojung-gu, Seongnam-si,
Gyeonggi-do South Korea, 461-701

*S Supporting Information

ABSTRACT: Highly asymmetrical “flower-like” micron silver
particles, so-called hierarchical silver meso-flowers (AgMFs),
were facilely synthesized using ascorbic acid at room
temperature in the presence of chitosan biopolymer. The
time−evolution of TEM images and XRD analysis confirmed
the anisotropic growth of AgMFs with single crystalline phase
of which the formation mechanism was described in detail.
The morphology and size of as-prepared AgMFs were tunable
simply by changing the concentration of chitosan biopolymer
and/or AgNO3 precursor under otherwise identical conditions.
The asymmetrically textured AgMFs dramatically enhanced Raman signals of probe molecules (2-chlorothiophenol, 4-
aminothiophenol) even at a single particle level because of their surface morphologies consisting of numerous nanoedges and
crevices.

KEYWORDS: chitosan, silver, meso-flowers, SERS, thiophenol

1. INTRODUCTION

Surface-enhanced Raman scattering (SERS) technique has been
intensively studied as a potent sensing platform in diagnos-
tics.1−4 It is generally recognized that the local electromagnetic
(EM) effect contributes dominantly to the enormous enhance-
ment of Raman scattering of probe molecules.5−7 The EM
effect arises from the collective oscillations of conductive
electrons excited by the irradiated light on noble metal particles
(Au, Ag, Pt, and Cu). Another partial contributor to the overall
SERS signal is the chemical enhancement via the charge
transfer (CT) mechanism. While the EM effect occurs at a
certain distance from the surface, CT only occurs when the
probe molecules directly adsorb on the metallic surface.1−4,7

Because of the low chemical enhancement, most of sensor
designs concentrate on the EM enhancement by exploiting
complex topography of metallic nanostructures and/or
controlling interparticle spacing as hot-spots.8−11 The hot-
spots are widely accepted to be responsible for dramatically
enhanced local electromagnetic fields and in turn, amplifying
Raman scattering of probe molecules in this region.
Recent researches have focused on developing numerous

complex structures (such as dendrites, nanorods, prisms,
triangles, wires, multipodes, stars, and flowers) as highly
sensitive SERS substrates.8,12−14 Among them, the hierarchical
assembly of nanoscale building blocks into complex architec-
tures is of great significance, for example, the assembly of one-
dimensional nanorods/nanowires into branched nanostructures
or starting from dispersed triangular nanoplates to ordered
assemblies with anisotropic orientation.15 These hierarchical
nanostructures can display novel and collective physicochemical

properties which are not found at the level of individual
particles. However, the synthesis of hierarchical nanostructure
still requires multiple steps, hazardous components, and even
long fabrication times.
A variety of synthetic techniques have been reported to

prepare hierarchical (or dendritic) metal nanostructures, such
as electrochemical (or electroless) metal deposition, galvanic
replacement, solvothermal (or hydrothermal) reaction, ultra-
violet irradiation reduction, and ultrasonic-assisted reduc-
tion.16−22 Unfortunately, most methods suffer from at least
one of drawbacks such as long time-consuming, unclean
particle surface, low reaction yield, and more importantly it is
difficult to control the size and shape of the particles simply by
adjusting the reaction parameters.16,17 Recent studies have
shown that wet-chemical synthesis, so-called colloidal chemical
method,18 is the low cost and high-yield route which can
produce dendritic metal nanostructures using surfactant or
polymeric template as either a growth controlling or a
stabilizing agent.16−19,21,23,24

Nonetheless, the synthetic procedure of dendritic metal
nanostructures usually takes long time in aging process21,25 and
is only feasible for some special kinds of synthetic polymers and
surfactants.18,26 For instance, polyvinylpyrrolidone (PVP) with
pyrrolidone groups was proved as an effective capping agent in
the synthesis of Ag dendrites when hydroxylamine was used as
a reducing agent.27 The formation of hierarchical nanostruc-
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tures was also carried out using nonbiocompatible and toxic
surfactants such as cetyltrimethylamonium chloride (CTAC),
sodium dodecyl benzenesulfonate (SDBS), and tetrabutylamo-
nium bromide (TBAB) which should be removed from the
resulting particles for further biological applications.28 Even
though dramatic SERS effects have been reported on various
dendritic Ag nanostructures, it is rare to find the green synthesis
of highly asymmetrical Ag nanostructures using only biocom-
patible and nontoxic components.19,24,26

Herein, we report a facile nonhazardous synthetic route for
highly nanotextured (i.e., asymmetric “flower-like”) submicron
Ag particles, so-called hierarchical silver meso-flowers
(AgMFs). Chitosan biopolymer and ascorbic acid were used
as a reducing and a structure directing agent, respectively, for
the crystallographic growth of hierarchical AgMFs. Chitosan is
known as a typical kind of natural polymer as a capping agent
for the selective adsorption on favorable crystalline planes and
induce the anisotropic growth toward that direction.7,10,27,29 All
the process takes the advantages of one-pot, fast, and green
synthesis at room temperature. The surface morphology and
size of as-prepared AgMFs were controllable simply by
changing the concentration of chitosan or AgNO3 precursor
under otherwise identical conditions.
To explore the SERS enhancement of AgMFs, we used two

small molecules with thiol groups, namely, 2-clorothiophenol
(CTP) and 4-aminothiophenol (ATP). Thiophenol-type
molecules have become increasingly important in SERS
application as active Raman probes because of their strong
binding to Au/Ag surface and their molecular electronics.30,31

However, these molecules face with the problem of relatively
small Raman cross-section which is challenging in the
ultrasensitive detection by SERS technique, in contrast with
other fluorescent dye molecules (e.g., rhodamine 6G, crystal
violet, methylene blue). The hierarchical AgMFs showed a
dramatic SERS enhancement even at an individual particle for
both CTP (10−4−10−6 M) and low ATP concentration (10−4−
10−8 M). Interestingly, at relatively high concentration of ATP
(10−4−10−6 M) the recorded Raman spectra were different
from those obtained at low concentration of ATP (10−8 M),
which were coincident with bulk ATP powder. This
observation indicated the chemical conversion of ATP into
4,4′-dimercaptoazobenzene (DMAB) on the silver surface
which has recently been reported as surface plasmon-driven
catalysis.31,32

2. EXPERIMENTAL SECTION
2.1. Chemical. Chitosan (MW = 50 000) with the

deacetylation degree of >85%, AgNO3 (99.0%), L-ascorbic
acid (99.0%), 2-clorothiophenol (CTP) (≥99%), and 4-
aminothiophenol (4-ATP) (≥99%) were received from
Sigma-Aldrich. Acetic acid (99.0%) was received from Duksan
Pure Chem. Ltd., South Korea. All chemicals were used without
further purification.

2.2. Synthesis and Sample Preparation. All glass wares
were rinsed thoroughly by freshly prepared aqua regia solution
(HCl/HNO3 = 3:1) and rinsed again with distilled water prior
to use. Chitosan of 1.0 wt % was dissolved in acetic acid
solution (1.0 v/v%) by sonication until being transparent,
followed by diluting with HPLC water. Subsequently, an
aliquot (10−90 μL) of AgNO3 (1.0 M) was added into 3 mL of
chitosan solution under vigorous stirring for 5 min. Finally,
asymmetrical flower-like Ag microns (or hierarchal Ag meso-
flowers) were obtained by adding ascorbic acid (1.0 M) of 60
μL to the mixed solution and kept stirring for 10 min. The
resultant Ag meso-flowers (AgMFs) were purified by three
consecutive centrifugation-sonication steps and resuspended in
HPLC water.
For SERS analysis, an aliquot of CTP molecules with

different concentrations were added to an equal volume of as-
prepared AgMFs. The mixture was shaken for a few minutes
and allowed to stand still at room temperature for 4 h to obtain
the equilibrium adsorption of CTP on AgMFs. The subsequent
centrifugation removed excessive and loosely bound CTP and
resuspended in diluted HPLC water. Finally, a drop of CTP-
bound AgMFs solution was casted on a well-cleaned silicon
slide and let them dry statically at room temperature prior to
SERS measurements. The same procedure was applied to 4-
aminothiophenol (ATP) in SERS measurements, except for
that ATP-bound AgMFs were suspended in ethanol.

2.3. Analytical Instruments. The size and morphology of
as-prepared AgMFs were characterized by Scanning Electron
Microscope (SEM, S-4700 Hitachi) at the excitation electron
beam of 15 keV and Transmission Electron Microscope (TEM)
at the accelerating voltage of 300 kV (HITACHI, H7600). X-
ray diffraction (XRD; Rigaku Corp.) with Cu Kα radiation was
used to examine the crystallographic structure of solid samples.
UV−vis spectrometer (CARY) and the Raman spectroscopy
(LabRam HR) were employed to characterize the optical
properties of as-prepared samples. The Raman spectrograph
employed 1800 g/mm grating and He−Ne laser excitation at
632.8 nm.

3. RESULTS AND DISCUSSION

3.1. Synthesis and Characterization of Hierarchical
AgMFs. Highly asymmetric “flower-like” AgMFs (i.e., hier-
archical AgMFs) were obtained a few minutes after starting the
reduction of AgNO3 in the presence of ascorbic acid and
chitosan at room temperature. The ascorbic acid is a mild
reducing agent, known as a vitamin C, which is widely used in
the synthesis of various complex nanostructures.15,24,33

Chitosan is a biocompatible polymer containing primary
amine and hydroxyl groups which have high affinity to Ag
nanoparticles. Chitosan unraveled the ability in fabricating
complex nanostructures as a capping and shape-controlling
agent.7,10,27,29

Figure 1. Typical SEM image of as-prepared AgMFs at different magnifications.
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Figure 1 shows the typical SEM images of hierarchal AgMFs
at different resolutions. As shown in Figure 1, the AgMFs
exhibited a good size distribution (∼1400 nm). The magnified
SEM images apparently revealed that the AgMFs had highly
nanotextured surface morphologies. The hierarchal AgMFs
exhibited spherical grain boundary and stacking rod-shaped
edges with ∼50−100 nm in width, but not uniform in length. In
particular, as-prepared AgMFs exhibited three-dimensional (3-
D) hierarchical assemblies of roughened nanoscale edges which
are quite different from relatively symmetrical Ag dendrites
prepared by many groups.7,11,15,23−25,34−36

To get an insight for the growth mechanism of as-prepared
samples, the morphology of AgMFs was recorded by TEM
images taken at different growth times (20, 60, and 150 s). The
AgMFs were prepared by stopping the reaction at predeter-
mined times (i.e., diluting the solution by 20 times) and
removing the unreacted components by the immediate
centrifugation at 10000 rpm for 1 min. The significant changes
of the morphology at different growth times were apparently
observed by time-evolution TEM images, that is, the transition
from the irregular particles (Figure 2A1) to dendritic multiple-
branched particles (Figure 2A2), and even to hierarchical
submicron flower-like particles (Figure 2A3). The dark contrast

Figure 2. TEM images of as-prepared AgMFs sampled at predetermined times at (A1) 20 s, (A2) 60 s, (A3) 150 s, (B) SEAD pattern of the AgMFs,
(C) XRD spectrum of the AgMFs.

Figure 3. SEM images of AgMFs prepared by different concentrations of chitosan at fixed volume of added AgNO3 (60 μL from a 1.0 M stock
solution) (A1, 0.05 wt %; A2, 0.1 wt %; A3, 0.3 wt %, A4, 0.4 wt %), and different amounts of AgNO3 (upon the addition of different volumes from a
1.0 M stock solution) in the presence of 0.1 wt % chitosan (B1, 10 μL; B2, 30 μL; B3, 60 μL; B4, 90 μL). All scale bars are 1 μm.
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at the body center indicated that the resultant AuMFs were rich
in 3D structure. The particles exhibited a homocentric growth
in which some elementary branch was initially formed and
served as a skeleton for the secondary deposition of Ag0 atoms
and thereby forming multiple thin sheets over the surface.
Selected area electron diffraction (SAED) analysis confirmed
the single crystalline structure of AgMFs (see Figure 3B), in
contrast with polycrystalline structures of nanotextured silver
microflowers synthesized in the absence of chitosan.36 The X-
ray diffraction (XRD) spectrum of the sample showed five
sharp peaks corresponding to {111}, {200}, {220}, {311}, and
{222} facets (see Figure 2 C) attributed to face centered crystal
(fcc) Ag particles.17 Noteworthy, the intensity of (111)
diffraction peak was much higher than those of other peaks,
indicating that hierarchical AgMFs had plenty of {111} facets
and the crystal growth preferentially oriented parallel to the
{111} facets.16,17,25

XPS survey and EDX data confirmed the existence of O, C,
N elements on AgMFs which originated from adsorbed
chitosan and/or oxidized components from ambient environ-
ments (Figure S1 in the Supporting Information). Due to the
interaction of Ag and functional groups (−NH2, −OH) of
chitosan molecules, some chitosan are still intact on the surface
of AgMFs to prevent the particle from agglomeration.
However, it is unlikely for the chitosan to be embedded inside
the crystal structure of Ag particles because the Ag particle
showed the perfect single crystallographic structure confirmed
by XRD and SAED analysis as shown in Figure 2. If the
chitosan is embedded inside the Ag particle, it may generate
dislocations and defects in the crystalline structure of Ag
particles.
The common mechanisms to control the morphologies of

synthesized particles are kinetic controlling and surface
passivation pathways.37 It has been reported that kinetically
controlled reaction can be established by slowing down the
reduction rate which is responsible for generating nanostruc-
tures containing low-index facets such as {111}, {100},
(110}.18,37 In general, the complexation of Ag+ ions with
chitosan chains via coordinate bonding with amine and
hydroxyl groups varies the reduction potential of Ag+ and
consequently changes the redox rate of AgNO3 to Ag

0. In terms
of surface passivation pathway, like other conventional
structure-directing agents, chitosan can selectively bind to
certain crystal facets, altering the order of free energies at
different facets and thereby influencing on their crystal
growth.38 As a result, released Ag0 was added to unpassivated
facets until the final particle was dominantly covered by

passivated facets.37,38 However, in our protocol, the growth
mechanism became more complicated due to the large number
of different functional groups of chitosan, in contrast with other
structure directing agents (PVP, CTAB, citrate) which have a
limited number of functional groups. Free functional groups in
chitosan when it selectively bound to certain crystal facets can
attract Ag0 atoms from the solution, resulting in stacking
growth of nanosheets to form highly asymmetric Ag
nanostructures. This phenomenon is very similar to the
scrolling action of chitosan chains in the formation of gold
nanoflowers.39 Therefore, chitosan or other polysaccharide
polymers could be ideal surfactants to form complex
nanostructures with anisotropic morphology.7,40,41

To examine the effect of chitosan concentrations on the
formation of resultant AgMFs, a series of experiments was
conducted by varying the chitosan concentration under
otherwise identical condition. The morphology and size of
AgMFs were strongly influenced by chitosan concentration, as
shown in Figure 3A1−4. The fast color changes from
transparent to gray, dark gray and turbid were observed within
a few minutes immediately after adding ascorbic acid into the
vigorously stirring mixture of AgNO3 and chitosan. At the high
concentration of chitosan (0.3−0.4 wt %), SEM images shown
in Figure 3A3−4 represented a distinct hierarchical architecture
with well-separated multiple petal assembly. The petals
exhibited a homocentric form composed of numerous
protuberances originated from the deposition of Ag0 atoms.
The morphology and size of AgMFs were obviously changed
when the chitosan concentration was reduced to 0.1−0.05 wt %
(see Figure 3A1−2). The AgMFs appeared to have spherical
grain boundaries consisting of many roughened nanoedges and
nanodots generated by the traces of disappeared nanosheets.
Consequently, the crystallographic growth of dendritic AgMFs
was well-controlled, that is, chitosan not only played as a
capping agent but also controlled the shape and size of resulting
particles.
The anisotropic growth of Ag particles was also controlled by

Ag+ ions because the concentration of AgNO3 influenced on
the rates of nucleation and growth process.17,26,42 The dosage
amounts of AgNO3 (1.0 M) were varied to examine the
concentration effect of Ag+ ions on the characteristic
morphologies of AgMFs. Figure 3B1−4 is the SEM images
showing the morphology changes of AgMFs with the increase
of AgNO3. At low dosage amounts (10−30 μL) of AgNO3
(shown in Figure 3B1−2), the morphology of AgMFs appeared
quite similar to those obtained at high concentration of
chitosan (A3 and A4), consisting of numerous thin single petals

Scheme 1. Proposed Mechanism Illustrates the Formation of Hierarchical AgMFs
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with different lengths. An apparent morphology change to
roughened surface consisting of edges and nanodots occurred
when increasing the dosage amounts of AgNO3 up to 60−90
μL (see Figure 3B3−4). It is probably because of the gradual
deposition of Ag0 atoms on thin petals and crevices to form
thicker petals until they became roughened edges.18,43

In summary, chitosan concentration and dosage amounts of
AgNO3 are key factors which can control the anisotropic
growth of resultant Ag particles (vide infra). The increase of
chitosan concentration decreased the size of AgMFs with more
roughened hierarchical architecture, whereas the increase of
AgNO3 induced more roughened surface morphology without
distinct size changes of the particles. The binding affinity of
chitosan, which contains abundant functional groups of amine
and hydroxyl groups, varies at different crystal facets,
consequently leading to the formation of Ag nanostructures
with complex topography.
On the other hand, silver nitrate concentrations usually

determine Ag ion availability in the reaction mixture and
controlled the growth rates of Ag particles. Interestingly, the
concave structures among sheets might be more energetically
favorable in the formation of Ag particles by adding silver
precursors.38 At higher concentration of silver nitrates, the
silver atoms tended to fill the spaces among sheets to form
roughened surface morphology. Conclusively, silver nitrates
and chitosan complementarily control the anisotropic growth,
resulting in hierarchical AgMFs.37

Scheme 1 represented the proposed mechanism in the
formation of hierarchical AgMFs by the ascorbic acid and
chitosan biopolymers. At first, primary Ag0 atoms were slowly
released from the reduction of Ag+ ions trapped in the chitosan
matrix through the complexation with functional groups. These
Ag atoms were quickly aggregated during the nucleation
process to form initial seeds to reduce the interfacial free
energy, assisted by the scrolling action of chitosan chains. These
newly formed seeds were stabilized in the chitosan matrix by
the extra-repulsive forces between positively charged chitosan
chains adsorbed on different Ag seeds. The selective adsorption
of chitosan varies the surface energy of different facets.
However, the presence of chitosan at Ag/solvent interface did
not seem to interfere with diffusion-limited deposition of Ag0

atoms onto seed particles, probably due to favorable attractive
forces between positive amine groups of chitosan and negative
surface of Ag0 atoms. Subsequently, these seeds acted as the
center to capture free Ag0 atoms from the solution, leading to
the crystallographic growth into hierarchical AgMFs. With the
increase of reaction times, other free Ag0 atoms diffused
continually toward the hierarchical and further deposit on
empty surface of branches, finally forming thicker branches and
roughened surfaces on Ag particles.

Because the kinetically controlled reaction occurs far from
equilibrium state, a small change of reaction temperature can
amplify the difference in the growth rates of individual crystal
facets, consequently affecting the morphology and size of
resultant crystalline structure.18,43 To confirm this supposition,
three different reaction temperatures were selected: high
temperature (60 °C), medium temperature (25 °C), and low
temperature (4 °C). The reaction temperature ranges were far
below the glass transition temperature of chitosan polymers
(140−150 °C).44 Therefore, the thermal effect of reaction
temperature on the structural properties of chitosan polymers
might be negligible. According to the SEM images shown in
Figure 4, the size and morphological complexity of resultant
particles changed significantly when lowering the reaction
temperature. At high temperature, the as-synthesized Ag
particles appeared quasi-spherical structure with relatively
small size (Figure 4A). High temperature promoted the
reaction rates and diffusion of components, consequently
leading to the rapid formation of corpuscular nanostructures.15

Notably, lower temperature produced more complex Ag
nanostructures by slowing down the reaction kinetics and
diffusion rates.10,45 When compared to the surface morphology
of AgMFs at 25 °C, AgMFs at 4 °C exhibited more complex
morphology with thinner and shorter edges. The slower
diffusion rate at lower temperature induced more super-
saturation of reactive species so that the nucleation and
crystallographic growth times were prolonged, resulting in
highly complex morphology of Ag particles.15,46

As previously mentioned, many approaches utilized non-
biocompatible surfactants and co-operative agents for the
selective surface passivation to induce the dendritic or branched
Ag particles.6,11,16−19,21−26 For instance, hierarchical Ag
nanostructures were formed using PVP surfactant and SDS
(or PDP) which were not biocompatible, requiring the
additional purification process to minimize the possible
contaminations in the biological applications.6,47,48 In addition,
most Ag nanostructures were usually classified as symmetrical
dendrites or metallic nanostructures formed by the aggregation
of primary nanoparticles with polycrystalline phases.49,50 In this
work, we synthesized flower-like Ag particles using the one-pot,
fast, and green synthesis at room temperature and the resulting
particles exhibited highly asymmetric nanostructures with single
crystalline phases.

3.2. Optical Properties of AgMFs. It is well-known that
the optical properties of metal nanoparticles are highly affected
by their size, shape, and composition. Size and shape of NPs are
crucial factors determining the number, the shape, and the
positions of localized surface plasmon resonance (LSPR) peaks
in the extinction spectra.21,24,51 For example, nonspherical Ag
NPs (such as triangle, branched, rod) usually display several

Figure 4. SEM images of AgMFs prepared at different reaction temperatures under fixed amounts of added ascorbic acid (60 μL from a 1.0 M stock
solution) and chitosan of 0.1 wt %: (A) High temperature (60 °C), (B) medium temperature (25 °C), and (C) low temperature (4 °C). All scale
bars are 1 μm.
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LSPR peaks because of the in-plane and out-of-plane dipolar

oscillations of free electrons whereas spherical Ag NPs exhibit

only one peak at around 420 nm.7,49,51 As the particle become

less symmetric, the induced charge distribution can result in not

only dipolar modes with different frequencies but also the

multiple modes of LSPR peaks.52

Figure 5 shows the UV−vis spectra of AgMFs synthesized at
different chitosan concentrations. All the spectra exhibited the
similar broad absorption bands ranged from 420 nm to NIR
region regardless of the morphology and size of AgMFs. The
higher-ordered multipole plasmon resonance peaks were
observed in addition to the dipole resonance peak at high
chitosan concentration, probably due to the multiple thin

Figure 5. UV−vis spectra of AgMFs (25 °C) prepared at 60 μL of ascorbic acids (1.0 M) with different chitosan concentrations: (a) 0.4, (b) 0.3, (c)
0.2, (d) 0.1, and (e) 0.05 wt %.

Figure 6. Efffect of surface morphology of AgMFs on the SERS efficiency: (A1, A2) SEM images of AgM6 type 1 and type 2; (B) SERS spectra of 2-
chlorothiolphenol (CTP) on two distinguished AgMFs corresponding to (A1) and (A2); (C) SERS spectra of bare AgMFs at two different places;
(B1, B2) the enlarged Raman spectra shown in (B). All spectra was recorded by 632.8 nm excitation laser (10 μW) with the integration time (60 s)
and one accumulation for 500 counts per division in (B1) and 20000 counts per division in (B2).
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sheets in Ag nanostructure. These peaks gradually disappeared
when the concentration of chitosan decreased from 0.4 to 0.2
wt %. At the lower concentrations of chitosan (0.1−0.05 wt %),
the UV−vis spectra displayed only one clear absorption peak
around 520 nm which was fairly red-shifted in reference to the
absorption peak of spherical Ag NPs around 410 nm, probably
due to the bigger size and roughened surface.53 As the same
analogy, a very similar trend in the UV−vis spectra was
observed when increasing the dosage amounts of AgNO3 (1.0
M) (Figure S2 in the Supporting Information).
3.3. SERS Detection of 2-Chlorothiophenol. Raman

spectroscopy is a highly specific technique, which can detect
and identify probe molecules based on their vibrational energy
levels as Raman fingerprints. Because the Raman enhancement
factor was low (∼103) for a metallic particle with a smooth
surface,5,54 many efforts have focused on the synthesis of
complex nanostructures with many hot-spots which can
markedly enhance Raman signals up to 108−1012. The
hierarchical organization of AgMFs are believed to highly
impact on the Raman enhancement of probe molecules.8

An enhancement factor (EF) is the index which can
represent the relative sensitivity of the substrate in SERS
measurement. According to the EF calculation for a single
particle, it is crucial to accurately estimate the number of
adsorbed molecules on the particle surface based on the self-
assembled monolayers (SAMs) which do not usually depend
on the bulk concentration of probe molecules. In this work, the
initial bulk concentration of CTP was kept high (10−4 M)
enough to guarantee the saturated adsorption of CTP on the
Ag surface.
To explore the effect of morphology on SERS sensitivity to

2-chlorothiophenol (CTP), two types of AgMFs (shown in
Figure 6A1 and 6A2) were chosen. The first one had spherical-
like grain boundary structure with roughened surface, whereas
the latter one had an asymmetric hierarchal structure with a
large number of randomly oriented thorny protrusions and tiny
cavities. SERS sensitivity of these particles was assessed by 2-
chlorothiophenol (CTP) molecules which can chemisorb on
the surface of AgMFs via thiol groups. To investigate the SERS
sensitivity of flower-like Ag particles, AgMFs were incubated in
CTP solution for a sufficient time to obtain a saturated
adsorption of CTP on the surface of AgMFs through strong
Ag−S bindings. The subsequent centrifugation of CTP-bound
AgMFs was thoroughly conducted in order to remove excessive
and loosely bound CTP from the particle surface. Only the self-
assembled monolayer of CTP on the AgMFs was retained on
the Ag surface after the purification step. Finally, an aliquot of
CTP-bound AgMFs was dropped and casted over a well-
cleaned silicon slide, fully air-dried before SERS measurements.
The Raman intrument was operated at integration time of 60

s, one accumulation, and 632.8 nm excitation laser (10 μW).
Normally, higher numbers of accumulation cycles and long
integration times result in strong intensity and better resolution
of Raman signals due to higher signal/noise ratio. However,
long exposure time along with a strong laser power might cause
sample degradation, especially for fragile biosamples. Therefore,
instrumental parameters must be carefully chosen to balance
between signal maximization and minimization of sample
degradation. In this work, the exposure time of 60 s (one cycle
of accumulation and 60 s of integration time) was appropriate
to get SERS signals of CTP at the low power density of 1 × 103

W/cm2 (10 μW per 1.0 μm2).

Figure 6B1 and 6B2 showed the SERS spectra of CTP
adsorbed on two types of AgMFs (6A1 and A2). In both cases,
the typical SERS peaks of CTP were distinctly enhanced at
1025, 1120, and 1580 cm−1, demonstrating the efficient
encoding process of CTP on both types of AgMFs. However,
the asymmetrcial AgMFs (6A2) exhibited a significant
enhancement in SERS spectra of CTP when compared to the
less asymmetrcial AgMFs (6A1). The relative enhancement was
ca. 50 times based on the peak intensity at 1042, 1110, and
1573 cm−1.39 The reason may be that a large number of tiny
cavities and randomlly oriented nanoprotrusions induced the
dramatical enhancement of electromagnetic fields. This feature
was previously observed in sharp edge or branched metal
nanostructure.30,35,55 The rough AgMFs also displayed much
higher SERS enhancement to 4-aminothiophenol (ATP) than
the smooth AgMFs prepared at hot temperature (Figure S4 in
the Supporting Information).
Figure 6C showed the SERS spectra of bare AgMFs without

CTP at differnet positions. Since AgMFs were rinsed with
HPLC water, no noticeable signal in SERS spectrum was
observed at one position (Figure 6C). At the other position,
however, there was an appearance of Raman signals which
might be originated from the susceptibility of Ag particles to
ambient environments.56 However, it would not impair the
SERS efficiency of CTP detection because the position and
intensity of all Raman peaks are different from those of CTP
peaks. It is worth mentioning that the appearance of chitosans
on the surface of AgMFs did not give noticeable noisy peaks in
the SERS detection of CTP, as well as it did not block the
adsorption of CTP on the surface of AgMFs.7,10

Because of the complex surface morphology of AgMFs and a
limited sensitivity of SERS system, an EF enhancement factor
was roughly calculated based on the following eq 1:57

=
×
×

I N
N I

EF SERS bulk

SERS bulk (1)

Here, ISERS and Ibulk are the intensity of a vibration mode in the
SERS spectrum of adsorbed probes and in the Raman spectrum
of bulk solution of probes, respectively. NSERS is the number of
molecules adsorbed on the silver particles within the laser spot
size and can be calculated by eq 250

σ π= ∈ =
⎛
⎝⎜

⎞
⎠⎟N N S S

d
,

4SERS AV f f
f

2

(2)

where NAV is the Avogadro number and Sf is the effective
surface area of metallic structure within the spot size, and σ is
the surface density of self-assembled monolayers of CTP
molecules. Based on the assumption that only a self-assembled
monolayer of CTP is retained on the surface after the
purification step, the total number of chemisorbed molecules
can be calculated theoretically regardless of the initial bulk
concentration of CTP (10−4 M) in this work. The nominal
surface area was calculated based on the spot size (df = 0.86 μm,
100× objective lens) which was less than the footprint size of
single AgMFs, and the shape factor, ε, was assumed to be ∼10
because of the combined effect of increased surface area and the
shaded fraction of surface area due to the complex surface
morphology.5

The surface density of p-fluorothiolphenol (p-FTP) on a
noble metal surface was reported as ∼0.44 nmol/cm2 assuming
a self-assembled monolayer (SAM), which is very similar to the
surface density of thiophenol (TP) on the metal surface.58,59
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According to the recent work by Jiang et al., the o-
fluorothiolphenol (o-FTP) SAMs has a lower surface coverage
by ∼40% than that of p-FTP SAMs because of the different
molecular geometry and intermolecular electrostatic interac-
tions.59 As the same analogy, the surface density of 2-
chlorothiophenol (CTP) on the metal surface would be
assumed as ∼0.2 nmol/cm2 which was 40−50% of the reported
value of thiophenol. The chlorine atoms at the ortho position
of benzene rings usually induce more tilting from the substrate
surface, consequently leading to loosened SAMs density.60 On
the basis of the comparable surface density (σ) of CTP, the
total number of adsorbed molecules on the metal surface was
calculated as 6.99 × 106.

The total number of CTP molecules, Nbulk, in the focal
volume of bulk solution can be calculated by eq 340

ρ π= =
⎛
⎝⎜

⎞
⎠⎟N N V

M
V

d
h,

4bulk Av f
wt

f
f

2

f
(3)

where ρ is the density of CTP molecules (1.275 g/cm3) and
Mwt is the molar mass of CTP molecules (144.62 g/mol). The
focal volume, Vf, illuminated by the focused laser, in which df is
the diameter of focused spot (3.1 μm, 10× objective) and hf ≅
4λ/(NA)2 is the depth of focus.61 In our protocol, hf is about
40.5 μm with 10× objective lens (numerical aperture, NA =
0.25) and λ = 632.8 nm excitation wavelength. Then, the total

Figure 7. (A) SEM image of as-prepared AgMFs spreaded on the silicon slice. (B) SERS spectrum of 2-chlorothiophenol adsorbed on the AgMFs at
two differently aggregated places marked as 4, 5 in panel A. (C) SERS spectra of 2-clorothiophenol (CTP) adsorbed on three different isolated
particles marked as 1, 2, 3 in (A). All spectra was recorded by 632.8 nm excitation laser (10 μW) with the integration time (60 s) and one
accumulation for 200 counts per division in (C) and 5000 counts per division in (B).

Figure 8. Comparison of Raman spectra of ATP adsorbed on AgMFs taken at different concentration ranges: (a) 10−4−10−6 M and (b) 10−6−10−8
M. Only these spectra were recorded by micro-Raman (ANDOR Monora500i) equipped with 633 nm He−Ne laser (12 mW) for 50 s of integration
time and one cycle of accumulation.
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number of bulk molecules within the probing volume of
solution phase would be 16.2 × 1011. On the basis of the SERS
and Raman peaks of CTP at 1121 and 1578 cm−1 shown in
Figure 6B and Figure S1 (in the Supporting Information), the
average EF was calculated as 3.7 × 107. This value is ranged
within the highest EF values that have been reported for
thiophenol-type molecules on similar flower-like Au/Ag
nanostructures.5,30,35,62

As shown in the SEM image of Figure 7A, isolated particles
and aggregated AgMFs coexisited. In practice, the adsorption
and film forming of chitosan on the silicon slide after solvent
evaporation can hamper the heavy agglomeration of AgMFs.7

Figure 7C showed the distinct SERS spectra of CTP molecules
adsorbed on three isolated AgMFs at the position of 1, 2, and 3
in the SEM micrograph. It should be noted that SERS signals
represent the average values over the whole surface of each
particle, and that highly localized protrusions or inside the
crevices of each particle’s surface can provide dramatic increase
of SERS signals.5,6 As shown in Figure 7B, a significant increase
of SERS signals were observed on the aggregated AgMFs at the
position of 4 and 5. Conclusively, the aggregated AgMFs
exhibited the more enhancement of SERS signals by ∼100
times higher than those of individual AgMFs. It is because of a
large number of plasmon gaps between adjacent particles, so-
called hot-spots, give additional enhancement to the inherent
electromagnetic (EM) fields of individual particles.5,6 The
aggregated AgMFs demonstrated the EF value even up to 108 ∼
109 over the highest values that have been reported for
thiophenol-type molecules.5,50,61,63,64

3.4. SERS Studies of 4-Aminothiophenol (ATP). We
conducted the Raman measurement of 4-aminothiophenol
(ATP) adsorbed on hierarchical AgMFs according to the
aforementioned protocol conducted for CTP detection. Figure
8 shows the SERS signals of ATP adsorbed on hierarchical
AgMFs at different concentration ranges from 10−4 to 10−8 M,
as well as bulk ATP powder. As seen from Figure 8a, SERS
measurements of ATP (10−4 M and 10−6 M) displayed the
distinct peaks at 1110, 1375, and 1425 cm−1, which were not
observed from bulk ATP powder. The disagrement of SERS
signals indicated the feasible conversion of neighboring ATPs
on the silver surface into 4−4′-dimercaptoazobenzen (DMAB)
under high power laser (633 nm of He−Ne laser, 12 mW).65

The chemical dimerization of 4-aminothiophenol (ATP)
adsorbed on a roughened silver surface into DMAB was
recently observed in SERS signals under continuous laser
exposure or increasing the power density of a laser.31,32,65 The
chemical reaction was attributed to the hot electrons generated
from the surface plasmon excitation or the local plasmon
heating on silver nanoparticles in coexistence with O2/H2O.

32

Although the reaction mechanism is not fully understood yet,
the crucial role of silver nanoparticle as a surface plasmon-
assisted catalyst is undoubted.
On the other hand, SERS measurements of ATP (10−8 M)

rather displayed some coincident Raman bands with those of
bulk ATP powder, as seen from Figure 8b. It is plausible to
assume that low density of ATP molecules on the silver surface
is a major reason for ATP not to be dimerized into DMAB.
Thus, our AgMFs detected ATP molecules at the very low
concentration level in spite of comparable noise signals in SERS
measurements. To be conslusive, our AgMFs showed highly
sensitive detection of ATP (10−8 M) and feasible plasmon
catalyst for ATP (10−4−10−6 M) owing to their unique
morphology which can induce tremendous SERS enhancement.

4. CONCLUSIONS
In this work, we demonstrated a facile and green synthetic
route for preparing submicron dendritic (hierarchical flower-
like) Ag particles (AgMFs). In this synthetic procedure,
chitosan biopolymer played an important role as a stabilizer
and a structure-directing agent, supporting for the anisotropic
growth of AgMFs. The morphology organization of AgMFs
with a large number of protrusions and crevices was simply
tunable by changing the concentration of chitosan or dosage
amounts of AgNO3 at room temperature. The AgMFs as an
individual particle was highly sensitive in SERS measurement in
the detection of 2-chlorothiolphenol. A dramatic SERS
enhancement was observed on clustered AgMFs because of
the synergic coupling of hot-spots that were attributed to the
roughened nanoedge assemblies on individual particle and
interparticle junctions between AgMFs. The resultant AgMFs
endowed with unique morphology demonstrated highly
sensitive SERS substrates, warranting highly sensitive detection
of probing molecules due to hierarchical surface roughness
which can also make it possible to monitor plasmon-driven
surface reactions.
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